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ABSTRACT  

Perinatal mortality is a widespread problem in laboratory mouse breeding and is often manifested by the loss of the entire 

litter within the first days of life.  High mortality is an animal health and welfare concern that violates the 3R principles of 

reduction and refinement. High pup mortality is often considered “normal” in mouse breeding and the underlying causes 

are poorly understood. This study investigated the role of the social environment on pup survival and parental behaviour 

in C57BL/6 mice. Before parturition, multiparous females were allocated to three treatments: single-housing (SH, n=54) 

or group-housing in trios of two females and a male, with group-housing further divided into trios with (GH1, n=20) or 

without (GH0, n=35) the presence of another litter. Mouse behaviour was recorded from 24h before to 24h after 

parturition. Mouse breeding performance (offspring survival and weight) was analysed using logistic and generalized 

linear models, and behaviours using logistic and multivariable linear models. We confirmed previous findings of high 

mortality rates for all treatments, but the highest rates were found in GH1 where half of the litters were lost entirely. Social 

environment had an impact on breeding performance. On the one hand, the presence of adult cagemates in GH0 did not 

affect litter survival nor pup body weight at 20 days. Adult cagemates shared the work of breeding by performing nest 

building before and after litter birth, and parental care after birth. GH0 and GH1 dams were less frequently seen 

performing nest building before and after parturition than SH dams. GH0 and GH1 dams were also less frequently seen 

inside the nest and performing parental behaviour after parturition than were SH dams. On the other hand, the risks for 

litter and pup loss were dramatically increased by 2.3 and 1.8 times, respectively, in GH1 compared to GH0. Parturition 

lasted longer in GH1 than in GH0 treatment. While dam behaviour did not differ between GH1 and GH0, GH1 adult 

cagemates spent less time performing parental care than did GH0 cagemates. Plausible reasons for the higher mortality 

in the presence of another litter are insufficient parental care, competition for milk access, poor nest quality, and crushing 

of newborns by older pups in the nest. This study indicates that being born in a cage where there is already an older litter, 

so-called reproductive asynchrony, is a major risk factor for litter loss.  

Key words: perinatal mortality, litter survival, asynchronous breeding, parental behaviour, mouse welfare. 

Highlights: 

 Perinatal mortality is frequent in laboratory mouse despite economic and ethical concerns 

 The presence of adult cagemates (GH0) did not modulate litter survival  

 The presence of a second litter (GH1) increased the risk for litter loss up to 50%  

 Cagemates participated to breeding in GH0 and GH1, reducing dam’s parental investment 

 Mouse behaviour differed in GH1 but disturbance by older pups may explain mortality 
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1. INTRODUCTION  

Early pup mortality is a widespread problem in laboratory mouse breeding but is often considered “normal”. Often, the 

whole litter is lost within the first few days after birth, which substantially reduces the efficiency of animal breeding with 

subsequent economic consequences of having to maintain larger numbers of breeding animals. High mortality rates are 

also an animal health and welfare concern and the loss of large numbers of pups violates the 3Rs principle (replacement, 

reduction, refinement), which was originally proposed by Russell and Burch (1959) and now is widely accepted as a guiding 

principle for the use of animals in experiments. Existing literature reports highly variable mortality rates during breeding: 

from nearly zero to 50% in experimental studies (Reeb-Whitaker et al 2001; Inglis et al 2004; Cooper et al 2007; Whitaker 

et al 2007) and 12.6% reported for the same mouse strain (C57BL/6) by a commercial breeder (The Jackson Laboratory, 

2012). Our own data from several experimental studies and breeding colonies show 32-35% losses of the entire litter in 

C57BL/6 mice (Weber et al 2013b; unpublished data). 

 

Perinatal mortality in laboratory mice typically occurs within the first three days of life (Weber 2015). Several factors have 

been suggested to increase newborn mortality including lack of environmental enrichment (Leidinger et al., 2018), routine 

husbandry (Reeb-Whitaker et al., 2001), genetic line (Brown et al., 1999), and maternal provision (Weber et al., 2016). 

Similar phenomena are relatively well-documented in farm animals, where the major causes are consistent across species: 

hypothermia, maternal and offspring underfeeding, inappropriate maternal behaviour, infections and injuries (for a 

review, see Mellor & Stafford, 2004). As an altricial species, mouse pups are totally dependent on their mother for both 

nutrition and thermoregulation in early life; hence maternal behaviour is key to offspring survival (for a review, see Weber 

and Olsson, 2008). 

 

Maternal experience is believed to affect pup survival and there is scientific evidence that primiparous mice are more 

prone to losing pups than are mice from second parities in both C57BL/6J and DBA/2J mice (Brown et al., 1999). “Active” 

maternal behaviour (nest building and pup retrieval) and “passive” maternal behaviour (resting with, crouching over, and 

nursing pups) have both been related to litter survival (Brown et al., 1999; Weber et al., 2015). If females fail to provide 

appropriate care, infants are likely to die from hypothermia or starvation. Weber et al. (2016) found that females losing 

their litter performed less nest building behaviour during the last 24h before parturition and spent less time nursing in the 

nest during the first 24h after parturition. The provision of sufficient amounts of nesting material of good quality and/or 

nest boxes allows mice to protect their pups in nests and reduce mortality in cages where actual or perceived temperatures 

are below the thermoneutral range (Tsai et al 2003; Gaskill et al., 2009; Whitaker et al., 2009; Leidinger et al., 2018), as is 

often the case in individually-ventilated cages. For instance, providing nesting material has been demonstrated to enable 

mice to build sophisticated dome nests that enhance insulation and improve newborn survival up to 27% (Gaskill et al., 

2013a). In addition, prolonged parturition is related to poor pup viability and litter loss (Weber 2013a, 2015). The mother’s 

emotional characteristics such as responsivity to an auditory stressor or anxiety levels have also been linked to pup 

mortality and cannibalism (Poley 1974; Carter et al. 2002). 

 

Although several maternal and environmental factors have been associated with pup survival, the majority of the previous 

studies were performed with solitary dams, whereas pair, trio or harem housing is more practised in laboratories. Thus, 

two or more adults are usually present and often more than one litter. Because mice can communally nest and breed their 

litters (Manning et al., 1995; Bergmüller et al., 2007), the social environment may modulate mother behaviour and 

influence breeding performance. When given the choice, house mice are more likely to choose communal breeding with 

groups of genetically related individuals in front of solitary breeding (Harrison et al., 2018) but they are also capable of 

switching between these two strategies (Ferrari et al., 2019). Cooperative breeding provides benefits for the dam under 

certain conditions (Ferrari et al., 2016); it allows her to reduce attendance to nest and maternal care of her own litter 

(Auclair et al., 2014). Communal breeding can also benefit pups by creating a warmer micro-climate and improving 

opportunities for milk ingestion. From a management perspective, housing in trios is considered economically 

advantageous compared to single housing.  
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The actual overall effect of trio housing on litter viability is unclear, as communal breeding of rodents has been associated 

with both higher (Manning et al., 1995) and lower (Ferrari et al., 2019) litter survival than in solitary breeding, while other 

studies have found no difference (Ebensperger et al., 2007). Housing mice in trios increases the likelihood of another litter 

being born in a cage where there is already an older litter, so-called reproductive asynchrony, which might affect the 

survival of the youngest pups. Schmidt et al. (2015) found reproductive asynchrony to decrease newborn survival in 

outbred laboratory mice derived from inbred strains. Surprisingly, while the impact of the social environment on 

behaviour and breeding performance is well-documented in house mice, with studies performed both in experimental 

(e.g. Ferrari et al., 2015) and natural (e.g. Auclair et al., 2014) settings, it has been neglected in inbred laboratory mice. 

The causes of perinatal mortality in laboratory mice is likely to be complex, involving several factors, including animal 

behaviour and husbandry practices. The aim of the present study was to investigate the influence of the social 

environment on the behaviour of female laboratory mice and their breeding performance, i.e. the survival and weight of 

their pups. We hypothesized that trio housing improves survival and increases pup weight through communal nesting and 

parental investment. We further hypothesized that the presence of another litter in the trio cages decreases newborn 

survival due to decreased parental care and crushing of newborn by older pups from another litter. 

 

2. MATERIALS AND METHODS 

2.1 Animals and housing 

The data collection took place at the Biological Support Unit of the Babraham Institute (Cambridge, UK) over a period of 

three months (mid March to mid June 2017). A total of 109 litters of wild-type mice derived from C57BL/6J parent stock 

were used. All mice were from the institute’s regular breeding colony used to produce mice for experimental purposes. 

Five dams (4.6%) were culled because they were in a poor clinical condition following parturitions that lasted for more 

than 48h. All the female mice were multiparous, in second (P2, n = 31), third (P3, n = 43), fourth (P4, n = 26) or fifth (P5, n 

= 9) parity, and were previously housed in trios. Each female was used as the focal dam only once, except five females 

which were studied twice. Thus, some cages were used twice, once with one female of the trio as the focal dam, and the 

next time with the second female as the focal dam. For additional details about the litters and conditions, see S1 Data 

litters. 

 

Females were allocated to a social housing treatment approximately three days before parturition, either in single-

housing (SH, n = 54) or group-housing in trios of two females and a male (n = 55). The group-housed animals were further 

divided into trios with (GH1, n = 20) or without the presence of another litter (GH0, n = 35). Parities were balanced between 

treatments as far as possible. 

 

Selected mice, including the females from the SH treatment, were identified by shaving the fur on a 3 cm2 area on the left 

or right thigh in females and the back in males. In addition, the females’ tail was coloured using a blue or red sterile surgical 

grade marker. The marking procedure lasted on average 20 s, did not require the use of anaesthetics, and allowed quick 

recognition of mice by human observers on video recordings during the light and dark phases. The mice were housed in 

individually ventilated cages (GM500 Filter©, Tecniplast, Italy; L x W x H, 391 x 199 x 160 mm), mounted on a digital 

ventilated holding unit (DGM Sealsafe Plus Rack©, Tecniplast, Italy). Cages were supplied with an average of 48 g of soft 

wood flakes bedding (Eco-Pure Chips 6 Premium©, Datesand, United Kingdom) and 7.5 g of pure white paper rolls 

(Enrich-n’Nest©, Datesand, United Kingdom) as nesting material. A red polycarbonate tunnel (International Product 

Supplies Ltd, United Kingdom; L x Ø, 98.55 x 50.80 mm) was placed in each cage, suspended from the grid lid, to provide 

enrichment. Small amounts of the nesting and bedding materials were transferred from the previous cages when mice 

were moved to the experimental cages, to provide olfactory cues. Room temperature was kept at 20-24 ºC and relative 

humidity at 45-65%. The animals were maintained on a 12:12h light regime with lights gradually switched on from 07:00. 

Standard food pellets (CRM (P) Vacuum Pack, Dietex International Ltd, United Kingdom) and autoclaved water were 

offered ad libitum. After treatment allocation, the cages were moved to a separate rack within the breeding room, where 

video recording was performed on eight cages simultaneously.   
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2.2. Procedures on mice 

 

2.2.1. Pup investigation, counting and weighing 

Cages were inspected once a day at 10:00 ± 1h to identify the day of birth for each litter (day 0). Living and dead pups were 

counted at daily cage inspections from birth to day 4. Before parturition, inspection was performed by removing the cages 

from the rack and visually inspecting them without removing the lids. After parturition, inspection was performed by 

removing the cages from the rack, placing them under a fume hood where their lids and food hoppers were removed for 

a more accurate visual inspection. Pups were touched gently if needed to count them. Hands were disinfected with 70% 

ethanol prior to opening the cages and prior to touching the inside of the cages. All pups were weighed on day 20 using a 

high precision scale accurate to one centigram. The pups were weaned at 21 ± 2 days. 

We validated and/or rectified litter size during subsequent video analyses of the first hours after the start of parturition 

(see below) to ensure that litter sizes recorded at birth were correct. 

 

2.3. Behavioural analyses 

 

Eight cages were recorded simultaneously and continuously from the last 24h prior to parturition until 24h after the first 

pup was born at 15 frames per second, through the use of eight HD-TVI bullet Infrared cameras (TWE-22MR, Mazi, 

Germany) connected to a digital video recorder (HTVR-0820MT, Mazi, Germany). Behaviours of the dam at parturition, 

all adults before and after the start of parturition and the older litter after the start of parturition were coded from the 

video recordings using 1-min scan sampling or continuous focal sampling (Table 1). 

 

To analyse behaviours of the dam at parturition, the videos were scanned to detect the exact start and end times for 

parturition, defined as the times when the first and last pups were delivered. When the parturition lasted for less than 6 

hours, the whole process was analysed thoroughly by continuous focal sampling. Otherwise, six 1-hour video sequences, 

as evenly spaced as possible, were selected and analysed. The later sampling technique was required in 12 of a total of 

104 analysed parturitions, lasting from 7h00 to 30h30. Parturition behaviours displayed by the dam were recorded directly 

using Microsoft Excel software (version 16.0). Because long parturition has been associated with poor perinatal viability 

(Weber et al., 2013a), parturitions lasting more than 20 h were considered as indicative of labour complications. 

To analyse behaviours of adults and the older litter, 12 20-min video sequences were selected, evenly distributed every 4h 

from 24h before to 24h after the start of parturition. Adult behaviour was observed by either 1-min scan sampling or 

continuous focal sampling using the Observer XT 10.1 (Noldus Information Technology, The Netherlands). Another litter 

was present in the cage in GH1 treatment. The behaviour of the pups from the other litter was analysed for the GH1 

treatment when these were old enough to be mobile. Of the 20 GH1 cages, the behaviour of older pups was analysed in 

16 cages, where the focal new litter was born when the existing older litter was 10 to 22 days old (asynchronous breeding). 

The older pup activity analysis was not performed on one litter, because the nest was not entirely visible on the video. In 

the four remaining cages, the litters were born less than 1 day apart (synchronous breeding).  

A total of four observers performed the video analyses. The percentage of inter-observer agreement for each pair of 

observers was calculated for collecting inter- and intra-observer agreements using 240 min of randomly selected video 

sequences from the three treatments. Similarly, the percentage of intra-observer agreement was calculated for each 

observer using 580 min of video sequences. Inter- and intra-observer agreement was on average 97 and 97% for scan 

sampling, and 92 and 93% for focal sampling, respectively. The observers could not be blinded to treatments because the 

housing system was visible on the video recordings. However, the observers were blinded to mouse and litter 

characteristics and they did not know whether litters survived or died. 
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Table 1. Ethogram of the adults’ and pre-weaning pups’ behaviours recorded before, during and after parturition. 

 

Animals observed Sampling method Category Behavioural variables Description 

Dam at parturition1 Continuous focal sampling Activity Parturition-related 

behaviour Stretching, standing on hind legs in labour posture, moving body up and down while giving birth 

All adults before and 

after the start of 

parturition2 

1-min scan sampling Location In nest The two rear legs are in nest 

  Outside nest The two rear legs are outside nest 

 Activity Nest building Digging, carrying, pushing, moving nesting material with muzzle or paws 

Continuous focal sampling Activity Parental care Sniffing, licking, grooming, handling, carrying newborn with paws or mouth. It also includes 

situations in which the mouse is moving forelegs or head over the nest as to interact with pups 

but pups are not visible. It does not concern parental care of the older pups in GH1 but only the 

focal litter 

Other older litter after the 

start of parturition3 
1-min scan sampling Location In nest Number of pups in nest 

  Outside nest Number of pups outside nest 

  Activity Active in nest Number of pups moving, grooming, scratching jumping in nest 

1 The whole sequence of parturition from first pup birth to last pup birth was analysed when lasting less than 6 hours; otherwise, six 1-h video sequences were analysed over the parturition.  
2 Six 20-min video sequences before and six 20-min video sequences after the start of parturition were selected for the analysis of adults’ behaviour. 
3 Six 20-min video sequences after the start of parturition were selected for the analysis of the other older litter behaviour.
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2.4. Statistical analyses 

 

Analyses were carried out using SAS software (version 9.2; SAS Institute Inc., Cary, North Carolina, USA). For continuous 

data, normality of model residuals was tested using the Shapiro-Wilk test of normality.  

First, the effects of social housing treatment and other risk factors on mouse breeding performance, i.e. offspring survival 

and weight, were analysed. Litters were characterized with respect to two traits: litter loss (binary trait: all pups died; not 

all pups died before weaning) and pup loss (binomial trait: number of pups dying within the first four days of life/number 

of pups born). The effects of treatment on litter loss and proportion of pups lost were analysed using all 109 litters. The 

unit of analysis was the litter. Litter loss was modelled by mixed logistic regression (SAS Glimmix procedure) and 

proportion of pups lost by generalized linear model taking the generalized estimating equation approach (McCullagh and 

Nelder, 1989; SAS Genmod procedure). In all models, a random-intercept effect of cage identity was included. 

 

Independent variables considered as fixed effects were treatment (SH; GH0; GH1), parity (P2 = second parity; P3 = third 

parity; P4 = fourth parity; P5 = fifth parity), litter size at birth (small = 2-7 pups; medium = 8-9 pups; large = 10-14 pups), 

alopecia in one or more mice in the cage (presence; absence), kinship between the dam and the second female in the cage 

(dam’s litter sister or not), cage location on the rack (location 1 to 8, from the left to the right of the rack), whether or not 

the dam’s previous litter survived or not, month of birth (March; April; May; June) and weekday at birth (Monday-Friday, 

when technicians were present all day vs. Saturday-Sunday, when the lab was more quiet). Initially, the effects of each 

one of the independent variables (see S1 Data litters) were analysed by univariable models; variables with P ≤ 0.25 were 

regarded as eligible for subsequent analysis in a multivariable mixed logistic model in which the fixed effect of treatment 

was forced in. Starting with a full model, non-significant variables (P > 0.10), except treatment, were removed one by one 

until the model contained only significant variables. Litter loss and pup loss were unrelated by the presence of alopecia in 

the cage, kinship between the dam and the female cagemate, the cage location on the rack, the month of birth, the period 

of the week at birth or whether or not the previous litter survived. Thereafter, plausible interactions were tested and 

retained if significant (P ≤ 0.05). The final model of litter loss contained fixed effects representing treatment and litter size, 

and the final model of pup loss contained fixed effects of treatment and parity. 

The effect of treatment on pup body weight at 20 days was analysed by mixed linear regression using the 70 remaining 

litters. Six litters were weaned on day 19 before the last weighing and so were not included. The unit of analysis was the 

pup (n = 519). Models were constructed using backward elimination as described above for the analysis of litter and pup 

loss. The final model contained fixed effects of treatment, parity and litter size, and a random-intercept effect of litter 

identity. Multiple comparisons between different levels of fixed effects were adjusted according to Tukey (Hayter et al., 

1989).  

 

Next, the effects of treatment on behaviours of adults and older pups were analysed in separate models for each behaviour 

(104, 52, 52 and 16 litters for the analysis of dam, female, male and older pups’ behaviours, respectively). Five litters where 

the dams were culled due to labour complications were excluded. Analyses were performed at the video sequence level 

for behaviours recorded by continuous focal sampling, or the scan level for behaviours recorded by scan sampling. Initial 

models also included parity and litter size as fixed effects and litter identity as random intercept, as well as plausible 

interactions. Non-significant effects (P > 0.10) were then removed from the models one by one, always retaining 

treatment and litter identity. Behaviours recorded by instantaneous scan sampling were analysed using mixed logistic 

regression while behavioural variables recorded by continuous focal sampling were analysed using mixed linear models. 

An approximation of the degree of freedom was calculated according to the Satterthwaite equation (Satterthwaite, 

1946). Data from parental care behaviour were skewed and lognormal distribution was used in the model. The estimates 

were then back-transformed to the original scale. Multiple comparisons between different levels of fixed effects were 

adjusted according to Tukey (Hayter et al., 1989). The effects of treatment and litter size on parturition duration were 

analysed using the non-parametric Kaplan-Meier method (SAS Lifetest procedure). This method utilizes censored data 

efficiently, i.e. dams being culled during parturition. Model results were expressed as predictive means ± standard errors. 
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3. RESULTS 

3.1. Breeding performance 

 

Litter size and parity were approximately balanced between treatments (see S1 Data litters). Only 15 out of 109 litters had 

no pup loss at all (Figure 1.a). All litter losses except one took place within the first three days of life (four losses on day 0, 

nine on day 1, eight on day 2, three on day 3, and one on day 5). The five dams that were culled due to their inability to 

give birth lost their few born pups some hours after birth and were considered as having lost their litter (see S2 Parturitions 

with labour complications).  

Fig. 1. a. Total percentage of complete litter loss, loss of one or several pups or no pup loss at all; b. Predicted mean 

percentage (± SEM) of pup loss per treatment, for single-housed dams (SH, n = 54) and group-housed dams in trio with 

(GH1, n = 20) or without (GH0, n = 35) the presence of another litter. a,b Means with different letters significantly differ 

(P <  0.05) between treatments. 

The risk for litter loss was influenced by treatment (Table 2). According to the model, litter loss increased when another 

litter was present in the cage since the probability of losing a litter was 2.8 and 2.3 times higher in GH1 than in SH and 

GH0, respectively (P = 0.010 and P = 0.036). All the 10 GH1 litters that died were litters that were born while 10- to 22-day 

old pups were present in the cage (asynchronous breeding). Individual pup mortality was also affected by treatment (Table 

2). The risk for individual pup loss increased 1.7 and 1.8 times in GH1 compared to SH and GH0, respectively (Figure 1.b, P 

< 0.001 and P = 0.001). The Figure 2 shows that social environment had an impact on pup weight since GH1 pups were 

significantly heavier than GH0 and SH pups at day 20 (P < 0.001 and P < 0.001). However, parity also had an impact on pup 

body weight (see Table 2). 

Fig. 2. Average individual weight (± SEM) of pups from single-housed dams (SH) and group-housed dams in trio with (GH1) 

or without (GH0) the presence of another litter, at 20 days old (n = 238, 210 and 71 for SH, GH0 and GH1, respectively). a,b 

Means with different letters significantly differ (P <  0.05) between treatments. 
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Table 2. Summary of the multivariable models regarding breeding performance for litters from single-housed dams (SH) and group-housed dams in trio with (GH1) or without (GH0) the 
presence of another litter. 

    Litter lossb         Pup lossb         Pup weight at 20 daysc 

Variablea Level Coefficient SE OR Pd   Coefficient SE OR Pd  Coefficient SE Pd 

Intercept   0.02 0.47  0.969  -1.49 0.35  <0.001   7.80 0.10 <0.001 

Treatment SH 0  1 (0.029)  0  1 (0.007)  0  (<0.001) 

 GH0 0.26 0.59 1.30 0.655  -0.07 0.32 0.93 0.828  -0.02 0.10 0.828 

 GH1 1.70 0.65 5.48 0.010  1.33 0.38 3.80 0.001  0.56 0.15 <0.001 

Litter sizea Small 0  1 (0.001)          

 Medium-size -1.93 0.61 0.14 0.002          

 Large -2.28 0.65 0.10 <0.001          

Parityb P2      0   (0.006)  0  (<0.001) 

 P3      0.90 0.36 2.45 0.012  -0.65 0.11 <0.001 

 P4      1.32 0.43 3.77 0.002  -0.34 0.14 0.015 

  P5           2.47 0.64 11.84 <0.001   0.45 0.27 0.100 
a Litter size is categorised as small (i.e. 2 to 7 pups), medium-sized (i.e. 8 to 9 pups) or large (i.e. 10 to 14 pups). Parities were P2 (second parity), P3 (third parity), P4 (fourth parity) or P5 (fifth 
parity). 
b Analyses of litter and pup loss were performed at the litter level, using 54, 35 and 20 litters for SH, GH0 and GH1; 26, 43 and 40 litters for small, medium-sized and large litters; and 31, 43, 26 
and 9 litters for P2, P3, P4 and P5, respectively. 
c Analysis of pup weight was performed at the pup level, using 238, 210 and 71 pups for SH, GH0 and GH1; and 202, 207, 93 and 17 pups for P2, P3, P4 and P5, respectively.  
d Joint test of treatment effect between parenthesis. 
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Table 3. Summary of the models on the impact of social housing treatment on parental behaviour before the start of parturition, for single-housed dams (SH, n=52) and group-housed mice in 
trio with (GH1, n=20) or without (GH0, n=32) the presence of another litter. 

Behaviour Subject Variable Level Coefficient SE 
 
OR 

Predictive 
meana, % P b 

In nest Dam Intercept   1.64 0.16 
 

   

  Treatment SH 0  
1 

83.8 (0.267) 

   GH0 -0.30 0.26 
0.74 

79.3 0.248 

   GH1 0.22 0.30 
1.24 

86.6 0.476 

 Female cagemate Intercept  0.99 0.19 
 

  

  Treatment GH0 0  
1 

72.8 (0.261) 

   GH1 0.35 0.31 
1.42 

79.3  

 Male cagemate Intercept  1.18 0.16 
 

  

  Treatment GH0 0  
1 

76.5 (0.687) 

   GH1 0.11 0.26 
1.11 

78.4  

Nest building Dam Intercept  2.13 0.13 
 

  

  Treatment SH 0  
1 

10.6 (<0.001) 

   GH0 0.69 0.22 
0.50 

5.6 0.0027 

   GH1 1.25 0.27 
0.29 

3.3 <0.001 

 Female cagemate Intercept  -3.92 0.21 
 

  

  Treatment GH0 0  
1 

1.9 (0.327) 

   GH1 0.32 0.32 
1.38 

2.7  

 Male cagemate Intercept  -4.62 0.21 
 

  

  Treatment GH0 0  
1 

1.0 (0.002) 

      GH1 0.94 0.29 
2.55 

2.5   
aData are provided from 1-min scan sampling analysis and are presented as predictive means. The predictive means represent the percentage of scans in which the behaviour was recorded. 
b Joint test of treatment effect between parenthesis. 
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3.2. Mouse behaviour 

 

3.2.1. Prepartum behaviour 

A significant relationship was found between social housing treatment and dam behaviour recorded during the last 24 h 

before the start of parturition (Table 3). Dams housed in trios were less frequently seen performing nest building behaviour 

than single-housed dams; Indeed, the probability to see SH dams performing nest building was 1.9 and 3.2 times higher 

than for GH0 and GH1 dams, respectively (P = 0.003 and P < 0.001). However, when housed in trios, adult cagemates were 

also involved in nest building irrespective if another litter was present (GH1) or not (GH0). 

 

3.2.2. Parturition behaviour 

Parturition took more than 20 h for six (5.5%) dams and two of them lost their litter (see S2 Parturitions with labour 

complications). The time interval between the first and the last pup birth was related to treatment and litter size; 

parturition lasted longer for GH1 treatment than for GH0 treatment (Figure 3, time to median: 234.0 (128.0-546.0) and 

134.5 (109.0-156.0), respectively, P = 0.013). The parturition duration was intermediate for SH treatment (163.0 (128.0-

195.0)) and did not differ from other treatments. The duration of parturition-related behaviour did not differ between 

treatments (P = 0.182). Also, longer parturition duration and longer parturition-related behaviours were recorded in larger 

litters.  

Fig. 3. Survivor curve of dam’s parturition duration for single-housed dams (SH, n = 52) and group-housed dams in trio 

with (GH1, n = 20) or without (GH0, n = 32) the presence of another litter. 

3.2.3. Postpartum behaviour 

Dam behaviour performed the first 24 h after the start of parturition was modulated according to the social housing 

treatment (Table 4). Dams housed in trios were seen less frequently in the nest and spent less time performing parental 

behaviours; i.e. parental care and nest building. Single-housed dams spent twice as much time performing parental care 

as group-housed dams (P < 0.001 and P < 0.001 for GH0 and GH1, respectively). There was also an effect of litter size, in 

that dams with small litters performed less parental care than dams with medium-sized and large litters. The time spent 

by SH dams on nest building was 2.8 and 2.0 times less compared to dams from GH0 and GH1 treatments (P < 0.001 and 

P < 0.001). 

Male and female cagemates from GH0 and GH1 treatments contributed to raising pups by taking care of the focal 

newborns and performing nest building (Table 4). Besides, they were seen performing nest building more frequently than 

the dams after their parturition. The amount of time that cagemates allocated to parental care was 1.5 and 1.5 times 

lower, for the female and the male respectively, in GH1 than in GH0 treatments (P = 0.035 and P = 0.021). Finally, the GH1 

males were less often seen in the nest than GH0 males (P = 0.012) but were often seen in the plastic hanging tunnel 

(personal observation). 
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Table 4. Summary of the models on the impact of social housing treatment on parental behaviour after the start of 
parturition, for single-housed dams (SH, n=52) and group-housed mice in trio with (GH1, n=20) or without (GH0, n=32) the 
presence of another litter. 

Behaviour Subject Variable Level Coefficient SE 
 
OR 

Predictive 
mean, (%) P d 

In nesta Dam Intercept  -2.59 0.14 
 

  

  Treatment SH 0  
1 

93.0 (<0.001) 

   GH0 1.73 0.21 
5.62 

70.4 <0.001 

   GH1 1.65 0.24 
5.19 

72.0 <0.001 

 Female cagemate Intercept  -2.55 0.16 
 

  

  Treatment GH0 0  
1 

92.8 (0.523) 

   GH1 0.16 0.25 
1.18 

91.6  

 Male cagemate Intercept  -2.24 0.18 
 

  

  Treatment GH0 0  
1 

90.4 (0.012) 

   GH1 0.76 0.29 
2.13 

81.6  

Nest 
buildinga Dam Intercept  1.71 0.07 

 
  

  Treatment SH 0  
1 

15.3 (<0.001) 

   GH0 1.13 0.12 
3.11 

5.5 <0.001 

   GH1 0.81 0.14 
2.24 

7.5 <0.001 

 Female cagemate Intercept  2.08 0.09 
 

  

  Treatment GH0 0  
1 

11.1 (0.073) 

   GH1 -0.26 0.14 
0.77 

13.9  

 Male cagemate Intercept  2.00 0.10 
 

  

  Treatment GH0 0  
1 

11.9 (0.414) 

   GH1 0.14 0.17 
1.15 

10.5  

Parental 
careb Dam Intercept  2.32 0.09 

- 
  

  Treatment SH 0  
- 

8.1 (<0.001) 

   GH0 -0.72 0.11 
- 

3.9 <0.001 

   GH1 -0.75 0.13 
- 

3.9 <0.001 

  Litter sizec Small 0  
- 

3.4 (<0.001) 

   Medium 0.62 0.13 
- 

6.3 <0.001 

   Large 0.55 0.12 
- 

5.8 <0.001 

 Female cagemate Intercept  1.08 0.13 
- 

  

  Treatment GH0 0  
- 

4.3 (0.035) 

   GH1 0.36 0.17 
- 

2.8  

 Male cagemate Intercept  -0.42 0.12 
- 

  

  Treatment GH0 0  
- 

0.9 (0.021) 

      GH1 0.35 0.15 
- 

0.6  
a Data of location in nest and nest building are provided from 1-min scan sampling analysis and are presented as 
predictive means. The predictive means represent the percentage of scans in which the behaviour was recorded. 
b Data of parental care are provided from the continuous focal sampling analysis and lognormal distribution was used in 
the model. The back-transformed means represent the percentage of time during which the behaviour was performed. 
Coefficients from this model are on the log scale. 
c Litter size is categorised as small (i.e. 2 to 7 pups, n=25), medium-sized (i.e. 8 to 9 pups, n=41) or large (i.e. 10 to 14 pups, 
n=38). 
d Joint test of treatment and litter size effect between parenthesis. 
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3.2.4. Behaviour of the older litter in GH1 treatment 

 

Sixteen out of 20 GH1 litters were born while 10 to 22-day old pups were present, i.e. older pups were already mobile. For 

these cages, behaviour of the mobile older pups was analysed. The risk for litter loss was not related to how active the 

older pups were in the nest (P = 0.861) but it was influenced by the total number of older pups counted in the nest across 

scans (P = 0.052). The risk for litter loss was higher when the litter size of the older litter was greater (P = 0.057). Images in 

Figure 4 depict the influence of social environment on nest quality. Nests from single-housed dams were small, and either 

flat or cup-shaped, while nests from group-housed mice were larger, and sometimes spread out or flat. The presence of 

older pups exacerbated the poor nest quality found in group-housed mice, suggesting that older pups caused nest 

disturbance and decreased nest quality. 

Fig. 4. Pictures of the impact of social environment on nest quality in, a: single-housed dams (SH); b: group-housed in trio 

without the presence of another litter (GH0) and; c: group-housed in trio with the presence of another older litter (GH1). 
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4. Discussion 

 

Pup mortality is a persistent but poorly understood problem in laboratory mouse breeding. In this paper, we investigated 

the role of social factors on pup survival, as well as parental behaviour in C57BL/6 mice. We confirmed previous findings 

of high mortality rates with pups dying primarily within three days post-partum, independently of the type of social 

housing. However, social environment had an impact on the severity of the problem. The most important factor affecting 

mortality was the presence of older pups in the cage at birth since litter loss dramatically increased (up to 50%) when they 

were present. 

 

4.1. Breeding performance 

Consistent with previous studies on C57BL/6 laboratory mice (Weber et al., 2013b, 2016), loss of the entire litter was 

frequent. In addition, most of the surviving litters were reduced due to the death of several pups within the first days of 

life, resulting in even higher overall pup mortality. Because mice have evolved cooperative breeding strategies (Auclair et 

al., 2014), we initially hypothesized that the presence of communal breeders would improve breeding performance in 

laboratory mice, similar to what König (1993) observed in house mice. However, in cages with only one litter present, 

neither litter and pup survival nor pup weight at 20 d differed between breeding mice housed in trios or solitary. This is 

consistent with the results reported by Heiderstadt et al. (2014) in their comparison of pup survival between single-bred 

and communally-bred (three dams and their litters) mice and Wasson (2017) in their comparison between pair-bred and 

trios-bred mice, both studies using mice from various background strains, including C57BL/6.  

 

In the present study, the presence of another litter within the cage was the key factor modulating reproductive output 

and it affected newborn survival in several ways. First, the presence of another litter at birth increased the risk of losing 

the entire litter within the first days of life from 22-23% to 50%. Second, the percentage of overall pup loss also nearly 

doubled in presence of another litter since it increased by 1.7 and 1.8 times in GH1 compared to SH and GH0. Reproductive 

asynchrony, i.e. when a litter is born while another is still present, had previously been identified as a risk factor for 

newborn mortality in outbred laboratory mice derived from inbred strains by Schmidt et al. (2015). The authors suggested 

that the increase in newborn mortality in the presence of older pups could be due to infanticide performed by the female 

cagemates as a strategy to improve their own fitness. According to Schmidt et al. (2015), synchronous breeding may 

prevent infanticide and litter loss since mice may be unable to discriminate similarly aged newborn. Although infanticide 

occurs in communally breeding mice, the authors did not directly observe mice but assumed that pups were killed since 

they were disappearing between cage-checking episodes. Detailed behaviour analysis targeting potential events of active 

killings suggested that infanticide is rare and that most pups are already dead when eaten (Weber et al., 2013a). Hence, it 

is possible that Schmidt et al. (2015) overestimated the amount of infanticide. Rather, impaired parental behaviour and 

disturbance by or competition with the other litter may be the main causes of early death. 

 

The presence of another litter in the cage also played a role in pup body weight since GH1 pups were the heaviest. This 

finding supports the results from Heiderstadt et al. (2014) where pups from three litters communally bred by three dams 

showed higher body weight at weaning than pups bred by solitary dams. We did not weigh pups at birth in order to avoid 

interference with mouse behaviour and potential increased mortality. Several hypotheses have been formulated in order 

to explain the body weight difference between social environments. The presence of three breeding mice (two females 

and a male) in GH1 may be beneficial through improved thermoregulation and parental behaviours (Gerlach and 

Bartmann, 2002), but the effect should be maximised if two females rather than one nurse the litter, which is likely to have 

been the case for GH1 cages where both females were lactating since both were breeding litters. The death of many 

neonates from the litters in the GH1 group may have allowed the milk available to be redistributed to fewer surviving 

pups. The way in which milk production is correlated with litter size is not clear. An earlier study found a positive 

correlation (Knight et al., 1986), but in a study of single and communally nursing females, Ferrari and co-workers (2015) 

found no correlation between milk production and own litter size. In contrast, communally nursing females produced 

more milk when the total number of pups in the nest (own and alien) was greater (Ferrari et al 2015). The relationship 

between the social environment and milk yield and consumption should be further investigated. 
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The parity and the size of a newborn litter also had an influence on breeding performance. On the one hand, the 

probability for litter survival was reduced in small litters (2 to 7 pups at birth) compared to medium-sized (8 to 9 pups at 

birth) and large ones (10 to 14 pups at birth), in contrast with reports from Ebensperger et al. (2007) who did not find a 

relationship between litter size and litter survival in degus. According to the parental investment theory, mice should base 

their investment on expected benefits and so invest more energy in larger litters (Maestripieri and Alleva, 1991; Ardia, 

2007); and in some cases, abandonment of the small litters may be an adaptive strategy (Mendl, 1994). On the other hand, 

breeding success was found to decrease with increasing parities. Previous studies demonstrated that primiparous females 

had lower breeding success than multiparous females, possibly due to inexperience (Brown et al., 1999), but Weber et al. 

(2013b) did not find any parity effect on litter loss between multiparous females. In order to avoid a possible effect of lack 

of experience, we included only females from the second to the fifth parity. Instead, the risk for pup loss increased with 

parities. Litter size has been demonstrated to be higher between the second and the fourth parity compared to the first 

and fifth parity (Knight et al., 1986). Hence, parity and litter size effects may have been confounded in this study; however 

since parity and litter size were balanced between treatments, these effects were not confounded with treatment. 

 

4.2. Parental investment and disturbance by the other litter 

Presence of cagemates modulated dam behaviour both before and after parturition. The parturition duration did not 

differ between SH and GH0 dams. However, solitary dams were seen more frequently performing nest building than dams 

housed in trios, both before and after parturition. Solitary dams also performed more parental pup care after parturition. 

The litter size has an influence on parental care since larger litters require more investment from the mother than smaller 

litters (Johnson et al., 2001) and we found that dams with medium-sized and large litters spent more time sniffing licking, 

grooming and handling the pups than did dams with small litters. During the first days of life, newborns fully depend on 

the dams for nutrition and thermoregulation (König and Markl, 1987; Gaskill et al., 2013b) and parental investment in 

nursing and nest building is crucial for perinatal survival (Bult & Lynch, 1997; Bond et al., 2002). Communal breeders share 

the cost of breeding and their parental investment may allow the dam to reallocate energy in self-oriented activities 

(Bergmüller et al., 2007). 

 

Female cagemates in GH0 and GH1 treatments were often seen taking care of focal newborn pups at birth (i.e. sniffing, 

licking, grooming, handling), even occasionally pulling a pup from the birth canal while the dam was giving birth (personal 

observation). This was rather rare in males. As expected, the female cagemate, and to a lower extent the male cagemate, 

in GH0 and GH1 treatments were involved in pup rearing since they were seen sniffing, licking, grooming or handling pups 

as soon as these were born. They were seen performing nest building in less than 3 percent of scans before parturition. 

and more than 10.5 percent of scans after parturition. In fact, the female and male cagemates from GH0 and GH1 

treatments spent twice as much time as the dams performing nest building in the first 24 h after parturition. The finding 

that cagemates were highly involved in nest building after litter birth, a component of parental behaviour in mouse (Bond 

et al., 2002), suggests that the dams had more time to nurse and take care of pups. However, the presence of two other 

adults in the cage did not improve pup survival.  

 

The presence of another litter in the cage had an impact on adult behaviour. The only behaviour that differed between 

dams housed in trio with (GH1) or without (GH0) the presence of another litter was parturition. Parturition duration and 

parturition-related behaviour were mostly dependent on the litter size but the duration of parturition lasted longer in GH1 

compared to GH0 treatment. Labour complications are relatively common in C57BL/6 laboratory mice and some 

parturitions lasted more than 20 h in the present study. This was especially evident in the GH1 treatment, which contained 

five of the six females that had long-lasting parturitions. It is possible that GH1 females were disturbed by the presence of 

the other litter and that this prolonged labour. Prolonged parturition-related behaviours have been related to litter loss 

(Weber et al., 2016). Despite this probable disturbance caused by the other litter, none of the GH1 dams failed to give 

birth while two SH dams and three GH0 dams had to be culled due to dystocia.  



Version: Postprint (identical content as published paper) This is a self-archived document from i3S – Instituto de Investigação e 
Inovação em Saúde in the University of Porto Open Repository For Open Access to more of our publications, please visit 
http://repositorio-aberto.up.pt/  
 

A
0

1
/0

0
 

Although dam behaviour before and after parturition did not differ between GH0 and GH1, parental behaviour of 

cagemates did. Both female and male cagemates spent less time performing parental care of the studied dam’s pups 

when another litter was present than when it was absent. The total amount of time spent taking care of the focal litter by 

all the three adults represents a noticeable reduction of 20 % of time in GH1 compared to GH0 treatment. The finding that 

GH1 cagemates are less involved in parental care than GH0 cagemates may provide part of the explanation for the lower 

breeding success in this treatment. There are at least two explanations for lower involvement in parental care. First, the 

GH1 female cagemates had their own pups to care for, thus may have spent less energy to care for the focal dam’s 

newborn, as they can discriminate their own, older pups and those of the other female (Schmidt et al., 2015). Second, the 

GH1 male cagemates could have been disturbed by the presence of mobile older pups, as the adult males spent less time 

in the nest and more time in the plastic hanging tunnel when older pups were present (personal observation), possibly to 

isolate themselves from the agitation in the nest.  

 

Sixteen out of 20 GH1 litters were born while mobile older pups were present and all the GH1 litters that died were born 

under these conditions. The older age of the other litter, rather than the presence of another litter in itself, is suggested 

to be the cause of the higher newborn mortality in this treatment, in agreement with Schmidt et al. (2015). Housing mice 

in trios increases the likelihood of reproductive asynchrony, i.e. when a litter is born in a cage while an older litter is already 

present in the cage. In addition to their impact on adult behaviour described above, older pups may crush or push 

newborns to the edge of the nest and cause nest disturbance that may decrease pup survival. The larger the size of the 

older litter, the higher the risk of newborn mortality. In this context, a limitation of this study is that we were unable to 

observe older pups’ behaviour in sufficient detail to determine if older pups may have killed the newborns either directly 

by crushing the youngest or indirectly by causing nest disturbance, pushing newborns out from the warmth of the nest or 

competing for milk access. Post-mortem examinations of newborns may allow determining the causes of death and see 

e.g., whether there are bruises and lesions on pups born while another older litter was already present in the cage (Capas-

Peneda et al., 2019). 

 

5. Conclusion 

Perinatal mortality was common in this study and the presence of another litter was associated with a higher risk of litter 

loss. Although both the male and female cagemates were involved in pup caretaking and there was an associated 

reduction of parental investment from the dam, their presence did not increase pup survival. In contrast, the presence of 

another litter was found to be related with prolonged dam parturition and decreased parental care from the male and 

female’s cagemates to the focal newborns that could in turn increase pup mortality. Reproductive asynchrony, which is 

characterized by a big age difference between newborns and another litter already present in the nest, more than the 

presence of another litter per se, seems to be the key factor for high pup mortality. Strategies to avoid housing two or 

more litters of different age together should be developed in order to reduce the occurrence of litter loss.Texttext 
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Supplementary data  

S1 Dataset https://data.mendeley.com/datasets/mmcrvf3mk8/1 

S2 Parturitions with labour complications. Summary of parturitions with labour complications, for 

single-housed dams (SH) and group-housed dams in trio with (GH1) or without (GH0) the presence 

of another litter. 

Parturition problem Parturition duration Treatment Parity 
Litter 

size 

Litter 

loss 

  Long-lasting parturition 21h32 GH1 4 3 
yes 

    25h00 SH 4 9 
no 

    25h06 GH1 2 10 
no 

    25h50 GH1 3 10 
yes 

    28h15 GH1 3 10 
no 

    30h30 GH1 2 8 
no 

  Unable to give birth* culled GH0 3 13 
yes 

    culled GH0 3 8 
yes 

    culled GH0 5 8 
yes 

    culled SH 4 11 
yes 

    culled SH 3 7 
yes 

*A total of five mice had to be culled more than 24h after the start of parturition due to an emaciated 

and apathetic condition and an inability to give birth to the entire litter. 
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