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Frozen Semen Thawing Instructions

Following these thawing instructions are crucial to have success when working with frozen semen.  We strongly recommend that you do not deviate from these   recommendations in order for your breeding to be successful.

· Frozen Semen Extender
PSSS is freezing our boar semen in the extender called Androhep.  As a result you will also need to have Androhep Cryo-Guard on hand at the time of thawing.  You may purchase Androhep Cryo-Guard  directly from PSSS to make your own extender at home.  

Androhep Cryo-Guard extender must sit for 30 minutes post dilution (at room temperature) before pouring into your semen bottles.  Fill the semen bottles with 60 ml of extender.

· Extender Temperature
Prior to thawing your frozen semen out, you will need to have your extender at the correct temperature to avoid “cold shock”.  We recommend a temperature of 68 degrees (20 degrees Celsius).  Using a sink as a water bath is the recommended approach to get the extender to this desired temperature.  Simply add cold/hot water as necessary to achieve your 68 degree benchmark.  To avoid cold shock you should try to stay within a 1 degree temperature variation.

· Thawing Water bath or Straw Thawing Device
If you are going to be using a lot of frozen semen in your operation, PSSS highly recommends the purchase of an electric straw thawing device.  In the event that you do not have one of these machines you will once again need to utilize a sink or water bath to achieve your desired thawing temperature level.  Simply set your water temperature to 122 degrees (50 degrees Celsius).  Again please try to stay within a 1 degree temperature variation.

· Thawing Frozen Semen Straw
Ideally you will have your frozen semen tank in close proximity to your 122 degree water bath.  We recommend that the transfer from the semen tank to the water bath take less than a few seconds.  This will avoid creating damage to cells in the selected straw, as well any additional straws previously stored with it that you will continue to store in your liquid nitrogen tank for future use.

Take the semen straw and place it in the water bath for exactly 45 seconds!  Do not hold the straw while thawing.  When your 45 seconds have elapsed, remove your thawed out straw from the water bath.  Dry it off with a paper towel.  Place the cut end of the straw into the semen bottle containing your 68 degree Androhep Cryo-guard extender.  Snip off the other end of the straw to allow the thawed semen to flow into the extender bottle.  The semen that comes out of our frozen doses is highly concentrated.  As a result we recommend that you lift the straw up and down in the bottle a few times to ensure that all of the thick semen has gone into the extender.

· Using Freshly Thawed Semen

PSSS highly recommends that freshly thawed out semen be used immediately for best results.  Ideally this semen should be used within the first 15 minutes.  We recommend that all thawed semen be used within an hour…time is crucial.  

Transport thawed semen to your breeding barn in a Styrofoam box that is roughly room temperature (between 68-80 degrees).  

· Timing of Insemination with Frozen Semen
PSSS recommends a slightly different breeding schedule when utilizing frozen semen as opposed to the normal fresh semen insemination times.


Gilts

1st service

24-30 hours after standing heat



2nd service

30-36 hours after standing heat


Sows

1st service

28-32 hours after standing heat




2nd service

34-38 hours after standing heat

· Analyzing Thawed Semen with Microscope

To get a truly accurate read on motility of freshly thawed semen PSSS recommends that semen be warmed up for 30 minutes to roughly 100 degrees Fahrenheit.  We do not recommend letting a sample sit on a slide during this process.  We highly recommend that you purchase sample tubes and warm these tubes with the thawed sample inside of them.  

Most of the fresh semen that we ship out at PSSS arrives at our customers doors at upwards of 70-80% motility.  You will not see these results using this procedure.  We take that into account by making our frozen doses SIGNIFICANLY thicker than our standard fresh shipments to accommodate for added loss during the freezing/thawing process.  You should expect to see anywhere from a 40-80% motility rate with frozen semen.  If you do not wait the full 30 minutes you will see reduced motility and not have a representative motility sample of your extended semen.

· Final Thoughts
If you follow these instructions you should find your success rate to be similar to using our fresh semen here at PSSS.  Timing of insemination and following the recommended temperature guidelines are ESSENTIAL for your breeding to be successful.

If you have your water bath at 122 degrees, your extender at 68 degrees, and follow our recommended 45 second thawing period you will be successful in preparing a quality sample for insemination.  If you breed at the recommended times with a quality prepared sample you should expect success.

Feel free to contact the staff of PSSS if you have any questions regarding this process!
