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Materials:

· Dimethyl sulfoxide (DMSO)

· Fetal Bovine Serum (FBS) 

· Mr. Frosty 

· L-15 medium
· Cryo-vials (2-ml)

Procedure:
· Before cryopreserving the cells of the culture flask, a critical evaluation of cells is essential. Observe the culture flask under the inverted microscope to assess the degree of cell density and ensure that the culture flask is contamination free. It is recommended to use cells in logarithmic growth phase. Adherent cells should not be at high density (>80%) for freezing.
· Change the medium of the culture flask 24 hrs before freezing the cells. 

· Decant media from the culture flask.

· Wash the cells twice with tissue culture grade DPBS and add trypsin solution so as to cover the entire monolayer of the cells. 

· Incubate cells at 28ºC for 1-5 minutes. Monitor cells continuously under Phase Contrast Inverted microscope until cells detach. 
· Discard the trypsin solution and tap the sides of flask gently with palm to assist in detachment.

· Add 2 ml L-15 media containing 5-20% FBS. Use media containing the same percentage of FBS as used for growing cells in subsequent culture.

· Pipette the cells up and down to disrupt cell clumps so that a single cell suspension is obtained.
· Pipette out small aliquot of cells (100 µL) to perform cell count on Hemocytometer. 

· Centrifuge the remaining cell suspension at 1,000 rpm for 3-5 minutes.
· Discard supernatant. 
· Re-suspend cells in freeze media (L-15 medium with 10% FBS and 10% cryo-protectant DMSO) at the rate of 2-4 X 106 cells per ml of freeze media. 
· Pipette out 1 ml of cell suspension and aliquot into 2-ml cyro-vials labeled with the cell line name, passage number, cell concentration and date of cryopreservation. 
· Transfer cryo-vials into isopropanol bath/ Mr. Frosty to allow freezing of cells at a rate of ~1ºC/ minute by placing in –80°C freezer overnight. 

· Transfer the cryo-vials frozen at –80°C freezer to the vapor phase of a liquid nitrogen (LN2) storage vessel for few minutes and then submerge into the LN2 container.
· Make entry in cell line data register.
