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A549 Cell Culture and Preservation
Cell culture conditions and preservation
1. Cell growth medium
DMEM + 10% FBS + 1% penicillin and streptomycin (P/S), pre-warmed to 37 °C
2. Culture environment
37 °C incubator with humidified atmosphere of 5% CO2
3. Cryopreservation
55% basic medium + 40% FBS + 5% DMSO, liquid nitrogen
Passage method
1. Suck out the original culture liquid;
2. Add about 2 mL of PBS, gently shake the culture bottle to moisten and wash the cells, suck out the PBS and discard it;
3. Add about 1 mL of 0.25% trypsin solution (containing EDTA) and gently shake the culture bottle to infiltrate all cells;
4. Put cells into the incubator for digestion until it is observed the cells in the middle of the cell block become noticeably rounded and gaps under the microscope, which can be terminated. Do not pat the culture bottle during the entire process;
5. Add 3 mL of serum containing culture medium to terminate digestion, blow the cells to remove their walls, and repeatedly blow in the liquid to make the cells appear as a single cell suspension as much as possible;
6. Cell suspension was collected and centrifuged at 1200 rpm/min for 3 min. After centrifugation, the supernatant was aspirated and discarded;
7. Add fresh culture medium, blow a few times to mix the cells, inoculate them proportionally into a new culture bottle, replenish the culture medium, loosen the bottle cap or use a breathable bottle cap for culture.
Digestion time
2–3 min
Generation ratio (density)
1:3–1:4
Frequency of fluids change
2–3 times every week
Doubling time
About 22 h
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