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Low Passage Normal Human Dermal Fibroblasts - Adult

(HDFA)

	Description
	Catalogue Number

	Normal Human Fibroblasts – cryopreserved
	ZHC5301


Presentation

Each vial of cryopreserved HDFAc cells contains a minimum of 500,000 cells, guaranteed to be (70% viable after thawing. Cells are frozen as secondary cultures in a medium containing cryoprotectant.

Recommended Media

TCS Fibroblast Growth Medium Package



ZHM5923

(Contains:
TCS Fibroblast Basal Medium



ZHM5921)

(

TCS Fibroblast Growth Supplement


ZHS8955)

Recommended Seeding Density

2,500 viable cells per cm2
Proliferation capacity

Normal human cells have a limited life span in vitro. When cells are cultured using our recommended reagents and procedures, TCS CellWorks guarantee cryopreserved HDFAc cells for (10 population doublings.
Storage and maintenance of cells

Cryopreserved cells must be dealt with according to the following guidelines immediately on their receipt:

Cryopreserved HDFAc cells will arrive frozen on dry ice, and if not seeded immediately must be transferred to the vapour phase of a liquid nitrogen storage facility. N.B. Continued storage on dry ice or at –80oC is NOT appropriate.

Initiation and maintenance of cultures

To guarantee performance of the cells we recommend that you follow the instructions on the reverse of this data sheet for initiation and maintenance of cultures, or for more detailed information refer to the TCS instruction manual ‘The Culture of Primary Human Cells’. For sub-culture of HDFA cells, we recommend use of the TCS Passage Pack( (ZHR9941).

Batch Specific Information

For all batch specific information, including donor information, characterisation of cells and cell viability please refer to the accompanying certificate of analysis

For research use only, not for diagnostic or therapeutic use.

Brief guidelines for culture of TCS cells

Please refer to TCS instruction manual ‘Culture of primary human cells’ for more detailed protocols.

Initiation of proliferating cultures from cryopreserved cells

1 Prior to thawing cells prepare medium and pre-equilibrate in required number of culture flasks at 37(C, in a 5% CO2 incubator. . A minimum volume of 30mL growth medium must be used in order to dilute out the cryoprotectant. Prepare a waterbath at 37(C
2 Transfer cryovial on dry ice or in a dewar of liquid nitrogen. Wipe the vial with ethanol or isopropanol, loosen the cap slightly for about 10 seconds to release any pressure and retighten.

3 Hold the bottom half of the cryovial in the 37(C waterbath, ensuring the cap is not submerged. Swirl gently but rapidly for 1-2 minutes until only a small piece of ice is left. Wipe the vial dry and transfer the cells on ice to the hood.

4 Rinse the vial with alcohol, and wipe to remove the excess. Open vial and gently pipette the cell suspension up and down to evenly suspend cells.

5 Determine the number of viable cells per ml by removing 20(l cell suspension from the vial, diluting with 20(l trypan blue and counting the viable cells using a haemocytometer. Before counting cells dilute the remaining cells in a known volume of pre-equilibrated growth medium to arrest damage from the cryoprotectant solution.
6 Pipette the required volume of cells into each culture flask in an arc on the surface of the medium, and gently swirl medium to disperse the cells for even growth.

7 Examine the cells microscopically to check even distribution of cells in each flask, and transfer to a CO2 incubator. Do not disturb the culture for the next 16 hours to allow cell attachment.

8 After a maximum of 24 hours examine cultures microscopically to check seeding has been successful, and replace medium with pre-equilibrated fresh medium allowing 5 ml per T25 or 15 ml per T75. Be careful to run the medium over a cell-free surface of the flask and never over the cell layer, as this may dislodge the cells.
9 Return cells to the incubator, re-feed with fresh growth media every 48 hours and subculture when the cells reach 60-80% confluence, while they are still actively dividing.
Subculture of proliferating cultures

For optimum performance we recommend use of the TCS passage pack (ZHR-9941) for this procedure.

Volumes given are for T25 flasks, adjust accordingly for other flasks.

1 Prepare required number of fresh flasks by pre-equilibrating fresh media for at least 30 min in the CO2 incubator.

2 Aspirate old medium from each flask and rinse the cell layer gently with 5 ml Buffered Saline Rinsing Solution (BSRS).

3 Add 3 ml trypsin/EDTA (ZHR 9935) per flask ensuring that the entire surface of the cell sheet is covered and set a timer.

4 Monitor trypsinisation by examining the cells microscopically after approximately 3 minutes.

5 When about 90% of the cells have rounded up, tap the flask sharply to detach them. If they do not detach, leave them a little longer, but no more than 5-6 minutes in total from when the timer was set.

NB
Prolonged exposure or incubation with higher concentrations of trypsin may cause the cells to change their characteristics irreversibly.

6 Add 3 ml trypsin blocking solution (TBS) and transfer the cells to a centrifuge tube. Rinse each flask with a further 2 ml of TBS or BSRS to collect residual cells and add to the other cells in the tube. Centrifuge for 5 min at 220 g.

7 Discard the supernatant and gently resuspend the cell pellet with 1-2 ml fresh medium.

8 Perform a viable cell count (using trypan blue) with a haemocytometer, seed cells at recommended density, and mix cells by gentle swirling of media.
9 Check flasks microscopically for even seeding of cells and incubate overnight
10 Examine cultures for successful seeding and change media as before by using the required volume of pre-equilibrated media.
11 Feed cultures every 48 hours, and repeat subculture procedure when they reach 60-80% confluence.
P r o d u c t   I n f o r m a t i o n 
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