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Rubber tail illusion is weakened in 
Ca2+-dependent activator protein 
for secretion 2 (Caps2)-knockout 
mice
Makoto Wada  1,2, Masakazu Ide1, Takeshi Atsumi1,3, Yoshitake sano4, Yo Shinoda4,5, 
Teiichi Furuichi4 & Kenji Kansaku6,7,8

Body ownership is a fundamental aspect of self-consciousness. Illusion of body ownership is caused by 
updating body representation through multisensory integration. Synchronous visuotactile stimulation 
of a hand and rubber hand leads to illusory changes in body ownership in humans, but this is impaired 
in individuals with autism spectrum disorder (ASD). We previously reported that mice also exhibit 
body ownership illusion. With synchronous stroking of a tail and rubber tail, mice responded as if their 
own tails were being touched when the rubber tails were grasped (‘rubber tail illusion’). However, it 
remains unknown whether deficits in illusion of body ownership occur in mouse models of autism. 
Here, we examined whether the ‘rubber tail illusion’ occurred in Ca2+-dependent activator protein for 
secretion 2-knockout (Caps2-KO) mice, which exhibit autistic-like phenotypes. During the synchronous 
stroking, response rates were significantly lower in Caps2-KO mice than in wild-type mice. There were 
no significant differences between the response rates of wild-type and Caps2-KO mice during the 
asynchronous stroking. The ‘rubber tail illusion’ was weak in Caps2-KO mice, suggesting that Caps2-Ko 
mice experienced weaker visuotactile integration during the task. The rubber tail task will be a useful 
tool in mouse models of autism to evaluate atypical sensory processing.

Body ownership is fundamental to self-consciousness and is crucial for environmental interactions in daily life. 
We sometimes feel a sense of body ownership for objects outside the body. For example, when a rubber hand 
and participant’s hand are synchronously stroked by two brushes, participants feel as if the rubber hand becomes 
their own hand (the rubber hand illusion)1–4. In such situations, integration of simultaneous visual and tactile 
stimuli is thought to change the perception of body ownership. Thus, changes in body ownership are thought to 
be caused by multisensory integration. Individuals with autism spectrum disorder (ASD) have difficulty expe-
riencing aspects of the rubber hand illusion5,6. Paton et al.6 reported that individuals with ASD showed reduced 
sensitivity to visuotactile-proprioceptive discrepancy, but more precise proprioception during the illusion. Cascio 
et al.5 reported that children with ASD exhibited difficulty experiencing the illusion initially; however, after more 
than 5 minutes of stroking, they experienced the effects of the illusion. Thus, the occurrence of the rubber hand 
illusion was delayed. In addition, we recently found that individuals with high autistic traits in neurotypicals 
experience a weaker illusory body ownership of the rubber hand during the illusion, and a lower concentration of 
salivary oxytocin is associated with this weaker illusory body ownership7. As indicated by several different tasks8,9, 
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greater reliance on proprioception is thought to inhibit such body ownership illusions. Therefore, we speculated 
that individuals with high autistic traits would tend to form weaker associations between vision and touch, unlike 
that between touch and proprioception.

Meanwhile, previous studies have suggested that non-human animals may also experience body owner-
ship illusions. Shokur et al.10 suggested that synchronous visual and tactile stimuli presented to an avatar’s and 
monkey’s hand caused activation of neurons in the somatosensory cortex by ‘touching’ the avatar’s hand. Thus, 
macaque monkeys may experience the rubber hand illusion of the avatar’s hand in such situations10. By analogy to 
the rubber hand illusion, we previously examined whether mice experience similar illusions. In our experiment, 
we delivered synchronous stroking to an artificial tail (rubber tail) and the real tail of a mouse. We found that 
mice responded (e.g., orienting or retracting the head) as if their own tails were being touched when the rubber 
tails were grasped (a ‘rubber tail illusion’ in mice)11. Thus, it is possible that mouse models of autism may show 
dysfunctions of body representation similar to human individuals with ASD5,6. The use of mouse models enables 
us to elucidate the neural and genetic bases of deficits in body ownership. Previously, conventional tests for such 
mice have focused on social communication and repetitive behaviours. For example, social abilities are often 
examined with a social interaction test or social recognition test using a three-chambered apparatus. Capabilities 
for auditory communication are typically evaluated by focusing on ultrasonic pup calls, and repetitive behaviours 
are tested by measuring grooming behaviors12–14. To date, no studies have evaluated such aspects of ASD in mouse 
models of autism. Here, we evaluated impairment of body ownership in a mouse model of autism using the novel 
‘rubber tail illusion’ in mice.

Several human neuroimaging studies have suggested that multisensory integration in the posterior pari-
etal cortex is critical for the rubber hand illusion, while the ventral premotor cortex and insular cortex are also 
involved15,16. In the macaque monkey, bimodal neurons that are activated by either visual or tactile stimuli were 
found in the posterior parietal cortex, and the visual receptive fields of such neurons moved to the tip of a tool 
when the monkey used a rake-like tool to obtain a food reward17. The same investigators also reported that 
expression of brain-derived neurotrophic factor (BDNF) in the posterior parietal cortex plays an important role 
during plastic changes in body representations, since BDNF expression was found increased after macaque mon-
keys were trained in tool use18. Moreover, a human electroencephalography study reported that BDNF concen-
tration in peripheral blood correlated with oscillatory components in the high frequency (gamma) band in the 
posterior parietal cortex during the body ownership illusion19. These studies indicated that BDNF expression 
levels are linked to plastic changes in body representations caused by multisensory integration. It would therefore 
be intriguing to examine the ‘rubber tail illusion’ in mouse models of autism that have impaired BDNF-related 
function in the cerebral cortex.

Previous studies have indicated that the BDNF activity in the posterior parietal cortex is important for body 
ownership illusions. Thus, the mouse in models of autism demonstrating dysfunctional BDNF secretion would 
serve as good targets for initial evaluation of the ‘rubber tail illusion’. The Ca2+-dependent activator protein for 
secretion (CAPS) protein was first identified as a novel 145 kilodalton (kDa) brain cytosolic protein, which recon-
stitutes Ca2+-regulated secretion in permeable neuroendocrine cells20. Compared with that of the CAPS1 protein, 
expression of the CAPS2 protein in the brain is limited to several regions and cell types (e.g., interneurons in the 
cerebral cortex, neurons in the dentate gyrus, and granular cells in the cerebellar cortex)21. Subsequent studies 
indicated that the CAPS2 protein enhanced the release of BDNF. Moreover, its deficiency in mice impaired the 
development of inhibitory interneurons, leading to cellular and electrophysiological dysfunction that resembles 
that observed in human developmental disorders22. Consistent with these findings, Caps2- knockout (KO) mice 
exhibit autistic-like phenotypes, and variants of the CAPS2 gene have been found in some autistic families23,24.

Therefore, among the various mouse models of autism, the Caps2-KO mouse, which exhibit impairments in 
BDNF release, represents a suitable first target for evaluating body ownership using the rubber tail task.

Results
In this study, we examined whether the ‘rubber tail illusion’ occurred in Caps2-KO mice and wild-type 
(Wild-type) mice (Fig. 1).

‘Rubber tail illusion’ was absent in Caps2-KO mice. Mice were trained and tested in a stainless-steel 
tube designed for the rubber tail task (Fig. 1a). Mice received initial training to stay in the tube. In the rubber tail 
task (Fig. 1b), mice were subjected to daily tests, for 10 minutes under two conditions using two small brushes. 
The Synchronous condition involved synchronous stroking of real and rubber tails, whereas the Asynchronous 
condition involved asynchronous stroking of both tails. After the tails were stroked for approximately 1 minute, 
an experimenter who was blinded to experimental conditions firmly grasped the rubber tail, and the response of 
the mouse was evaluated.

First, the responses from the 15 sessions (days) were averaged for each condition. After testing the normality 
(Shapiro–Wilk test) in both Synchronous (Wild-type: W = 0.93, p = 0.35; Caps2-KO: W = 0.93, p = 0.32) and 
Asynchronous conditions (Wild-type: W = 0.94, p = 0.50; Caps2-KO: W = 0.95, p = 0.54), a two-way analysis 
of variance (ANOVA) with genotype (Caps2-KO or Wild-type) and condition (Synchronous or Asynchronous) 
as the factors, and using the averaged response rates, were conducted. Although a significant main effect of gen-
otype (F = 8.96, p = 0.0065, partial η2 = 0.28) suggested that the Wild-type mice showed higher response rates 
pertaining to head movements, neither the main effect of condition (F = 0.65, p = 0.43, partial η2 = 0.028) nor 
the interaction between genotype and condition (F = 2.47, p = 0.13, partial η2 = 0.097) was significant. These 
observations suggested the existence of large individual differences in the time courses of the response rates, and 
therefore, were further evaluated.

In order to determine the maximum difference in response rates between the Synchronous and Asynchronous 
conditions, moving averages before and after 10 trials (every 21 trials) were calculated. We extracted the data point 
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Figure 1. Apparatus and task schedules. (a) Apparatus: a tail and rubber tail received brush stroking in a 
stainless-steel tube as shown in the right panel. One side of the tube was open, and the other side of the tube 
was connected to a transparent plastic cone. A rubber tail was placed either to the right or left of the cone. (b) 
Experiment 1: Synchronous vs Asynchronous conditions. In the Synchronous condition, both Caps2-KO and 
Wild-type mice received synchronous stroking to real tails and rubber tails using two small brushes for 1 minute 
(0.5–2 Hz). In contrast, they received asynchronous stroking in the Asynchronous condition for 1 minute 
(0.5–2 Hz). The apparatus was almost identical to those in our previous study11. (c) Experiment 2: Real tail 
grasping condition and rubber tail without stroking condition. In the real tail grasping condition, responses to 
real tail grasping without any stroking were examined. In the rubber tail without stroking condition, responses 
to rubber tail grasping without any brush stroking were examined.
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at which the difference between the response rates of the Synchronous and Asynchronous conditions was maxi-
mal in each mouse (minimum p-values between them) (Supplementary Table 1). Figure 2a shows changes in the 
moving averages of each condition and p-values of their differences in a representative Wild-type and Caps2-KO 
mouse, respectively. In the Wild-type mouse, the response rate in the Synchronous condition was significantly 
higher than that in the Asynchronous condition (t20 = 2.65, p = 0.016, one-sample t-test, 95% confidence inter-
val = [0.071, 0.60], d = 0.58; Fig. 2a). Eight of the 12 Wild-type mice showed significantly higher response rates in 
the Synchronous condition (Supplementary Table 1). In contrast, only one of the 13 Caps2-KO mice showed this 
tendency, whereas six Caps2-KO mice showed significantly higher response rates in the Asynchronous condition 
(Supplementary Table 1). In Caps2-KO mice, the rubber tail illusion was rarely observed. Data points were aver-
aged, revealing that mean response rates for Wild-type mice in the Synchronous and Asynchronous conditions 
were 0.41 ± 0.066 and 0.32 ± 0.074 (mean ± standard error), respectively. In contrast, the mean response rates for 
Caps2-KO mice in the Synchronous and Asynchronous conditions were 0.21 ± 0.085 and 0.27 ± 0.073, respec-
tively (Fig. 2b).

The estimated response rates were validated using a bootstrapping method. The data from the Wild-type 
and Caps2-KO mice were randomly permutated for each condition and the moving averages were calculated 
similarly. We observed larger differences in the rates between the Synchronous and Asynchronous conditions 
with the permutated data (Synchronous–Asynchronous) than that obtained from real situation (positive val-
ues in average) of the Wild-type mice for 7 times of 1000 repetitions (p = 0.007). Contrarily, we observed more 
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Figure 2. Response rates for the rubber tail task in Caps2-KO and Wild-type mice (Experiment 1). (a) 
Representative data of moving averages of response rates in the Synchronous condition (Synchronous; red 
solid lines) and Asynchronous condition (Asynchronous; blue dashed lines) during the rubber tail task. 
Note that values in ‘11 ± 10’ indicate mean response rates from trials 1 to 21 (a moving average of 21 trials) 
in each condition. In addition, black dotted lines indicate p-values between responses in the Synchronous 
and Asynchronous conditions for each point. (b) Response rates in the rubber tail task in each group. As 
described above, we calculated data points whereby the differences between response rates in the Synchronous 
and Asynchronous conditions were maximal in each mouse, and a response rate in each condition for each 
mouse was extracted. Bar graphs indicate averaged values from 12 Wild-type mice and 13 Caps2-KO mice. 
Each marker indicates the averaged value of responses for each mouse in each condition. As described in the 
Results section, the response rates were significantly high in the Synchronous condition in the Wild-type mice 
(*p < 0.05, ***p < 0.001), while there was no significant difference between the response rates of Synchronous 
and Asynchronous conditions in Caps2-KO mice.
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negative values in the permutated data than in the real situation (negative values in average) of the Caps2-KO 
mice for 171 times of 1000 repetitions (p = 0.17). Additionally, we observed larger differences than in the real 
situation (for Wild-type mice) only for 15 times out of 1000 repetitions (p = 0.015), as compared to the differences 
(Synchronous– Asynchronous) between the Wild-type and Caps2-KO mice. Thus, the differences observed for 
Wild-type mice were validated, and were not coincidental.

After testing for normality (Shapiro–Wilk test) in both Synchronous (Wild-type: W = 0.98, p = 0.99, 
Caps2-KO: W = 0.92, p = 0.27) and Asynchronous conditions (Wild-type: W = 0.94, p = 0.52, Caps2-KO: 
W = 0.90, p = 0.15), we conducted a two-way ANOVA with genotype (Caps2-KO or Wild-type) and condition 
(Synchronous or Asynchronous) as factors using these rates. A significant main effect of genotype (F = 8.40, 
p = 0.0081, partial η2 = 0.27) suggested that Wild-type mice showed higher response rates of head movements, 
while the main effect of condition was not significant (F = 0.39, p = 0.54, partial η2 = 0.017). A significant interac-
tion between genotype and condition (F = 6.36, p = 0.019, partial η2 = 0.22) suggested a significant difference in 
response rates between genotypes among the conditions.

In the Synchronous condition, a significant simple main effect of genotype (F = 14.0, p = 0.001, partial 
η2 = 0.38) suggested that the response rates of Caps2-KO mice in the Synchronous condition were significantly 
smaller than those in Wild-type mice. In contrast, response rates in the Asynchronous condition were not signif-
icantly different between groups (F = 0.85, p = 0.37, partial η2 = 0.035).

In Wild-type mice, a significant simple main effect of condition (F = 4.95, p = 0.036, partial η2 = 0.18) sug-
gested that the response rates of Wild-type mice in the Synchronous condition were significantly larger than 
those in the Asynchronous condition, consistent with our previous study11. In contrast, response rates were not 
significantly different between conditions in Caps2-KO mice (F = 1.80, p = 0.19, partial η2 = 0.073).

Response rates of real tail grasping were not significantly different between in Caps2-KO and 
Wild-type mice. Responses to real tail grasping were examined in a subset of mice in the real tail grasping 
condition without any brush stroking (Fig. 1c). In this condition and in the absence of the rubber tail, the real 
tail was placed on the right side of each mouse and fixed with surgical tape. During the 10-min test, the real tail 
was grasped at intervals of approximately 1 minute. When the real tail was grasped in both Caps2-KO (n = 5) and 
Wild-type mice (n = 8), similar responses (Fig. 3a, Caps2-KO mice: 0.47 ± 0.035, Wild-type mice: 0.48 ± 0.029, 
respectively) to the rubber tail illusion were observed. Owing to the non-normal distribution of the Wild-type 
mice dataset on Shapiro–Wilk test, a non-parametric method was used in this experiment for further analysis 
(Wild-type: W = 0.68, p = 0.0013, Caps2-KO: W = 0.93, p = 0.62). We found that there was no significant dif-
ference between them (W = 21, p = 0.94, Wilcoxon rank sum test, 95% confidence interval = [−0.082, 0.071], 
d = 0.16).

We also examined responses when the rubber tail was grasped without synchronous and asynchronous strok-
ing (Fig. 1c). During the 10-min test, the rubber tail was grasped at intervals of approximately 1 minute. In this 
case, the normality of each data was not rejected (Wild-type mice: W = 0.88, p = 0.088, Caps2-KO: W = 0.90, 
p = 0.18, Shapiro–Wilk test). The response rate (0.27 ± 0.029, n = 11; Fig. 3b) of Caps2-KO mice was significantly 
lower than that of Wild-type mice (0.38 ± 0.030, n = 12; t21 = −2.56, p = 0.018, two-sample t-test, 95% confidence 
interval = [−0.20, −0.020], d = 1.07).

Discussion
In the present study, the response rates of Caps2-KO mice in the Synchronous condition were lower than those of 
Wild-type mice. Further, response rates were not significantly different between Synchronous and Asynchronous 
conditions in Caps2-KO mice. These results suggest that the rubber tail illusion may be weak or impaired in 
Caps2-KO mice. In humans, body ownership illusions including the rubber hand illusion are thought to be 
caused by multisensory integration of simultaneous visual and tactile stimuli1,4,25. We speculated that visuotactile 
integration would be atypical in Caps2-KO mice, although this mouse model exhibits some aspects of normal 
sensory function24. We observed that dysfunction of body ownership in ASD5,6 were partially simulated in this 
mouse model of ASD.

We also examined reactivity to actual and rubber tails without any stroking in experiment 2 in order to 
evaluate reactivity to tactile or visual stimulation. We observed that response rates were significantly low in the 
Caps2-KO mice when the rubber tail was grasped without stroking. However, general loss of vision in Caps2-KO 
mice is unlikely, since a previous study showed normal sensory function in Caps2-KO mice24. Instead, in the open 
field test with a novel object, total distance travelled and the percentage of time spent in the centre of the field were 
significantly decreased in Caps2-KO mice22. Thus, ‘novel’ situations (i.e., staying in the tube with the presence of 
the rubber tail) may inhibit responses in Caps2-KO mice. In contrast, in experiment 1, there was minimal differ-
ence between the Synchronous and Asynchronous conditions in the Caps2-KO mice. The present results imply 
that deletion of the Caps2 gene in Caps2-KO mice may attenuate the rubber hand illusion.

Previous studies have suggested that the CAPS2 protein is involved in BDNF release and the development of 
inhibitory interneuron networks22. We speculate that this impairment may be related to the absence of the rubber 
tail illusion in Caps2-KO mice. Changing body representations is likely underpinned by plastic changes in neural 
networks. In such situations, BDNF would be important for remodelling of local circuits, including inhibitory 
interneurons18. In a recent human electroencephalography study, the abundance of BDNF was correlated with 
oscillatory components in the high frequency (gamma) band in the left parietal cortex during tests related to 
body ownership illusions19. The posterior parietal cortex is thought to contribute to multisensory integration 
during the rubber hand illusion in humans15,16 and is important for spatiotemporal updating of body representa-
tion26. Dysfunction in BDNF release in these regions may inhibit plasticity in body schema during visuotactile 
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integration. If this is indeed the case, individuals with ASD who have variants in the CAPS2 gene24,27 may exhibit 
dysfunctions of body ownership relative to those who do not carry such variants.

The role of the CAPS2 gene during development should also be considered to understand how CAPS2 gene 
mutations may disrupt the development of body ownership in individuals with ASD. Neural circuits are thought 
to be formed in early life stages and are closely related to the pathogenesis of ASD. As BDNF is a neurotrophic fac-
tor, dysfunction in BDNF secretion in Caps2-KO mice may affect the brain during specific developmental stages. 
We speculate that impaired development of interneuron networks22 in relevant brain regions may be related to 
deficits in body ownership illusions. In addition to Caps2-KO mice, many mouse models of autism are known 
to have dysfunctions of inhibitory neurons28. Excitatory-inhibitory imbalances in neural networks are emerging 
as plausible factors contributing to the risk for ASD29–31, as this process may affect plastic changes in body rep-
resentation after specific multisensory integration. Testing other strains of mice in autism models in future studies 
will help to elucidate the molecular underpinnings of body ownership.

Previous studies in mice revealed that CAPS2 protein expression in the brain is confined to specific cell types 
in several regions (e.g., neurons in the dentate gyrus, interneurons in the cerebral cortex, and granular cells in the 
cerebellar cortex)21. Meanwhile, human imaging studies have suggested that the posterior parietal cortex, ventral 
premotor cortex, and insular cortex are activated during body ownership illusions including the rubber hand 
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Figure 3. Response rate of real tail grasping condition and rubber tail without stroking condition (Experiment 
2). (a) Real tail grasping condition. Each bar indicates the mean response rate of six sessions per mouse for each 
group (Wild-type mice: n = 8, Caps2-KO mice: n = 5). No significant difference between groups was detected. 
(b) Rubber tail without stroking condition. Each bar indicates the mean response rate of five sessions per mouse 
in each group (Wild-type mice: n = 12, Caps2-KO mice: n = 11). As described in the Results section, the mean 
response rate was significantly smaller in Caps2-KO mice than in Wild-type mice (*p < 0.05). Each marker 
indicates the averaged value of responses for each mouse in each condition.
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illusion15,16,32–34. In addition to dysfunction in BDNF secretion, dysfunctions of inhibitory interneurons in these 
cerebral areas may also be related to the absence of the rubber tail illusion in Caps2-KO mice. Future functional 
neuroanatomical studies using immediate early genes (e.g., c-fos, arc)35,36 or physiological measurements may 
elucidate the neural basis of body ownership dysfunction in ASD. Future double labelling studies will enable 
elucidation of cell properties and screening of potential task-related regions.

There may have been potential bias in testing due to manual grasping of the rubber tail by the experimenter. 
We considered the possibility of bias by checking the response rates of the Asynchronous condition in both 
groups. As described in the Methods, the experimenter who grasped the rubber tail was blinded to experimental 
conditions. Thus, if the experimenter had grasped the rubber tail softly only in the Caps2-KO mice, response 
rates in the Asynchronous condition should theoretically also be decreased. The results indicated that the 
response rates in the Asynchronous condition in Caps2-KO mice were not significantly different from those in 
the Wild-type mice, thereby minimising the possibility of bias. Nevertheless, the possibility of potential bias in all 
behavioural testing cannot be completely ruled out. Complete blinding and automation of tests in the future will 
help to eliminate bias.

In this study, we observed that rubber tail illusions were attenuated in Caps2-KO mice. We speculate that dys-
function in BDNF release in the brain may impair plastic changes in body schema during visuotactile integration. 
In addition to the well-known deficits in social communication in ASD patients, the neural basis of various dys-
functions in body ownership and higher cognitive functions may be elucidated in the future by using the rubber 
tail task with neurophysiological and histological methods.

Methods
Animals. Caps2-KO mice (n = 13) and Wild-type (n = 12) male mice were used in this study. Four Wild-
type mice were littermates of the Caps2-KO mice that were bred at Tokyo University of Science. The remaining 
Wild-type mice were C57BL/6NCrj (Charles River Laboratories Japan Inc., Yokohama, Japan). Details regarding 
the production and phenotypes of the Caps2-KO mice have been described previously23,24. Mice were moved 
from these institutes to our facility by special animal carriers (Sankyo Labo Service Corporation, Inc., Tokyo, 
Japan; Oriental Yeast Co., Ltd., Tokyo, Japan). Behavioural testing started when mice were 5-weeks-old (15–20 
grams). Prior to performing tasks, mice were handled by experimenters for at least 3 days. Mice received daily 
testing sessions (one session per day) on weekdays and were provided ad libitum access to water and food. The 
mice were housed in individually ventilated plastic cages (Lab Products, Inc., Seaford, DE, USA) with bedding 
made of paper. Mice were housed in groups of 2–4 littermates in a room kept at 23 °C and 30–50% humidity 
with a 12 h light/dark cycle. All behavioural experiments were conducted during the light cycle. Prior to behav-
ioural testing, the mice had no history of drug administration or surgery. After concluding experimentation, mice 
were sacrificed by overdose of anaesthetics (isoflurane or pentobarbital). The experiments were approved by the 
institutional committee for animal experimentation (Research Institute of the National Rehabilitation Center 
for Persons with Disabilities), and all experiments were performed in accordance with relevant regulations and 
guidelines of Ministry of Health, Labour and Welfare of Japan.

Apparatus. Mice were trained and tested in a stainless-steel tube (30 mm in diameter) that was designed for 
the rubber tail task (O′Hara, Tokyo, Japan). One side of the tube was open, and the other side of the tube was con-
nected to a transparent plastic cone (Fig. 1a). A rubber tail was placed either to the right or left of the cone. Prior 
to behavioural testing, mice were trained to stay in a small tube with their heads stationary for over 10 minutes. 
The apparatus for behavioural testing has been described previously11.

Experiment 1: Rubber tail task (Synchronous and Asynchronous conditions). In this experiment, 
in order to evaluate deficits of body ownership in a mouse model of autism, we examined whether the rubber 
tail illusion was diminished in Caps2-KO mice. After initial training to stay in the tube, in the rubber tail task 
(Fig. 1b), mice (13 Caps2-KO and 12 Wild-type mice) were subjected to 10-min daily tests under two conditions, 
each with two small brushes: 1) synchronous stroking of the real tail and a rubber tail (Synchronous condition), 
and 2) asynchronous stroking of both tails (Asynchronous condition). The stroking was manually delivered using 
brushes (0.5–2 Hz), and a stroking lasted approximately 0.5–1 second. After the tails were stroked for approxi-
mately 1 minute, an experimenter who was blinded to experimental conditions firmly grasped the rubber tail. The 
experimenter was instructed to grasp the tail in the same manner at every trial. We conducted the rubber tail task 
for 15 days. The order of conditions was counterbalanced between sessions.

Two experimenters conducted the experiments. One experimenter controlled the timing of stroking and 
grasping by observing the second hand of a stopwatch, and the timing of grasping was communicated by using 
a hand gesture to the other experimenter for grasping who sat facing away from the mouse during stroking. If 
head of mice moved away from the cone, the experimenter for the stroking kept stroking the rubber tail after the 
returning to the cone, and continued to stroke the tails for another 1 minute. Thus, the total number of trials in 
each mouse was less than 150 (Supplementary Table 1).

Experiment 2: Real tail grasping condition and rubber tail without stroking condition. In this 
experiment, we examined reactivity to the actual tails and rubber tails without any stroking to evaluate the reac-
tivity of mice to tactile or visual stimulation. In the real tail grasping condition (Fig. 1c), the response to real tail 
grasping was examined in a subset of mice (five Caps2-KO mice and eight Wild-type mice) before or after the 
rubber tail task. Without any brush stroking, the tail of each mouse was placed on the right side of the mouse 
without the presence of the rubber tail and fixed with surgical tape. During testing which lasted 10 minutes, the 
real tail was grasped at intervals of approximately 1 minute. We conducted this test for 6 days and calculated the 
mean response rate for each mouse.
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In the rubber tail without stroking condition (Fig. 1b), responses of the mice (11 Caps2-KO mice and 12 
Wild-type mice) when the rubber tail was grasped, without any synchronous or asynchronous stroking, was 
examined. During testing which lasted 10 minutes, the rubber tail was grasped at intervals of approximately 
1 minute. The test was conducted before the rubber tail task. We then calculated the mean response rate for each 
mouse using 5 days of response data.

Analysis. Head movements of the mice were recorded using a digital video camera (GZ-RX500-B, JVC 
KENWOOD Corporation, Yokohama, Japan) and evaluated by technical staff blinded to experimental conditions. 
According to a previous study11, if the head promptly turned toward the rubber tail or retracted into the tube, this 
was considered to be a full response and was given a full score (1.0). If the response was relatively small or delayed 
(~1 s), this was considered to be an intermediate response and was given a partial score (0.5). Moreover, trials in 
which mice did not respond were given a score of zero (0). Averaged responses were calculated for each condition.

First, we averaged these responses for all sessions, as in our previous study. However, we found gradual 
changes in response rates with time (Fig. 2a) and also found larger individual differences in time sequences. 
We assumed that these changes reflected plasticity during multisensory integration and large differences in the 
response rates between the conditions indicated acquisition of the illusion. Thus, we decided to use the point 
where this plastic change was maximal for further analysis. In addition, the delayed occurrence of proprioceptive 
drift has been described in a study examining human participants with ASD5. If a similar phenomenon occurs 
in Caps2-KO mice, simple averaging among several sessions is not a suitable method for comparison between 
Caps2-KO and Wild-type mice.

For further analysis, moving averages before and after 10 trials (every 21 trials) of the response were calculated 
in the rubber tail task. We then extracted the data point at which the difference between the response rates of the 
Synchronous and Asynchronous conditions was maximized for each mouse (minimum p-values between condi-
tions, one-sample t-test). Among response rates of all subjects, we conducted a test of normality (Shapiro–Wilk 
test). After testing the normality of the data, we performed ANOVA with Genotype (Caps2-KO, Wild-type) and 
Condition (Synchronous, Asynchronous) factors using these rates in the rubber tail task (Experiment 1). Data 
analysis was conducted using Matlab (MathWorks, Natick, MA, USA), R (3.3.2 GUI 1.68), G*Power (version 
3.1.9.2) and js-STAR (version 9.0.0j).

Data Availability
The datasets used and/or analysed during the current study are available on a supplementary data sheet.

References
 1. Tsakiris, M. & Haggard, P. The rubber hand illusion revisited: visuotactile integration and self-attribution. J Exp Psychol Hum Percept 

Perform 31, 80–91, https://doi.org/10.1037/0096-1523.31.1.80 (2005).
 2. Tsakiris, M., Carpenter, L., James, D. & Fotopoulou, A. Hands only illusion: multisensory integration elicits sense of ownership for 

body parts but not for non-corporeal objects. Exp Brain Res 204, 343–352, https://doi.org/10.1007/s00221-009-2039-3 (2010).
 3. Ehrsson, H. H. In The New Handbook of Multisensory Processes (ed. B. E. Stein) (MIT Press, 2012).
 4. Botvinick, M. & Cohen, J. Rubber hands ‘feel’ touch that eyes see. Nature 391, 756, https://doi.org/10.1038/35784 (1998).
 5. Cascio, C. J., Foss-Feig, J. H., Burnette, C. P., Heacock, J. L. & Cosby, A. A. The rubber hand illusion in children with autism spectrum 

disorders: delayed influence of combined tactile and visual input on proprioception. Autism 16, 406–419, https://doi.
org/10.1177/1362361311430404 (2012).

 6. Paton, B., Hohwy, J. & Enticott, P. G. The rubber hand illusion reveals proprioceptive and sensorimotor differences in autism 
spectrum disorders. J Autism Dev Disord 42, 1870–1883, https://doi.org/10.1007/s10803-011-1430-7 (2012).

 7. Ide, M. & Wada, M. Salivary Oxytocin Concentration Associates with the Subjective Feeling of Body Ownership during the Rubber 
Hand Illusion. Front Hum Neurosci 11, 166, https://doi.org/10.3389/fnhum.2017.00166 (2017).

 8. Haswell, C. C., Izawa, J., Dowell, L. R., Mostofsky, S. H. & Shadmehr, R. Representation of internal models of action in the autistic 
brain. Nat Neurosci 12, 970–972, https://doi.org/10.1038/nn.2356 (2009).

 9. Wada, M. et al. Spatio-temporal processing of tactile stimuli in autistic children. Sci Rep 4, 5985, https://doi.org/10.1038/srep05985 
(2014).

 10. Shokur, S. et al. Expanding the primate body schema in sensorimotor cortex by virtual touches of an avatar. Proceedings of the 
National Academy of Sciences of the United States of America 110, 15121–15126, https://doi.org/10.1073/pnas.1308459110 (2013).

 11. Wada, M., Takano, K., Ora, H., Ide, M. & Kansaku, K. The Rubber Tail Illusion as Evidence of Body Ownership in Mice. J Neurosci 
36, 11133–11137, https://doi.org/10.1523/JNEUROSCI.3006-15.2016 (2016).

 12. Crawley, J. N. Mouse behavioral assays relevant to the symptoms of autism. Brain Pathol 17, 448–459, https://doi.org/10.1111/j.1750-
3639.2007.00096.x (2007).

 13. Kazdoba, T. M., Leach, P. T. & Crawley, J. N. Behavioral phenotypes of genetic mouse models of autism. Genes Brain Behav 15, 7–26, 
https://doi.org/10.1111/gbb.12256 (2016).

 14. Silverman, J. L., Yang, M., Lord, C. & Crawley, J. N. Behavioural phenotyping assays for mouse models of autism. Nat Rev Neurosci 
11, 490–502, https://doi.org/10.1038/nrn2851 (2010).

 15. Ehrsson, H. H., Holmes, N. P. & Passingham, R. E. Touching a rubber hand: feeling of body ownership is associated with activity in 
multisensory brain areas. J Neurosci 25, 10564–10573, https://doi.org/10.1523/JNEUROSCI.0800-05.2005 (2005).

 16. Ehrsson, H. H., Spence, C. & Passingham, R. E. That’s my hand! Activity in premotor cortex reflects feeling of ownership of a limb. 
Science 305, 875–877, https://doi.org/10.1126/science.1097011 (2004).

 17. Iriki, A., Tanaka, M. & Iwamura, Y. Coding of modified body schema during tool use by macaque postcentral neurones. Neuroreport 
7, 2325–2330, https://doi.org/10.1097/00001756-199610020-00010 (1996).

 18. Ishibashi, H. et al. Tool-use learning induces BDNF expression in a selective portion of monkey anterior parietal cortex. Brain Res 
Mol Brain Res 102, 110–112, https://doi.org/10.1016/S0169-328X(02)00201-2 (2002).

 19. Hiramoto, R. et al. BDNF as a possible modulator of EEG oscillatory response at the parietal cortex during visuo-tactile integration 
processes using a rubber hand. Neurosci Res, https://doi.org/10.1016/j.neures.2017.05.006 (2017).

 20. Walent, J. H., Porter, B. W. & Martin, T. F. A novel 145 kd brain cytosolic protein reconstitutes Ca(2+)−regulated secretion in 
permeable neuroendocrine cells. Cell 70, 765–775, https://doi.org/10.1016/0092-8674(92)90310-9 (1992).

 21. Sadakata, T. et al. Differential distributions of the Ca2+−dependent activator protein for secretion family proteins (CAPS2 and 
CAPS1) in the mouse brain. J Comp Neurol 495, 735–753, https://doi.org/10.1002/cne.20947 (2006).

https://doi.org/10.1038/s41598-019-43996-9
https://doi.org/10.1037/0096-1523.31.1.80
https://doi.org/10.1007/s00221-009-2039-3
https://doi.org/10.1038/35784
https://doi.org/10.1177/1362361311430404
https://doi.org/10.1177/1362361311430404
https://doi.org/10.1007/s10803-011-1430-7
https://doi.org/10.3389/fnhum.2017.00166
https://doi.org/10.1038/nn.2356
https://doi.org/10.1038/srep05985
https://doi.org/10.1073/pnas.1308459110
https://doi.org/10.1523/JNEUROSCI.3006-15.2016
https://doi.org/10.1111/j.1750-3639.2007.00096.x
https://doi.org/10.1111/j.1750-3639.2007.00096.x
https://doi.org/10.1111/gbb.12256
https://doi.org/10.1038/nrn2851
https://doi.org/10.1523/JNEUROSCI.0800-05.2005
https://doi.org/10.1126/science.1097011
https://doi.org/10.1097/00001756-199610020-00010
https://doi.org/10.1016/S0169-328X(02)00201-2
https://doi.org/10.1016/j.neures.2017.05.006
https://doi.org/10.1016/0092-8674(92)90310-9
https://doi.org/10.1002/cne.20947


9Scientific RepoRts |          (2019) 9:7552  | https://doi.org/10.1038/s41598-019-43996-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

 22. Shinoda, Y. et al. Calcium-dependent activator protein for secretion 2 (CAPS2) promotes BDNF secretion and is critical for the 
development of GABAergic interneuron network. Proceedings of the National Academy of Sciences of the United States of America 
108, 373–378, https://doi.org/10.1073/pnas.1012220108 (2011).

 23. Sadakata, T. et al. Impaired cerebellar development and function in mice lacking CAPS2, a protein involved in neurotrophin release. 
J Neurosci 27, 2472–2482, https://doi.org/10.1523/JNEUROSCI.2279-06.2007 (2007).

 24. Sadakata, T. et al. Autistic-like phenotypes in Cadps2-knockout mice and aberrant CADPS2 splicing in autistic patients. J Clin Invest 
117, 931–943, https://doi.org/10.1172/JCI29031 (2007).

 25. Armel, K. C. & Ramachandran, V. S. Projecting sensations to external objects: evidence from skin conductance response. Proc Biol 
Sci 270, 1499–1506, https://doi.org/10.1098/rspb.2003.2364 (2003).

 26. Wada, M. et al. Spatio-temporal updating in the left posterior parietal cortex. PLoS One 7, e39800, https://doi.org/10.1371/journal.
pone.0039800 (2012).

 27. Okamoto, N., Hatsukawa, Y., Shimojima, K. & Yamamoto, T. Submicroscopic deletion in 7q31 encompassing CADPS2 and 
TSPAN12 in a child with autism spectrum disorder and PHPV. Am J Med Genet A 155A, 1568–1573, https://doi.org/10.1002/
ajmg.a.34028 (2011).

 28. Gogolla, N. et al. Common circuit defect of excitatory-inhibitory balance in mouse models of autism. J Neurodev Disord 1, 172–181, 
https://doi.org/10.1007/s11689-009-9023-x (2009).

 29. Nelson, S. B. & Valakh, V. Excitatory/Inhibitory Balance and Circuit Homeostasis in Autism Spectrum Disorders. Neuron 87, 
684–698, https://doi.org/10.1016/j.neuron.2015.07.033 (2015).

 30. Rubenstein, J. L. & Merzenich, M. M. Model of autism: increased ratio of excitation/inhibition in key neural systems. Genes Brain 
Behav 2, 255–267, https://doi.org/10.1034/j.1601-183X.2003.00037.x (2003).

 31. Yizhar, O. et al. Neocortical excitation/inhibition balance in information processing and social dysfunction. Nature 477, 171–178, 
https://doi.org/10.1038/nature10360 (2011).

 32. Gentile, G., Guterstam, A., Brozzoli, C. & Ehrsson, H. H. Disintegration of multisensory signals from the real hand reduces default 
limb self-attribution: an fMRI study. J Neurosci 33, 13350–13366, https://doi.org/10.1523/JNEUROSCI.1363-13.2013 (2013).

 33. Grivaz, P., Blanke, O. & Serino, A. Common and distinct brain regions processing multisensory bodily signals for peripersonal space 
and body ownership. Neuroimage 147, 602–618, https://doi.org/10.1016/j.neuroimage.2016.12.052 (2017).

 34. Tsakiris, M., Hesse, M. D., Boy, C., Haggard, P. & Fink, G. R. Neural signatures of body ownership: a sensory network for bodily 
self-consciousness. Cereb Cortex 17, 2235–2244, https://doi.org/10.1093/cercor/bhl131 (2007).

 35. Hirokawa, J., Bosch, M., Sakata, S., Sakurai, Y. & Yamamori, T. Functional role of the secondary visual cortex in multisensory 
facilitation in rats. Neuroscience 153, 1402–1417, https://doi.org/10.1016/j.neuroscience.2008.01.011. (2008).

 36. Wada, M., Higo, N., Moizumi, S. & Kitazawa, S. c-Fos expression during temporal order judgment in mice. PLoS One 5, e10483, 
https://doi.org/10.1371/journal.pone.0010483 (2010).

Acknowledgements
We would like to thank Dr. Kouji Takano for his valuable comments, Ms. Taemi Nawa and Ms. Naoko Kume for 
technical assistance and Prof. Yasoichi Nakajima and Dr. Reiko Fukatsu for their continuous encouragement. 
This study was supported by a Grant-in-Aid from JSPS (JP26700012, JP26290026, JP15H03126, JP17H03563, 
JP17H01757, JP19H01126).

Author Contributions
M.W., Y.Sh. and T.F. conceived research. Y.Sh., Y.S. and T.F. provided mice. M.W., M.I. and T.A. conducted 
experiments. M.W. analysed the data and wrote first draft. M.W., M.I., T.A., Y.S., Y.Sh., T.F. and K.K. wrote and 
revised the manuscript. All authors read and approved the final manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-43996-9.
Competing Interests: The authors declare no competing interests.
Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-43996-9
https://doi.org/10.1073/pnas.1012220108
https://doi.org/10.1523/JNEUROSCI.2279-06.2007
https://doi.org/10.1172/JCI29031
https://doi.org/10.1098/rspb.2003.2364
https://doi.org/10.1371/journal.pone.0039800
https://doi.org/10.1371/journal.pone.0039800
https://doi.org/10.1002/ajmg.a.34028
https://doi.org/10.1002/ajmg.a.34028
https://doi.org/10.1007/s11689-009-9023-x
https://doi.org/10.1016/j.neuron.2015.07.033
https://doi.org/10.1034/j.1601-183X.2003.00037.x
https://doi.org/10.1038/nature10360
https://doi.org/10.1523/JNEUROSCI.1363-13.2013
https://doi.org/10.1016/j.neuroimage.2016.12.052
https://doi.org/10.1093/cercor/bhl131
https://doi.org/10.1016/j.neuroscience.2008.01.011.
https://doi.org/10.1371/journal.pone.0010483
https://doi.org/10.1038/s41598-019-43996-9
http://creativecommons.org/licenses/by/4.0/

	Rubber tail illusion is weakened in Ca2+-dependent activator protein for secretion 2 (Caps2)-knockout mice
	Results
	‘Rubber tail illusion’ was absent in Caps2-KO mice. 
	Response rates of real tail grasping were not significantly different between in Caps2-KO and Wild-type mice. 

	Discussion
	Methods
	Animals. 
	Apparatus. 
	Experiment 1: Rubber tail task (Synchronous and Asynchronous conditions). 
	Experiment 2: Real tail grasping condition and rubber tail without stroking condition. 
	Analysis. 

	Acknowledgements
	Figure 1 Apparatus and task schedules.
	Figure 2 Response rates for the rubber tail task in Caps2-KO and Wild-type mice (Experiment 1).
	Figure 3 Response rate of real tail grasping condition and rubber tail without stroking condition (Experiment 2).




