
HyCryo 2× cryopreservation medium for general use
Hyclone media and supplements

Overview
HyCryo cryopreservation medium is designed for general use and is
suitable for freezing down many different cell types including CHO-
K1, VERO, MDCK, and HEK293 cells. This formulation contains DMSO
and its components are animalderived component-free. HyCryo
medium is provided at a 2× concentration to be added to cells
resuspended in their own conditioned or fresh growth media.

Required materials

• 100 mL HyCryo 2× cryopreservation medium SR30001.02 (or 50
mL made to order, SR30001.01)

• Cell harvesting solution (as appropriate for cell type to be used)

• Conditioned or fresh growth medium (as appropriate for cell type
to be used)

• Cryopreservation vials

• Shelf-freezing container with isopropanol

FOR RESEARCH USE ONLY

Storage, handling, and stability

Upon receipt, store cryopreservation medium at -10°C or lower.
Medium is stable at -10°C or lower for up to 24 months and up to 6
months at +4°C once thawed. Medium may be refrozen for storage at
-10°C or lower. Store in aliquots to avoid repeated freeze/thaw
cycles.

Protocol

Freezing cells

Step Action

1 Save a portion of the conditioned growth medium from the cell
culture. If desired, centrifuge or filter to remove any dead
floating cells that may be present.

2 Harvest cells according to method recommended for your
desired cell type.

3 Determine cell number using a hemocytometer or other cell
counting method.

4 Centrifuge desired number of cells to pellet. Aspirate
supernatant.

5 Resuspend cells in chilled conditioned medium to a cell density
of ~ 2 × 106 cells/mL.

6 Gently with swirling, add an equal volume of chilled 2×
cryopreservation medium.

Step Action

7 Aliquot cell suspension to cryopreservation vial (1mL/vial).
Keep cell suspensions chilled.

8 Transfer vials to chilled isopropanol shelf-freezing container
and place in a -80°C freezer for 6 to 72 h to slow-freeze the
cells.

9 Transfer vials to liquid nitrogen container for long term
storage.

Initiating cell culture

Step Action

1 Quickly thaw cells in 37°C water bath. Remove from the water
bath before the ice has completely melted.

2 Spray the vial with 70% ethanol and transfer to biosafety
cabinet.

3 Transfer 1 mL cell mixture to ~ 10 mL warm growth medium,
drop-wise with swirling. Use warm growth medium to thaw any
remaining ice in vial. Gently mix cell suspension.

4 Centrifuge cells to pellet. Aspirate supernatant.

5 Resuspend cells in warm growth medium and plate as
recommended for your cells.

cytiva.com 29171199 AB

http://cytiva.com


cytiva.com/hyclone
Cytiva and the Drop logo are trademarks of Global Life Sciences IP Holdco LLC or an
affiliate.

HyClone™ is a trademark of Global Life Sciences Solutions USA LLC or an affiliate
doing business as Cytiva.

All other third-party trademarks are the property of their respective owners.

© 2020–2021 Cytiva

All goods and services are sold subject to the terms and conditions of sale of the
supplying company operating within the Cytiva business. A copy of those terms and
conditions is available on request. Contact your local Cytiva representative for the
most current information.

For local office contact information, visit cytiva.com/contact

29171199 AB V:4 06/2021

http://cytiva.com/hyclone
http://cytiva.com/contact

	Overview
	Storage, handling, and stability

	Protocol
	Freezing cells
	Initiating cell culture

	Document information

