Human ES cell protocol modifications (by Erin Trish)
-I typically split (and did in the movie) hES cells (especially hues9) 1:6 though the handbook says 1:3

-In the movie, my hES cells were growing on 15cm plates, though the handbook is written for using 6 well plates. The differences here are that I usually use ~25ml of hES media to feed cells for a 15cm plate, I use 4ml of 0.05% trypsin for splitting/freezing hES cells, and then I inactivate the trypsin on the plate with 12ml of media

-In the handbook, the protocol for splitting hES cells does not spin down the cells after trypsinization, but rather just spreads the cells out in the inactivating media onto the plates on which to be split. However, in the movie and in my normal lab work, I prefer to spin down the hES cells. As a result, my splitting protocol is:

  -aspirate hES media

  -rinse with PBS

  -drop 4ml warm (37C) 0.05% trypsin around plate and watch in microscope to see colony borders eroding and MEFs turning spindly

  -inactivate with 12ml warm MEF media, peeling off the MEF layer as in the video

  -Put into 50ml conical tube and spin at 500-600G for 5 min

  -aspirate media

  -resuspend GENTLY in hES media

  -plate onto new plates

(in this protocol, I inactivate the trypsin with MEF media for 2 reasons, first, FBS will inactivate trypsin better than the knockout serum replacement in hES media and also MEF media is much cheaper to make than hES media, however, if one does not want to spin down the cells (i.e. if they are killing them while they resuspend or they are in a rush or something) then they will have to inactivate with hES media, which seems to work ok as well)

 

-we no longer at hLIF to our hES media

-I add .65ml of resuspended bFGF to the media to make a final concentration of 10ng/ml

-We now buy plasmanate from a company called Talecris, product number 61325 - I recently heard that they are not taking new customers so I am not exactly sure where else to get this from, but it seems that most hES cells will grow without it

 

There is also not a protocol for freezing cells, so here is the protocol:

 

-Make 2X Freezing media and put on ice (DMSO is toxic to cells at room temp):

   -80% Fetal Bovine Serum

  -20% DMSO

-Trypsinize cells as if you were splitting them, but pass the media through a cell strainer to remove and large debris from your freezing tube

-spin down cells

-resuspend pellet in .5ml per tube (I typically freeze a subconfluent 15cm plate into 10 tubes, each to be thawed to 1 10cm plate)

-pipet .5ml of resuspended cells into prelabeled freezing tubes

-add .5ml 2X freezing media to each tube (work rapidly)

-screw on caps, invert tube once to ensure mixing of freezing media

-place between 2 styrafoam 15ml conical tube holders (or other cell freezing apparatus)

-place at -80C overnight (cells can survive longer at -80 if necessary)

-move to LN2 next day  

 

Cell Strainer, BD Falcon 352350 (70um Nylon), this is also available in 40 or 100um, any of them should work fine

 

