Basic Fear Conditioning Protocol
* Equipment


* Turn on the computer.

* All of the testing equipment – with the exception of the tone generator – should    be on, as it is never turned off.  Do not turn on the tone generator yet.

* Load animals into the boxes.

* Select a testing program, name it, and start the program.

* Once the program has finished the acclimation period (generally 5 minutes long) turn on the tone generators.

1. Days 1 through 3 are context exposure.  Animals are placed in the testing boxes, and the 15min context-activity.SAS program is run.

a. In the interest of time, smaller groups of animals can be context exposed more than once in a day, assuming that there is at least a 3-4 hour time gap between sessions.

b. Animals can be context exposed for more than three days/sessions – three represents the minimum amount of time considered to be adequate.

2. Days 4 and 5 are the startle and PPI tests.  It doesn’t matter which is done first.  The startle program is 90-120dbmatching(16 leaders).SAS, and the PPI program is PPI 54 trls.SAS.

a. As with the context exposure, PPI and startle can be done on the same day if the groups to be tested are small enough that an adequate amount of time will pass between sessions.  (Adequate = at least 3-4 hours.)

b. The context, PPI and startle programs can be found within the Sessions folder, whereas the training and testing programs are all found within either the Training or Testing folders.

3. Day 6 is the pretest.  For this test the program generally used is Scott tone FPS and Act 12 trls.SAS, but the program used for the pretest can be varied depending upon the needs of the researcher.

4. Day 7 is training.  The amount and type of training will vary depending upon the particular experiment.

a. For mice being trained to tone, the tone-shk 5 trls 4 ma 250ms2.SAS program is generally adequate.  If the animals are showing very low levels of fear post-training, a second day of this training can be used.  Using a 10 trial training program with tone often creates a ceiling effect with FPS, and is not recommended unless it is known that a particular group of animals will not respond well to training.
b. For mice being trained to light, the light-shk train 4ma-250ms 10trls.SAS program is used.  It is harder to elicit FPS using light as a conditioned stimulus, hence the greater number of trials.  
c. For control purposes it is often useful to have groups of animals trained to the stimulus alone, the shock alone, or the stimulus and shock in an unpaired paradigm.  These programs can all be found in the Training file, in either the Tone or Light folders.

5. Day 8 is Posttest 1.  Either the Scott tone FPS and Act 12 trls.SAS or the longer Falls tone FPS & Act 30 trls.SAS programs can be used.  Posttest 1 is used for the purposes of matching animals into experimental groups and to be sure that the animals are showing sufficient FPS after training.  If a paradigm using a single, long extinction program is being used, the shorter (12 trials) test program is recommended.  If a paradigm using multiple, shorter extinction tests is used, the longer test (30 trials) should be used.

6. Day 9 varies depending upon the structure of the experiment and the degree to which the animals have learned the CS/US pairing after one day of training.
a. If Posttest 1 shows low levels of FPS (ie.  An overall average of less than 40 – 50%), it is recommended that the animals receive another day of training.  They should be given the same training session on the second day as they received on the first.  After the second training another posttest is given, and if animals show good FPS, continue with the extinction protocol.

b. For a protocol using one long extinction test lacking the startle, the programs are:

i. Tone-extinction 80 trls (10x8)2.SAS
ii. Tone-extinction 90 trls (9x10).SAS
iii. 30 trls tone-alone extinction.SAS
iv. The 80 and 90 trial programs are located in the Training folder, while the 30 trial program is in the Testing folder

c. For a protocol using shorter, multiple extinction tests which include the startle stimulus, Falls tone FPS & Act 30 trls.SAS is generally used, although Scott tone FPS and Act 12 trls.SAS can be used if the intention is to prolong the extinction process.

