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assessed in the open-field test. Furthermore, testing in either a normal
or inverted light/dark cycle was used to determine effects of lighting
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Results: Using the PhenoTyper similar circadian rhythms were observed
across laboratories. Higher levels of baseline and novelty-induced
activity were evident in Aberdeen compared to Utrecht although strain
differences were consistent between laboratories. Open field activity was
also similar across laboratories whereas strain differences in anxiety
were different. Within laboratory analysis of different lighting regimes
revealed that behaviour of the mice was sensitive to changes in lighting.
Comparison with existing methods: Utilisation of a home cage observation
system facilitates the reproducibility of activity but not anxiety-
related behaviours across laboratories by eliminating environmental
factors known to influence reproducibility in standard behavioural tests.
Conclusions: Standardisation of housing/test conditions resulted in
reproducibility of home cage and open field activity but not anxiety-
related phenotypes across laboratories with some behaviours more
sensitive to environmental factors. Environmental factors include
lighting and time of day.
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*Revision Notes

Response to reviewers:

Reviewer 1

1.

| do not understand figure 1. In fact two PhenoTyper home cages are represented for
Aberdeen laboratory ( and Utrecht??) and two open fields are represented for Utrecht.

The design described is different: a comparison between PhenoTyper home cage between
Aberdeen and Utrecht and a comparison between open field experiments between
Aberdeen and Utrecht . Only in Aberdeen the AA have submitted the same animals after the
open filed to another open field experiment with new lighting regime.

Based on the comments and recommendations of both reviewers we have now removed
Figure 1 so as to avoid any confusion. In doing so we have amended all figures, legends
and references to them in the text accordingly.

It is very important to indicate the significance point by point in figure 2 and figure 5

As suggested by the reviewer we have now indicated on the figures (now figure 1 and
figure 4) the significance for each relevant data point.

How much the higher motor activity showed by Aberdeen animals can have an impact if |
would like to study drugs that are believed to induce an induction of motor activity? There is
the possibility that it will be very difficult to see an hyperactivity in these animals that are yet
hyperactive. May the AA discuss this point?

The reviewer has correctly pointed out that the Aberdeen animals do indeed display an
increased activity compared to those tested in Utrecht however, as we have not tested
drugs that induce hyperactivity in this present study it is difficult to confirm or comment
on exactly how much of a further increase in activity we would be able to observe in these
animals. It is reasonable to assume that we would still observe an increase following drug
treatment howeuver, it is likely that the extent of the increase in activity observed would
be lower than that seen with less active animals (as in Utrecht) due to the already high
baseline locomotor activity in the animals.

At page 13 of the discussion the AA declared : "Overall, these results clearly prove the
suitability of the ........... However, the globally increased activity ........ must have other
reasons and may not related to equipment, experimental design or origin of animals).Please
the AA try to explain which other reason can give a so different result. There is a difference
in housing room: housed in same room as home cage testing (Aberdeen) and housed and
tested in separated room (Utrecht). Can the AA take in consideration this difference in the
results found? If not can explain why?.

The reviewer makes a very valid point and we have tried to address this issue and explain
some of the reasons why we believe there is a overall increase in activity between the two
facilities on page 15 - 17 of the discussion (section 4.2 Reproducibility within the Aberdeen
laboratory). Here we discuss the differences between the testing conditions (working
environment, noise etc) within the two facilities which we believe may account for the
activity differences.



Literature always reported that DBA/2 mice are less active and more anxious. | totally
disagree with the assumption of the AA at page 15 " we assume that some proxies such as
activity are less susceptible to environmental factors than others as anxiety".

The AA provide then some literature discussion for this. | ask to the AA to cancel or
reformulate this phrase in the discussion.

We have addressed the concerns of the reviewer and have amended the relevant section
of the discussion on page 15 by removing the phrase in question. We have however,
retained the discussion of differences in activity and anxiety levels reported between the
strains in support of our differential findings with DBA/2 and C57BL/6 mice in the present
study.

Reviewer 2

1.

Figure 1 is not really informative and may spur to misunderstanding as pictures of
equipment are really different for the two laboratories.

As mentioned above we have decided to remove Figure 1 so as to avoid any confusion and
have amended the text, figure legends and figure labelling accordingly.

In Table 1 the lighting times are certainly wrong (for example: dark: 09h00-21h00) because
elsewhere this is indicated dark at 08h00 (p6) and the onset of recording is at 08h00 (p5).

We have amended the light timings in Table 1 and also throughout the text (Page 5 and 6
of the Materials and Methods) to ensure that all correctly state that onset of the dark
phase was at 8 am and recording began at 8am.

p6: room temperature maintained at 23+2°C. This again different from what is written in
Tables 1 and 2.

The reviewer rightly pointed out that the temperature had been stated incorrectly in the
text and we have now amended this to 21 + 1°C and is now the same as both Table 1 and
Table 2.

More importantly, the Open-field experiment is supposed to evaluate some anxiety trait in
both laboratories. But we don't know which light intensity has been used (p7). As there are
discrepancies between laboratories this is a crucial information.

The reviewer is completely correct in stating that we need to include details of the light
intensity used during the Open Field in both experiments. As already stated in Materials
and Methods section (page 8) in Experiment 1 the open field was performed under red
light conditions in both Aberdeen and Utrecht. Therefore the lighting between the two
laboratories was identical. We have however, now included the light intensity (see page 8
of Materials and Methods) for experiment 2 when animals were then subsequently tested
under normal lighting conditions in Aberdeen.



Result section: p10; activity and anxiety-related behaviour paragraph. Error on Figure 4A
where the significance for C57 should translated to DBA.

This figure is now Figure 3A and we have amended the significance to indicate a difference
between DBA as opposed to C57BL/6

Exp 2: p11 Fig 5A instead of Fig 1A.

We have corrected this error in the text and now refer to this as Figure 4A

Open field analysis first sentence p12: Fig 7A and Fig 7B instead of Fig 8A and Fig 8B.
We have corrected this sentence on Page 12, and it now refers to Figure 6A and 6B.

Discussion: the discussion is far too long as the "take-home" is not really difficult to catch.
However, although the "experimenter" influence on behavioural experiments was suggested
in the introduction this point could be tackled in the discussion with the importance of the
gender of the experimenter.

We value the reviewers comment regards the discussion but feel that the discussion needs
to be sufficient to consider all the factors that can affect the reproducibility of the data
(both between and within the laboratories). The reviewer makes a very valid point regards
experimenter gender influence on behavioural outcome and we have included this in the
discussion on page 14 - 15 (with reference to the literature). We have also updated the
reference list accordingly.

Although the outcome of this paper does not make me very optimistic on the reproducibility
of experiments conducted in different laboratories, | consider this is very important to
publish such data to clearly emphasize that homogenization of environmental conditions,
including housing conditions, are at least as important as the experimental procedure itself
to augment the reproducibility of the results between laboratories.
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Abstract

Background: Reproducibility of behavioural findings between laboratories is difficult due to
behaviour being sensitive to environmental factors and interactions with genetics. The objective of
this study was to investigate reproducibility of behavioural data between laboratories using the
PhenoTyper home cage observation system and within laboratory reproducibility using different

lighting regimes.

New Method: The ambulatory activity of C57BL/6 and DBA/2 mice was tested in PhenoTypers in two
laboratories under near identical housing and testing conditions (Exp. 1). Additionally activity and
anxiety were also assessed in the open-field test. Furthermore, testing in either a normal or inverted
light/dark cycle was used to determine effects of lighting regime in a within-laboratory comparison

in Aberdeen (Exp. 2).

Results: Using the PhenoTyper similar circadian rhythms were observed across laboratories. Higher
levels of baseline and novelty-induced activity were evident in Aberdeen compared to Utrecht
although strain differences were consistent between laboratories. Open field activity was also
similar across laboratories whereas strain differences in anxiety were different. Within laboratory
analysis of different lighting regimes revealed that behaviour of the mice was sensitive to changes in
lighting.

Comparison with existing methods: Utilisation of a home cage observation system facilitates the
reproducibility of activity but not anxiety-related behaviours across laboratories by eliminating

environmental factors known to influence reproducibility in standard behavioural tests.

Conclusions: Standardisation of housing/test conditions resulted in reproducibility of home cage and
open field activity but not anxiety-related phenotypes across laboratories with some behaviours
more sensitive to environmental factors. Environmental factors include lighting and time of day.

Keywords: Home-cage, behavior, anxiety, mice, reproducibility



1. Introduction

Differences in phenotyping results between research laboratories and lack of reproducibility is a
major concern for behavioural testing and for preclinical studies in general (Wahlsten et al. 2003).
Multiple attempts have been made to overcome this issue and suggestions for more standardised
reporting is proposed to lead to higher reproducibility between laboratories (Jarvis and Williams,
2016). But even efforts, in which experimental factors were fully standardised across laboratories
(Crabbe et al. 1999) have not been completely successful. For many researchers, this does not come
as a surprise given that behavioural testing is sensitive to environmental factors (Sousa et al. 2006)
such as housing conditions (background noise, olfactory cues), experimenter interactions (Bohlen et
al. 2014), and also experimental design (Avey et al. 2016). A number of multi-laboratory studies have
observed significant differences between mouse strains across laboratories and also interactions of
genotype x laboratory despite efforts to rigorously standardise both housing conditions and
experimental design (Richter et al. 2011; Wolfer et al. 2004). Chesler and colleagues (2002) reported
that environmental factors including experimenter interactions, handling, time of day and order of
testing all can influence reproducibility of behavioural experiments. Others have successfully
reproduced behavioural findings across time and laboratories (Mandillo et al. 2008; Wahlsten et al.
2006; Kafkafi et al. 2003) although it has been suggested that reproducibility may be test dependent

(Wahlsten et al. 2006).

One of the main factors affecting robustness and reproducibility of behavioural testing between
(and even within) laboratories is that of human/experimenter intervention. This factor is difficult to
control since the majority of behavioural assays require handling of the animal, when it is removed
from its' home cage and placed in the test environment, and often repeatedly moved during trials.
Behavioural phenotyping in an automated home-cage environment (Casadesus et al. 2001; Spruijt

1992; de Visser et al. 2006; Kas and van Ree, 2004) has a number of advantages over conventional



behavioural assays and could assist with reliability and reproducibility of behavioural outcomes.
Eliminating the stress of environmental novelty and handling is expected to lower variability during
long-term continuous monitoring of animals (Tecott and Nestler 2004) and therefore circadian
rhythms and gross locomotor baseline activity may be assessed free from such confounders (Tang et

al. 2002).

Differences in home cage behaviour (Tang and Sanford 2005; Tang et al. 2002) and circadian activity
patterns (Loos et al. 2014; de Visser et al. 2006; Kopp 2001; Ebihara et al. 1978; Oliverio and Malorni
1979; Schwartz and Zimmerman 1990) have been observed between inbred mouse strains. C57BL/6
mice robustly display higher levels of general activity compared to DBA/2 mice in home-cages
(deVisser et al. 2006; Krackow et al. 2010), and also in the open field (Kafkafi et al. 2005; Logue et al.
1997; Wolfer et al. 2004). Other conventional tests have also revealed differences in anxiety and
locomotor activity related behaviours in inbred strains of mice (See Crawley et al. 1997 for review).
DBA/2 mice are characterised by heightened levels of emotionality (Bouwknecht and Paylor, 2002;
Rogers et al. 1999; Moy et al. 2007; Yilmazer-Hanke et al 2003; Ohl et al. 2003), which could explain
their lower locomotor activity (Cabib et al. 2002; Lad et al. 2010; Crabbe et al. 1986) compared to
C57BL/6. However, behavioural differences seem to be test dependent (Crabbe et al. 1986; Griebel

et al. 2000).

1.1 Aim

The overall aim of this present study was to investigate between and within laboratory
reproducibility. The home-cage appears to deliver the simplest way of harmonisation across
laboratories, experiment 1 included the recording of baseline ambulatory activity, circadian rhythms
and anxiety-related behaviour of two inbred mouse strains (C57BL/6 and DBA/2) in handling-free
cages across two laboratories (Utrecht and Aberdeen). As an extension to this experiment, animals

were subsequently tested in the open field that required short intervals of handling. We



hypothesized that implementation of standardised home-cage observations will eliminate
environmental factors that could influence behavioural outcomes and as a consequence similar
results will be observed across laboratories. Whereas, results may appear more variable for the open
field test. In experiment 2, we repeated the behavioural experiments in Aberdeen using the same

animals.

1.2 Experimental Design

Harmonisation was achieved by controlling the majority of factors that we predicted would influence
the experiment. Animals were ordered from Harlan UK (now Envigo) and randomly selected from a
cohort of age and gender matched littermates. Half of the animals were sent to Aberdeen, whilst the
other half were shipped to Utrecht (in the same week) where following acclimatisation to an
inverted day-night cycle, the behavioural testing commenced. For the home-cage observations, we
utilised 30 PhenoTyper cages in each laboratory and the onset of recording was at 8 am (Greenwich
time) on the same Friday (Utrecht time adjusted by 1 hr for CET). Following the completion of testing
(see Methods for details), the Aberdeen cohort were then re-aligned to the normal day-night rhythm
and measured again for within-laboratory reproducibility. We predicted that there would be minor
differences in the home-cage observations, but a substantial difference in the open field would
emerge given that mice are nocturnally active and experimenting during their light phase would

disrupt their sleep patterns (Hawkins and Golledge, 2016).



2. Materials and methods

2.1 Subjects

C57BL/6J0OlaHsd and DBA/20laHsd male mice were supplied by a commercial breeder (Harlan UK —
now Envigo). In Exp. 1, N=30 male mice (N=15 of each strain) aged 10 weeks were delivered to the
research facility at the University of Aberdeen, UK via truck on the same day, and the other 30 (N=15
per strain) to Utrecht University, Netherlands, by air and truck over two days. All animals were
selected randomly from a much bigger pool of age-matched littermates. Their Health status was SPF
(Specific Pathogen Free) at delivery. Following their arrival in the respective facilities, the animals
were individually housed under an inverted 12 hour day/night cycle (lights on at 20.00 and off at
08.00) for two weeks. Housing conditions between the two facilities were similar (see Table 1 for
comparisons) with only a few exceptions including Macrolon Il cages in Utrecht whilst there were
shoebox cages in Aberdeen and enrichment of either tissue (Utrecht) or wood shavings (Aberdeen).
In Exp. 2, the 30 mice (N=15 DBA and N=15 C57BL/6) delivered to the research facility at the
University of Aberdeen for Exp. 1 were returned to the endogenous day/night cycle (lights on at
08.00 and off at 20.00) for four weeks prior to testing. The only difference between the two testing
sessions was the lighting cycle (see Table 2 for comparisons). In both research facilities water and
food were provided ad libitum, ambient room temperature was maintained at 21 + 1°C and 40-55%
relative humidity. All experiments followed ARRIVE guidelines and were ethically approved whilst
adhering to the standards outlined in the European Communities Council Directive (63/2010/EU)

and a project license under the UK Scientific Procedures Act (1986).

2.2 Behavioural Apparatus

Home-cage activity analysis was performed using the video based observation system PhenoTyper
(Noldus IT, Wageningen, The Netherlands) (de Visser et al, 2006; Riedel et al 2009; Robinson et al

2013; Robinson and Riedel 2014). Each box (30 x 30 x 35 cm made of transparent Perspex) contained



a shelter (10 x 10 x 5 cm; distal right corner), feeder and water bottle (front panel; see Riedel et al
2009 for a complete description of the set up). Continuous ambulatory activity of the mice was
recorded as X-Y coordinates by built in infrared sensitive video cameras and the video tracking
software Ethovision 3.1 (Noldus IT, Wageningen, The Netherlands). In total, 30 PhenoTypers were
used simultaneously using 15 PhenoTyper cages (connected via quad units) per PC in Aberdeen, and

4 PhenoTyper cages per PCin Utrecht.

Anxiety like behaviour in the mice was tested in a separate room using a circular 80 cm diameter
(40cm high) grey PVC open field arena positioned on a white base. Behaviour in the open field was

recorded using an overhead video camera and the tracking software Ethovision 3.1.

2.3 Testing

In total, two experiments were conducted. Exp. 1 constituted an inter-laboratory assessment
conducted at exactly the same time (start on Friday 8 am Aberdeen time by placement of mice into
PhenoTyper boxes and start of recording) under inverted light conditions (standard for Utrecht) until
completion of open field test. Exp. 2 extended this by returning the Aberdeen cohort to normo-dian

lighting and conducting a second test (intra-laboratory assessment).

In both experiments home cage observations were performed for 4 days using a similar protocol to
that of de Visser and colleagues (2006). Days 1 — 2 constituted habituation, whereas day 4
represented normal baseline activity of each individual. In the reverse lighting conditions the mice
were placed into the PhenoTypers at the start of the dark cycle, whereas when tested under the
normal light cycle in Exp. 2b recording was started 3 hours prior to the start of the dark cycle.
Ambulatory activity was recorded as X-Y coordinates and multiple parameters were extracted from
the raw data including: i) total distance moved in open areas; ii) duration of time spent in open

areas; iii) time in shelter. Data were either averaged into hourly bins or pooled together and



contrasted for the 12 hour dark/light periods respectively. Following on from home cage
assessment, mice were removed from the PhenoTypers and returned into their original home cages
(shoeboxes in Aberdeen, Macrolon Il in Utrecht) where they were allowed to habituate for 1 week
prior to testing in the open field. The testing conditions for the open field were dependent on the
light/dark cycle. For Exp. 1, testing in the open field was performed under red light conditions in
both laboratories during the early phase of the dark cycle (09.00 — 14.00). For Exp. 2, the open field
was performed under normal lighting (09.00 — 14.00) in a dimly lit room (95 lux light intensity).
Animals were transported individually to the testing room, habituated (10mins) and released into
the centre of the arena. Ambulatory activity was recorded for 15 minutes after which the mice were
returned to their home cages and the arena cleaned with warm water between animals. For analysis
purposes three zones were defined by the software (Ethovision 3.1): i) outer circle, 6cm ring from
the arena wall; ii) inner circle, 68cm ring and iii) centre, 12cm circle in the middle of the arena. In
addition to recording distance moved as an overall measure of locomotor activity, the time spent in

the inner circle was taken as a proxy of anxiety related behaviour.

2.4 Statistical Analysis

Statistical analysis was performed using the statistical software GraphPad Prism version 5.0.
Circadian activity of each strain was analysed for 24 hours (day 4 of the PhenoTyper recording), with
laboratory (Utrecht/Aberdeen) and strain (C57BL/6, DBA/2) as factors in Exp. 1. By contrast,
light/dark cycles and strain constituted the factors for the analysis of home-cage data of Exp. 2

against Exp. 1 in Aberdeen. Similar contrasts applied for the results of the open field.

Data were analysed using factorial Analysis of Variance (ANOVA), followed by Student t-tests and
appropriate post hoc comparisons. Outliers were determined by the Grubbs method and alpha set

to 5 %. Only reliable analyses are given for clarity.



3. Results

Experiment 1: Between-laboratory reproducibility of home cage and anxiety related behaviour in

C57BL/6 and DBA/2 mice.

The overarching experimental design along with details pertaining to housing, the conditions of the
holding facilities and handling and care are summarised in Table 1. Apart from the difference in
delivery method from UK, there were only a few minor differences in holding conditions such as
cage type, the enrichment used, and the fact that animals in Aberdeen were continuously housed in
the same room, in which the PhenoTyper experiment took place. Although the research facility in
Aberdeen was operating on a normal day-night cycle, the holding room lights were inverted to
match the light regime of the Utrecht facility and all experiments were aligned in time and calendar
week. We reasoned that these minor variations in holding conditions are unlikely to have a
significant bearing on the overall experimental outcome. Although a strain comparison is of interest,
in this present study particular emphasis was placed on the comparison between laboratories whilst

strain differences were secondary.

Once animals were placed in the PhenoTyper cages (Friday), their activity was monitored.
Habituation was considered to last for 2 days and the first weekday (Monday) was considered to
return baseline activity levels (Fig. 1). Circadian activity of DBA/2 and C57BL/6 mice in both
laboratories was increased during periods of darkness (Fig. 1, grey background) and declined to
virtual absence of activity during the light phase. Despite overall higher ambulatory activity in the
Aberdeen cohorts, similar activity peaks at the beginning and end of the dark phase were obtained
in both laboratories. This was particularly apparent with the DBA/2 mice (Fig. 1A), but also observed

for C57BL/6 (Fig. 1B).

These data were further collapsed into 12 hour bins reporting on the activity pattern of the light and
dark phases separately (Fig. 2). Novelty induced activity was derived from the first dark cycle, and

factorial repeated measures Analysis of Variance returned a significant main effect of laboratory on



distance moved (F(1,54)=19.866; p<0.001); with both strains more active in Aberdeen compared to
Utrecht (Fig. 2A and 2B). However, there was no main effect of strain and no interaction between
factors. Analysis of the time spent in the shelter confirmed the main effect of laboratory
(F(1,54)=7.497; p<0.009); with both strains spending more of the light phase in the shelter however,
in Utrecht they also spent increased amounts of the night phase in the shelter compared to

Aberdeen (Fig. 2 C,D).

Activity and anxiety related behaviour

Following the completion of the PhenoTyper recording, animals were tested in the open field. As
proxies, we extracted the distance moved as activity and time spent in the inner circle of the arena
as an anxiety parameter (Fig. 3). Both parameters interacted reliably with strain and laboratory
(F(1,57)=9.547; p<0.003, Fig. 3A; and F(1,57)=21.323; p<0.001, Fig. 3B). C57BL/6 mice displayed no
differences in activity between laboratories, but DBA/2 mice were much more active in the open
field in Utrecht compared to Aberdeen (t=4.236; df=28; p<0.001; Fig. 3A). Aberdeen C57BL/6 mice
were less anxious and ventured more into the centre than the Utrecht cohort (t=2.837; df=28§;
p<0.009); whereas the opposite was observed for DBA/2 mice (t=4.095; df=28; p<0.001). In contrast
to the home cage observations, both laboratories measured heightened levels of activity in DBA/2
mice compared to C57BL/6 (Utrecht: t=9.047; df=28; p<0.001 and Aberdeen: t=2.836; df=28;
p<0.008), while the strain effect for time in centre was only significant in Aberdeen. Here, DBA/2
mice spent less time in the centre than C57BL/6 (t=6.223; df=28; p<0.001), which is indicative of

anxiety-like behaviour.

Experiment 2: Within laboratory reliability: comparison in endogenous and inverted day/night

cycles.
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The experimental and housing conditions used for this within laboratory comparison are detailed in
Table 2 with timing of the light/dark cycle being the main variable that was changed. It was
proposed that circadian activity in the home cage would be similar independent of whether the day/
night rhythm followed the endogenous day-night-time or was inverted. Circadian home cage activity
of both DBA/2 and C57BL/6 mice are displayed in Fig. 4. In both testing conditions the two strains
displayed a normal circadian rhythm with increased levels of activity during the dark phase and
vastly reduced levels of activity in the light phase (Fig. 4: main effect of time: Fig 4A, DBA/2
(F(23,46)=62; p<0.0001; Fig. 4B, C57BL/6 (F(23,46)=32.30; p<0.0001). DBA/2 mice displayed
significantly higher ambulatory activity during dark hours compared to C57BL/6 when tested under
the endogenous day/night rhythm (main effect of strain: (F(1,48)=5.61; p=0.02)), but there was no
clear difference from the inverted day/night cycle. Nevertheless, we obtained a main effect of

testing condition for both strains (C57BL/6: F(1,46)=37.43; p=0.03; DBA/2: F(1,48)=8.20; p=0.0062).

Analysis of each strains performance across the two conditions are depicted in Fig. 5. DBA/2 mice
displayed increased activity in normal compared to inverted lighting regimes (Fig. 5A) for both light
and dark phases of testing (all p’s<0.03) whilst also spending less time in the shelter (days 1 and 2
only: p<0.03; Fig.5C). By contrast, C57BL/6 mice displayed an increased distance moved in inverted
compared to normal testing conditions, but only for the dark hours of testing (all days: p’s<0.001;
Fig. 5B) whilst also spending more time in the shelter during normal hours of darkness versus

inverted (p<0.005; Fig. 5D).

While there was clear habituation to novelty in both strains in the inverted condition such that
animals were more active during the night phase of day 1 relative to the following days (all
p's<0.0001), this was different in the normal light setting (Fig. 5A and B). Levels of activity were

constant throughout the 4 days in normal light regimes (all p's >0.05).

Open Field analysis of activity and anxiety related behaviours

11



In the open field, analysis of distance moved (Fig. 6A) and time in centre (Fig. 6B) revealed
differences in relation to testing condition. There was a significant interaction of strain and lighting
condition for distance moved (F(1,28)=11.57; p=0.002) and a main effect of lighting
(F(1,28)=126.05;p<0.0001). Post hoc analysis confirmed that DBA/2 (df=28; t=6.42; p<0.0001) and
C57BL/6 mice (df=28; T=4.84; P<0.0001) were more active in the inverted compared to normal
lighting regimes. These data are to be considered in the context that when recorded under the
inverted light/dark cycle, all animals are in their natural activity cycle and awake. As a consequence,
the higher general activity levels during this condition are not surprising. Finally, DBA/2 mice were

more active than C57BL/6 when housed and tested under inverted lights (df=28; t=3.50; p=0.0016).

Similar to distance moved, a reliable difference between testing conditions was evident for time in
centre (F(1,28)=21.09;p<0.0001) with each strain spending higher amounts of time in the centre
during the inverted lighting regime (C57BL/6: df=28; t=2.25; p=0.03 and DBA/2: df=28; t=2.34;
p=0.03). Moreover, C57BL/6 mice were less anxious than DBA/2 and spent significantly more time in
the centre (F(1,28)=44.64; p<0.0001) independent of the lighting condition they were tested in (Fig.
6B; see asterisks). Post hoc analysis confirmed that DBA/2 mice spent less time in the inner circle
compared to C57BL6’s for both conditions (normal: df=28; t=5.63; p<0.0001 and inverted: df= 28;

t=5.97; p<0.0001).

4. Discussion

The overarching aim of this study was to evaluate between and within laboratory reproducibility of
home cage behaviour with two inbred mouse strains. When testing across the two laboratories we
predicted that minimising the differences between cohorts (see Table 1) and utilising identical
equipment (hardware and software) would facilitate reproducibility of data. We further took great
care that the recording was experimenter independent and all recording parameters (sampling rate,

start and end) as well as analytical settings (summarising data, pooling over days etc.) were
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matched.  Whilst considerable differences are evident between laboratories when using
conventional behavioural tests (Jarvis and Williams 2016), we proposed that home cage activity in a

standardised testing apparatus would be less sensitive to such variations.

4.1 Reproducibility across laboratories — Aberdeen versus Utrecht

Our home cage analysis of circadian rhythmicity and baseline activity of both strains are in
agreement with previous findings (Kopp 2001; Tang et al. 2002; Tang and Sanford 2005; de Visser et
al. 2006); both strains displayed heightened activity during the dark cycle when mice are more active
and exploratory compared to the light phase. Circadian activity peaks were also evident during the
dark cycle, one immediately following onset of and the other shortly before the end of the dark cycle
in anticipation of the light period (Loos et al, 2014; de Visser et al. 2006 Tang et al. 2002). These
circadian rhythms were similar across laboratories but much higher levels of activity were observed
in Aberdeen during the dark cycle of testing. No differences between the two mouse strains were
observed in each laboratory (no main effect of strain or interaction). Overall, these results clearly
prove the suitability of the equipment for reproducibility studies. However, the globally increased
activity in Aberdeen must have other reasons and may not be related to equipment, experimental

design or origin of animals (see below).

Previous studies have reported a ‘novelty induced activity’ during the first dark period of testing (de
Visser et al. 2006; Tang et al. 2002), especially for C57BL/6 mice. Matching results were obtained in
this study such that relative to the overall activity on days 2-4, both laboratories reproduced a
heightened activity in the dark phase on day 1 for both strains (see fig. 2) further underlining the
reproducibility of the approach. Reciprocal results for time in shelter and presumably sleep time are
thus not at all surprising. But despite this high similarity in results between Utrecht and Aberdeen
laboratories, others have reported pronounced differences between DBA/2 and C57BL/6 strains in

their home cage analyses; with C57BL/6 mice typically expressing more ambulatory activity than
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DBA/2 mice (de Visser et al. 2006; Krackow et al. 2010; Tang et al 2002). Although our primary goal
was reproducibility between laboratories with strain differences as a secondary outcome measure,
possible explanations for these differences between our findings and the historical data may arise
from i) different providers for the rodents; ii) different lighting regimes; ii) different equipment using
single or community housing (IntelliCage); iv) different recording and analysis proxies (movement

versus entries to activity corner).

Following the completion of the home cage test, all animals were placed in the open field and video-
observed for 15 minutes. In terms of activity, DBA/2 mice presented with higher path lengths than
C57BL/6 mice in both laboratories confirming again the reproducibility of this parameter across
laboratories. According to the literature, the opposite would be expected (Lad et al. 2010; Rogers et
al. 1999; Cabib et al. 2002; Crawley 1997), but Crabbe and co-workers (1986) rightly suggested that
the locomotor activity of inbred mouse strains in the open field is highly sensitive to testing
conditions and apparatus. Although we undertook great efforts to keep them identical, it is clear
that both room cues and environmental sensory cues differed between Aberdeen and Utrecht (and
all historical work). Yet, reproducibility between our two laboratories suggests that these external

factors may exert less of an influence than previously expected (Kafkafi et al. 2003).

However, DBA/2 mice expressed heightened anxiety levels in Aberdeen, but lower levels in Utrecht
relative to C57BL/6 mice (Fig. 3). These between laboratory variations are more in line with
performances in conventional behavioural tests, which were not reproducible across laboratories
and instead observed laboratory x strain interactions (Wolfer et al. 2004; Crabbe et al. 1999) and
were explained by either non-standardisable idiosyncratic handling, testing environments (Crabbe
et al. 1999), experimenter gender differences (Sorge et al. 2014) or possibly a result of within-strain
variability or individuality (Lathe 2004). Heightened individuality scatter has been reported for
DBA/2 mice by Loos and colleagues (2015), but it is not readily obvious to us how this would explain

the contrast between our data and the work of others. The parameter anxiety in general appears
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more prone to between laboratory and experimenter differences than activity. Sorge and colleagues
(2014) reported that anxiety like behaviour in mice could be influenced by experimenter gender with
increased anxiety evident following exposure to a male as opposed to a female experimenter. A lack
of reproducibility across laboratories has been previously revealed by Wahlsten and colleagues
(2006). In agreement with our study, Wahlsten et al. also reported reliable locomotor phenotypes
across laboratories, but different anxiety traits. Consequently, differences in anxiety levels between
DBA/2 and C57BL/6 mice as seen in Aberdeen have been reported previously (Lad et al. 2010;
Rogers et al. 1999) in standard anxiety assays including the elevated plus maze (Moy et al. 1997;
Yilmazer-Hanke et al. 2003), the hole board task (Ohl et al. 2003), the mirror chamber (Paterson et
al. 2010), the elevated zero maze (Tang et al. 2002) and the light/dark box (Crawley 2008). Utilisation
of different equipment will produce different forms of anxiety (for example state or trait anxiety;
Robinson et al., unpublished observations) and can readily explain different levels of anxiety evident

between strains, and also between laboratories (Crabbe et al., 1999).

4.2 Reproducibility within the Aberdeen laboratory

Since Exp. 1 revealed high levels of reproducibility for home cage exploration measures, but the
overall level of horizontal activity still differed significantly, this could arise from the local set-up of
laboratories and their integral placement within our animal facility. An alternative explanation could
be the workings of the facility, which normally operates under endogenous lighting conditions
whereas, Exp. 1 utilised an inverted lighting regime for harmonisation with Utrecht. As for circadian
activity recorded as home cage exploration, however, the exact lighting regime should not impinge
on global activity (provided ample habituation is provided to each lighting rhythm) unless external
factors critically modulate these measures. Thus, Exp. 2 compared the PhenoTyper activity in
Aberdeen under inverted lighting (Exp. 1: lights on at 20.00h) with a second recording after returning

the animals to an endogenous lighting regime (lights on at 8.00h). As pointed out for the between
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laboratory study, both DBA/2 and C57BL/6 mice showed heightened exploration during the dark
phase in both inverted and endogenous lighting rhythms and we thereby replicated similar work
reported by others (Kopp 2001; de Visser et al. 2006; Krackow et al. 2010). A more refined analysis
over 4 days, however, presented strain differences in horizontal activity such that DBA/2 mice were
more active during the endogeneous while C57BL/6 were more active during the inverted lighting
regime. Since we have not found an exact match to our behavioural assessment in the literature, it
is difficult to draw any significant conclusions from this behaviour. And other interpretations that
have been brought forward to explain strain-related differences such as differential anxiety profiles
or stress responses (Cabib and Bonaventura, 1997; Mineur et al. 2006, see discussion below) are
difficult to reconcile given this is a repeat test in the home cage with little or no interference.
Nevertheless, it is not entirely impossible that factors pertaining to the running of the animal unit
are responsible for the differences observed in behaviour under the two lighting regimes. The
Aberdeen animal house is a working facility in which breeding, maintenance, experimental work and
tissue harvesting occur side by side with no specific sectors identified for each activity. A corollary of
normal working hours and the endogenous lighting regime (with simulated dawn and dusk) leads to
an overall high activity level during the day time (9.00 — 16.00h). This would coincide with the
endogenous activity profile of the mouse as a nocturnal species if an inverted light cycle is
implemented. Increased sensory stimulation (people walking corridors, speaking and shouting,
telephone ringing, etc.) would be easier to handle by the less anxious C57BL/6 mice, who are
responsive to these repeated interferences (consequently high levels of activity) in line with previous
work (Lad et al. 2010; Rogers et al. 1999; Cabib et al. 2002; Crawley et al 1997). By contrast, the
more anxious DBA/2 line (Tang et al. 2002; Lad et al. 2010; Crawley 2008; Yilmazer-Hanke et al.
2003) spent increased time in shelter especially during the light phase for this recording regime (Fig.
5) thereby lowering exploratory activity. The opposite applies for the endogenous light cycle in
which the animal unit is active when the mice typical reduce exploratory activity, but are interrupted

by external stimuli. It appears that DBA/2 mice are more sensitive to such stimuli and react with
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bouts of exploration, but also appreciate the darkness which is co-incident with the closure of the
unit. This period of quiescence results in continued exploratory behaviour in DBA/2 mice but overall
‘boredom’ in C57BL/6. A similar explanation would parsimoniously explain the global activity
difference observed in Exp. 1, in which Aberdeen animals displayed much higher horizontal activity

relative to the laboratory in Utrecht.

Milligan and colleagues (1993) reported that behavioural outcomes are affected when increased
sound levels are evident within facilities during the day due to human intervention and activities.
This can be observed in all animal units and may lead to stress induced anomalies in activity and
anxiety-related behaviours in both C57BL/6 and DBA/2 mice (Mineur et al 2006). Qualitative
assessment of DBA/2 mice in Aberdeen by the experimenter found that they were more hyperactive
and anxious when handled compared to observations in Utrecht with similar reports of an irritable
and jumpy phenotype with DBA/2 mice in other studies (Rogers et al. 1999). Although
standardisation of experimental conditions and homogenisation of study populations in order to
reduce within experiment variation was previously considered to improve sensitivity and
reproducibility across laboratories (Wahlsten 2001) the interaction of mouse genetics with
environmental conditions (Cabib et al. 2000; Crabbe et al. 1999) has questioned whether
environmental standardisation has an impact on external validity and reproducibility of results
('standardization fallacy', Wurbel 2000; 2002) with multi-laboratory studies using standardization
protocols and obtaining results that were idiosyncratic to a single laboratory (Crabbe et al. 1999;
Richter et al. 2011; Wolfer et al. 2004). Studies have therefore suggested that heterogenisation and
systemic variation of genetic and environmental conditions as opposed to excessive harmonisation is
necessary to detect interactions between genetic and environmental factors and as a consequence

improve reproducibility (Richter et al. 2011; Richter et al. 2009; Chesler et al. 2002; Wurbel 2002).

4.3 Conclusions
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Standardisation of housing and test conditions along with utilisation of a home cage observation
system allowed us to eliminate some of the environmental factors that can influence reproducibility
of behavioural outcomes across laboratories (Exp. 1). As expected we were able to observe
reproducibility of both home cage and open field activity but not anxiety-related phenotypes across
laboratories. Strain differences between the two laboratories were consistent and comparable;
however, within strain differences between laboratories remained evident but are explained by
external factors pertaining to the set-up of the respective animal unit in Aberdeen compared to
Utrecht. Moreover, within laboratory analysis (Exp. 2) of different lighting regimes on activity and
anxiety related traits revealed that the behaviour of mice strains are sensitive to changes in lighting
conditions. These data further support the contention of an interaction between i) equipment, ii)
recording and analysis tools and iii) external factors which needs to be controlled to reveal a better

reproducibility and robustness of behavioural outcomes.

5. References

Avey MT, Moher D, Sullivan KJ, Fergusson D, Griffin G, Grimshaw JM, Hutton B, Lalu MM, Macleod
M, Marshall J, Mei SH, Rudnicki M, Stewart DJ, Turgeon AF, Mcintyre L (2016) The Devil Is in the
Details: Incomplete Reporting in Preclinical Animal Research.; Canadian Critical Care Translational

Biology Group. PLoS One. 11(11):e0166733. doi: 10.1371/journal.pone.0166733. eCollection 2016

Bohlen M, Hayes ER, Bohlen B, Bailoo JD, Crabbe JC, Wahlsten D. (2014) Experimenter effects on
behavioral test scores of eight inbred mouse strains under the influence of ethanol. Behav Brain

Res. 272:46-54. doi: 10.1016/j.bbr.2014.06.017. Epub 2014 Jun 13.

Bouwknecht JA, Paylor R. (2002) Behavioral and physiological mouse assays for anxiety: a survey in

nine mouse strains. Behav Brain Res. 136(2):489-501.

Cabib S, Orsini C, Le Moal M, Piazza PV. (2000) Abolition and reversal of strain differences in

behavioural responses to drugs of abuse after a brief experience. Science 289: 463-5.

18


https://www.ncbi.nlm.nih.gov/pubmed/27855228
https://www.ncbi.nlm.nih.gov/pubmed/27855228
http://www.ncbi.nlm.nih.gov/pubmed/?term=Bohlen%20M%5BAuthor%5D&cauthor=true&cauthor_uid=24933191
http://www.ncbi.nlm.nih.gov/pubmed/?term=Hayes%20ER%5BAuthor%5D&cauthor=true&cauthor_uid=24933191
http://www.ncbi.nlm.nih.gov/pubmed/?term=Bohlen%20B%5BAuthor%5D&cauthor=true&cauthor_uid=24933191
http://www.ncbi.nlm.nih.gov/pubmed/?term=Bailoo%20JD%5BAuthor%5D&cauthor=true&cauthor_uid=24933191
http://www.ncbi.nlm.nih.gov/pubmed/?term=Crabbe%20JC%5BAuthor%5D&cauthor=true&cauthor_uid=24933191
http://www.ncbi.nlm.nih.gov/pubmed/?term=Wahlsten%20D%5BAuthor%5D&cauthor=true&cauthor_uid=24933191
http://www.ncbi.nlm.nih.gov/pubmed/24933191
http://www.ncbi.nlm.nih.gov/pubmed/24933191
https://www.ncbi.nlm.nih.gov/pubmed/?term=Bouwknecht%20JA%5BAuthor%5D&cauthor=true&cauthor_uid=12429412
https://www.ncbi.nlm.nih.gov/pubmed/?term=Paylor%20R%5BAuthor%5D&cauthor=true&cauthor_uid=12429412
https://www.ncbi.nlm.nih.gov/pubmed/?term=Bouwknecht+JA+Paylor+R+2002

Cabib S, Puglisi-Allegra S, Ventura R. (2002) The contribution of comparative studies in inbred strains

of mice to the understanding of the hyperactive phenotype. Behav Brain Res. 130(1-2):103-9.

Cabib S, Bonaventura N. (1997) Parallel strain-dependent susceptibility to environmentally-induced

stereotypies and stress-induced behavioral sensitization in mice. Physiol Behav. 61(4):499-506.

Casadesus G, Shukitt-Hale B, Joseph JA. (2001) Automated measurement of age-related changes in
the locomotor response to environmental novelty and home-cage activity. Mech Ageing Dev.

122(15):1887-97.

Chesler EJ, Wilson SG, Lariviere WR, Rodriguez-Zas SL, Mogil JS. (2002) Influences of laboratory

environment on behavior. Nat Neurosci. 5(11):1101-2.

Crabbe JC. (1986) Genetic differences in locomotor activation in mice. Pharmacol Biochem Behav. 25

(1): 289 - 92.

Crabbe JC, Wahlsten D, Dudek BC. (1999) Genetics of mouse behavior: interactions with laboratory

environment. Science. 284(5420):1670-2.

Crawley JN, Belknap JK, Collins A, Crabbe JC, Frankel W, Henderson N, Hitzemann RJ, Maxson SC,
Miner LL, Silva AJ, Wehner JM, Wynshaw-Boris A, Paylor R. (1997) Behavioral phenotypes of inbred
mouse strains: implications and recommendations for molecular studies. Psychopharmacology

(Berl). 132(2):107-24.

Crawley JN. (2008) Behavioral phenotyping strategies for mutant mice. Neuron. 57(6):809-18. doi:
10.1016/j.neuron.2008.03.001.

de Visser L, van den Bos R, Kuurman WW, Kas MJ, Spruijt BM. (2006) Novel approach to the
behavioural characterization of inbred mice: automated home cage observations. Genes Brain

Behav. 5(6):458-66.

Ebihara S, Tsuji K, Kondo K. (1978) Strain differences of the mouse's free-running circadian rhythm in

continuous darkness. Physiol Behav. 20(6):795-9.

19


https://www.ncbi.nlm.nih.gov/pubmed/11864725
https://www.ncbi.nlm.nih.gov/pubmed/11864725
https://www.ncbi.nlm.nih.gov/pubmed/?term=Cabib%20S%5BAuthor%5D&cauthor=true&cauthor_uid=9108567
https://www.ncbi.nlm.nih.gov/pubmed/?term=Bonaventura%20N%5BAuthor%5D&cauthor=true&cauthor_uid=9108567
https://www.ncbi.nlm.nih.gov/pubmed/?term=Cabib+and+Bonaventura
https://www.ncbi.nlm.nih.gov/pubmed/11557287
https://www.ncbi.nlm.nih.gov/pubmed/11557287
https://www.ncbi.nlm.nih.gov/pubmed/12403996
https://www.ncbi.nlm.nih.gov/pubmed/12403996
http://www.ncbi.nlm.nih.gov/pubmed/?term=Crabbe%20JC%5BAuthor%5D&cauthor=true&cauthor_uid=10356397
http://www.ncbi.nlm.nih.gov/pubmed/?term=Wahlsten%20D%5BAuthor%5D&cauthor=true&cauthor_uid=10356397
http://www.ncbi.nlm.nih.gov/pubmed/?term=Dudek%20BC%5BAuthor%5D&cauthor=true&cauthor_uid=10356397
http://www.ncbi.nlm.nih.gov/pubmed/10356397
https://www.ncbi.nlm.nih.gov/pubmed/9266608
https://www.ncbi.nlm.nih.gov/pubmed/9266608
https://www.ncbi.nlm.nih.gov/pubmed/18367082
https://www.ncbi.nlm.nih.gov/pubmed/16923150
https://www.ncbi.nlm.nih.gov/pubmed/16923150
https://www.ncbi.nlm.nih.gov/pubmed/684115
https://www.ncbi.nlm.nih.gov/pubmed/684115

Griebel G, Belzung C, Perrault G, Sanger DJ. (2000) Differences in anxiety-related behaviours and in

sensitivity to diazepam in inbred and outbred strains of mice. Psychopharmacology 148 (2): 164-70.

Hawkins P, Golledge H. (2016) Overview of key issues associated with using nocturnal rodent during

the human working day. Measuring Behavior, this issue.

Jarvis MF, Williams M. (2016) Irreproducibility in preclinical biomedical research: perceptions,
uncertainties and knowledge ga+ps. Trends Pharmacol Sci. 37(4):290-302. doi:
10.1016/j.tips.2015.12.001. Epub 2016 Jan 6.

Kafkafi N, Lipkind D, Benjamini Y, Mayo CL, Elmer GI, Golani I. (2003) SEE locomotor behavior test
discriminates C57BL/6J and DBA/2) mouse inbred strains across laboratories and protocol

conditions. Behav Neurosci. 117(3):464-77.

Kafkafi N, Benjamini Y, Sakov A, Elmer GI, Golani I. (2005) Genotype-environment interactions in
mouse behavior: a way out of the problem. Proc Natl Acad Sci U S A. 102(12): 4619-24. Epub 2005
Mar 11.

Kas MJ, Van Ree JM. (2004) Dissecting complex behaviours in the post-genomic era. Trends Neurosci.

27(7):366-9.

Kopp C. (2001) Locomotor activity rhythm in inbred strains of mice: implications for behavioural

studies. Behav Brain Res. 125(1-2):93-6.

Krackow S, Vannoni E, Codita A, Mohammed AH, Cirulli F, Branchi I, Alleva E, Reichelt A, Willuweit A,
Voikar V, Colacicco G, Wolfer DP, Buschmann JU, Safi K, Lipp HP. (2010) Consistent behavioral
phenotype differences between inbred mouse strains in the IntelliCage. Genes Brain Behav.

9(7):722-31. doi: 10.1111/j.1601-183X.2010.00606.x. Epub 2010 Jul 7
Lad HV, Liu L, Paya-Cano JL, Parsons MJ, Kember R, Fernandes C, Schalkwyk LC. (2010) Behavioural

battery testing: evaluation and behavioural outcomes in 8 inbred mouse strains. Physiol Behav.

99(3):301-16. doi: 10.1016/j.physbeh.2009.11.007. Epub 2009 Dec 2.

20


https://www.ncbi.nlm.nih.gov/pubmed/26776451
https://www.ncbi.nlm.nih.gov/pubmed/12802875
https://www.ncbi.nlm.nih.gov/pubmed/12802875
https://www.ncbi.nlm.nih.gov/pubmed/12802875
https://www.ncbi.nlm.nih.gov/pubmed/15764701
https://www.ncbi.nlm.nih.gov/pubmed/15764701
https://www.ncbi.nlm.nih.gov/pubmed/?term=Kas%20MJ%5BAuthor%5D&cauthor=true&cauthor_uid=15219734
https://www.ncbi.nlm.nih.gov/pubmed/?term=Van%20Ree%20JM%5BAuthor%5D&cauthor=true&cauthor_uid=15219734
https://www.ncbi.nlm.nih.gov/pubmed/?term=KAS+and+vanree+2004
https://www.ncbi.nlm.nih.gov/pubmed/11682099
https://www.ncbi.nlm.nih.gov/pubmed/11682099
https://www.ncbi.nlm.nih.gov/pubmed/20528956
https://www.ncbi.nlm.nih.gov/pubmed/20528956
https://www.ncbi.nlm.nih.gov/pubmed/19931548
https://www.ncbi.nlm.nih.gov/pubmed/19931548

Lathe R. (2004) The individuality of mice. Genes Brain Behav. 3(6):317-27.

Logue SF, Owen EH, Rasmussen DL, Wehner JM. (1997) Assessment of locomotor activity, acoustic
and tactile startle, and prepulse inhibition of startle in inbred mouse strains and F1 hybrids:
implications of genetic background for single gene and quantitative trait loci analyses. Neuroscience.

80(4):1075-86.

Loos M, Koopmans B, Aarts E, Maroteaux G, van der Sluis S; Neuro-BSIK Mouse Phenomics
Consortium, Verhage M, Smit AB. (2015) Within-strain variation in behavior differs consistently
between common inbred strains of mice. Mamm Genome. 26(7-8):348-54. doi: 10.1007/s00335-
015-9578-7. Epub 2015 Jun 28.

Loos M, Koopmans B, Aarts E, Maroteaux G, van der Sluis S; Neuro-BSIK Mouse Phenomics
Consortium, Verhage M, Smit AB. (2014) Sheltering behavior and locomotor activity in 11 genetically
diverse common inbred mouse strains using home-cage monitoring. PLoS One. 9(9):e108563. doi:

10.1371/journal.pone.0108563. eCollection 2014.

Mandillo S, Tucci V, Holter SM, Meziane H, Banchaabouchi MA, Kallnik M, Lad HV, Nolan PM,
Ouagazzal AM, Coghill EL, Gale K, Golini E, Jacquot S, Krezel W, Parker A, Riet F, Schneider |, Marazziti
D, Auwerx J, Brown SD, Chambon P, Rosenthal N, Tocchini-Valentini G, Wurst W. (2008) Reliability,
robustness, and reproducibility in mouse behavioral phenotyping: a cross-laboratory study. Physiol

Genomics. 34(3):243-55. doi: 10.1152/physiolgenomics.90207.2008. Epub 2008 May 27.

Milligan SR, Sales GD, Khirnykh K. (1993) Sound levels in rooms housing laboratory animals: an

uncontrolled daily variable. Physiol Behav. 53(6):1067-76.

Mineur YS, Belzung C, Crusio WE. (2006) Effects of unpredictable chronic mild stress on anxiety and

depression-like behavior in mice. Behav Brain Res. 175(1):43-50.

Moy SS, Knapp DJ, Criswell HE, Breese GR. (1997) Flumazenil blockade of anxiety following ethanol
withdrawal in rats. Psychopharmacology 131 (4): 354-60.

21


https://www.ncbi.nlm.nih.gov/pubmed/15544575
https://www.ncbi.nlm.nih.gov/pubmed/9284061
https://www.ncbi.nlm.nih.gov/pubmed/9284061
https://www.ncbi.nlm.nih.gov/pubmed/9284061
https://www.ncbi.nlm.nih.gov/pubmed/26123533
https://www.ncbi.nlm.nih.gov/pubmed/26123533
https://www.ncbi.nlm.nih.gov/pubmed/25264768
https://www.ncbi.nlm.nih.gov/pubmed/25264768
https://www.ncbi.nlm.nih.gov/pubmed/18505770
https://www.ncbi.nlm.nih.gov/pubmed/18505770
https://www.ncbi.nlm.nih.gov/pubmed/?term=Milligan%20SR%5BAuthor%5D&cauthor=true&cauthor_uid=8346289
https://www.ncbi.nlm.nih.gov/pubmed/?term=Sales%20GD%5BAuthor%5D&cauthor=true&cauthor_uid=8346289
https://www.ncbi.nlm.nih.gov/pubmed/?term=Khirnykh%20K%5BAuthor%5D&cauthor=true&cauthor_uid=8346289
https://www.ncbi.nlm.nih.gov/pubmed/8346289
https://www.ncbi.nlm.nih.gov/pubmed/17023061
https://www.ncbi.nlm.nih.gov/pubmed/17023061

Moy SS, Nadler JJ, Young NB, Perez A, Holloway LP, Barbaro RP, Barbaro JR, Wilson LM, Threadgill
DW, Lauder JM, Magnuson TR, Crawley JN. (2007) Mouse behavioral tasks relevant to autism:
phenotypes of 10 inbred strains. Behav Brain Res. 176(1):4-20.

Ohl F, Roedel A, Binder E, Holsboer F. (2003) Impact of high and low anxiety on cognitive
performance in a modified hole board test in C57BL/6 and DBA/2 mice. Eur J Neurosci. 17(1):128-36.

Oliverio A, Malorni W. (1979) Wheel running sleep in two strains of mice: plasticity and rigidity in the

expression of circadian rhythmicity. Brain Res. 163(1):121-33.

Paterson NE, Iwunze M, Davis SF, Malekiana SA, Hanania T. (2010) Comparison of the predictive
validity of the mirror chamber and elevated plus maze tests in mice. J Neurosci Methods. 188(1):62-

70. doi: 10.1016/j.jneumeth.2010.02.005. Epub 2010 Feb 10.

Richter SH, Garner JP, Wiirbel H. (2009) Environmental standardization: cure or cause of poor

reproducibility in animal experiments? Nat Methods. 6(4):257-61. doi: 10.1038/nmeth.1312.

Richter SH, Garner JP, Zipser B, Lewejohann L, Sachser N, Touma C, Schindler B, Chourbaji S,
Brandwein C, Gass P, van Stipdonk N, van der Harst J, Spruijt B, Véikar V, Wolfer DP, Wirbel H.
(2011) Effect of population heterogenization on the reproducibility of mouse behavior: a multi-

laboratory study. PLoS One. 6(1):e16461. doi: 10.1371/journal.pone.0016461.

Riedel G, Fadda P, McKillop-Smith S, Pertwee RG, Platt B, Robinson L. (2009) Synthetic and plant-
derived cannabinoid receptor antagonists show hypophagic properties in fasted and non-fasted

mice. Br J Pharmacol. 156(7):1154-66.

Robinson L, Plano A, Cobb S, Riedel G. (2013) Long-term home cage activity scans reveal lowered
exploratory behaviour in symptomatic female Rett mice. Behav Brain Res. 250:148-56. doi:

10.1016/j.bbr.2013.04.041. Epub 2013 May 1.
Robinson L, Riedel G. (2014) Comparison of automated home-cage monitoring systems: emphasis on

feeding behaviour, activity and spatial learning following pharmacological interventions. J Neurosci

Methods. 234:13-25. doi: 10.1016/j.jneumeth.2014.06.013. Epub 2014 Jun 17.

22


https://www.ncbi.nlm.nih.gov/pubmed/16971002
https://www.ncbi.nlm.nih.gov/pubmed/16971002
https://www.ncbi.nlm.nih.gov/pubmed/12534976
https://www.ncbi.nlm.nih.gov/pubmed/12534976
https://www.ncbi.nlm.nih.gov/pubmed/218675
https://www.ncbi.nlm.nih.gov/pubmed/218675
https://www.ncbi.nlm.nih.gov/pubmed/?term=Richter%20SH%5BAuthor%5D&cauthor=true&cauthor_uid=19333241
https://www.ncbi.nlm.nih.gov/pubmed/?term=Garner%20JP%5BAuthor%5D&cauthor=true&cauthor_uid=19333241
https://www.ncbi.nlm.nih.gov/pubmed/?term=W%C3%BCrbel%20H%5BAuthor%5D&cauthor=true&cauthor_uid=19333241
https://www.ncbi.nlm.nih.gov/pubmed/?term=Richter+SH+2009
https://www.ncbi.nlm.nih.gov/pubmed/21305027
https://www.ncbi.nlm.nih.gov/pubmed/21305027
https://www.ncbi.nlm.nih.gov/pubmed/19378378
https://www.ncbi.nlm.nih.gov/pubmed/19378378
https://www.ncbi.nlm.nih.gov/pubmed/19378378
https://www.ncbi.nlm.nih.gov/pubmed/23643691
https://www.ncbi.nlm.nih.gov/pubmed/23643691
https://www.ncbi.nlm.nih.gov/pubmed/24949557
https://www.ncbi.nlm.nih.gov/pubmed/24949557

Rogers DC, Jones DN, Nelson PR, Jones CM, Quilter CA, Robinson TL, Hagan JJ. (1999) Use of SHIRPA
and discriminant analysis to characterise marked differences in the behavioural phenotype of six

inbred mouse strains. Behav Brain Res. 105(2):207-17.

Schwartz WJ, Zimmerman P. (1990) Circadian timekeeping in BALB/c and C57BL/6 inbred mouse
strains. J Neurosci. 10(11):3685-94.

Sorge RE, Martin LJ, Isbester KA, Sotocinal SG, Rosen S, Tuttle AH, Wieskopf JS, Acland EL, Dokova A,
Kadoura B, Leger P, Mapplebeck JCS, McPhail M, Delaney A, Wigerbald G, Schumann AP, Quinn T,
Frasnelli J, Svensson Cl, Sternberg WF, Mogil JS. (2014) Olfactory exposure to males, including men,

causes stress and related analgesia in rodents. Nat Methods 11 (6): 629-32.

Sousa N, Almeida OF, Wotjak CT. (2006) A hitchhiker's guide to behavioral analysis in laboratory

rodents. Genes Brain Behav. 5 Suppl 2:5-24.

Spruijt BM. (1992) Progressive decline in social attention in aging rats: an information-statistical

method. Neurobiol Aging. 13(1):145-51.

Tang X, Orchard SM, Sanford LD. (2002) Home cage activity and behavioral performance in inbred
and hybrid mice. Behav Brain Res. 136(2):555-69.

Tang X, Sanford LD. (2005) Home cage activity and activity-based measures of anxiety in 129P3/J,
129X1/Sv) and C57BL/6J mice. Physiol Behav. 84(1):105-15.

Tecott LH, Nestler EJ. (2004) Neurobehavioral assessment in the information age. Nat Neurosci.

7(5):462-6.

Wabhlsten D. (2001) Standardizing tests of mouse behavior: reasons, recommendations, and reality.

Physiol Behav. 73(5):695-704.

Wahlsten D, Bachmanov A, Finn DA, Crabbe JC. (2006) Stability of inbred mouse strain differences in

behavior and brain size between laboratories and across decades. Proc Natl Acad Sci U S A.

103(44):16364-9.

23


https://www.ncbi.nlm.nih.gov/pubmed/10563494
https://www.ncbi.nlm.nih.gov/pubmed/10563494
https://www.ncbi.nlm.nih.gov/pubmed/10563494
https://www.ncbi.nlm.nih.gov/pubmed/2230953
https://www.ncbi.nlm.nih.gov/pubmed/2230953
https://www.ncbi.nlm.nih.gov/pubmed/16681797
https://www.ncbi.nlm.nih.gov/pubmed/16681797
https://www.ncbi.nlm.nih.gov/pubmed/1542375
https://www.ncbi.nlm.nih.gov/pubmed/1542375
https://www.ncbi.nlm.nih.gov/pubmed/12429418
https://www.ncbi.nlm.nih.gov/pubmed/12429418
https://www.ncbi.nlm.nih.gov/pubmed/15642613
https://www.ncbi.nlm.nih.gov/pubmed/15642613
https://www.ncbi.nlm.nih.gov/pubmed/15114359
https://www.ncbi.nlm.nih.gov/pubmed/11566204
https://www.ncbi.nlm.nih.gov/pubmed/17053075
https://www.ncbi.nlm.nih.gov/pubmed/17053075

Wahlsten D, Metten P, Phillips TJ, Boehm SL 2nd, Burkhart-Kasch S, Dorow J, Doerksen S, Downing C,
Fogarty J, Rodd-Henricks K, Hen R, McKinnon CS, Merrill CM, Nolte C, Schalomon M, Schlumbohm JP,
Sibert JR, Wenger CD, Dudek BC, Crabbe JC. (2003) Different data from different labs: lessons from

studies of gene-environment interaction. J Neurobiol. 54(1):283-311.

Wolfer DP, Litvin O, Morf S, Nitsch RM, Lipp HP, Wiirbel H. (2004) Laboratory animal welfare: cage

enrichment and mouse behaviour. Nature. 432(7019):821-2.

Wirbel H. (2002) Behavioral phenotyping enhanced--beyond (environmental) standardization.

Genes Brain Behav. 1(1):3-8.

Wirbel H. (2000) Behaviour and the standardization fallacy. Nat Genet. 26(3):263.

Yilmazer-Hanke DM, Roskoden T, Zilles K, Schwegler H. (2003) Anxiety-related behavior and densities

of glutamate, GABAA, acetylcholine and serotonin receptors in the amygdala of seven inbred mouse

strains. Behav Brain Res. 145(1-2):145-59.

24


https://www.ncbi.nlm.nih.gov/pubmed/12486710
https://www.ncbi.nlm.nih.gov/pubmed/12486710
https://www.ncbi.nlm.nih.gov/pubmed/15602544
https://www.ncbi.nlm.nih.gov/pubmed/15602544
https://www.ncbi.nlm.nih.gov/pubmed/12886944
https://www.ncbi.nlm.nih.gov/pubmed/11062457
https://www.ncbi.nlm.nih.gov/pubmed/14529813
https://www.ncbi.nlm.nih.gov/pubmed/14529813
https://www.ncbi.nlm.nih.gov/pubmed/14529813

Figure Legends

Figure 1. Between laboratory analysis of circadian rhythms for two different mouse strains DBA/2
(A) and C57BL/6 (B). Circadian activity (averages presented in hourly bins) under baseline conditions
(mean + SEM) are expressed as time spent in the open area of the PhenoTyper during a period of 24
hrs. The shaded area represents the 12 hour dark period of testing. Note that both mouse strains
show heightened activity levels during hours of darkness, but that global horizontal activity was

much higher in Aberdeen than in Utrecht.

Figure 2. Home cage activity and shelter times in between laboratory comparison. All graphs
include 4 consecutive recording days with dark (D) and light (L) phase activity pooled over 12 hours
for DBA/2 mice (A + C) and C57BL/6 mice (B + D). Heightened activity (distance moved) in Aberdeen
was observed during all 4 night cycles for DBA/2 (A) and C57BL/6 (B) mice. Reciprocal observations
were made for time in shelter such that higher activity correlated with less time in shelter in both

strains. Means + SEM. Asterisks denote p<0.05, t-test.

Figure 3. Open field analysis of activity and anxiety related behaviours in mouse strains following
testing in different laboratories. Distance moved (A) and time spent in the centre (B) by the two
mouse strains. Note the overall heightened activity levels in DBA/2 mice compared with C57BL/6
independent of laboratory. However, anxiety levels differed between the strains in Aberdeen, but

not in Utrecht. Means + SEM. Asterisks denote p<0.05, t-test.

Figure 4. Within laboratory analysis of circadian rhythms for DBA/2 (A) and C57BL/6 (B) mice in
Aberdeen comparing inverted and endogenous light cycles. Circadian activity (averages presented

in hourly bins) under baseline conditions (mean + SEM) are expressed as time spent in the open area
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of the PhenoTyper during a period of 24 hrs. The shaded area represents the 12 hour dark period of
testing. Note the reproducibility of the circadian behaviour in DBA/2 mice, but the altered activity

profile in C57BL/6 mice is dependent on the lighting regime.

Figure 5. Home cage observations in Aberdeen during inverted and endogenous light/dark cycles.
All graphs include 4 consecutive recording days with dark (D) and light (L) phase activity pooled over
12 hours for DBA/2 mice (A + C) and C57BL/6 mice (B + D). Heightened activity (distance moved)
under endogenous lighting was observed for DBA/2, but not C57BL/6 mice. Globally, the negative
correlation between activity and time in shelter was maintained in either condition. Means + SEM.

Asterisks denote p<0.05, t-test.

Figure 6. Open field analysis of activity and anxiety related behaviours in mouse strains following
testing in Aberdeen under different day/night cycles. Distance moved (A) and time spent in the
centre (B) by the two mouse strains. Note that activity levels in DBA/2 mice and C57BL/6 mice are
equal when measured under the endogenous light cycle, but are significantly elevated when
recordings took place under an inverted cycle (A). DBA/2 mice were more active then C57BL/6 under
inverted conditions, but showed higher anxiety levels than C57BL/6 mice independent of cycle.

Means + SEM. Asterisks denote p<0.05, t-test.

Table 1. Housing and testing conditions implemented in Aberdeen and Utrecht laboratories

(Experiment 1).

Table 2. Housing and testing conditions implemented in Aberdeen for the within-laboratory study

(Experiment 2).
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Table 1

Table 1
Aberdeen Utrecht
Animals
Strains C57BL/6JOlaHsd C57BL/6JOlaHsd
DBA/20laHsd DBA/20laHsd
Supplier Harlan UK Harlan UK

Transport and time

by truck, several hours

by air and truck, 2 days

Housing
Cage type ‘shoe box’ cage, similar Macrolon type Il
dimensions to Macrolon type |
elongated
Bedding Aspen chips (medium size) Aspen chips (small size)
Enrichment wood shavings tissue
Lighting dark: 08.00 — 20.00 red: 08.00 — 20.00
white: 20.00 — 08.00 white: 20.00 — 08.00
Temperature 21°C+1 21°C+1
Humidity 45 -55% 40 -50%
Room housed in same room as housed and tested in
home cage testing separate rooms
Open Field testing
Room: different room to home cage different room to home cage
Lighting and time: red light, early dark cycle red light, early dark cycle
(09:00 - 14:00) (09:00 — 14:00)
Testing: consistent testing order consistent testing order

Handling and care
Handling

Cage cleaning
Food and water

Food type

once a week
once a week under red light
twice per week

SDS CRM (P)

once a week
once a week under red light
twice per week

SDS CRM (E)



Table 2

Table 2
Aberdeen - A Aberdeen - B
Animals
Strains: C57BL/6JOlaHsd C57BL/6JOlaHsd
DBA/20laHsd DBA/20laHsd
Supplier: Harlan UK Harlan UK

Transport and time:

by truck, several hours

by truck, several hours

Housing

Cage type:

Bedding:

Enrichment:

Lighting:

‘shoe box’ cage, similar
dimensions to Macrolon type |
elongated
Aspen chips (medium size)

wood shavings

‘shoe box’ cage, similar
dimensions to Macrolon type |
elongated

Aspen chips (medium size)

wood shavings

Inverted

dark: 08.00 — 20.00

white: 20.00 — 08.00

Normal
white: 08.00 — 20.00

dark: 20.00 - 08.00

Temperature: 21°C+1 21°C+1

Humidity: 45 -55% 45 —-55%

Room: housed in same room as housed in same room as
home cage testing home cage testing

Open Field testing

Room: different room to home cage different room to home cage

Lighting and time: red light, early dark cycle white light, early light cycle

(09:00 - 14:00) (09:00 — 14:00)
Testing: consistent testing order consistent testing order

Handling and care
Handling:

Cage cleaning:
Food and water:

Food type:

once a week
once a week
twice per week

SDS CRM (P)

once a week
once a week
twice per week

SDS CRM (P)



Figure

Fig. 1_Robinson et al

DBA/Z C57BL/6
A B
300+
3001
-0~ Aberdeen
* %k % % k% %k * * 250_******** * & Utrecht
250+
200+ _ 200+
o, o
C
c o
i) i ‘= 1501
§ 150 g
3 e
1001 1001
504 50+
0 L] L] L] L] L] L] L] L] L] L] L] L] L] 0
1 23 456 7 8 9101112131415161718192021222324

1011 12 13 14 15 16 17 18 19 20 21 22 23 24

Time [hrs] Time [hrs]



4000+

35001

3000+

Distance moved [cm)]
- N N
ol o (&7
o o (@]
S 2 9

N
a1
o
Q

2000+

-
a1
o
Q

Time in shelter [s]

1000+

500+

DBA/2

Distance moved [cm]

Time in shelter [s]

40001

3500+

3000+

2500+

2000+

15004

1000+

3000+

2500+

2000+

1500+

1000+

500+

Fig. 2_Robinson et al

C57BL/6

B Aberdeen
Bl Utrecht




Fig. 3_Robinson et al

A . B
15000- * 500+ * . B8 Aberdeen
- Bl Utrecht
400+
5 o
—' 10000+ o
k5 = 300-
3 o
= (&]
E [
S > 200-
S 5000 £
@ =
e 100+
0- 0-

DBA C57 DBA C57



Duration [s]

Fig. 4 _Robinson et al

DBA/2 C57BL/6
A B
- 1500+
1500 500 -+ Normal
& Inverted
1000+ N 1000+ % % % % % %
%)
[
©
8
=
A
500+ 5004
0 L] L] L] L] L] L] L] L] L] L]
1 2 3 4567 8 91

01112 1314 1516 17 18 19 20 21 22 23 24 123456 7 8 9 10111213 141516 17 18 19 20 21 22 23 24
Time [hrs]

Time [hrs]



A

C

Distance moved [cm]

Time in shelter [s]

DBA/Z
80001 B
60001
=
S,
he}
Q
3
4000 £
Q
* ()
C
©
@
[a)
20004
4000+ D
30001
%)
o}
©
2000+ o
=
()
£
|_
10004

8000+

6000+

N
o
o
@

2000+

Fig. 5_Robinson et al

C57BL/6

B Normal

M Inverted

1D

1L 2D 2L

3D

3L 4D 4L




Distance moved [cm]

15000+

10000+

5000+

DBA

C57

Time in centre [s]

500+

400+

300+

200+

100+

Fig. 6_Robinson et al

* B Normal

DBA

* B Inverted

C57



