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Factors Affecting Behavioral Experiments
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Even knowledgeable researchers can suffer from unreliable experiment results. Apart from the main manipulations, such as genetic manipulation 
and drug administration, there are five major factors that significantly affect animal behavior experiments. Investigators who understand, consider, 
and control these factors see improvements in the reliability and validity of their animal model studies.
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1.	 Manage Environment for Better Habituation in 
Behavior Studies 
Environmental conditions are a strong factor in the successful 
outcome of behavioral experiments. Appropriate cage size, 
room temperature, humidity, food, water, and proper bedding 
replacement should follow international standards.  
 
For example, the upper section of the cage rack is closer to the 
lighting and has a brighter environment than the lower section. 
This difference in lighting environment is highly likely to affect 
the data of behavioral experiments. Therefore, the investigator 
should record where the animals are kept in the cage rack and 
control them as necessary. 

For example, if the cage rack is equipped with a ventilation 
system, then animals become habituated to the ventilation 

noise, but if the rack does not have the ventilation system, 
there is no such exhaust noise. Even though the animals are 
kept in the same types of cages but the difference in ventilation 
system may impact the behavior of the animal. The investigator 
should understand the difference between the background 
noise of the living areas and those of the experimental areas 
and control it as necessary. 

2.	 Handling the Animals to Avoid Unnecessary Stress 
Laboratory animals in captivity are raised by their caretakers 
to receive some form of handling on a regular basis. Apart 
from this, the investigator should handle the subject animals 
for a certain amount of time every day, beginning at least a 
week before the experiment. The handling by the investigator 
in the study can suppress the influence on the data due to 
unnecessary anxiety and fear. When the animals are moved 
from the cage to the experimental boxes or mazes, they should 
be handled gently and promptly without chasing them around 
in the cages and grabbing them, and with as little time as 
possible spent hanging in midair by their tails.

3.	 Episodes Just Before the Experiment 
When animals kept in cage racks are moved directly to 
experimental boxes or mazes for experiments, we have the 
impression that there is a lot of variability in the data. When 
animals are moved to the assigned holding area with their cages 
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The experimental box or maze should be evenly illuminated. If there is a dark area, mice and rats stay there for a long time. The desirable 
environment is uniformly illuminated and the light source is not directly visible to the animals.

As explained above, there are five major factors to affect the result of behavioral experiments significantly. We hope our valued customers will get 
improvements in the research and successful outcomes by understanding, considering, and controlling these factors. For more assistance, please 
contact us. 
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before the experiment and then moved to the experimental 
boxes or mazes after waiting for a certain period, e.g., 30 to 
90 minutes, the variability of data is reduced. We believe 
that this is due to the effect of the uniformity of the episodes 
immediately before the experiment for all animals, rather than 
acclimation to the experimental site. The investigator should 
set up a holding area and a waiting time. The holding area 
should be a place where the animals cannot see the investigator 
wandering around. A quiet place with the same light level as the 
living environment is desirable so as not to disrupt the rhythm 
of the animals.

4.	 Timing of Experiments 
In behavioral experiments that are conducted over multiple 
days, or where animals are trained repeatedly, the tests should 
be performed about the same time each day.

5.	 Experimental Conditions 
The experimental conditions of behavioral experiments are 
extremely important. The temperature, humidity, sound, and 
light environment should be kept constant. If necessary, a 
soundproof box or a soundproof room is recommended. In 
particular, it is important to have an environment that blocks 
out the voices and irritating sounds of other animals. However, 
if the inside of a soundproof box or a soundproof room is 
silent, it differs greatly from the normal living environment and 
may cause unnecessary anxiety and fear. Therefore, background 
sounds similar to those of the living environment should be 
provided.


