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Materials:

· Culture flask (25 cm2)
· Dulbecco's phosphate-buffered saline (DPBS)

· L-15 media with 5-20% Fetal Bovine Serum (FBS) 
· Trypsin (0.25%) in PBS

Procedure:
· Observe the culture flask under microscope and monitor the condition of the cells. Passage only healthy growing cells with good confluency of 80%.

· Aspirate and discard the media of the culture flask.

· Wash the cells with tissue culture grade DPBS twice.

· 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. Do not leave cells in trypsin for excess time period as it will damage cells. 
· Discard the trypsin solution.
· Take out the culture flask from the incubator and tap the side of flask gently with palm to assist in detachment.

· Add two 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.
· Split the detached cells in recommended split ratio and transfer to new culture flasks making the volume to 5 ml per flask and incubate at recommended temperature.
· Proceed for freezing, passaging etc., as required.
