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KYOKUTO Product Code: 27100

(Research reagent)
For serum-free cell culture

Kyokuto FM-1 Cryopreservation Medium

This cryopreservation medium for serum-free cell cultures was introduced by Ohno and colleagues in 1988. Traditionally, cell
freezing has relied on media containing dimethyl sulfoxide, glycerin, and serum. However, as serum-free cell culture has become
more common, the demand for serum-free freezing media has grown. Recently, it has been found that using methylcellulose as
a serum substitute can improve cell recovery rates. This medium is formulated based on that approach.

This medium can also be used to freeze cells cultured with regular serum. The procedure is the same as for serum-free
cultures.

Composition Perl1lL
Eagle MEM Medium (for autoclave sterilization) 9.4g
Methylcellulose 2.0g
Dimethyl sulfoxide (DMSO) 200.0mL
L-Glutamine 0.3g
Sodium bicarbonate 1.0g
Purified water 800.0mL

Composition of Eagle MEM Medium

(mg/L) (mg/L)
L-Arginine hydrochloride 126.0 Calcium Pantothenate 1.0
L-Cysteine hydrochloride (monohydrate) 314 Pyridoxal Hydrochloride 1.0
L-Tyrosine 36.0 Riboflavin 0.1
L-Histidine hydrochloride (monohydrate) 42.0 Thiamine Hydrochloride 1.0
L-Isoleucine 52.0 Biotin 0.02
L-Leucine 52.0 Sodium Chloride 6,800.0
L-Lysine Hydrochloride 73.0 Potassium Chloride 400.0
L-Methionine 15.0 Calcium Chloride (anhydrous) 200.0
L-Phenylalanine 32.0 Magnesium Sulfate (anhydrous) 93.5
L-Threonine 48.0 Sodium Dihydrogen Phosphate (anhydrous) 115.0
L-Tryptophan 10.0 Glucose (anhydrous) 1,000.0
L-Valine 46.0 Succinic Acid 75.0
Choline Bitartrate 1.8 Sodium Succinate (hexahydrate) 100.0
Folic Acid 1.0 Kanamycin 60.0
Inositol 2.0 Phenol Red 6.0

Nicotinamide 1.0
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Operation Method
FM-1-Based Cell Freezing Procedure
Please perform all procedures under sterile conditions.
This medium contains cryoprotectant at double the usual concentration.
1. Base Medium

For each tube of medium (5 mL), add 5 mL of cell suspension (prepared in your usual culture medium) for a 1:1 ratio.
Alternatively, add an equal volume of this medium to the cell suspension.

2. Transfer the mixture from step 1 into a sterile serum tube or ampoule, seal tightly, and place it in a freezing container
made of Styrofoam,

-80 °C or lower for storage. You may also freeze using a programmable freezer.

Prepare the cell density to be Please prepare the cell suspension at a
10 cells/mL concentration of at least 1076 cells/mL.

Note: You may notice methylcellulose precipitates in this medium, but its performance remains unaffected.

Thawing and Re-culturing Frozen Cells
Quickly immerse the ampule stored at -80°C or below into a 37°C water bath and agitate gently by hand to rapidly thaw.

After thawing, open the ampule and dilute the contents 5- to 10-fold with standard culture medium, then centrifuge at
about 1000 r.p.m. for 3—5 minutes.

Discard the supernatant, add the required amount of standard culture medium, transfer to a culture vessel, and
start incubation. If needed, wash the cells again with fresh medium. For improved results, replace the medium after
overnight culture.

Storage Method
Store in a cool, dark place (2-10°C).

Packaging Unit
5mLx5
bottles

Expiration Period
Valid for 1 year
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