FUJIFILM

Code No. 029-19161 (1 mL x 10)

Brain Tissue Freezing Medium

Brain Tissue Freezing Medium is appropriate for cryopreser-
vation of rat or mouse embryonic brain tissue. Brain tissues may
simply be cryopreserved by thawing the product and placing the
tissue in the media. When culturing the neurons derived from
cryopreserved tissues, we recommend that you use Neuron
Dissociation Solutions (Code No. 291-78001, 297-78101) and
Neuron Culture Medium (Code No. 148-09671).

[Component]
Component Package
Brain Tissue Freezing Medium 1 mL x10
[Reagent volume]
Animal Kinds of tissue Amount of tissue| Volume
Cerebral Hemisphere 1 embryo
(embryonic day 17)
Cerebral Cortex 2 embryos
Rat (embryonic day 17)
Hippocampus
(embryonic day 19) 2.5 embryos
Cerebral Striatum
. 2 embryos
(embryonic day 17)
. 1mL
Cerebral Hemisphere 1 embryo
(embryonic day 15)
Cerebral Cortex
. 2 embryos
s |—Cmbonic 19
(embryonic day 16) 2.5 embryos
Cerebral Striatum 2 embryos
(embryonic day 15)
[Procedures]

< Precautions for use >

Please shorten the time from the dissection to Primary-
cooling. The approximate time is within one hour. The cell
viability is decreased as time proceeds after the dissection. Then
the dead cells are removed when you isolate cells with Neuron
Dissociation Solutions. Therefore the isolated cells are
decreased. Please perform the procedures on ice.

< Preparation >

1. Fill a cooler (with a lid) with crushed ice.

2. Thaw this product at room temperature or 4 C and store
this product at 4 C. Mix the medium before use.

< Dissection >

1. Narcotize the animals.

2. Sterilize the whole body (from whiskers to the tail) of narco-
tized animals with 70% ethanol.
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3. Bring the animals in the clean booth with the stainless steel
tray laid out by waste.

4. Take the embryos out from the animals and transfer them to
the dish filled with L-15 solution. Cool them on ice until the
next procedure.
¢ L-15 solution : Leibovitz’s L-15 medium with 0.05 mg/mL

gentamicin sulfate.

5. Transfer the embryo to the cover of the dish and pick up the
brain tissues from the embryo quickly.

6. Transfer the brain tissues to the new dish filled with L-15 so-
lution and cool them on ice.

< Primary-Cooling >

1. Place the Brain Tissue Freezing Medium and cooler near
the clean bench.

2. In the clean bench, cover the brain tissues with the media
and close the cap tightly.

3. Confirm that the tissues are immersed in this product.
(Check the tissues from below. They should be easily
visible.)

4. Put the tubes in the cooler so the tubes are in the crushed ice
with only the lids showing.

5. Place the lid on the cooler and let the tubes sit for 90
minutes.

< Secondary-Cooling >
1. After Primary-Cooling, transfer the tubes from the ice to a
freezer box.
2. Immediately place the freezer box in a —80C freezer. It is
best to store directly on the bottom of a rack inside the freezer.
X Finish this procedure as quickly as possible to minimize
temperature change.
X The tubes should be handled by the lids. Avoid touching
the body of the tubes.
3. Store the tubes for 3 hours.
¥ Avoid opening and closing the freezer’s door often during
this time.

< Storage >
1. After Secondary-Cooling, transfer the tubes to a liquid
nitrogen storage container from the —80 C freezer as quickly
as possible.
X The tubes should be handled by the lids. Avoid touching
the body of the tubes.

<Thawing and Washing >

1. Remove the tubes from the liquid nitrogen storage container.

2. Thaw at room temperature. If the thawing time is shorter
than 30 min, neurons may not thaw enough.

3. Remove Brain Tissue Freezing Medium from the tubes
about 0.8 mL.

4. Add 1 mL of Washing Solution (Leibovitz’s L-15 Medium or
HBSS (+)) to the tubes, then transfer the thawed tissues and
Washing Solution to a 15 mL centrifuge tube.

5. Add 4 mL of Washing Solution to the centrifuge tube.
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6. Let stand at room temperature for 5 min, and centrifuge at
300 rpm at room temperature for 1 min.

7. Remove the supernatant, and add 5 mL of Washing Solu-
tion.

8. Let stand at room temperature for 5 min, and centrifuge at
300 rpm at room temperature for 1 min.

9. Dissociate and isolate neurons with Neuron Dissociation
Solutions and culture them in Neuron Culture Medium.

[Storage]
Store at —80 C.

Avoid repeating freeze-thaw.

[Related Reagents]

Code No. Product Name

291-78001 Neuron Dissociation Solutions

297-78101 Neuron Dissociation Solutions S

148-09671 Neuron Culture Medium
Leibovitz’s L-15 Medium

128-06075 with L-Glutamine, Phenol Red and Sodium Pyruvate

082-09365 HBSS(+) with Phenol Red

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://ffwk fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation ~ FUJIFILM Wako Chemicals Europe GmbH
1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0

Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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