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Cell culture passaging protocol.

Materials and instruments
· Incubator for cell culture 

· Laminar flow hood
· Inverted optical microscope 

· Centrifuge 

· Cells (in 25cm2 flask)

HEK293T cell line (from human embryo kidney, transformed in vitro) 

· PBS (Phosphate Buffer Saline) sterile (10 ml in 15 Falcon tube)
· trypsin/EDTA solution (2 ml in Eppendorf) 

· DMEM medium, with 10% FCS, Pen/Strep (15 ml in 15 Falcon tube)
· Petri dishes, trated for cell culture, 60 mm diameter 
· Sterile pipettes (5 ml e 10 ml) and pipettor
· 15 ml Sterile Falcon tubes 

· Micropipettes (p1000/p200/p20) and sterile tips
· Emocitometer (Neubauer)

PROCEDURE:
1. Warm up all solutions to 37°C in water bath.

2. Proceed to observation of cells under inverted microscope.

3. Wash cells with PBS. Remove medium using a sterile 5 ml pipette and discard it in a becher, then carefully cover cells with 5 ml of sterile PBS. Repeat. 

4. Detach cells with trypsin/EDTA.
Discard PBS and cover cells with 1 ml trypsin/EDTA solution using p1000. Return cells to the incubator for 5 min. 
5. Proceed to observation of cells under inverted microscope: when cells appear round and floating, proceed to next step. 
6. Neutralize trypsin.

Insert 4 ml of complete medium to neutralyze trypsin. Resuspend cells by pipetting.

7. Recover cells by centrifugation.

Transfer cell suspension to a fresh 15 ml Falcon tube. Centrifuge 5 min at 1000 rpm.

8. Remove supernatant and and discard it in the becher. Gently resuspend cells manually and insert 5 ml od complete medium. Carefully resuspend by pipetting.
9. Count cells.
Using p200 (or p20), transfer a small amountof cell suspension into the hemocytometer. Count cells as indicated below: 

n° of cells in 1 ml = n° of cells counted in a big square x104
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10. Dilute cells 
First, identify the final concentration of cells to plate, here 1.0x105/ml. 

Decide the final volume to be plated, here 5 ml for 6 cm Petri dish.

Dilute cells as specified below:

If my suspension contains………………………cells/ml, how many ml ( = X) will I use to prepare 5 ml of a new cell suspension containing 5 x 104 cells/ml ?
Calculate:
11. Plate cells in a new dish. 
Proceed to cell dilution, inserting in a fresh 15 ml Falcon tube: 

X ml cell suspension (from previous point) and 5 – X ml of medium, and plate the diluted cell suspension in a new 60 mm Petri dish marking it with name, cell line and date. 
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