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Weight Food Water 

Study: Pregabalin & L-Theanine Prophylactic Effects on PTSD Behavior and Gene 
Expression in Male Sprague-Dawley Rats 

Per the protocol the aims of this study are as follows (amended 10/13/17): 

SPECIFIC AIMS 

The aims of these studies are to determine if preemptive administration of PGB or L-Th 
prevent PTSD development in the rodent model. Specifically, the aims are as follows:  

1. Determine the effects of PGB and L-Th on anxiety 

2. Determine the effects of PGB and L-Th on locomotion 

3. Determine the effects of PGB and L-Th on memory  

4. Determine the effects of PGB and L-Th on depression  

5. Determine the effects of PGB and L-Th on gene expression in the brain (p. 14). 

And: 

The aims of this research protocol will be guided by the following questions: 

1. Is there a significant difference in the anxiolytic effects between the groups?  

2. Is there a significant difference in locomotion between the groups? 

3. Is there a significant difference in memory between the groups?  

4. Is there a significant difference in depression between the groups?  

5. Are there significant differences in gene expression and regulation in the hippocampus 
between the groups?  

6. Are there significant differences in gene expression and regulation in the amygdala b
 etween the groups? (p. 15). 
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The grouping variable is as follows: 

There was a total of 6 groups (1-6), each with 10 rat subjects. 
 
The three groups of non-stressed rats:  
1 - control-vehicle (received vehicle injections BID);  
2 - L-Th control drug (received PGB BID)* 
3 - control-naïve (received no injections)  
 
The three groups in the 3-day restraint/shock stressed rats:  
4 - PTSD-vehicle (received vehicle injection BID after three-day restraint/shock);  
5 - PTSD-drug pre-treatment (received PGB BID 24 hours before and for a period of 10 days 
after three-day restraint shock );  
6 - PTSD-post-treatment (received PGB injections BID for 10 days after three-day 
restraint/shock)  

 
Statistical Analysis: For this design a one-way ANOVA will be conducted for each of the 
outcome variables.  All assumptions will be examined including homogeneity of error variances 
(via the Levine test) and normality. The eta-squared (η2) effect size will be reported.  Though 
interpreting and casting judgment as to what constitutes a small/medium/large effect size is 
context-dependent using Cohen’s (1988) taxonomy .01/.059/138 will be small/medium/large. As 
well, all outliers and data anomalies will be examined and addressed accordingly (e.g., 
transformations, nonparametric options, etc.). In the event of a significant result (α = .05) post 
hoc tests (e.g., Tukey's HSD) will be performed. Descriptive statistics and graphics will be 
provided for the full sample (n = 60) and by group. 

Moreover, a separate analysis will be conducted using ANCOVA comparing the groups whilst 
controlling for days.  As we can see below there are four cases with replacements, hence for the 
ANCOVA, sample size will be n = 56. The homogeneity of regression assumption was tested 
(i.e., testing the group x covariate interaction) and it was significant for the  two following 
outcomes: TotalWaterIntake and TotalFoodWeightIntake. 
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Also, as noted below there are three instances of multiple rats per cage (one with 2 rats and 2 
with 3 rats) so this may be a possible violation of independence, and should be duly noted.  

 

 

Cohen (1988).  Statistical power analysis for the behavioral sciences.  (2nd Ed.). Hillsdale, NJ: 
Lawrence Erlbaum. 
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Descriptive Statistics: Full sample 
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Descriptive Statistics: By Group 
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Total Water Intake 
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 Summary: For the Total Water Intake outcome, there was a significant difference between the 
six groups: F(5, 54) = 6.51, p < .001 (η2 = .376).  The PTSD-drug pre-treatment group has the 
highest mean (M = 860.7) and PTSD-vehicle the lowest (M = 680.8).  Given the violation of 
homogeneity of variance the Games-Howell (GH) post hoc test was used, which can be used in 
the event of heterogeneous variances.  Per the GH test the PTSD post-treatment group was 
significantly lower than all three of the control groups.  Similarly, the PTSD-vehicle was 
significantly lower than all three of the control groups. 
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Total Water Intake 

 

 

 

Summary: For the Total Water Intake outcome when controlling for Days via one-way 
ANCOVA, there was a significant difference between the six groups: F(5, 54) = 6.51, p < .001 
(η2 = .579) and the covariate was significant (p < .001, η2 = .363).  The PTSD-drug pre treatment 
group has the highest mean (M = 890.43) and PTSD-vehicle the lowest (M = 680.8).  The 
adjusted means are included in the table titled “Estimates” 


