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Cryoprotective agent (Mouse-specific)

Product Item No. specification Application

g-CPA 72022 I mL Sperm cryoprotectant solution in mice

Composition
Raffinose, skimmed milk powder, L-glutamine, etc.
Uses and Principles

This reagent is mainly used for sperm cryopreservation of mice, It is to be used with
sperm straws, sealers, HTF, etc. The role of cryoprotective agent is to improve the
motility and survival rate of sperm after frozen-thawed sperm. Reduces intracellular

damage caused by change in osmolarity.

Storage conditions and expiration date
1. Storage: 4°C-25°C, Protect from light.

2. Expiration date: 6 months. If the reagent is not used after opening, please seal it with
sealing film in time.

Mouse

Male mouse 3-4 month of age, male mice in breeding colonies should be left alone for
at least 3 days before use, and male mice in no- breeding colonies should be left alone
for at least one week after trial mating before the experiment.

Methods

1. Preparation of dishes: g-CPA was prepared and equilibrated for at least 30 min at
37°.A 35mm culture dish with a 120uL g-CPA drop (for washing the epididymis) ,
another 120pL drop of g-CPA covered with oil was placed on the heating plate for
sperm suspension.

2. Harvesting vas deferens and cauda epididymis: Humanely euthanize male mice by
cervical dislocation,Cut the vas deferens and gently pull out the vas deferens, removing
most of the fat, hair and blood vessels.

3. Cut off the fat tissue just below the cauda epididymis and place the vas deferens and
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cauda epididymis into the 35mm dish containing 120uL g-CPA (for washing the
epididymis) .

4. Transfer cauda epididymis into another g-CPA drop (for release the sperm) ,use
spring scissors to make several cuts for all cauda epididymis to release the sperm, Place
the dish on 37°C hot plate for 3 min. gently swirled every min for 20 sec to help the
sperm disperse from the tissue.

5. Cryopreserving sperm: the sperm suspension was divided into 10 aliquots of 10uL
after 3 min, Take 10 straws, carefully aspirate about 100 pL of HTF, two 15mm of air
column are spaced between 10 pL of sperm suspension , and seal the open end of the
sperm straws. Place 10 sealed straws into the freezing canister, and float them on top of
the LN; in the cooling chamber for 10 min. After 10 min , immerse the freezing

container filled with liquid N,.

seal sperm HTF Cotton plugs
1 T T 1
10ul e
! l
air air

Preparation and loading of the straw for sperm cryopreservation

Cautions:

1. The cryoprotective agent equilibrated for at least 30 min at 37°C before use, the
reagent cannot be placed in -20°C, it will cause into ingredients separate out and
cannot be used.

2. When releasing the sperm, place the g-CPA drop on a hot plate at 37 °C for 3 min
and swirl it in the same direction every 1 min so that the released sperm is evenly
distributed in the drop.

3. When sealing sperm straws,we should be confirmed that the straws was sealed to
avoid the spill of sperm , If the sperm is spilled during resuscitation from the straws,
Water bath heating is prohibited and place it directly in the incubator for 10 minutes.

4. The cryoprotective agent is suitable for most strains, individual strains may have low
recovery efficiency.
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5. The ¢c-TYH, HTF reagents has been required when the customer wants to transfer

the embryos .

6. Before sperm cryopreservation,Mouse strain information pre-marked on the outer

wall of sperm straws.

7. Ensure safety when using LN..
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