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Abstract

Background: The environmental housing conditions of laboratory
animals are important for both welfare and reliable, reproducible
data. Guidelines currently exist for factors such as lighting cycles,
temperature, humidity, and noise, however, for the latter the current
guidelines may overlook important details. In the case of the most
common laboratory species, the mouse, the range of frequencies they
can hear is far higher than that of humans. The current guidelines
briefly mention that ultrasonic (>20 kHz) frequencies can adversely
affect mice, and that the acoustic environment should be checked,
though no recommendations are provided relating to acceptable
levels of ultrasonic noise.

Methods: To investigate the ultrasonic environment in a large mouse
breeding facility (the Mary Lyon Centre at MRC Harwell), we compared
two systems, the Hottinger Bruel and Kjaer PULSE sound analyser,
and an Avisoft Bioacoustics system. Potential noise sources were
selected; we used the PULSE system to undertake real-time Fourier
analysis of noise up to 100 kHz, and the Avisoft system to record noise
up to 125 kHz for later analysis. The microphones from both systems
were positioned consistently at the same distance from the source
and environmental conditions were identical. In order to investigate
our result further, a third system, the AudioMoth (Open Acoustic
Devices), was also used for recording. We used DeepSqueak software
for most of the recording analysis and, in some cases, we also
undertook further spectral analysis using RX8 (iZotope, USA).
Results: We found that both systems can detect a range of ultrasonic
noise sources, and here discuss the benefits and limitations of each
approach.

Conclusions: We conclude that measuring the acoustic environment
of animal facilities, including ultrasonic frequencies that may
adversely affect the animals housed, will contribute to minimising
disruption to animal welfare and perturbations in scientific research.
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Introduction

Environmental factors, such as temperature, light cycle humidity and noise can have significant impacts on the
physiology, behaviour and health of animals.'™ Tt is therefore key for both animal welfare and the quality and
reproducibility of scientific findings that animals are housed in suitable conditions. Considerable research effort has
focussed on determining the environmental conditions most appropriate for each species most commonly used in
scientific studies; the basis of legislation regarding the use of animals in many countries is informed by these data.”™

The importance of the maintenance of certain environmental parameters within strict limits is not underestimated by those
working with and caring for animals. Animal facilities have systems and procedures in place to prevent deviations from
the limits outlined in animal use legislation, and have contingency plans in place in the event of a failure.”' The
conditions in which animals are housed are also stated in scientific publications and, if a system failure did occur during
the study, the potential consequences are typically discussed therein. However, not all environmental factors are
considered to be of equal importance to animal welfare and phenotype. In some cases, this is because current evidence
does not show an impact of these environmental factors on welfare or phenotype. In others, there is emerging evidence of
an impact, and potential reason for stricter control of these parameters, but research remains in relatively early stages and
this has yet to transition fully to the legislature.

Mice are the most commonly used animals in scientific research.'’ Recent research has shown that the acoustic
environment can have significant impacts on hearing,'*~" anxiety,”' " cardiovascular function,””*° glucose toler-
ance”’** and reproductive success,”””" among others. The need for stricter control of the acoustic environment for mouse
welfare and to ensure the production of high quality scientific data has been highlighted in previous reviews.”'~** Other
publications have made recommendations about how the acoustic environment might be controlled in animal housing
facilities.”"** In response, governmental bodies and special interest groups released guidelines for monitoring and
controlling the acoustic environment.”*'’ For example, the Home Office in the UK recommends that noise levels are
assessed at a range of frequencies and that extraneous noise is minimised. '’

The current guidelines on monitoring the acoustic environment encourages animal housing facilities to monitor noise
levels and highlights the importance of this for mouse welfare. However, as research continues to emerge on the impact of
noise and the importance of ultrasonic vocalisations (USVs) in social communication in mice, % it is becoming
increasingly clear that the current guidelines may lack the specificity required to minimise detrimental impacts on welfare
and scientific quality. For example, there are no specifications regarding the length of surveys to assess noise levels or the
frequencies of sound that should be considered in such surveys. This means that there is likely greater inter-facility
variation in the acoustic environment compared to other factors known to impact welfare and phenotype. Facilities
conducting longer surveys might be more likely to detect, and subsequently mitigate, periodic noises, and those assessing
frequencies spanning the entire range audible to mice (1-100 kHz’") could act to minimise extraneous noise from a
greater range of sources. Any potential consequence of variation is difficult to detect though, because neither the methods
used in sound surveys or noise levels are typically reported in publications.

Given the varied potential impacts of the acoustic environment on mouse welfare and phenotype,’'**” it is crucial that
methods are standardised between facilities. It is likely that facilities housing mice are primarily focussed on minimising
extraneous noise audible to humans (human audible frequency range 0.02-20 kHz’"), as the majority of research
investigating the impact of the acoustic environment on mice has examined the impacts of noise within this frequency
range.”'**? Further, those working with animals are able to detect such noise and note any possible impact on studies.
Ultrasonic sounds (those with frequencies >20 kHz) have received less attention, because their impact on mice has
not been investigated and they cannot be detected by humans. However, although mice have peak hearing sensitivity at
10-20 kHz, they also have increased hearing sensitivity at ~50 kHz,*" so are able to hear ultrasonic sounds clearly.
Indeed, the importance of ultrasonic vocalisations for social communication in mice is gaining research interest.”*~**
Taken together, this suggests that mouse welfare and phenotype could be impacted by extraneous ultrasonic noise in
housing facilities.

The importance of implementing a framework for the maximum acceptable levels of audible and ultrasonic noise, as well
as vibration within animal facilities has recently been proposed.”’ Whilst we do not report on vibration assessment here,
we provide a comparison of ways that facilities may detect ultrasonic noise and show that mitigation is often easily and
economically achieved.

Detection of ultrasonic noise is the first step in being able to assess the potential impact on mice and minimise extraneous

noise. In this paper we evaluate the use of two different pieces of equipment (an Avisoft ultrasonic microphone and the
Hottinger Briiel & Kjar (HBK) PULSE system) that can be used to monitor ultrasonic noise in animal housing facilities.
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We aim to raise awareness of the importance of standardising noise surveys between facilities and make recommenda-
tions for potential changes in legislation regarding control of the acoustic environment.

Methods

Selection of systems for testing ultrasonic noise

Multiple systems are capable of detecting and measuring ultrasonic sound. We selected two commercially available
systems to identify sources of ultrasonic noise at the Mary Lyon Centre: 1) The Avisoft system - an Avisoft condenser
microphone CM16/CMPA connected to an Avisoft UltraSoundGate 116Hb (Avisoft Bioacoustics, Berlin), and 2) the
HBK PULSE system with a type 4939 Y4 measuring microphone attached to a high frequency 3110 processing module
(Hottinger, Bruel & Kjaer UK).

These systems were selected as both can detect ultrasound and are of a very high quality. The Avisoft system is designed
to monitor ultrasonic vocalisations (USVs) used in social communication and the PULSE system is a sound analysis
platform designed for accurate noise and vibration measurement and analysis. Although the objective of both systems is
to detect audible and ultrasonic noise, the intended purposes result in distinct differences between the two systems. The
microphones differ in sensitivity: the Avisoft microphone CM16/CMPA (500 mV/Pa) is orders of magnitude higher than
the HBK 4939 (4 mV/Pa), but by design, the HBK 4939 microphone has a much flatter frequency response, allowing
single frequency calibration for accurate measurement. An AudioMoth (Open Acoustic Devices) full spectrum recorder
was also used for one of the noise sources.

Configuration used to record noise using the Avisoft Bioacoustics system

All recordings were completed using Avisoft Bioacoustics RECORDER software (Version 4.2.27) running on a Dell
laptop computer. The sampling rate for recordings was 250 kHz, unless otherwise stated, enabling sounds with
frequencies of up to 125 kHz to be detected. Recordings were stored as uncompressed 16-bit PCM .wav files.

Configuration used to measure noise using the PULSE system

The PULSE system can be user configured from a number of optional hardware and software modules according to the
requirements of the noise under investigation. Our system was configured to measure accurately in one second epochs up
to 100 kHz; however, our system lacked the optional recording functionality, which can be added with a software licence,
also we did not have the capability to measure vibration.

The type 4939 microphone has a frequency range of 4 Hz—100 kHz, and was calibrated before each measurement session
using a 1 kHz test tone at 94 dB SPL from a pistonphone calibrator (Aco-Pacific type 511e). The flat response of this
microphone allows single frequency calibration to be accurate across the stated frequency range. The A-weighting scale,
normally used for noise assessments concerning humans, would not have been suitable as it only covers the acoustic
range. Therefore, linear (unweighted) measurements were used. Fast Fourier Transform (FFT) analysis was performed in
real time using the PULSE type 7700 sound analyser software running on a Hewlett Packard laptop computer. The FFT
analyser was set to measure 6400 lines spanning the frequency range of 0 Hz—100 kHz, and stored measurements in a
multi-buffer that refreshed every second. Whilst noise levels were analysed over this range, frequencies lower than 4 Hz
were ignored due to the frequency range of the microphone. All sound pressure levels measured are in dB SPL (dB re.
20 pPa).

Configuration used to record noise using the AudioMoth

The AudioMoth is a standalone full spectrum recorder; 16-bit PCM.wav files were written directly to a removable
SanDisk microSD card. A sample rate of 384 kHz was used, enabling recording of noise up to 192 kHz, and the gain was
set to high.

Recording and measurement of potential sources of extraneous ultrasonic noise

Multiple potential sources of extraneous ultrasonic noise were identified in the Mary Lyon Centre. Possible sources that
were considered included computers, air ventilation systems, ventilated hoods and changing station cabinets, equipment/
procedures involving contact between two metal surfaces, walkie-talkie radios and light sources, among others. This is
not areport of all the measurements taken, rather a comparison of the output of both systems to different types of potential
ultrasonic noise sources: ceiling lights, commercially available walkie-talkie radios, and, contact between metal surfaces.

Unless stated otherwise, for data collection, microphones were positioned both inside a closed individually ventilated
cage (IVC) (Tecniplast IVC 1284L) or on a tripod outside of an IVC. This enabled us to evaluate whether the mice would
be exposed to the noise when housed in an IVC, such as exposure occurring under normal housing conditions, or only
when removed from the IVC (e.g. during cage cleaning). For recordings taken inside the cage, the microphones
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associated with each system were inserted through holes made in the IVC, a PVC grommet was used to maintain an
airtight seal. For recordings/measurements taken outside of the cage, the microphones were placed horizontally in a tripod
stand. The microphone was positioned facing the noise source under investigation, at a distance of 20 cm.

Analysing recordings of noise sources

The .wav files resulting from recordings made using the Avisoft system were high-pass filtered at 10 kHz and processed
using DeepSqueak (version 2.6.0). All neural networks available on this version of DeepSqueak were applied to detect
ultrasonic frequencies within the recordings and the default settings for detections were used. Measures of frequency and
spectrograms of the structure of sounds were taken from DeepSqueak directly. Spectral analysis of the Avisoft recordings
and the AudioMoth recordings was also performed in iZotope RX8.

Data presentation

Data from the recordings from the Avisoft system, and measurements from the PULSE system are both presented in
spectrogram form. These plot time against frequency, with the level/amplitude of the noise being denoted by a colour
gradient scale adjacent to individual plots; however, only the PULSE system displays a calibrated measurement of noise
in dB SPL. Spectrograms from the two systems are not directly comparable, but are presented to highlight the output from
each system in response to different noise sources. The DeepSqueak spectrogram plots frequency vertically and time
horizontally, whereas the PULSE spectrogram does the opposite. Another difference is the time scale: as mentioned the
PULSE data is measured consistently in one-second epochs; the DeepSqueak system is a continuous recording and the
timeframe used to present the data is in fractions of a second. However, the exact scale is variable due to software scaling
dependent on the duration of noise. With a digital recording such as a.wav, there are numerous software options to analyse
the data. In addition to the DeepSqueak software designed to automatically identify USVs within an audio recording, in
one case iZotope RX8 was used. This analysis is again presented as a spectrogram, however the colours used to denote
level are different from the other systems. The same spectral analysis could be performed using the open-source Audacity
software.

Results

Multiple sources of extraneous ultrasonic noise are likely to be present in any given animal facility. Rather than attempt to
provide an exhaustive list of all potential noise sources, we have provided example sources for the three different types of
ultrasonic noise identified in this study and evaluated the capacity of each system to detect and or measure each type of
noise.

Ceiling lights

Some ceiling lights within the animal facility have been updated to include LEDs, but those that have not been updated
produced continuous ultrasonic noise. To confirm that the lights were the source of the noise and to assess background
noise level, the lights were turned on and off during tests (Figure 1).

The Avisoft system detected low-level noise with a frequency just below 50 kHz (Figure 1A). Consistent with this
finding, measurements taken from recordings made by the PULSE system using a delta cursor showed that the lights
produced ultrasonic noise with frequencies between 40.3 kHz and 47.4 kHz (Figure 1B & C). Further measurements
were taken using the PULSE system to confirm the source, and to calculate the sound pressure level using a delta cursor
covering this frequency range. A level of 33.1 dB SPL was present in the delta cursor when the lights were on (Figure 1D),
compared to ~29 dB SPL when the lights were switched off (Figure 1E). A change of 3 dB SPL equates to a doubling of
sound pressure; this does not mean it is twice as loud but if it were audible noise, humans would be able to detect the
change. Using the standard background noise correction calculation, we calculated that the lights were producing
ultrasonic noise in the specified frequency range at a level of 30.8 dB SPL.

When measuring from inside the IVC, neither system detected any change from background levels, suggesting that the
cage is sufficient to attenuate the noise and therefore mice will not be exposed to this sound under normal housing
conditions. However, both systems detected the sound when positioned on a tripod outside of the IVC, so when removed
from the cage during handling, or if housed in conventional caging in facilities without IVCs, this would be audible
for mice.

Walkie-Talkie radios
When using the Avisoft system, a noise related to the use of commercially available walkie-talkie radios was identified.
The results were similar for multiple brands of radio, suggesting that this noise is inherent to this technology.

The Avisoft Bioacoustics system reliably detected the noise produced by the radios. The spectrograms produced
by DeepSqueak indicated the noise was repetitive, highly transient and frequency modulated (FM) with multiple
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Figure 1. Spectrogram of the noise produced by the ceiling lights. A) Noise produced by the lightsis highlighted in
the red box. Spectrogram produced using DeepSqueak (2.6.0)°. B) Full frequency range Fast Fourier Transform (FFT)
autospectrum from the PULSE system highlighting the ultrasonic noise produced by the fluorescent ceiling lights.
The periods when the lights were turned on or turned off are marked. The noise in the lower frequency bands was a
result of background noise and movement in the adjacent corridor. C) FFT autospectrum from the PULSE system
focused on the frequency range containing the ultrasound produced by the lights. D & E) The delta cursor, indicated
inyellow, setto the frequencies spanned by the noise (40.3 kHz-47.4 kHz) measured 33.1 dB SPL when the lights were
on (D) and 29 dB when off (E).

components. One element modulated at 48—50 kHz and another at 98—102 kHz (Figure 2A, C). Both components would
therefore potentially be audible to mice,”” with the former component, like the ceiling lights, within the frequency range at
which mice display an elevated sensitivity to ultrasonic sound.*’

In contrast, the PULSE system did not detect the noise from the walkie-talkie radios as efficiently. The PULSE system
could detect a component centred on 50 kHz. The FFT autospectrum indicated low-level noise with frequency content
spreading from 20 kHz to 50 kHz, coinciding with the audible beep produced by the operation of the radio (Figure 2B).
The frequency spread seen in the spectrogram suggests that this noise could be harmonic frequencies related to the high-
level noise of the audible beep from the radio below 7 kHz. Interestingly, the PULSE system did not detect any noise in the
100 kHz range (Figure 2B).

Further experiments were undertaken to investigate the disparity between the results obtained from the two systems. The
Avisoft system detected this noise even when the microphone was housed within the IVC, at a distance of 10 metres and
through a wall within the animal facility. In contrast, the noise could not be detected by the PULSE system outside of the
IVC with the radio a short distance (20 cm) from the microphone. Ultrasonic sound is readily absorbed by surfaces and is
very unlikely to pass through walls, therefore, this suggested that the DeepSqueak spectrogram was potentially displaying
an artefact.

Upon audio playback of the unfiltered .wav file recorded by the Avisoft system, it was apparent that some sort of
interference was present in the recording. The audible beep from the radio could be heard, but a clicking sound was also

present that was not heard when using the walkie-talkie at the time of recording. Spectral analysis of the unfiltered, full
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Figure 2. Spectrograms comparing the Avisoft and PULSE systems in relation to operation of walkie-talkie
radios. A) The Avisoft system detected a multi component frequency modulated noise centred at approximately
50 kHz and 100 kHz. B) The PULSE system did not detect any noise at 100 kHz. The red boxes in (A) and (B) highlight
comparable frequency ranges in each spectrogram. Whilst the PULSE system did measure a low-level noise in this
range, it is likely related to harmonics of the higher-level audible beep in the 1-7 kHz range.

spectrum recording (iZotope RX8) showed that the clicking noise was concurrent with the higher frequency noise
detected by DeepSqueak (Figure 3Bi).

Walkie-talkie radios use FM radio frequencies (RF) in the MHz range. Ultrasonic sound propagates as a mechanical
wave and requires a medium such as air to travel. Radio waves are electromagnetic waves, which can travel great
distances and can easily pass through walls, as they do not require a medium to travel. As electromagnetic waves do not
cause fluctuations in air pressure, they cannot be recorded using microphones in the normal way, however, poorly
shielded microphones and cables can act as an aerial and pick up interference from RF sources.”” It is possible that the
extremely sensitive Avisoft CM 16 microphone, or indeed the cable used could also potentially be acting as an aerial, and
the spectrogram was showing this as an intermittent FM signal.

A third device, an AudioMoth (Open Acoustic Devices), was utilised in an attempt to determine if the noise detected by
the Avisoft system was indeed due to RF interference. The AudioMoth is a full spectrum audio-logger which contains a
Micro-Electromechanical Systems (MEMS) microphone, and is capable of producing full-spectrum recordings at a
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Figure 3. The walkie-talkie noise was likely radio frequencies (RF) interference. A) Spectrograms of the
AudioMoth recordings of the radio being used in an isolated room (i), and in close proximity to an active monitor
speaker (ii). The black arrows denote the audible beep produced when the transmit button was pressed. The white
arrows in (ii) show the RF interference picked up by the active monitor speaker, while the absence of these in (i) shows
that the noise did not arise from the walkie-talkie alone. B) Comparison of the spectrograms from the Avisoft
recording (i) and the AudioMoth recording of the radio by the speaker (ii). The white arrows again denote the audible
clicks in both recordings, which are not produced by the walkie-talkie itself (as shown in [Ail); note the ultrasonic
noise picked up the Avisoft system are bordered by these clicks. C) The same comparison as (B) using a logarithmic
frequency scale to highlight the temporal similarities between the noise from the Avisoft system and the radio being
operated in close proximity to the speaker. D) FFT spectrogram using the PULSE software to analyse the recording
made by the Avisoft system. Noise can clearly be seen at the same frequencies that were originally detected by the
Avisoft system, indicating that if the noise was not an artefact, the PULSE system would have also detected it.
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maximum sample rate of 384 kHz. By design, MEMS microphones are much less sensitive to RF or electromagnetic
interference. Whilst the audible beep was picked up by the AudioMoth, the additional ultrasonic component was not
(Figure 3A, Bii and Cii). Operation of the radio in close proximity to a pair of active monitor speakers (Alesis, USA),
produced a noise similar to ‘GSM Buzz’, the noise produced by RF interference with speaker coil/cables, that can
sometimes be heard when a mobile (cell) phone is in use in close proximity. The spectrogram of this noise shows it occurs
in a similar temporal pattern to that of the clicking noise seen in the Avisoft recording (Figure 3C).
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Figure 4. Measurements of the noise produced from forceps impacting surfaces. A) Fast Fourier Transform (FFT)
autospectrum from the PULSE software showing the noise measured by dropping metal forceps on a metal LAF
cabinet surface. B) Similar measurements taken using a neoprene mat as a noise control measure. C) Measurements
from inside the modified individual ventilated cage (IVC) when the forceps were dropped on the metal surface of the
LAF cabinet. The black arrows indicate the records used for analysis shown in Table 1, background readings in (A),
(B) and (C) were taken from records where the forceps were not dropped. D) Spectrogram from DeepSqueak of the
recording made outside the LAF cabinet with the Avisoft system to highlight that it was able to detect the noise.
Again, a 10 kHz high-pass filter was used on the recording so much of the high-level sound in the human audible
range is not displayed. However, the ultrasonic frequency content was similar to that measured by the PULSE system.
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Furthermore, when the recording from the Avisoft microphone was used as the input for the PULSE analysis software,
noise in both regions of 50 kHz and 100 kHz could be identified (Figure 3D). Taken together, these findings strongly
suggest that the noise picked up by the Avisoft system was in fact RF interference; therefore, it would not be audible to, or
affect mice.

Impact noise

Perhaps the most common cause of noise within an animal facility are impacts, in particular those involving contact
between metal objects. We detected high-level noise with a widespread frequency content when a pair of metal forceps,
commonly used for checking copulatory plugs, were dropped from normal working height onto the metal surface of a
laminar air flow (LAF) cabinet. Although relatively transient, this noise was detected using both systems when the
microphones were placed on a tripod outside of an IVC. The spectrogram for the Avisoft system can be seen in Figure 4D.

In an attempt to approximate the exposure of a mouse to this noise during copulatory plug checks, the microphone for the
PULSE system was positioned inside the LAF cabinet approximate to that of a mouse during this routine husbandry
procedure. Given that it is not possible to perform repeated impacts in a uniform manner, and the fact that the highest
levels are likely to have the greatest effect on the mice, measurements of sound pressure level from the highest level of
impact were used. Background noise correction is not necessary for the calculation of the impact noise level; the measured
sound pressure level was sufficiently high in each case to be equivalent to that of the impact. However, the level increase
over background levels for each frequency band were used to highlight where mice may have heightened sensitivity to the
sound due to normally low background levels. Sound pressure levels were also measured within the modified IVC inside
the LAF cabinet to analyse noise audible to mice in the cage. The Avisoft system was not used inside the LAF cabinet as it
could detect the sound from outside and is not able to measure sound pressure levels.

Measured noise levels for the different frequency ranges are shown in Table 1. At their peak, noise levels from the impact
of the forceps on the base of the LAF cabinet reached a total of 112.11 dB SPL across the full frequency range of 4Hz—
100 kHz (Figure 4A and Table 1). The majority (112.03 dB SPL) was concentrated within the human audible range

Table 1. Measurements of forceps impacts. Measurements of background noise levels, noise produced when
dropping metal forceps in different circumstances as described, the difference between background and measured
impact noise and the reduction when using a neoprene mat as a noise control measure. IVC: individual ventilated
cage; BG: Background.

Noise band Frequency range Metal (BG) Metal Difference
Total 4 Hz-100 kHz 85.96 dB SPL 112.11 dB SPL 26.15 dB SPL
Human audible 20 Hz-20 kHz 85.91 dB SPL 112.03 dB SPL 26.12 dB SPL
Mouse peak 10 kHz-20 kHz 43.83 dB SPL 97.71 dB SPL 53.88 dB SPL
Ultrasonic 20 kHz-100 kHz 40.63 dB SPL 89.97 dB SPL 49.34 dB SPL
Noise band Frequency range Neoprene (BG) Neoprene Difference
Total 4 Hz-100 kHz 88.67 dB SPL 100.34 dB SPL 11.67 dB SPL
Human audible 20 Hz-20 kHz 87.87 dB SPL 100.36 dB SPL 12.49 dB SPL
Mouse peak 10 kHz-20 kHz 45.24 dB SPL 62.26 dB SPL 17.02 dB SPL
Ultrasonic 20 kHz-100 kHz 41.23 dB SPL 54.5 dB SPL 13.27 dB SPL
Noise band Frequency range Reduction

Total 4 Hz-100 kHz 14.48 dB SPL

Human audible 20 Hz-20 kHz 13.63 dB SPL

Mouse peak 10 kHz-20 kHz 36.86 dB SPL

Ultrasonic 20 kHz-100 kHz 36.07 dB SPL

Noise band Frequency range IVC (BG) IvC Difference
Total 4 Hz-100 kHz 65.4 dB SPL 102.3 dB SPL 36.9 dB SPL
Human audible 20 Hz-20 kHz 79.7 dB SPL 104.1 dB SPL 24.4 dB SPL
Mouse peak 10 kHz-20 kHz 36 dB SPL 83.4dB SPL 47.4 dB SPL
Ultrasonic 20 kHz-100 kHz 40.2 dB SPL 76.4 dB SPL 36.2dB SPL
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(20 Hz-20 kHz),”” which includes the range of mouse peak hearing sensitivity (10 kHz—20 kHz),"” although noise levels

were highest below 10 kHz. In addition, very high-level noise was also detected at frequencies within the ultrasonic range
(20 kHz-100 kHz) (Figure 4A and Table 1). The impact noise caused an increase of 49.34 dB SPL relative to background
noise, both across the range of mouse peak hearing sensitivity and the ultrasonic frequency range. This increase in sound
pressure level relative to background across those frequencies was greater than that evident at frequencies <10 kHz (~26.1
dB SPL increase) (Figure 4A and Table 1). This indicates that metal on metal impacts of this kind may expose mice to a
substantial increase in noise across a wide range of frequencies audible to them, for which background levels of noise are
typically very low (~45 dB SPL).

As these metal-on-metal impacts occur frequently in the animal unit, we repeated the test using conditions identical in
every way, except that a neoprene mat was placed on the metal LAF cabinet base, to cushion the impact of the forceps. The
neoprene mat prevented the metal-on-metal impact, resulting in a substantial attenuation of noise (Figure 4B and Table 1),
most importantly a relative reduction of ~36 dB SPL in both the ultrasonic and the mouse peak hearing sensitivity
frequency ranges (Figure 4B and Table 1).

Measurements taken from inside the IVC showed that the cage provided ~10 dB SPL attenuation across the 4 Hz—
100 kHz range investigated; however, the metal on metal impact was of a sufficiently high level to be easily audible to
mice inside the cage. The measurement in the ultrasonic range was still very high, an increase over background of 36.2 dB
SPL (Figure 4C and Table 1). These data combined with the findings from the ceiling lights, show that whilst the plastic
cage is sufficient to shield mice from low-level ultrasonic noise, higher levels can still pass through.

Discussion

In recent years, it has become increasingly apparent that exposure to noise, particularly high-level noise within the range
audible to humans (20 Hz-20 kHz), can impact mouse welfare and influence multiple aspects of phenotype (see e.g.
Refs. 15, 21, 22), thus potentially confounding studies. While current guidelines have been beneficial in encouraging the
monitoring of the acoustic environment in animal housing facilities, they lack specificity, enabling variation between
animal housing facilities. In this paper, we wanted to draw attention to the importance of monitoring ultrasonic noise
sources, for two reasons in particular:

1. Ultrasonic noise is inaudible to humans, so those working with mice are unlikely to perceive the noise and take
subsequent steps to mitigate it. By contrast, they are likely to take steps to minimise noise at frequencies audible
to both humans and mice, preventing prolonged exposure to high level noise at these frequencies, which is
known to be harmful to both humans and mice.'”*'"*

2. There is considerable evidence that animals can be detrimentally affected by noise within their audible
range.”>*** However, whilst we know that ultrasonic frequencies are audible to mice,”” the potential impacts
of such noise on welfare and phenotype have not been explored to date. To our knowledge, only two studies
have explicitly considered ultrasonic noise when examining the impact of noise on mice, and neither tested the
impact of ultrasonic frequencies in isolation of those audible to humans.””***

We used two commercially available systems to examine potential ultrasonic noise sources at the Mary Lyon Centre at
MRC Harwell; the Avisoft Bioacoustics system and the HBK PULSE system. Both systems detected the continuous
ultrasonic (e.g. from the ceiling lights) and metal-on-metal impact noises; however, the increased sensitivity and gain
used for the microphone of the Avisoft system introduced artefacts. If we had not used both systems to investigate the
noise made by walkie-talkie radios in this instance, we would have not discovered this was an artefact. It is advised that
measures are taken to minimise exposure if a noise is identified, either audible or ultrasonic, which could therefore
potentially unnecessarily impact resources. It is recommended that detected ultrasonic noise is investigated thoroughly
and measured accurately where possible.

Whilst both systems could be used to detect ultrasonic noise, in our study, only the PULSE system could be used to obtain
accurate and reliable measures of frequency and sound pressure level. The Avisoft system in the configuration used here
could only provide relative measures. A calibrator could be used to improve the accuracy of measurements obtained from
the Avisoft system, but due to the flat frequency response of the type 4939 microphone, the PULSE system would
nonetheless remain the most suitable system in this area. Thus, whilst the Avisoft system, and likely other ultrasonic
microphones intended for a similar purpose, could be used to identify ultrasonic noise sources, accurate measurement
equipment such as the PULSE system is preferable for precisely quantifying frequency content and sound pressure level.
The PULSE system is, however, far less accessible (>£20k) than ultrasonic microphones typically used to record USVs
(price range ~-£250—~£5k). Other options such as the MEMS-based AudioMoth full spectrum logger may be useful as an
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alternative option to the more RF-sensitive, high-gain ultrasonic condenser microphones such as the CM16, for routine
detection or periodical monitoring of ultrasonic (and audible) noise; however, they also have the disadvantage of not
being easy to calibrate for measurement over the required frequency range.

If animal facilities possess the equipment to record USVs we suggest it would be beneficial for them to perform an
in-house investigation to identify potential sources of noise. The frequency range of this investigation should be
determined according to the reported audible range of the species contained within. Our findings also indicate that
proper measurement of detected noise sources is essential when looking at mitigating measures. Equipment to perform
these investigations is available to hire, however, operation and interpretation of data may require specialist consultation.

Ultrasonic noise detected in this study could potentially impact mouse welfare and phenotype. This is an area that
certainly warrants further investigation, as actions to mitigate ultrasonic noise are most likely to occur only when a
detrimental effect has been identified. However, we strongly feel that, especially given the importance of mouse USVs in
social communication®** and evidence of how impactful other frequencies can be to welfare,'>*""** steps should be
taken to minimise noise wherever possible. Although harder to detect, ultrasonic noise is comparably easier to attenuate
by shielding than noise with a lower frequency content. We observed that ultrasonic noise from the ceiling light was not
detected by either system from inside the IVC, so the cage itself will probably protect mice from low level ultrasonic
sources. However, as the aim of this type of investigation is to find noise sources that specifically affect the animals,
measurements should always be taken from both inside a modified cage and outside to confirm this. Actions to minimise
ultrasonic noise that is high-level and can be detected within a sealed IVC in particular should be a priority, as mice will be
exposed under normal housing conditions. Such noise could conceivably hinder social communication and impact other
traits related to health, welfare and behaviour even when mice are not exposed to any other form of stress outside of
routine husbandry procedures.

Whilst noises detected outside of the IVC may not be of a high level, the ultrasonic frequencies will normally be readily
attenuated by the cage. This may make mice more sensitive to these frequencies when they are exposed. The presence of
ultrasonic noise whilst performing behavioural testing could be particularly impactful; the mice are infrequently exposed
to the noise, and sources may vary from room to room. Steps should be taken to investigate and minimise such noises in
experimental areas to reduce potential negative effects on the reliability of data. Mitigation of impact noise, such as that
produced in copulatory plug checking, may be relatively simple. As shown in this study, it can be substantially controlled
with cost-effective and easy-to-implement modifications; in some cases simple procedural refinements may be sufficient.
As mice can also hear the sound very clearly inside the cage, this should be a priority.

Current guidelines for noise surveys in animal facilities recommend that multiple frequencies are considered,
and typically mention that mice can hear ultrasonic frequencies.”™'" However, the guidelines do not make specific
recommendations regarding the range of frequencies to consider, the ideal length of surveys or the distance from potential
noise sources that measurements should be performed. This lack of specificity prevents standardisation, meaning that
mice in different facilities may have vastly different acoustic environments. Ideally, noise surveys should consider all
frequencies audible to the animals housed in that facility but, whilst a good starting point, this alone could be insufficient
to minimise exposure to extraneous noise. For example, facilities that conduct longer sound surveys are more likely to
detect periodic noises, such as those from equipment that is not constantly running or procedures that are conducted
relatively infrequently. Such facilities are thus more likely to act to minimise exposure to periodic noise. Further, since
ultrasonic sound is highly directional and travels a shorter distance than lower frequency sound, noise measurements
undertaken in one part of a room may fail to detect ultrasonic noise that mice housed elsewhere in that room are
exposed to.

The potential consequences of exposure to ultrasonic noise have not been studied to date but could be profound. Mice use
USVs for social communication,””*® and whilst they are able to distinguish between USVs and noise,”** it is
perceivable that ultrasonic noise could hinder social communication. This could be detrimental to welfare by leading
to increased levels of aggression or simply preventing normal social behaviour. Whilst unlikely under IVC housing
conditions, exposure of higher levels of ultrasonic noise could also lead to hearing loss, as with exposure to noise with
lower frequencies,'*" which could prevent mice from detecting USVs, at least at particular frequencies. Further, human
studies have shown that exposure to audible noise, particularly at high levels, can affect multiple traits, including stress,
cardiovascular function and anxiety.””** As ultrasonic frequencies are audible to mice, it follows that exposure to them
may have similar effects. Any such effect could be detrimental to welfare, increase mortality, reduce productivity and/or
confound studies, particularly those which require phenotyping outside of the home cage. Exposure to ultrasonic noise
could therefore be a source of unnecessary stress for animals in animal housing facilities and could lead to the need for
greater numbers of animals in studies for sufficient statistical power, and because of the lack of standardisation of sound
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surveys, this could lead to reduced study reproducibility. These consequences are in direct conflict with the principles of
the 3Rs, aimed at performing more humane animal research by minimizing the pain, suffering, distress or lasting harm
experienced by the animals in research, via “Replacement, Reduction and Refinement” and steps taken to reduce noise
exposure, audible or otherwise would constitute a refinement. "’

Conclusions

Multiple systems, including those discussed here, can be used to identify sources of ultrasonic noise. When selecting a
system to use, it is important to consider the relative advantages and disadvantages of each. Sound analysis systems such
as the PULSE system, when combined with a suitable calibrated microphone, can provide accurate measurements of
sound pressure level and frequency. Recordings from ultrasonic microphones like the Avisoft and AudioMoth systems
used in this study can also be employed to detect ultrasonic frequencies that are inaudible to humans; as long as gain
settings and processing remain consistent, they could also be useful for comparing relative levels as an initial
investigation, and can be more accessible. Furthermore, in some cases the ability to visualise the spectrogram of these
recordings with high temporal resolution could be helpful in identifying the source of an ultrasonic noise. It is also
important to remember that measurement and detection are distinct when selecting a system. Thus, if the purpose of
testing is to examine noise sources that affect animals and reduce the chance of exposure, and the hire or acquisition of
accurate measurement equipment is not currently financially possible, using a cheaper method of detection is likely more
important than measuring exact levels. However, as with workplace surveys of audible noise, accurate measurement is
important to assess exposure and environmental impact. If the current guidelines surrounding the acoustic environment of
the animals were to be changed to include ultrasonic frequencies, accurate measurement would almost certainly be
required.

Due to the nature of scientific research involving animals, animal house staff normally spend more time in the facility with
the animals than the researchers. As such, they are arguably best placed to identify potential sources or causes of noise
(i.e. through noticing changes in animal behaviour). Animal staff are also dedicated to maintaining the highest standards
of welfare for the animals in their care, and as such they should be made aware of the potential exposure of mice to
ultrasonic noise, which could potentially have adverse effects. Attention should also be drawn to the ultrasonic frequency
content of some impact noises, in particular those involving metal such as forceps or wire cage tops. Any simple
procedural or material changes that would minimise this noise will only benefit the animals.

It would be a positive step for animal facilities to be more aware of noise, audible and ultrasonic, and try to implement
local policies for identifying and mitigating any noise sources relevant to the species housed within. We would advise that
noise surveys should be sufficiently long to identify periodic noise (e.g. from equipment that is not in constant use) and
tests should be undertaken at the minimum distance that the equipment will be used from mice (both inside and outside of
an IVC, where this is the housing used). A particular emphasis should be placed on assessing areas with the highest
potential of exposure, such as phenotyping rooms where mice are frequently handled outside of their home-cage. Ideally,
all new equipment would be tested as a potential noise source when it is first introduced into an animal housing facility, so
that appropriate precautions can be taken to minimise noise exposure. We also recommend that studies are undertaken to
evaluate the impact of ultrasonic noise on mice. Unless there is conclusive evidence that there is no detrimental effect,
steps should be taken to minimise ultrasonic noise wherever possible; this can usually be achieved simply at no or
minimal cost either by operational changes or simple shielding methods; however sources must first be identified. We
encourage scientists to disclose sound profiles of their facilities and the testing environment in publications. This would
not only enable the potential impact to be assessed at a later date, but also raise awareness of the issue.

Data availability

Underlying data

Harvard Dataverse: Investigating Audible and Ultrasonic Noise in Modern Animal Facilities. https://doi.org/10.7910/
DVN/QSCYBS

This project contains the following underlying data:

- Audio moth away from speaker.wav (recording of the walkie-talkie operation not in proximity to a speaker
using the AudioMoth)

- Audio moth near speaker.wav (recording of the walkie-talkie operation in close proximity to a speaker using the
AudioMoth)

- Avisoft.wav (original recording of walkie-talkie being operated using the Avisoft system)
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Data are available under the terms of the Creative Commons Zero “No rights reserved” data waiver (CCO 1.0 Public
domain dedication).

Acknowledgements
The authors would like to thank Mark Dowie from Hottinger, Bruel & Kjaer UK for analysing the recording of the walkie-
talkie radio, and for technical advice. In addition, the authors would like to thank all the animal care, and estates and
engineering staff at the Mary Lyon Centre at Harwell for their assistance during the collection of data.

References

10.

11.

12.

13.

14.

15.

Hansen P): Effects of heat stress on mammalian reproduction.
Philosophical Transactions of the Royal Society B: Biological Sciences.
2009; 364: 3341-3350.

PubMed Abstract | Publisher Full Text

Daskalov PI, Arvanitis KG, Pasgianos GD, et al.: Non-linear adaptive
temperature and humidity control in animal buildings. Biosyst.
Eng. 2006; 93: 1-24.
Publisher Full Text

Keijer J, Li M, Speakman JR: What is the best housing temperature
to translate mouse experiments to humans?. Mol. Metab. 2019;
25: 168-176.

PubMed Abstract | Publisher Full Text

Kokolus KM, et al.: Baseline tumor growth and immune control in
laboratory mice are significantly influenced by
subthermoneutral housing temperature. Proc. Natl. Acad. Sci.

U. S. A 2013; 110: 20176-20181.

PubMed Abstract | Publisher Full Text

Kingma B, Frijns A, Lichtenbelt WVM: The thermoneutral zone:
Implications for metabolic studies. Front. Biosci. - Elit. 2012; E4:
1975-1985.

PubMed Abstract | Publisher Full Text

Guide for the Care and Use of Laboratory Animals. Guide for the
Care and Use of Laboratory Animals .2011.
Publisher Full Text

Gettayacamin M, et al.: Laws, Regulations, Guidelines, and
Principles Pertaining to Laboratory Animals in Southeast Asia.
Lab. Anim. 2018.

Publisher Full Text

Retnam L, et al.: Laws, Regulations, Guidelines and Standards for
Animal Care and Use for Scientific Purposes in the Countries of
Singapore, Thailand, Indonesia, Malaysia, and India. ILAR . 2016;
57:312-323.

PubMed Abstract | Publisher Full Text

Clough G: Environmental effects on animals used in biomedical
research. Biol. Rev. 1982; 57: 487-523.
Publisher Full Text

Home Office: Code of Practice for the housing and care of
animals used in scientific procedures. Anim. (Scientific Proced. Act
1986). 2014.

Home Office: Annual Statistics of Scientific Procedures on Living
Animals Great Britain 2018. 2019.
Reference Source

Ohlemiller KK, Rybak Rice ME, Rellinger EA, et al.: Divergence of
noise vulnerability in cochleae of young CBA/) and CBA/Ca)
mice. Hear. Res. 2011; 272: 13-20.

PubMed Abstract | Publisher Full Text

Liu L, et al.: Noise induced hearing loss impairs spatial learning/
memory and hippocampal neurogenesis in mice. Sci. Rep. 2016; 6:
1-9.

Ohlemiller KK, Kaur T, Warchol ME, et al.: The endocochlear
potential as an indicator of reticular lamina integrity after noise
exposure in mice. Hear. Res. 2018; 361: 138-151.

PubMed Abstract | Publisher Full Text

TaoS, et al.: Spatial learning and memory deficits in young adult
mice exposed to a brief intense noise at postnatal age. J. Otol.
2015; 10: 21-28.

PubMed Abstract | Publisher Full Text

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

Milon B, et al.: The impact of biological sex on the response to
noise and otoprotective therapies against acoustic injury in
mice. Biol. Sex Differ. 2018; 9: 1-14.

Myint A, et al.: Large-scale phenotyping of noise-induced hearing
loss in 100 strains of mice. Hear. Res. 2016; 332: 113-120.
PubMed Abstract | Publisher Full Text

Jensen B, Lysaght AC, Liberman MC, et al.: Immediate and delayed
cochlear neuropathy after noise exposure in pubescent mice.
PLoS One. 2015; 10: 1-17.

Publisher Full Text

Longenecker RJ, Galazyuk AV: Development of tinnitus in CBA/Ca)
mice following sound exposure. JARO - J. Assoc. Res. Otolaryngol.
2011; 12: 647-658.

PubMed Abstract | Publisher Full Text

Turner ), Larsen D, Hughes L, et al.: Time course of tinnitus
development following noise exposure in mice. J. Neurosci. Res.
2012; 90: 1480-1488.

PubMed Abstract | Publisher Full Text

Salehpour F, Mahmoudi J, Eyvazzadeh N: Effects of Acute and
Chronic Noise Stress on Depressive- and Anxiety-like Behaviors
in Mice. J. Exp. Clin. Neurosci. 2018; 5: 1-6.

Di G, Xu Y: Influences of combined traffic noise on anxiety in
mice. Sci. Total Environ. 2017; 579: 1439-1445.
PubMed Abstract | Publisher Full Text

Jafari Z, Kolb BE, Mohajerani MH: Chronic traffic noise stress
accelerates brain impairment and cognitive decline in mice.
Exp. Neurol. 2018; 308: 1-12.

PubMed Abstract | Publisher Full Text

Jafari Z, Mehla J, Kolb BE, et al.: Prenatal noise stress impairs HPA
axis and cognitive performance in mice. Sci. Rep. 2017; 7: 1-13.
Publisher Full Text

Miinzel T, et al.: Environmental Noise and the Cardiovascular
System. J. Am. Coll. Cardiol. 2018; 71: 688-697.
Publisher Full Text

Minzel T, et al.: Effects of noise on vascular function, oxidative
stress, and inflammation: Mechanistic insight from studies in
mice. Eur. Heart . 2017; 38: 2838-2849.
PubMed Abstract | Publisher Full Text

LiuL, et al.: Effects of noise exposure on systemic and tissue-level
markers of glucose homeostasis and insulin resistance in male
mice. Environ. Health Perspect. 2016; 124: 1390-1398.

PubMed Abstract | Publisher Full Text

Liu L, et al.: The effect of noise exposure on insulin sensitivity in
mice may be mediated by the JNK/IRS1 pathway. Environ. Health
Prev. Med. 2018; 23: 4-11.

Rasmussen S, Glickman G, Norinsky R, et al.: Construction noise
decreases reproductive efficiency in mice. J. Am. Assoc. Lab. Anim.
Sci. 2009; 48: 363-370.

PubMed Abstract

Shafiei A, et al.: The effect of chronic noise stress on serum levels
of cortisol, gonadotropins, and sexual hormones at
implantation time of mice. Comp. Clin. Path. 2017; 26: 779-784.
Publisher Full Text

Turner JG, Parrish JL, Hughes LF, et al.: Hearing in laboratory
animals: Strain differences and nonauditory effects of noise.
Comp. Med. 2005; 55: 175-182.

PubMed Abstract

Page 14 of 19


http://creativecommons.org/publicdomain/zero/1.0/
http://www.ncbi.nlm.nih.gov/pubmed/19833646
https://doi.org/10.1098/rstb.2009.0131
https://doi.org/10.1098/rstb.2009.0131
https://doi.org/10.1098/rstb.2009.0131
https://doi.org/10.1016/j.biosystemseng.2005.09.006
http://www.ncbi.nlm.nih.gov/pubmed/31003945
https://doi.org/10.1016/j.molmet.2019.04.001
https://doi.org/10.1016/j.molmet.2019.04.001
https://doi.org/10.1016/j.molmet.2019.04.001
http://www.ncbi.nlm.nih.gov/pubmed/24248371
https://doi.org/10.1073/pnas.1304291110
https://doi.org/10.1073/pnas.1304291110
https://doi.org/10.1073/pnas.1304291110
http://www.ncbi.nlm.nih.gov/pubmed/22202013
https://doi.org/10.2741/e518
https://doi.org/10.2741/e518
https://doi.org/10.2741/e518
https://doi.org/10.17226/12910
https://doi.org/10.1016/b978-0-12-849880-4.00011-8
http://www.ncbi.nlm.nih.gov/pubmed/29117407
https://doi.org/10.1093/ilar/ilw038
https://doi.org/10.1093/ilar/ilw038
https://doi.org/10.1093/ilar/ilw038
https://doi.org/10.1111/j.1469-185X.1982.tb00705.x
https://assets.publishing.service.gov.uk/government/uploads/system/uploads/attachment_data/file/835935/annual-statistics-scientific-procedures-living-animals-2018.pdf
http://www.ncbi.nlm.nih.gov/pubmed/21108998
https://doi.org/10.1016/j.heares.2010.11.006
https://doi.org/10.1016/j.heares.2010.11.006
https://doi.org/10.1016/j.heares.2010.11.006
http://www.ncbi.nlm.nih.gov/pubmed/29426600
https://doi.org/10.1016/j.heares.2018.01.015
https://doi.org/10.1016/j.heares.2018.01.015
https://doi.org/10.1016/j.heares.2018.01.015
http://www.ncbi.nlm.nih.gov/pubmed/29937778
https://doi.org/10.1016/j.joto.2015.07.001
https://doi.org/10.1016/j.joto.2015.07.001
https://doi.org/10.1016/j.joto.2015.07.001
http://www.ncbi.nlm.nih.gov/pubmed/26706709
https://doi.org/10.1016/j.heares.2015.12.006
https://doi.org/10.1016/j.heares.2015.12.006
https://doi.org/10.1016/j.heares.2015.12.006
https://doi.org/10.1371/journal.pone.0125160
http://www.ncbi.nlm.nih.gov/pubmed/21667173
https://doi.org/10.1007/s10162-011-0276-1
https://doi.org/10.1007/s10162-011-0276-1
https://doi.org/10.1007/s10162-011-0276-1
http://www.ncbi.nlm.nih.gov/pubmed/22434653
https://doi.org/10.1002/jnr.22827
https://doi.org/10.1002/jnr.22827
https://doi.org/10.1002/jnr.22827
http://www.ncbi.nlm.nih.gov/pubmed/27913020
https://doi.org/10.1016/j.scitotenv.2016.11.144
https://doi.org/10.1016/j.scitotenv.2016.11.144
https://doi.org/10.1016/j.scitotenv.2016.11.144
http://www.ncbi.nlm.nih.gov/pubmed/29936225
https://doi.org/10.1016/j.expneurol.2018.06.011
https://doi.org/10.1016/j.expneurol.2018.06.011
https://doi.org/10.1016/j.expneurol.2018.06.011
https://doi.org/10.1038/s41598-017-09799-6
https://doi.org/10.1016/j.jacc.2017.12.015
http://www.ncbi.nlm.nih.gov/pubmed/28329261
https://doi.org/10.1093/eurheartj/ehx081
https://doi.org/10.1093/eurheartj/ehx081
https://doi.org/10.1093/eurheartj/ehx081
http://www.ncbi.nlm.nih.gov/pubmed/27128844
https://doi.org/10.1289/EHP162
https://doi.org/10.1289/EHP162
https://doi.org/10.1289/EHP162
http://www.ncbi.nlm.nih.gov/pubmed/19653943
https://doi.org/10.1007/s00580-017-2446-y
http://www.ncbi.nlm.nih.gov/pubmed/15884781

32

33.

34,

35.

36.

37.

38.

39.

Turner JG, Bauer CA, Rybak LP: Noise in animal facilities: Why it
matters. /. Am. Assoc. Lab. Anim. Sci. 2007; 46: 10-13.
PubMed Abstract

Hughes LF: The Fundamentals of Sound and its Measurement.
J. Am. Assoc. Lab. Anim. Sci. 2007; 46: 14-19.
PubMed Abstract

Armstrong EC, et al.: Assessing the developmental trajectory of
mouse models of neurodevelopmental disorders: Social and
communication deficits in mice with Neurexin 1« deletion.
Genes Brain Behav. 2019; 19: e12630.

PubMed Abstract | Publisher Full Text

Egnor SER, Seagraves KM: The contribution of ultrasonic

vocalizations to mouse courtship. Curr. Opin. Neurobiol. 2016; 38:

1-5.

PubMed Abstract | Publisher Full Text

Coffey KR, Marx RG, Neumaier JF: DeepSqueak: a deep learning-
based system for detection and analysis of ultrasonic

vocalizations. Neuropsychopharmacology. 2019; 44: 859-868. 0-10.

PubMed Abstract | Publisher Full Text

Sangiamo DT, Warren MR, Neunuebel JP: Ultrasonic signals
associated with different types of social behavior of mice.
Nat. Neurosci. 2020; 23: 411-422.

PubMed Abstract | Publisher Full Text

Ferhat AT, et al.: Recording mouse ultrasonic vocalizations to
evaluate social communication. J. Vis. Exp. 2016.
PubMed Abstract | Publisher Full Text

Reynolds RP, Kinard WL, Degraff J), et al.: Noise in a laboratory
animal facility from the human and mouse perspectives. /. Am.
Assoc. Lab. Anim. Sci. 2010; 49: 592-597.

41.

42.

43.

45.

46.

F1000Research 2022, 11:651 Last updated: 16 SEP 2022

Ehret G: Frequency and intensity difference limens and
nonlinearities in the ear of the housemouse (Mus musculus).
J. Comp. Physiol. 1975; 102: 321-336.

Publisher Full Text

Turner JG: Noise and Vibration in the Vivarium:
Reccomendations for Developing a Measurement Plan. /. Am.
Assoc. Lab. Anim. Sci. 2020; 59: 665-672.

PubMed Abstract | Publisher Full Text

Brown J, Josephson D: Radio Frequency Susceptibility of
Capacitor Microphones. 2003; 1-14.

Le TN, Straatman LV, Lea}, et al.: Current insights in noise-induced
hearing loss: a literature review of the underlying mechanism,
pathophysiology, asymmetry, and management options.

J. Otolaryngol. Head Neck Surg. 2017; 46: 41.

PubMed Abstract | Publisher Full Text

Trindade Madeira Aradjo F, et al.: Low welfare impact of noise:
assessment in an experimental model of mice infected by
Herpes simplex-1. Appl. Anim. Behav. Sci. 2018; 207: 79-88.
Publisher Full Text

Wohr M, Schwarting RKW: Maternal Care, Isolation-Induced
Infant Ultrasonic Calling, and Their Relations to Adult Anxiety-
Related Behavior in the Rat. Behav. Neurosci. 2008; 122: 310-330.
PubMed Abstract | Publisher Full Text

Asaba A, Kato M, Koshida N, et al.: Determining Ultrasonic
Vocalization Preferences in Mice using a Two-choice Playback
Test. J. Vis. Exp. 2015: 2-9.

PubMed Abstract | Publisher Full Text

Page 15 of 19


http://www.ncbi.nlm.nih.gov/pubmed/17203909
http://www.ncbi.nlm.nih.gov/pubmed/17203910
http://www.ncbi.nlm.nih.gov/pubmed/31823470
https://doi.org/10.1111/gbb.12630
https://doi.org/10.1111/gbb.12630
https://doi.org/10.1111/gbb.12630
http://www.ncbi.nlm.nih.gov/pubmed/26789140
https://doi.org/10.1016/j.conb.2015.12.009
https://doi.org/10.1016/j.conb.2015.12.009
https://doi.org/10.1016/j.conb.2015.12.009
http://www.ncbi.nlm.nih.gov/pubmed/30610191
https://doi.org/10.1038/s41386-018-0303-6
https://doi.org/10.1038/s41386-018-0303-6
https://doi.org/10.1038/s41386-018-0303-6
http://www.ncbi.nlm.nih.gov/pubmed/32066980
https://doi.org/10.1038/s41593-020-0584-z
https://doi.org/10.1038/s41593-020-0584-z
https://doi.org/10.1038/s41593-020-0584-z
http://www.ncbi.nlm.nih.gov/pubmed/27341321
https://doi.org/10.3791/53871
https://doi.org/10.3791/53871
https://doi.org/10.3791/53871
https://doi.org/10.1007/BF01464344
http://www.ncbi.nlm.nih.gov/pubmed/32928338
https://doi.org/10.30802/AALAS-JAALAS-19-000131
https://doi.org/10.30802/AALAS-JAALAS-19-000131
https://doi.org/10.30802/AALAS-JAALAS-19-000131
http://www.ncbi.nlm.nih.gov/pubmed/28535812
https://doi.org/10.1186/s40463-017-0219-x
https://doi.org/10.1186/s40463-017-0219-x
https://doi.org/10.1186/s40463-017-0219-x
https://doi.org/10.1016/j.applanim.2018.07.010
http://www.ncbi.nlm.nih.gov/pubmed/18410171
https://doi.org/10.1037/0735-7044.122.2.310
https://doi.org/10.1037/0735-7044.122.2.310
https://doi.org/10.1037/0735-7044.122.2.310
http://www.ncbi.nlm.nih.gov/pubmed/26381885
https://doi.org/10.3791/53074
https://doi.org/10.3791/53074
https://doi.org/10.3791/53074

F1000Research 2022, 11:651 Last updated: 16 SEP 2022

Open Peer Review

Current Peer Review Status: ¥

Reviewer Report 28 July 2022

https://doi.org/10.5256/f1000research.122863.r140878

© 2022 Restivo L. This is an open access peer review report distributed under the terms of the Creative Commons
Attribution License, which permits unrestricted use, distribution, and reproduction in any medium, provided the
original work is properly cited.

v

Leonardo Restivo
Neuro-Behavioral Analysis Unit (Neuro-BAU), Department of Fundamental Neuroscience, Faculty
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Biomedical scientists working with research animals are becoming increasingly aware of factors
affecting animal welfare and experimental procedures. Animal facilities must follow strict
guidelines determining acceptable ranges of potentially disruptive factors such as light, noise,
temperature, and humidity. Currently, there are no guidelines dictating standards of acceptable
noise range in the ultrasonic domain for rodent facilities. Knowing the negative impact that noise
may exert on rodents' welfare and experimental procedures, this manuscript sets out to
implement novel and refined techniques to assess sources of ultrasonic and audible noise
commonly found in rodent housing facilities. The authors present a detailed analysis of the
benefits and caveats of the two systems deployed to capture the sources of ultrasonic noise.

The manuscript is a significant step toward the definition of a "systemic" approach to biomedical
research. The "experiment" is commonly defined as the interval of time during which the subject is
under direct experimentation (e.g., application of selected assays), often neglecting that living
creatures experience time as a continuum. Therefore, factors affecting animal welfare outside of
the limited time covered by the experimental procedure are bound to impact the quality of the
data collected throughout the experiment. For this reason, it is critical to design guidelines that
regulate factors present in the housing facility (e.g., light, temperature, humidity, noise), including
sources outside the perceptual range of human operators (e.g., ultrasonic noise). The authors
performed ultrasonic noise analysis both outside and inside the home cage (IVC), leading to the
critical finding that some noise sources can reach mice inside their air-sealed home cage. Critically,
the authors show that simple and inexpensive procedures can be deployed to minimize ultrasonic
noise disruptions. As correctly stated in the manuscript, we do not know yet the consequences of
exposure to ultrasonic noise. Therefore, this manuscript is also a call to action for animal welfare
scientists to further investigate the effects of ultrasonic noise on rodents. Nonetheless, I support
the authors when they state that in the absence of conclusive evidence, all animal facilities must
be encouraged to check their noise landscapes, including ultrasonic noise, and to take action to
eliminate or dampen the sources of this potentially disruptive noise.
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The manuscript shows how to measure sound and ultrasound in an experimental animal facility.
The advantages and disadvantages of 2 measurement systems available on the market are
reported and possible artifact sources are discussed.

I agree with the authors that too little attention is paid to the disturbance of laboratory animals by
inaudible ultrasound. As mice communicate with ultrasound, it is likely that they are disturbed by
ultrasound at high sound levels. The authors suggest that suitable equipment should be used to
identify and, if possible, attenuate the sources of ultrasound. Using the example of impact noises

Page 17 of 19


https://doi.org/10.5256/f1000research.122863.r142997
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
http://orcid.org/0000-0002-8715-869X

F1000Research 2022, 11:651 Last updated: 16 SEP 2022

(e.g. noises made by tweezers during transfer), they show that simple measures can be taken to
attenuate the sound. Although mice are almost only kept in individually ventilated cages and the
plastic attenuates ultrasound very well, the authors show that ultrasound at high levels does reach
into the cage. Moreover, most of the tests still take place outside the protective cage and there the
mice are exposed to the various ultrasound sources. If ultrasound affects phenotypes, it will
contribute to de-standardization, which is unsatisfactory from a scientific point of view.
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