MM6 Cell Culture (step by step)

Seeding cells:

Feeding continuous cell culture:

· Put all your supplies into the hood after spraying with alcohol and wiping with a Kimwipe: 

Glass pasteur pipettes

small (l size) pipette tips

ml size pipettes as needed 

20 l pipetter

MM6 media

Sterile flasks if needed

(1) eppendorf tube

centrifuge tube (15 or 50 ml)

· Warm media in a separate flask first (est 2x the amount in the cell suspension flask if 2 days, 2.5x if 3 days).  Transfer media to an empty media flask for warming and put in the incubator.

· Transfer MM6-99 cells from the flask to a conical tube (50 ml tubes on the counter).

· Measure the volume of cell suspension with pipette and make a note.

· Mix the cells well using the pipettor to pull up and down.  Be careful to not make bubbles in the media.  Close the top of the conical containing cell suspension tightly.

· Sample the well mixed suspension with the pipettor set to 10 l.  Put cell suspension in an eppendorf tube and set aside.

· Pick up a new pippette tip.  Use it to put 10 l of trypan blue in the sampled cells (in eppendorf tube).  Mix up and down with the tip, being careful to not introduce bubbles.

· Spin down the cells in the conical in the centrifuge at 1000 rpm for 5 min at room temp.  Make sure to balance with a second conical.

· Count the cells in the trypan blue (after leaving ~2 min).  Pipette 10 l into the hemacytometer.  Use counter to tally healthy and blue cells separately.

Viability = healthy count/total cells

# cells = (volume of cell suspension, ml)*(2)*(healthy count/4)*104/ml = #

· Determine the amount of media needed to resuspend cells.  Ideal cell concentration is 0.5x106 cells/ml.  Divide # cells by 0.5x106 cells/ml  = amt media.

· Get the cells from the centrifuge.  See that there is a cell pellet on the bottom.  Suction off old media with a glass pasteur pipette, leaving enough media so you do not suck off cells.  Resuspend cells in warmed media and transfer to flask.  Replace flask in the incubator.  

· Put away supplies.

· Clean hemacytometer.

· Wash hands.

