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Materials:

· Culture flask (25 cm2 size)
· Culture media: L-15 medium containing 20% FBS
Procedure: 

· Set the temperature of water bath at 37ºC for thawing cells.

· Locate cryo-vial of desired cell line to be revived from the cell line data register.  Take out the cryo-vial from the canister of cryocan.
· Thaw the cells of the cryo-vial at 37ºC instantly in the water bath.
· Wash the cryo-vial surface with 70% ethanol in the laminar hood to remove any contaminant which might be present on the outer surface.
· Transfer the contents of the cryo-vial and add in 12 ml media in a 15-ml sterile tube. 

· Centrifuge the tube at 1,000 rpm for 5 minutes, remove the supernatant and add 1.5 ml high serum content (20 %) media in the tube kept at room temperature and mix gently. 
· Transfer the suspended cells in the culture flask and add another 5.0 ml culture media pre-warmed to 28ºC in the culture flask.

· Record the cell line name, passage number, date of revival, person reviving the cell line on the flask and also in the log book.

· Incubate culture flask at optimum temperature and observe the cells next day for attachment. Replace culture media next day. 
· Continue for further passaging as per requirement. 

· Store one cryo-vial of the cell line to replace the removed cryo-vial.
