
 
 
 
 
iPSC Receiving Protocol  
 
In general, one frozen vial can be successfully thawed into one well of a 6 well plate.  
Each vial contains 2-4X106  
 
Store iPSCs at -80 upon receival. 
 
 

1.​ Coat a well of a new 6 well plate with Matrigel® and place at 4°C for 24 hours. 
2.​ Warm (37°C) the Matrigel Plate, DMEM/F"12 and mTeSR (Stem Cell Tech, Cat# 85850) before starting 

the protocol to ensure that the thawing procedure is done as quickly as possible.  
3.​ Quickly thaw cells in a 37°C water bath by gently shaking the cryovial continuously until only a small 

frozen cell pellet remains.  
4.​ Remove the cryovial from the water bath and wipe it with 70% ethanol.  
5.​ Transfer cells from the cryovial to the 15 mL tube Mix gently.  
6.​ Slowly, while mixing gentle add 9 mL of warm DMEM/F"12 to the cells in the 15 mL tube.  I start with 

only adding a few drops at a time until I reach about 4mL, At that point I add half a mL.  The whole 
process takes me about 1-2minutes. 

7.​ Centrifuge cells at 350 x g for 3 minutes.  
8.​ Aspirate medium, leaving the cell pellet intact.  Gently resuspend the cell pellet in 2 mL of mTeSR with 

10uM rock.  
9.​ Gently remove the matrix solution from the new plate using a serological pipette or by aspiration. Ensure 

that the coated surface is not scratched.  
10.​ Plate cells onto 1 well of a matrix coated 6"well plate.  
11.​ Add 1 FGF2 DISC (StemCultures Cat# DSC500S) 
12.​ Place the 6"well plate in a 37°C incubator. Move the 6"well plate in several quick, short, back"and"forth 

and side"to"side motions to distribute the cells across the surface of the wells. 
13.​ After 24hrs, replace the medium with fresh mTeSR (leaving the FGF2 DISC in the well) 
14.​ After 48 hrs, collect media for Myco testing 
15.​ Every 2-3 days, replace the medium, leaving the original FGF2 DISC in the well. 
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