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Guidelines and Protocols for Open Field Tests
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Open Field tests are designed to measure the emotional or motor activities of animals. It is common to use a square 
experimental box with no obstacles, protrusions, or gaps. 

Dimensions

There are no strict regulations for the dimensions of an experimental box, but it must be larger than the home cage. 
For mice, it is important to use a box with a height of at least 300 mm to avoid the risk of escape. A box at least 
400x400x300(h) mm box is suitable for mice, annd the 500x500x300(h) mm experimental box from O’Hara is ideal.  For 
rats, a 900x900x500(h) mm experimental box is considered to be the standard dimension, and we recommend using 
boxes larger than 600x600x500(h) mm.

Materials

The inner walls and floor of the laboratory box should have a matte finish to reduce light reflection and should not be 
slippery. While animals have a greater affinity for wood floors and exhibit more movement on wood floors, the wood 
absorbs odors and cannot be perfectly cleaned or disinfected. 

Although there is an option to use transparent-walled experimental boxes, it is necessary to make sure that the animals 
are not exposed to surrounding visual stimuli. We recommend matte light gray interior walls and floors because they allow 
the quickest acclimation.
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Light Conditions

In recent years, there has been an increase in reducing the lighting conditions of experiments to less than 10 lux. 
Compared to the traditional 50 to 200 lux, when lighting conditions are set below 10 lux the animals begin to move earlier 
and there is a general increase in the total distance traveled throughout the experiment. 

It is important to evenly illuminate the field because a difference between light and dark areas in the field will increase 
the time spent in dark areas. We use a method in which LED light panels with dimming functions are placed on top of the 
experimental box. This method allows for the even illumination of the field, even at 5 lux.

Sound Conditions

It is important to create an environmental sound to mask other noises present in the room. For example, presenting a 
60db white noise as a background sound is an option. If it is not possible to provide the same sound environment every 
day, please use a soundproof box or place the experimental box in a soundproof room. 

Experimental Duration

Although many older papers report an experimental duration of 5 minutes, experiments should last at least 10 minutes, as 
movement often increases after the first 5 minutes. If necessary, measurements can be made for 2 hours.

Experimental Protocol

The animal is placed in a specific location in the experimental box and the experiment is initiated. It is important that every 
effort should be made to place all animals in the same position and in the same posture. It is recommended to start the 
experiment at a specific location near the wall, because highly emotional animals placed at a central location may remain 
motionless at the starting position.

During the experiment, animals explore the interior of the experimental box. At the start of the experiment, they often stay 
near the wall because of the novel conditions, but those with high activity begin to explore the center of the room. Our 
Open Field system automatically quantifies additional behavioral indicators, such as rotational behavior and immobility, 
through image analysis.

If necessary, a rearing (rising) sensor utilizing an infrared photobeam sensor can be added to the experimental box to 
automatically measure this indicator as well. Even though there are various opinions on the meaning of rotating and 
rearing behavior it should focus on whether the number of a specific behavior increases or decreases.

Promptly remove the animals after the experimental time has elapsed. When the next animal is to be tested, the 
experimental box or floor of the box should be cleaned and disinfected, or replaced with a spare. Since C57/B6 mice are 
highly sensitive to alcohol, it is necessary to wait for ethanol to evaporate if it is used to disinfect the experimental box.
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