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Chromosomal 16p11.2 deletion syndrome frequently presents with intellectual disabilities, speech delays, and autism. Here

we investigated the Dolmetsch line of 16p11.2 heterozygous (+/2) mice on a range of cognitive tasks with different neuro-

anatomical substrates. Robust novel object recognition deficits were replicated in two cohorts of 16p11.2+/2 mice, confirm-

ing previous findings. A similarly robust deficit in object location memory was discovered in +/2, indicating impaired

spatial novelty recognition. Generalizability of novelty recognition deficits in +/2 mice extended to preference for

social novelty. Robust learning deficits and cognitive inflexibility were detected using Bussey–Saksida touchscreen

operant chambers. During acquisition of pairwise visual discrimination, +/2 mice required significantly more training

trials to reach criterion than wild-type littermates (+/+), and made more errors and correction errors than +/+. In

the reversal phase, all +/+ reached criterion, whereas most +/2 failed to reach criterion by the 30-d cutoff.

Contextual and cued fear conditioning were normal in +/2. These cognitive phenotypes may be relevant to some

aspects of cognitive impairments in humans with 16p11.2 deletion, and support the use of 16p11.2+/2 mice as a model

system for discovering treatments for cognitive impairments in 16p11.2 deletion syndrome.

Recurrent heterozygous deletions of a �600-kb segment on hu-
man chromosome 16 is found in �0.4% of individuals with intel-
lectual disability (Bijlsma et al. 2009; Hanson et al. 2015) and 0.6%
of individuals with autism (Marshall et al. 2008; Weiss et al. 2008;
Walsh and Bracken 2011). 16p11.2 deletion syndrome presents
with a range of mild-to-severe cognitive impairments, with IQ
scores averaging 2 SDs lower than controls, and a confirmed diag-
nosis of autism in �15% of affected individuals (Hanson et al.
2010, 2015; Zufferey et al. 2012; Qureshi et al. 2014). 16p11.2 dele-
tion carriers are affected in multiple cognitive domains, including
verbal and nonverbal IQ, cognitive flexibility, and spatial work-
ing memory (Hanson et al. 2010, 2015; Stefansson et al. 2014;
Moreno-De-Luca et al. 2015). 16p11.2 deletion syndrome is also
associated with speech disorders, developmental delays, psychiat-
ric disorders, and physical abnormalities (Rosenberg et al. 2006;
Bijlsma et al. 2009; Guilmatre et al. 2009; Fernandez et al. 2010;
Hanson et al. 2010; Puvabanditsin et al. 2010; Steinberg et al.
2014; Duyzend and Eichler 2015; Hanson et al. 2015).

Two mouse models of 16p11.2 deletion syndrome were in-
dependently generated, one by the Mills group at Cold Spring
Harbor Laboratory (Horev et al. 2011), and another by the
Dolmetsch group at Stanford University (Portmann et al. 2014).
Novel object recognition deficits were detected in +/2 of both
lines (Portmann et al. 2014; Pucilowska et al. 2015). Deficits in
contextual conditioning and passive avoidance were reported
for the Mills line (Tian et al. 2015). These findings, along with
the prevalence and severity of intellectual disabilities in 16p11.2
deletion syndrome (Moreno-De-Luca et al. 2015), prompted the
current study that evaluated the Dolmetsch 16p11.2+/2 line in
a broader range of cognitive assays.

Our previous reports demonstrated that the Dolmetsch
16p11.2+/2 mice weighed significantly less than +/+ litter-
mates, but were normal on general health, neurological reflexes,

olfaction, anxiety-like behaviors, motor activity, social approach,
and reciprocal social interaction (Portmann et al. 2014; Yang et al.
2015b). Prominent abnormalities in +/2 included increased peri-
natal fatality, deafness, repetitive circling/backflipping in a small
percentage of +/2, and reduced social sniffing with fewer ul-
trasonic vocalizations during male–female social interaction
(Portmann et al. 2014; Yang et al. 2015a, 2015b). Normal general
health phenotypes indicated that +/2 are able to perform the
physical procedures required for most learning and memory tasks.
The small percent of +/2 displaying circling/backflipping (,5%)
were not used for cognitive or social tests. Deafness in +/2 was
circumvented in the present studies by modifying procedures
that traditionally use tone cues.

To investigate the strength of our previous novel object rec-
ognition finding, we tested the Dolmetsch 16p11.2 heterozygote
line and its wild-type littermate controls on a sequence of cogni-
tive tasks and control measures, beginning with: novel object rec-
ognition, tested in an apparatus different from those used in our
previous experiments. Novelty recognition tests are similar to
the Fagan Test for Infant Intelligence which evaluates visual rec-
ognition memory and which predicts IQ later in life (Fagan
et al. 1986). Session videos were analyzed by two methods, auto-
mated scoring with Noldus Ethovision software, and manual scor-
ing by investigators blind to genotype. To extend the novel object
recognition finding, we conducted object location memory,
which tests recognition of a new spatial location of an object
and preference for social novelty, which compares time spent
with a novel mouse versus time spent with a familiar mouse.
More complex measures of operant learning and cognitive flexi-
bility were assayed in a visual discrimination task and a sub-
sequent visual discrimination reversal task, using automated
Bussey–Saksida touchscreen system. The mouse touchscreen
system conceptually and technically similar to the Cambridge
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Neuropsychological Test Automated Battery (CANTAB), a battery
of cognitive tests administered to subjects using a touchscreen
computer (Robbins et al. 1994). Fear conditioning, an emotional
learning and memory task, was conducted using standard proce-
dures. Spatial learning and memory in the Morris water maze
could not be conducted, due to the inability to swim in all +/2.

Results

Novel object recognition deficits in 16p11.2 heterozygotes
As shown in Figure 1, results from two new cohorts fully replicated
our previous findings of novel object recognition deficits in

mixed-genotype housed 16p11.2 deletion mice (Portmann et al.
2014; Yang et al. 2015a). In cohort 1, both genotypes explored
the two identical objects similarly during the familiarization
phase. Neither genotype displayed side bias during the familiari-
zation phase. Similar results were found with manual scoring
by a human observer uninformed of genotype (Fig. 1B, +/+,
F(1,11) ¼ 2.0, NS; +/2, F(1,11) ¼ 0.25, NS) and by automated scor-
ing with Noldus Ethovision software (Fig. 1D, +/+, F(1,11) ¼ 1.6.,

NS; +/2, F(1,11) ¼ 1.5, NS). Inter-rater reliability was .95% be-
tween two experienced human raters blind to genotype identity.
Manual scoring revealed that +/2 exhibited less total sniff time
than +/+ during the familiarization phase (F(1,22) ¼ 7.0, P ,

05), although the sniff time in +/2 was within the normal range
for inbred mice (Yang et al. 2012). Sniff
time in +/+ appeared higher than nor-
mal, which could have contributed to
the genotype difference in sniff time in
this cohort. In the novel object recogni-
tion phase, +/+ spent significantly
more time exploring the novel object
than the familiar object, whereas +/2

did not show preference for the novel ob-
ject. Consistent results were obtained
when videos were scored manually (Fig.
1A, +/+, F(1,11) ¼ 19.5, P , 01; +/2,
F(1,11) ¼ 0.34, NS) and with automated
videotracking by Noldus Ethovision
(Fig. 1C, +/+, F(1,11) ¼ 5.6, P , 05;
+/2, F(1,11) ¼ 0.25, NS).

These findings were replicated in co-
hort 2. Neither genotype exhibited a side
bias during the familiarization phase (Fig.
1E, +/+, F(1,11) ¼ 0.6, NS; +/2, F(1,11) ¼

1.6, NS). Manual scoring revealed no ge-
notype differences in total sniff time dur-
ing familiarization (F(1,22) ¼ 1.3, NS). In
the recognition test, +/+ spent signifi-
cantly more time exploring the novel ob-
ject than the familiar object, whereas
+/2 did not show a preference for the
novel object (Fig. 1F, +/+, F(1,11) ¼ 22.9,
P , 01; +/2, F(1,11) ¼ 2.3, NS). These
results indicated that the novel object
recognition deficit in +/2 is replicable
in different cohorts tested in different
equipment, and when scored either
from videos by human observer or by au-
tomated videotracking methods.

Object location memory deficits

in 16p11.2 heterozygotes
Figure 2 illustrates object location mem-
ory deficits in +/2. In the familiariza-
tion phase, +/+ and +/2 spent similar
amounts of time sniffing the two objects
(Fig. 2B, +/+, F(1,11) ¼ 0.06, NS; +/2,
F(1,11) ¼ 1.06, NS), confirming normal
exploratory behaviors. In the recogni-
tion phase, +/+ mice spent significantly
more time sniffing the relocated object
than sniffing the object that remained
in its original location (Fig. 2A, F(1,11) ¼

28.2, P , 001), whereas +/2 mice did
not show a significant preference for
the relocated object (Fig. 2A, F(1,11) ¼

Figure 1. Novel object recognition deficits, replicated in two cohorts of 16p11.2 deletion mice with
two scoring methods. (A,C) Manual scoring of two independent cohorts revealed novel object recogni-
tion deficits in +/2 of both cohorts, consistent with our previous reports (Portmann et al. 2014; Yang
et al. 2015a). (B,D) In the familiarization phase, during which subject mice explored two identical
objects, manual scoring revealed no side bias in either genotype. (E,F) Automated scoring of cohort 1
confirmed the novel object recognition deficits detected by manual scoring (A) and the absence of
side bias during familiarization (B). Taken together with previous findings (Portmann et al. 2014;
Pucilowska et al. 2015), these data indicate that novel object recognition deficits in 16p11.2 heterozy-
gotes housed in mixed-genotype cages are replicable in different cohorts, tested in different equipment,
in different laboratories, and scored using different methods. (∗) P , 05 novel object versus familiar
object. Data are presented as mean+ standard error of the mean in Figures 1, 2, 3, 4A,B, 5, 6, and 7.

Cognitive impairments in 16p11.2 deletion mice

www.learnmem.org 623 Learning & Memory



0.11, NS). Corroborative findings from the novel object recogni-
tion test and the object location memory test thus indicate robust
learning and memory deficits in 16p11.2 deletion mice on
cognitive assays involving novelty discrimination.

Preference for social novelty deficits

in 16p11.2 heterozygotes
Our previous study reported normal sociability in 16p11.2 +/2

mice tested in the three-chambered social approach apparatus
(Portmann et al. 2014), but did not test preference for social nov-
elty. As shown in Figure 3, when two different 129Sv/ImJ mice
were used as both the first and second novel mouse, +/+ exhib-
ited a significant preference for the second novel 129Sv/ImJ
mouse (chamber time: F(1,14) ¼ 4.59, P , 05; sniff time: F(1,14) ¼

23.8, P , 001), whereas +/2 spent similar amount of time ex-
ploring both stimulus 129Sv/ImJ mice (chamber time: F(1,16) ¼

0.48, NS; sniff time: F(1,16) ¼ 2.47, NS), suggesting a deficit in dif-
ferentiating and/or remembering social and olfactory cues emit-
ted by two different mice of the same strain. In contrast, using
an easier version of the preference for social novelty test in
which the first and second novel mice were of two different
strains, C57BL/6J and 129Sv/ImJ, presumably with different
strain-specific major histocompatibility factors and olfactory
cues, both genotypes exhibited a significant preference for the
second novel mouse (chamber time: +/+ F(1,12) ¼ 21.6, P , 01;
+/2 F(1,11) ¼ 6.2, P , 05; sniff time: +/+ F(1,12) ¼ 23.5, P , 01;
+/2 F(1,11) ¼ 5.1, P , 05), indicating that both genotypes pre-
ferred the novel mouse when the difference between the two
stimulus mice was more salient.

Normal ability to differentiate social and nonsocial

odors in 16p11.2 heterozygotes
Olfactory habituation/dishabituation to social odors was used to
confirm the sensory abilities of 16p11.2+/+ and +/2 to differen-
tiate among a sequence of nonsocial and social odors. We had pre-
viously reported normal olfactory habituation/dishabituation in
+/2 to social odors obtained from one cage of C57BL/6J mice
and one cage of 129Sv/ImJ mice (Portmann et al. 2014; Yang
et al. 2015b). In the present study, we tested whether these mice
can differentiate subtle differences in social odors obtained from
two cages of 129Sv/ImJ mice. Results in the present study (Fig.
3E) further indicated that both genotypes are able to detect subtle
differences between two similar social odors obtained from two
cages of 129Sv/ImJ mice, as well as differences between nonsocial
odors. Habituation, indicated by decreased time spent in sniffing

the sequence of three identical odors,
and dishabituation, indicated by in-
creased time sniffing a new odor, were
normal in both genotypes for both non-
social odors and for social odors swabbed
from two different 129Sv/ImJ cages (Fig.
3E, habituation to water, main effect:
+/+ F(2,7) ¼ 5.1, P , 0.05; +/2 F(2,8) ¼

10.5, P , 01; dishabituation water to
banana: + F(1,7) ¼ 19.4, P , 01; +/2

F(1,8) ¼ 17.1, P , 01; habituation to ba-
nana, +/+ F(2,7) ¼ 8.2, P , 01; +/2

F(2,8) ¼ 8.1, P , 01; dishabituation ba-
nana to social odor from 129Sv/ImJ
cage 1: +/+ F(1,7) ¼ 27.6, P , 01; +/2

F(1,8) ¼ 13.5, P , 01; habituation to so-
cial odor 1, +/+ F(2,7) ¼ 23.3, P , 001;
+/2 F(2,8) ¼ 18.1, P , 01; dishabituation
social odor 1 to social odor from 129Sv/

ImJ cage 2: +/+ F(1,7) ¼ 8.8, P , 05; +/2 F(1,8) ¼ 7.2, P , 05; ha-
bituation to social odor 2, +/+ F(2,7) ¼ 9.4, P , 01; +/2 F(2,8) ¼

10.5, P , 01).

Touchscreen pairwise discrimination and reversal

deficits in 16p11.2 heterozygotes
As illustrated in Figure 4, +/2 mice displayed robust touchscreen
pairwise discrimination and reversal deficits. During acquisition
training, +/2 mice required significantly more training days to
learn to discriminate images of a spider and an airplane, displayed
side by side in the two windows of the touchscreen panel (Fig. 4A,
F(1,27) ¼ 10.48, P , 01). All 14 +/+ reached the 85% choice accu-
racy criterion in ,25 d and were advanced to reversal training.
Thirteen +/2 mice reached criterion on or before the 30-d cutoff.
One +/2 did not reach criterion at the 30-d cutoff and was not ad-
vanced to the reversal task. As in the initial acquisition training,
days to reach criterion (or the 30-d cutoff) on the reversal training
was significantly longer in +/2 than +/+ (Fig. 4B, F(1,23) ¼ 74.36,
P , 001). All 14 +/+ reached criterion on reversal learning in 22 d
or less. Out of 13 +/2 that advanced to reversal, only 3 +/2

reached criterion before the 30-d cutoff. Seven +/2 failed to reach
criterion at the 30-d cutoff. Three +/2 were removed from the
study halfway through the reversal training, because they failed
to progress by day 20, with percentage correct remaining lower
than 50%. These three +/2 were not included in the statistical
analysis of reversal data. Analysis of survival curves, i.e., percent-
age of mice that reached the 85% accuracy criterion on each train-
ing day, and therefore completed that phase of testing, indicated
that the percentage of mice that reached criterion was signifi-
cantly higher in +/+ than in +/2 during acquisition (Fig. 4C,
log-rank Mantel–Cox test, x2 ¼ 7.3, P , 01). Similarly, during re-
versal, a higher percentage of +/+ reached criterion at earlier
time points in the training sequence as compared with +/2

(Fig. 4D, log-rank Mantel–Cox test, x2 ¼ 19.4, P , 001), provid-
ing additional evidence of learning impairments and cognitive
inflexibility in +/2.

In the discrimination learning task, +/2 mice required sig-
nificantly more trials to reach criterion, compared with +/+ con-
trols (Fig. 5A, t ¼ 23.74, P , 001). +/2 Also made more errors
(Fig. 5C, t ¼ 24.69, P , 001) and more correction errors (Fig. 5E,
t ¼ 23.99, P , 001) compared with +/+. These data indicated a
robust deficit in visual discrimination learning in +/2. In the re-
versal learning task, +/2 again required more trials to reach crite-
rion (Fig. 5B, t ¼ 23.05, P , 01), made more errors (Fig. 5D,
t ¼ 24.23, P , 001) and more correction errors (Fig. 5F,
t ¼ 23.21, P , 001) as compared with +/+ mice. Since only

Figure 2. Object location memory deficits in 16p11.2 deletion mice. (A) +/+ exhibited a significant
preference for the relocated object, whereas +/2 spent equal amounts of time exploring both objects.
(B) No location bias was detected in the familiarization phase. (∗) P , 05 relocated object versus original
object.
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mice that reached criterion in the discrimination task were tested
for reversal learning, deficits in reversal learning cannot be fully
explained by a general learning deficit, and may be relevant to per-
severation. We further analyzed the reversal data by comparing
number of errors accumulated before the mice reached 50% cor-
rect during the reversal task. As illustrated in Figure 6A, +/+ re-
quired 11 d to reach 50% correct, whereas +/2 required 19 d to
reach 50% correct. As compared with +/+, +/2 made signifi-
cantly more errors to reach 50% correct, indicating perseveration.

Normal contextual and cued fear

conditioning

in 16p11.2 heterozygotes
Figure 7 illustrate normal fear condi-
tioning in 16p11.2 deletion mice. In
the standard fear conditioning test, in
which a tone cue was used as the condi-
tioned stimulus, no genotype differences
were detected in freezing responses dur-
ing the post-training phase (Cohort 1:
F(1,22) ¼ 1.0, NS; Cohort 2: F(1,22) ¼ 0.12,
NS) and during the contextual phase
(Cohort 1: F(1,22) ¼ 0, NS; Cohort 2:
F(1,22) ¼ 0.56, NS). Freezing response dur-
ing cued conditioning was significant-
ly lower in +/2 than in +/+ (Cohort
1: F(1,22) ¼ 29.2, P , 001; Cohort 2:
F(1,22) ¼ 84.01, P , 001). The absence of
cued conditioning in +/2 is likely ex-
plained by their deafness (Portmann
et al. 2014; Yang et al. 2015b). Cohort 3
mice were therefore tested in a modified
paradigm in which a flashing light cue
served as the conditioned stimulus. In
this modified cued fear conditioning
assay, +/2 exhibited less post-training
freezing than +/+ (F(1,25) ¼ 4.3, P ,

05), but normal freezing during the
contextual (F(1,25) ¼ 0.21, NS) and cued
phases (F(1,25) ¼ 0.07, NS), indicating
normal fear conditioned learning and
memory in +/2 mice.

Inability to swim in 16p11.2

heterozygotes
As shown in Figure 8, all 11 +/+ were
able to stay afloat in a cylinder of water
at the 60-sec cutoff. Twelve out of 15
+/2 sank before the 60-sec cutoff. The
three +/2 that did not sink were strug-
gling to stay afloat at the end of the
1-min test. Morris water maze spatial
learning task was therefore not practical
in +/2 due to their inability to swim
(Fig. 8).

Discussion

Cognitive impairments are common in
individuals with 16p11.2 deletion syn-
drome (Rosenberg et al. 2006; Marshall
et al. 2008; Weiss et al. 2008; Bijlsma
et al. 2009; Guilmatre et al. 2009; Fernan-
dez et al. 2010; Hanson et al. 2010;
Rosenfeld et al. 2010; Shinawi et al.

2010; Raca et al. 2013). Here we report that a mouse model of
16p11.2 deletion syndrome exhibited a wide range of cognitive
deficits, particularly in tasks that involve novelty discrimination.

Previously reported novel object recognition deficits in the
Dolmetsch 16p11.2 +/2 mice (Portmann et al. 2014) were fully
replicated in the present study. Consistent results across multiple
cohorts, including both the standard single trial novel object
recognition test and a six-trial novel object recognition test
(Portmann et al. 2014), indicated that the novel object recognition

Figure 3. Preference for social novelty deficits in 16p11.2 deletion mice. (A,B) In the standard version
of the preference for social novelty task, a measure of social recognition and/or social memory, in which
two 129Sv/ImJ mice were used as the first and second novel mice, +/2 failed to exhibit a significant
preference for the second 129Sv/ImJ novel mouse over the first 129Sv/ImJ novel mouse. (C,D) In an
alternate version of this task, the first and second novel mice were of two different strains (one
129Sv/ImJ and one C57BL/6J). In this presumably easier version, with more salient cues from the differ-
ing strains, both genotypes exhibited a significant preference for the second novel mouse over the first
novel mouse. (E) Olfactory abilities tested on habituation/dishabituation were normal in +/2

(Portmann et al. 2014; Yang et al. 2015b). Both genotypes exhibited significant habituation and disha-
bituation responses to sequentially presented nonsocial odors, and to social odors from two cages of
129Sv/ImJ mice. (∗) P , 05, second novel mouse versus first novel mouse.
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deficit in +/2 is a robust and replicable phenotype. Further, novel
object recognition deficits were detected by the Landreth laborato-
ry using the Mills line of 16p11.2 +/2 (Pucilowska et al. 2015),
highlighting the generalizability of impaired novel object learning
and memory in two independent mutant lines with the same dele-
tion. Using the same testing apparatus and similar procedures, we
extended the novel object recognition findings by showing that
object location memory, a hippocampus-dependent task (Manns
and Eichenbaum 2009; Kesner and Hunsaker 2010; Poplawski
et al. 2014), was also impaired in +/2. Novel object recognition
and object location memory both assess the ability to recognize
novelty in the environment, relevant to recognition abilities
that are critical for territorial defense and foraging in rodents
(Sutcliffe et al. 2007). Impairments in these tasks maybe analogous
to aspects of intellectual disabilities in humans (Kleschevnikov
et al. 2012; Smith et al. 2014). However, it is important to note
our previous finding that housing 16p11.2 mice in same-genotype
cages resulted in normal performance on novel object recognition
and object location memory (Yang et al. 2015a), highlighting the
importance of evaluating environmental factors as modulators of
behavioral phenotypes in genetic models.

We further detected a deficit in social novelty recognition in
+/2. While +/+ exhibited a significant preference for the second
129Sv/ImJ novel mouse over the first 129Sv/ImJ novel mouse in
the three-chambered apparatus, +/2 did not exhibit such prefer-
ence. This deficit was not detected in a presumably easier version
of the test in which the two stimulus mice were of different strains
(129Sv/ImJ and B6), indicating that +/2 can differentiate salient
differences in social cues but may have difficulty differentiating
more similar social cues. Our previous studies reported normal
sociability on three-chambered social approach, normal levels of

juvenile reciprocal social interactions,
and impaired adult male–female social
interactions in same-genotype-housed
16p11.2 +/2 (Portmann et al. 2014;
Yang et al. 2015b), suggesting that +/2

are normal on measure of sociability, but
affected on social recognition and/or so-
cial memory, consistent with deficits on
the nonsocial novel object recognition
and object location recognition tasks. In
addition, +/2 were able to differentiate
social odors from two cages of 129Sv/

ImJ mice on the olfactory habituation/
dishabituation test, confirming normal
sensory ability to detect social olfactory
cues. Therefore, although +/2 subject
micewereable todistinguishsocialodors,
they did not display a preference for the
social cues of a novel mouse, supporting
the interpretation of a recognition mem-
ory deficit.

Touchscreen-based equipment used
for mice is similar to touchscreen equip-
ment used in human cognitive testing.
In the mouse pairwise visual discrimina-
tion touchscreen task, the acquisition
phase of pairwise visual discrimination is
designed to measure learning and memo-
ry, whereas the reversal phase is designed
to measure cognitive flexibility (Bussey
et al. 2012). In the acquisition phase,
16p11.2+/2 mice actively participated
in the task and performed the same num-
ber or more trials than their wild-type
littermates, ruling out physical, proce-

dural, or general inactivity issues as potential causes of the ob-
served learning deficits. 16p11.2+/2 required more training
trials and training days to reach the learning criterion, and made
more errors, supporting the interpretation of impaired learning
and memory. Significantly increased correction errors in +/2

may indicate perseveration. In the reversal phase, +/2 required
more trials to reach criterion and made more correction errors,
further supporting an interpretation of impaired cognitive flexi-
bility in +/2.

Normal contextual fear conditioning was detected in three
cohorts in the present study. Cohorts 1 and 2 were tested using
the standard fear conditioning protocol that used a tone cue as
the conditioned stimuli. The absence of freezing by +/2 in
Cohorts 1 and 2 during the cued conditioning phase is consistent
with deafness in the Dolmetsch line of 16p11.2 deletion mice
(Portmann et al. 2014; Yang et al. 2015b). Cohort 3 was therefore
tested with a modified fear conditioning paradigm in which a
flashing light cue served as the conditioned stimulus. Normal
freezing in the contextual and cued conditioning phases indicat-
ed normal emotional learning and memory in the Dolmetsch
16p11.2+/2. Reduced post-training freezing in cohort 3 +/2

on the first training day may be related to the increased pain
threshold reported previously (Yang et al. 2015b). In contrast,
the Mills line of 16p11.2+/2 exhibited impaired contextual con-
ditioning (Tian et al. 2015). Differences in contextual learning
and memory between the two lines could be attributable to differ-
ences in genetic background, exact deletion size, environmental
factors, and differing testing procedures.

Biological mechanisms underlying cognitive deficits and
other prominent phenotypes in 16p11.2 syndrome are the
focus of several recent clinical studies. People with 16p11.2

Figure 4. Touchscreen pairwise discrimination and reversal deficits in 16p11.2 deletion mice. (A)
+/2 took significantly more training days to reach the criterion of 85% correct responses on the pair-
wise visual discrimination during the initial acquisition. (B) +/2 took significantly more training days to
reach criterion during reversal learning. (C,D) The percentage of mice that reached criterion across the
training days was significantly lower in +/2 than in +/+ during both acquisition and reversal. (∗) P ,

05 versus +/+.
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heterozygous deletions and duplications exhibited abnormal
brain volumes, with the largest effect detected in the thalamus,
and trends in cerebellum and hippocampus (Qureshi et al.
2014). Diffusion tension imaging analyses revealed white matter
abnormalities in 16p11.2 deletion carriers, especially in the ante-
rior corpus callosum, and bilateral internal and external capsules
(Owen et al. 2014). More research is needed to delineate the rela-
tionship between neuroanatomical changes and intellectual dis-
abilities in people with 16p11.2 deletion syndrome. Our current
findings on impaired learning and memory in +/2 across a range
of cognitive tasks indicate potential deficits in several brain re-
gions and neural circuits. Neuroanatomical defects detected in
the Dolmetsch line of 16p11.2+/2 mice included reduced corti-
cal thickness, increased relative volume of nucleus accumbens
and globus pallidus, and other anatomical abnormalities in major
output regions of the basal ganglia pathway (Portmann et al.
2014). Similarly, altered cortical neurogenesis was suggested,
based on reduced cortical thickness and reduced numbers of
Pax6+ progenitor cells and Satb2+ callosal projection neurons
in both the Dolmetsch and Mills 16p11.2+/2 (Portmann et al.
2014; Pucilowska et al. 2015).

Novel object recognition and object
location memory involve the hippocam-
pus (Dere et al. 2007; Manns and Eichen-
baum 2009; DeVito and Eichenbaum
2010). Hippocampal lesions impaired ob-
ject recognition when the test was con-
ducted in a complex environment, but
had no effect when the spatial and con-
textual cues were minimized (Winters
et al. 2004; Forwood et al. 2005), indicat-
ing that the hippocampus is important
for processing spatial cues surrounding
the objects. Object location memory
also critically depends on the hippo-
campus (Manns and Eichenbaum 2009;
Kesner and Hunsaker 2010; Poplawski
et al. 2014). Hippocampal lesions in rats
led to impaired object location memory
(Ennaceur et al. 1997; Bussey et al. 2000;
Barker and Warbuton 2011). Novel object
recognition and object location memory
may depend on interactions between
the hippocampus and either the perirhi-
nal or medial prefrontal cortices (Brown
et al. 2010; Barker and Warburton 2011).
Future research on structural and func-
tional abnormalities of the hippocampus
and its surrounding regions will be criti-
cal for understanding novelty recogni-
tion deficits in 16p11.2 deletion mice.

Social recognition in mice involves
neural substrates including the main
and accessory olfactory systems, medial
and central amygdala, bed nucleus of
the stria terminalis, and the medial pre-
optic area of the hypothalamus (Fergu-
son et al. 2001, 2002; Richter et al.
2005; Ross and Young 2009). Given that
the deletion mice have deficits on nonso-
cial novelty recognition tasks, it is possi-
ble that their impaired social novelty
recognition is attributable to a general
learning deficit. Normal contextual and
cued fear conditioning indicates normal
functions of the hippocampal and amyg-

dala neural circuitry that processes memory of aversive events.
Notably, the Mills 16p11.2+/2 mice exhibited impaired contex-
tual conditioning (Tian et al. 2015). This deficit was attributed
to reduced ERK1 protein levels found in the +/2 mouse brain
by two groups (Pucilowska et al. 2015; Tian et al. 2015). While
novel object recognition deficits were detected in both lines of
16p11.2+/2, contextual conditioning deficits were only detected
in the Mills line. It will be interesting to compare ERK1 and other
signaling proteins in the two lines of 16p11.2 deletion mice.

Operant visual discrimination and reversal learning tasks
depend on normal functions of interconnected cortical and
subcortical regions. The ability to initiate, select, and shift action
involves the ventromedial and orbitofrontal regions of the pre-
frontal cortex, and the dorsal striatum (Brigman et al. 2013;
Hamilton and Brigman 2015). Reversal learning is thought to
depend on medial prefrontal cortex, orbitofrontal cortex, and in-
terconnected subcortical areas, most notably dorsal striatum
(Ragozzino 2007; Bissonette et al. 2008, 2015; Brigman and
Rothblat 2008). Deficits in pairwise discrimination and reversal
learning in the Dolmetsch 16p11.2+/2 could be a consequence
of cortical and striatal defects.

Figure 5. Trials to criterion, errors to criterion, and correct errors to criterion in the touchscreen pair-
wise visual discrimination and reversal tasks. (A,C,E) During discrimination training, +/2 required more
total trials to reach the criterion, and made more errors and correction errors before reaching the crite-
rion. (B,D,F) During reversal training, +/2 required more total trials to reach the reversal criterion, and
made more errors and correction errors before reaching the reversal criterion. (∗) P, 05 versus +/+.
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In conclusion, deficits in pairwise discrimination and rever-
sal learning in the touchscreen task, well-replicated novel object
recognition deficits, an object location memory deficit, and a pref-
erence for social novelty deficit provide internally consistent
corroborations of cognitive impairments in 16p11.2 heterozygote
mice. Our findings highlight the value of the Dolmetsch 16p11.2
deletion mouse model as a tool for discovering genetic mecha-
nisms underlying intellectual disabilities, and for preclinical test-
ing of treatments for 16p11.2 deletion syndrome.

Materials and Methods

Subjects
All procedures were approved by the Institutional Animal Care
and Use Committees (IACUC) of the National Institute of Mental
Health Intramural Research Program and of the University of
California Davis, and followed the NIH Guide for the Care and
Use of Laboratory Animals. Generation of the Dolmetsch
16p11.2 deletion mice, with a syntenic deletion at mouse chro-
mosome 7F3, was previously described (Portmann et al. 2014;
Yang et al. 2015a,b). Breeding pairs were imported from
Stanford University to NIMH to generate Cohort 1, and subse-
quently rederived at UC Davis to generate Cohorts 2 and
3. 16p11.2+/2 males were mated to 16p11.2+/+ females, main-
taining the inbred line on a mixed background. The background
of the inbred line used for behavioral testing was �67% C57BL/
6N, 30% 129P2/Ola, and 3% CD-1. To reduce fatalities of +/2

pups in the NIMH facility, pregnant females were supplemented
with high-fat rodent chow and fresh fruit. Weanlings and under-
weight adults were provided with fresh fruit supplements until 4
wk of age. At UC Davis, all mice were fed with 2018 Teklad global
18% protein rodent diet, with no additional supplements given.
A key to +/2 survival was culling the litter. At both NIMH and
UC Davis, when +/+ pups outnumbered +/2 pups, excess
+/+ pups were culled to reduce the observed feeding competi-

tion. The survival rate of +/2 pups was �60% at both NIMH
and UC Davis. No fatalities of +/+ pups were found in NIMH or
UC Davis. At both sites, juveniles were weaned between 21 and
28 d of age and group-housed by sex in cages of 2–4 littermates
per cage. With the exception of the touchscreen experiments,
all experiments used mice group-housed in mixed-genotype

Figure 6. Accumulated errors to reach 50% correct during reversal. To
detect perseveration/inflexibility, we further analyzed the reversal data by
comparing number of errors accumulated before the mice reached 50%
correct during reversal. As shown by the arrows, +/+ mice took 11 d
to reach 50% correct, whereas +/2 took 19 d. As compared with
+/+, +/2 made significantly more errors to reach 50% correct, indicat-
ing perseveration.

Figure 7. Normal contextual and cued fear conditioning in 16p11.2
deletion mice. (A,B) Normal contextual fear conditioning was detected
in two independent cohorts of +/+ and +/2 tested in the standard
fear conditioning paradigm in which a tone cue served as the conditioned
stimulus. The absence of cue conditioned freezing in +/2 was attribut-
able to the previously reported deafness in the Dolmetsch 16p11.2
heterozygotes (Portmann et al. 2014; Yang et al. 2015b). (C) To circum-
vent the deafness, we modified the standard fear conditioning paradigm
by replacing the auditory cue with a flashing light cue. Normal contextual
and cued conditioning were detected in +/+ and +/2 tested in the
modified paradigm. Reduced freezing in +/2 during the initial training,
significant in cohort 3, may be related to the increased pain threshold re-
ported previously for 16p11.2 +/2 (Yang et al. 2015b). (∗) P , 05 +/+
versus +/2.
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cages. Results of novel object recognition object location memory
in same-genotype housed mice were published previously (Yang
et al. 2015a). Standard rodent chow and tap water were available
ad libitum, with the exception of the touchscreen experiment
that required mild food restriction. In addition to standard bed-
ding, a Nestlet square and a cardboard tube (Jonesville Paper
Tube Corp.) were provided in each cage. The colony room was
maintained on a 12:12 light–dark cycle with lights on at 7:00
AM, and at �20˚C and 55% humidity. Behavioral testing was
conducted between 9:00 AM and 5:00 PM. Genotypes of the
mice were identified by visualizing mCherry expression with a
DFP-1 dual fluorescent protein flashlight (http://www.nightsea
.com/products/dfp-1/ Nightsea), as previously described (Yang
et al. 2015a, 2015b). Accuracy of the mCherry fluorescence visual-
ization method was confirmed by PCR genotyping, as described
previously (Portmann et al. 2014).

Experiments in the current study used mice housed by sex in
mixed-genotype cages, as consistent with standard methods in
the literature, with the exception of the touchscreen task.
Because touchscreen learning requires mild food restriction, and
to prevent the physically smaller +/2 from losing a potentially
deleterious amount of weight, +/2 were housed with similarly
small +/2 cagemates in same-genotype cages, rather than with
physically larger +/+ cagemates which may dominate food com-
petition in the home cage. Housing conditions may be particular-
ly important in this line, as normal vocalizations and novel object
recognition were detected in 16p11.2 mice housed in same-
genotype cages (Yang et al. 2015a).

Touchscreen pairwise discrimination and reversal
Pairwise visual discrimination and reversal were tested in the au-
tomated Bussey–Saksida touchscreen equipment for mice
(Campden Instruments Ltd/Lafayette Instruments), using a pro-
cedure based on methods described previously (Brigman and
Rothblat 2008; Bussey et al. 2008, 2012; Brigman et al. 2013;
DePoy et al. 2013; Horner et al. 2013; Oomen et al. 2013;
Silverman et al. 2015). Since we had discovered that the
Dolmetsch line of 16p11.2 +/2 is deaf, using the acoustic startle
response and the auditory brainstem response tests (Yang et al.
2015b), operant methods were modified to accommodate +/2

mice. Flashing light (100-msec on, 100-msec off, for five times),
instead of the standard tone cue, was used to signal the delivery
of a reinforcer during pretraining, acquisition, and reversal. A pal-

atable liquid nutritional supplement (Strawberry Ensure Plus,
Abbott) diluted to 50% with water was used as the reinforcer.
The volume of each reinforcement was 20mL. Prior to pretraining,
subject mice were weighed, and placed on a restricted diet of 2–4 g
of rodent chow per mouse per day. +/2 Mice weighed signifi-
cantly less than +/+ (Portmann et al. 2014). Our unpublished ob-
servations indicated that food restriction in conventional
mixed-genotype housing resulted in the 16p11.2+/2 mice losing
20%–30% body weight rapidly, whereas +/+ littermates lost
,5% of weight. To ensure a 15% of weight loss in both genotypes,
we housed mice in same-genotype cages. Body weight was careful-
ly monitored throughout the acquisition and reversal training, to
ensure that a minimum of 85% of free feeding body weight was
maintained for each mouse.

Pretraining consisted of five stages. In stage 1, the mice were
habituated to the chamber and the liquid diet reinforcer, with no
images on the screen. In stage 2, an image (a spider or an airplane)
was presented in one of the two windows. If the image was not
touched, the touchscreen panel turned off after 30 sec, followed
by the delivery of a reinforcer. Touching the image turned off
the image and was rewarded with a triple volume of the reinforcer.
In stage 3, an image was presented in one of the two windows, and
remained on the screen until it was touched. In stage 4, the subject
was required to enter and exit the food magazine to initiate the
next trial. In stage 5, touching the blank side of the screen was dis-
couraged with a 5-sec time out. Mice that completed the pretrain-
ing were advanced to the pairwise visual discrimination task.
Subject mice were trained to discriminate between two novel im-
ages, a spider and an airplane, presented in a spatially pseudo-
randomized manner in the two windows of the touchscreen.
Each session consisted of 30 trials, with 15-sec inter-trial intervals
(ITI). Designation of the correct and incorrect images was counter-
balanced across mice within each genotype. Correct responses
were rewarded. Each incorrect response was followed by a correc-
tion trial in which the images were presented in an identical man-
ner to the previous trial, until a correct response was made.
Criterion was defined as achieving an average of ≥85% correct re-
sponses in two consecutive days. Reversal training began �3 d af-
ter the last acquisition day. In the reversal task, the designation of
correct and incorrect images in the acquisition phase was re-
versed. As in acquisition, the criterion was an average of ≥85%
correct responses on two consecutive days. For both acquisition
and reversal, a 30-d cutoff was applied. For the purposes of data
analysis, animals that failed to reach criterion in 30 d were given
a number “30” as their days to reach criterion. Only animals that
reached criterion during the acquisition phase were then ad-
vanced onto the reversal phase. Days to reach criterion, percent-
age of mice reaching criterion, number of errors, correction
errors, and correct trials were compared between genotypes for
both the acquisition and reversal phases.

Novel object recognition
Our previous studies reported a novel object recognition deficit in
mixed-genotype housed 16p11.2+/2 mice tested in transparent
open field arenas (Omnitech Inc) and analyzed by human scorers
(Portmann et al. 2014; Yang et al. 2015a). To confirm that the rec-
ognition deficit was replicable in different equipment, we tested
the current cohorts in opaque white open field arenas (40 × 40
cm, Tap Plastic Inc.). Each animal was habituated to a clean empty
arena for 60 min, 24 h before the experiment, and again for anoth-
er 30 min on the day of the experiment. The subject was then ex-
posed to two identical objects (plastic toys, red coral or brown
treasure chest, both �2.5′ tall, Safari Ltd, ), placed 12-cm away
from the wall and 18 cm from each other, for a 10-min familiari-
zation session. Novel object recognition was tested in a 5-min
session, beginning 1 h after the familiarization session, in
the same arena where one familiar object and one novel object
were placed. Object exploration was analyzed with the Ethovision
automated video tracking system (Noldus Information Technolo-
gy, Inc.). Videotapes from the Ethovision sessions were also subse-
quently scored by human observers who were blind to genotype
information. Recognition memory was defined as spending

Figure 8. The inability to swim in 16p11.2+/2 precluded testing in
the Morris water maze spatial learning task. Swimming abilities were
directly evaluated in a 60-cm high cylinder two-third full of 24˚C water.
Most +/2 sank before 60 sec, whereas all +/+ had no difficulty
staying afloat for 60 sec. The three +/2 that did not sink during the
60-sec trial were visibly struggling to stay afloat toward the end of the test.
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significantly more time sniffing the novel object than sniffing the
familiar object. A recognition index was not used, to permit anal-
yses that took into account the levels of general exploration.

Object location memory
The object location memory test was conducted as previously de-
scribed (Kesner et al. 1996; Wimmer et al. 2012; Vogel-Ciernia and
Wood 2014; Yang et al. 2015a), in the same apparatus used for test-
ing novel object recognition, and used the same habituation and
familiarization procedures. Each animal was habituated to a clean
empty arena for 60 min, 24 h before the experiment, and again for
another 30 min on the day of the experiment. The subject was
then exposed to two identical objects (plastic toys, red coral or
brown treasure chest, both �2.5′ tall, Safari Ltd.) placed 12-cm
away from the wall and 18 cm from each other) for a 10-min famil-
iarization session. Half of the animals were tested with the coral
object and half with the treasure chest object. To facilitate spatial
memory, a 2 × 30-cm vertical black stripe was taped on the wall
opposite to the start location. To test object location memory,
one familiar object remained at the original location and the sec-
ond familiar object was moved 18 cm from its original location.
The relocated object was diagonal to, and 22 cm from, the un-
moved object. Object location memory was tested in a 5-min ses-
sion, beginning 1 h after the familiarization session. Object
investigation was analyzed from recorded videos, by human ob-
servers blind to genotype information. Object location memory
was defined as spending significantly more time sniffing the relo-
cated object than sniffing the object replaced in its original
location.

Preference for social novelty
Preference for social novelty was tested in the three-chamber ap-
paratus, using methods previously described (Moy et al. 2004;
Silverman et al. 2011; Yang et al. 2011, 2012, 2015a). 129Sv/ImJ
mice of the same sex and age as the subject mice were used as stim-
ulus mice for testing sociability and preference for social novelty
by the subjects. Subjects had no previous physical, visual or olfac-
tory contact with the stimulus mice. Upon completion of the soci-
ability test, the subject mouse was removed from the testing
apparatus and placed into a clean empty cage for a 5-min holding
period, during which time the novel empty cup used during the
sociability test was replaced with a clean cup containing a second
129Sv/ImJ novel mouse. The subject was allowed to explore the
apparatus containing 129Sv/ImJ mice in the side chambers for
10 min. Time spent in the chamber containing the first mouse
(now familiar) and the chamber containing the second novel
mouse were measured automatically by the Ethovision video
tracking system. Time spent sniffing each stimulus mouse was
measured by human scorers blind to the genotype of the subject
mice, based on location of the nose of the subject within a zone
of �2 cm around the wire cup.

To explore the degree of social novelty recognition deficit, a
separate cohort was tested in a second version of the preference for
social novelty test that was predicted to provide more salient dif-
ferences in social cues, and therefore easier detection of social
novelty. The first novel mouse and the second novel mouse
were from two genetically distant strains (129Sv/ImJ and
C57BL/6J). Since these two strains are on different branches of
the mouse pedigree tree (Petkov et al. 2004), their major histo-
compatibility complex factors and components of social odors
and other social cues are likely to convey considerably different
social information to the subject mouse, as compared with two
novel mice of the same strain. The order of presentation was coun-
terbalanced, so that 129Sv/ImJ mice were used as the second nov-
el mouse for half of the subjects, and B6 mice were used as the
second novel mouse for the other half of the subjects.

Contextual and cued fear conditioning
Cohorts 1 and 2 were tested in the standard delay fear condition-
ing task with tone cues in an automated fear conditioning appara-

tus (Med Associates), as previously described (Yang et al. 2012).
Contextual fear conditioning was successfully evaluated. How-
ever, deafness in all +/2 mice (Yang et al. 2015b) precluded effec-
tive use of the standard auditory cue in the cued conditioning
phase of the experiment. As an alternate approach to evaluate
cued conditioning, Cohort 3 was tested with a modified paradigm
in which the standard auditory tone cue was replaced with a flash-
ing light cue as the conditioned stimulus (CS). During the training
session, the chamber was illuminated with a white house light. An
olfactory cue was added by pipetting 2 mL of imitation banana fla-
voring solution (1:100 dilution in water, McCormick) on the met-
al tray beneath the grid floor. Following a 2-min free exploration
session, a flashing light cue (1-sec on, 1-sec off, 90 lux) was dis-
played for 30 sec. During the last 2.5 sec of the 30 sec, a footshock
(0.5 mA, 2.5 sec) was delivered as the unconditioned stimulus
(US). Each mouse received three CS–US pairings, separated by
90-sec intervals. After the last CS–US pairing, the subject was
left in the chamber for another 120 sec, during which time post-
shock freezing was scored by VideoFreeze software (Med Associ-
ates). Contextual fear conditioning was tested 24 h later in the
same chamber, with the same illumination and olfactory cue,
but without the footshock. Freezing was analyzed for 5 min, in
the absence of CS and US. Cued fear conditioning was conducted
48 h after the initial training. Contextual cues were altered by
covering the grid floor with a smooth white plastic sheet, covering
the chamber walls with opaque plastic sheets, using near infrared
house light instead of white house light, and pipetting 2 mL of
vanilla odor (1:100 dilution in water, McCormick) in one corner
of the chamber floor. The session consisted of a 3-min free ex-
ploration period, in the absence of CS and US, followed by a
3-min CS onset (1 sec on, 1 sec off). Freezing was scored during
both 3-min segments.

Test for swimming ability
We observed an inability to swim in +/2 mice. To quantify swim-
ming ability, we conducted the swim test, a simple assay for de-
tecting vestibular dysfunctions in mice (Paffenholz et al. 2004;
Goodyear et al. 2012). Each subject was individually placed in a
cylindrical container, 60-cm high and 40-cm in diameter, filled
with water (24˚C) to a height of 40 cm. Staying afloat or paddling
with belly facing down and upper back above the water were con-
sidered as normal swimming. Sinking was defined as the head sub-
merging under water or spiraling downward. Latency to sink was
recorded. Subjects that swam normally were removed from the
water after the 60-sec cutoff. Subjects that started to sink were im-
mediately removed from the water. All subjects were placed under
a heating lamp for 2 min and dried with paper towels before being
returned to their home cages.

Olfactory habituation/dishabituation
We previously reported that +/2 were able to differentiate social
odors from two different strains of unfamiliar mice (Portmann
et al. 2014; Yang et al. 2015b). Because the present studies evalu-
ated preference for social novelty using two target mice of the
identical strain, another olfactory habituation/dishabituation
test was conducted using social odors from two cages of mice of
the same strain, to investigate whether subtle impairments in ol-
faction could be a cause of social novelty recognition deficits.

Each subject mouse was tested in a clean empty mouse cage
containing a thin layer of fresh bedding. Odor-saturated cotton-
tipped swabs (6-in. length, Solon Manufacturing Company)
were used to deliver odors. To reduce novelty-induced explora-
tion, each mouse was habituated to the empty testing cage con-
taining one clean dry cotton swab for 45 min before testing. The
test session consisted of twelve 2-min trials: three trials with plain
tap water, followed by three trials with banana odor (prepared
from imitation banana flavoring, McCormick; 1:100 dilution),
three trials with social odor wiped from the bottom of the first
cage of 129Sv/ImJ mice, and three trials with social odor from a
second cage of 129/SvImJ mice. Water and banana odor stimuli
were prepared by dipping the cotton tip briefly into the solution.
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Social odor stimuli were prepared by wiping a swab in a zig–zag
motion across a soiled cage of unfamiliar mice of the same sex.
Time spent sniffing the swab was scored from recorded videos,
by an observer blind to genotype information. Sniffing was scored
when the nose was within 1 cm of the cotton swab.

Statistical analysis
Repeated-measures ANOVA was used to analyze novel object rec-
ognition and object location memory, using novel versus familiar
as the comparison factor. For the preference for social novelty
task, repeated-measures ANOVA was used to analyze time spent
in each of the side chambers, using chamber as the comparison
factor, and time spent sniffing the second novel mouse versus
the first novel mouse, using stimulus mouse as the factor. Time
spent in the center chamber appears in the graphs for illustrative
purposes, but was not included in the statistical analysis.
Olfactory habituation/dishabituation responses, fear con-
ditioning, and touchscreen parameters were analyzed with
repeated-measures ANOVA. Log-rank Mantel–Cox test was used
to analyze the percentage of animals that reached criteria in the
survival/completion analysis for the touchscreen test.
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