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Neurons in the brains of newborns are usually connected with many
other neurons through weak synapses. This early pattern of connec-
tivity is refined through pruning of many immature connections and
strengthening of the remaining ones. NMDA receptors (NMDARs)
are essential for the development of excitatory synapses, but their
role in synaptic refinement is controversial. Although chronic appli-
cation of blockers or global knockdown of NMDARs disrupts de-
velopmental refinement in many parts of the brain, the ubiquitous
presence of NMDARs makes it difficult to dissociate direct effects
from indirect ones. We addressed this question in the thalamus by
using genetic mosaic deletion of NMDARs. We demonstrate that
pruning and strengtheningof immature synapses are blocked in neu-
rons without NMDARs, but occur normally in neighboring neurons
with NMDARs. Our data support a model in which activation of
NMDARs in postsynaptic neurons initiates synaptic refinement.

During early development in vertebrates, neurons in many
parts of the nervous system form weak synapses with a large

number of target cells (1–7). This early pattern of connectivity is
refined through two processes: synapse elimination that removes
many initial connections and synapse maturation whereby the
remaining connections are strengthened (8, 9). This refinement of
immature synapses is essential for the formation of neural circuits,
and provides the basis for behavioral development. Many studies,
in particular those conducted at the neuromuscular junction, in
the cerebellum and visual pathways, have demonstrated that ac-
tivity plays a central role in synaptic refinement (10–12). However,
the mechanisms of synaptic refinement remain incompletely un-
derstood. At the neuromuscular junction, silencing of synaptic
transmission disrupted the refinement process (13, 14). The role of
synaptic transmission in the refinement of central synapses seems
more complex. Although manipulations of presynaptic activity
disrupted the refinement of connections in the visual pathway
(15–17), some of the effects were independent of synaptic trans-
mission (18, 19).
The vast majority of excitatory synapses in the brain use glu-

tamate as neurotransmitter; synaptic transmission is usually me-
diated by AMPA receptors (AMPARs) and NMDA receptors
(NMDARs) in postsynaptic neurons. NMDARs play an impor-
tant role in the development of neural circuits. In the brains of
neonates, glutamatergic synapses have few or no AMPARs, and
synaptic transmission is primarily mediated by NMDARs (20–23).
Activation of NMDARs by correlated activity is thought to be
a key mechanism underlying synaptic refinement during de-
velopment (24, 25). Consistent with this idea, chronic application
of NMDAR antagonists or global knockdown of NMDARs dis-
rupts developmental refinement of neuronal circuits in many
parts of the brain (26–28). However, recent studies in the hip-
pocampus have shown that single-cell deletion of NMDARs in
newborn mice has no effect on the number or density of synaptic
spines (29). These findings raised the possibility that chronic block
or global knockdown of NMDARsmay affect synaptic refinement
through indirect mechanisms.
We directly addressed the role of NMDARs in synaptic re-

finement at vibrissal relay synapses in the thalamus. Tactile in-
formation from vibrissa is relayed to neurons in ventral pos-
teromedial nucleus (VPm) of the thalamus by ascending axons

from the principal trigeminal nucleus (Pr5) in the brainstem.
VPm relay synapses undergo extensive refinement during the
second week after birth (5). At postnatal day (P) 7, each VPm
neuron is contacted by approximately six ascending axons from the
brainstem; by P14, the majority of neurons receive a single as-
cending axon (30). The pruning of redundant inputs was accom-
panied by strengthening of remaining inputs. At P7, transmission
at VPm relay synapses is mediated primarily by NMDARs; the
number of AMPARs increases rapidly during the second week
(30). To selectively examine the role of NMDARs in postsynaptic
neurons, we performed mosaic deletion of NMDARs in the VPm
of newborn mice. We found that pruning and synaptic strength-
ening were disrupted in neurons without NMDARs, but occurred
normally in neighboring neurons with NMDARs. Our findings
clearly demonstrate that NMDARs in postsynaptic neurons are
essential for synaptic refinement.

Results
Mosaic Deletion of NMDARs in Thalamus. We generated mice with
mosaic deletion of NMDARs in the VPm by using the BAC
transgenic Cre strain Tg(Slc6a4-cre)127Gsat [serotonin trans-
porter (SERT)-Cre] generated by GENSAT (31). By using the
Rosa-tdTomato reporter (Ai14), we found that Cre recombinase
activity was present as early as P2 in the cortex and thalamus of
SERT-Cre mice (Fig. S1A). A mosaic pattern was observed in the
VPm at P7, with approximately 50% of neurons expressing Cre
recombinase (Fig. 1A); a similar pattern was observed at P14 (Fig.
S1B and SI Results). In comparison, only 6% of neurons in the
Pr5 were Cre-positive in SERT-Cre mice at P12 to P14 (Fig. S2 A
and B and SI Results). To delete NMDARs, we generated a
conditional allele (Grin12lox; Fig. S3) and a null allele (Grin1null;
SI Materials and Methods) of Grin1 that encodes the essential
NMDAR subunit GluN1. VPm neurons were recorded from acute
slices obtained from Grin12lox/null;SERT-Cre+ or Grin12lox/2lox;
SERT-Cre+ mice; we did not find any difference between these
two genotypes in the efficiency or timing of NMDAR deletion,
and they are collectively termed SERT-Grin1−/−.
Excitatory synaptic currents (EPSCs) were evoked at VPm

relay synapses by stimulation applied to the medial lemniscus.
The VPm relay synapse has few GluA2-containing AMPARs
(30); EPSCs recorded at +40 mV are dominated by slow
NMDAR-mediated currents (i.e., NMDAR-EPSCs), whereas
the fast EPSCs at −70 mV are mediated by AMPARs (i.e.,
AMPAR-EPSCs). VPm neurons were chosen randomly for re-
cording. At P7, all VPm neurons in SERT-Grin1−/− mice showed
NMDAR- and AMPAR-EPSCs (14 of 14 cells from two mice;
Fig. 1 B and C), with amplitudes comparable with those obtained
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from C57BL6 (B6) mice at the same age (5). At P10, however,
50% of VPm neurons (12 of 24 cells from three mice) showed
only AMPAR-EPSCs, with very small or no NMDAR-EPSCs
(Fig. 1D, Right); these cells can be easily identified in the plot of
AMPAR-EPSCs vs. NMDAR-EPSCs (Fig. 1E, box with dashed
blue lines). Similar results were obtained at P13 to P14 in SERT-
Grin1−/− mice (Fig. 1F). Fifty percent of VPm neurons at P13 to
P14 (22 of 44 cells from four mice) had NMDAR-EPSCs of less
than 50 pA and an NMDAR/AMPAR ratio of less than 0.1 (Fig.
1G, box with dashed blue lines); these cells were considered to
be without NMDARs. These results indicate that, in the VPm of
SERT-Grin1−/− mice, the mosaic deletion of NMDARs was
established between P7 and P10.

Deletion of NMDARs Disrupts Elimination of Redundant Inputs. We
estimated the number of ascending axons connecting with a sin-
gle VPm neuron at P13 to P14. For each neuron, EPSCs were
recorded at −70 mV over a wide range of stimulus intensities
(20–900 μA; 100 μs); the intensity of stimulus was increased with
steps of 10 or 20 μA. An EPSC increment was determined as
a sudden increase in EPSC amplitude at a given intensity that is
maintained at higher intensities. The number of inputs was es-
timated as the number of EPSC increments. We found striking
differences in the number of inputs between neurons with
NMDARs and those without NMDARs. Fig. 2 A and B illus-
trates examples from two neighboring VPm neurons recorded in
the same slice obtained from a SERT-Grin1−/− mouse at P13.
The cell in Fig. 2A had no NMDAR-EPSCs and showed three

increments in AMPAR-EPSCs, indicating that it was connected
with three axons. The neighboring cell (Fig. 2B) had normal
NMDAR-EPSCs and showed an all-or-none EPSC, indicating
that it was connected with a single axon. Summarized data from
all cells obtained from SERT-Grin1−/− mice aged P13 to P14 are
shown in Fig. 2 D and E. All neurons without NMDARs received
two or more axons, with the majority (84%) of them receiving
three or more axons (Fig. 2D). In contrast, 77% of VPm neurons
with NMDARs were innervated by a single ascending axon (Fig.
2E). The average numbers of inputs per neuron were 3.6 ± 0.2
(n = 22) for neurons without NMDARs and 1.3 ± 0.1 (n = 22)
for neurons with NMDARs (P < 0.0001, Mann–Whitney test).
Because neurons with or without NMDARs also differ in Cre
expression, as a control, we recorded VPm neurons from
Grin12lox/wt;SERT-Cre+ (SERT-Grin1+/−) mice at P13. In these
mice, approximately 50% of VPm neurons should express Cre
recombinase. We found that all VPm neurons in SERT-Grin1+/−

mice had normal NMDAR-EPSCs (21 of 21 cells from three
mice; Fig. 2C), and 76% of the neurons received a single as-
cending axon (Fig. 2F), indicating that Cre expression by itself
does not affect the number of inputs. We also examined excit-
atory synaptic transmission in Pr5 neurons; the results indicated
that the vast majority of Pr5 neurons in SERT-Grin1−/− mice had
normal NMDAR- and AMPAR-EPSCs (Fig. S2 C–E). To de-
termine whether the effect of NMDAR deletion on pruning is
long-lasting, we recorded from VPm neurons of SERT-Grin1−/−

mice aged P16 to P17, and the results were similar to those
obtained at P13 to P14 (Fig. S4). Together, these results

Fig. 1. Mosaic deletion of NMDARs in VPm neurons of SERT-Grin1−/− mice during early life. (A) Confocal images of the VPm of a SERT-Ai14 mouse at P7. Top:
All VPm neurons are shown with an antibody of the neuronal marker NeuN.Middle: Cre-expressing VPm neurons in the same section as revealed by tdTomato
signal. Bottom: Overlay of the two images above. (Scale bar: 20 μm.) Approximately 55% of neurons in this section were Cre-positive, and the average was
49 ± 3% for the VPm at P7 (n = 3 mice). (B) EPSCs recorded from a VPm neuron of a SERT-Grin1−/− mouse at P7. (C) Plot of maximal AMPAR-EPSCs vs. maximal
NMDAR-EPSCs for VPm neurons recorded at P7. All VPm neurons recorded at P7 showed NMDAR-EPSCs (14 of 14 neurons from two 2 mice; 1.7 ± 0.2 nA). (D)
EPSCs recorded from two VPm neurons of a SERT-Grin1−/− mouse at P10. Right: Neuron with no NMDAR-EPSCs. Left: Neuron with normal NMDAR-EPSCs. (E)
Plot of maximal AMPAR-EPSCs vs. maximal NMDAR-EPSCs for VPm neurons recorded at P10. Fifty percent of cells (12 of 24; box with dashed blue line) had no
or small NMDAR-EPSCs (<200 pA) and low NMDAR/AMPAR ratio (<0.3). (F and G) Equivalent results obtained from SERT-Grin1−/− mice at P13 to P14. Fifty
percent of VPm neurons (22 of 44; box with dashed blue line) in SERT-Grin1−/− mice showed little or no NMDAR-EPSCs (<50 pA) and low NMDAR/AMPAR ratio
(<0.1); these neurons were considered to be without NMDARs.
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demonstrate that NMDARs in postsynaptic neurons are essen-
tial for elimination of redundant inputs during development.

Deletion of NMDARs Disrupts Synaptic Strengthening. As in many
other brain areas, the maturation of vibrissal relay synapses is
marked by a rapid increase in the amplitude of AMPAR-EPSCs
(5, 30, 32). To determine the role of NMDARs in synaptic
maturation, we analyzed AMPAR-EPSCs in SERT-Grin1−/−

mice. At P13 to P14, the amplitudes of maximal AMPAR-EPSCs
of VPm neurons without NMDARs were significantly smaller
that those with NMDARs (Fig. 3A); the mean amplitude was
reduced by 64% in neurons without NMDARs (P < 0.0001; Fig.
3B). In contrast, there was no difference between neurons with
NMDARs and those of SERT-Grin1+/− (SERT-Cre control)
mice in AMPAR-EPSCs (P = 0.25; Fig. 3B).
The reduction in the amplitude of AMPAR-EPSCs may be

caused by changes in quantal size, the number of release sites, or
release probability. There were no difference in paired pulse
ratio of EPSCs between cells without NMDARs and those with
NMDARs (P = 0.66, nonparametric ANOVA; Fig. 3 C and D),
suggesting that release probability at the synapse was not altered
by NMDAR deletion. Besides those from the Pr5, VPm neurons
also receive glutamatergic inputs from corticothalamic axons. To
selectively analyze quantal size at the Pr5–VPm synapse, we
recorded EPSCs evoked in the presence of strontium (Sr2+).
Replacing Ca2+ by 3 mM Sr2+ in the artificial cerebrospinal fluid
suppressed synchronized release and induced asynchronous
miniature EPSCs (Sr2+-mEPSCs; Fig. 3E, 1 and 2). Compared
with those with NMDARs, cells without NMDARs had smaller
Sr2+-mEPSCs with faster decay (Fig. 3 F and G), indicating that
deletion of NMDARs reduced the number of AMPARs at single
postsynaptic site and altered functional properties of AMPARs.
We also recorded spontaneous mEPSCs in VPm neurons with or

without NMDARs. Neurons without NMDARs had much fewer
quantal events than those with NMDARs (Fig. S5). It is possible
that many synapses on mutant neurons contained few or no
AMPARs and their mEPSCs were not detected by our method.

Deletion of NMDARs Disrupts Pruning of Somatic Innervation.Recent
studies have shown that the refinement of the climbing fiber–
Purkinje cell connection in the cerebellum is associated with
pruning of somatic innervation (33). Synaptic terminals of Pr5
axons in the VPm selectively express vesicular glutamate trans-
porter 2 (VGluT2), whereas those of corticothalamic axons ex-
press only VGluT1 (34). This allowed us to visualize Pr5 axon
terminals by using VGluT2 immunostaining. The Ai14 (tdTo-
mato) reporter was used to identify Cre-positive neurons in the
VPm. In Grin1 WT mice (Ai14;SERT-Cre, or SERT-Ai14), cell
bodies of VPm neurons at P7 were surrounded by VGluT2-pos-
itive synaptic terminals (Fig. 4A); this somatic innervation was
reduced by 40% at P10, and, by P14, only a small fraction of the
cell body was contacted by VGluT2-positive terminals (Fig. 4 A
and C). The pattern of VGluT2 innervation at P14 was compa-
rable with those reported for Pr5 axonal terminals in the VPm of
adult rats (35, 36). These results suggest that the refinement of
vibrissal relay synapses in the VPm is associated with pruning
of somatic innervation by Pr5 axons. Next we analyzed the effects
of NMDAR deletion on somatic innervation in Grin1 mutant
(SERT-Grin1−/−;Ai14) and littermate controls (SERT-Grin1+/−;
Ai14). At P14, mutant neurons showed significantly more somatic
innervation than those of control mice at the same age, but this
was was comparable with those of control mice at P10 (Fig. 4 B
and C). These results indicate that deletion of NMDARs dis-
rupted pruning of somatic innervation by Pr5 axons.

Fig. 2. Deletion of NMDARs in VPm neurons disrupts pruning of redundant inputs. (A and B) EPSCs recorded from two neighboring VPm neurons in a SERT-
Grin1−/− mouse at P13. Top: EPSCs recorded at +40 mV (in red) and −70 mV (black). Middle: EPSCs at −70 mV in response to a range of stimulus intensity.
Bottom: Plots of peak amplitudes of EPSCs at −70 mV vs. stimulus intensities. (C) Equivalent results obtained from a VPm neuron in a SERT-Grin1+/− mouse at
P13. (D–F) Distributions of VPm neurons receiving different numbers of ascending axons for SERT-Grin1−/− mice at P13 to P14 (D, cells without NMDARs; E,
cells with NMDARs) and SERT-Cre control mice at P13 (F). The distribution of cells with NMDARs (E) is significantly different from that of cells without
NMDARs (D; P < < 0.00001, χ2 test), but not from that of SERT-Grin1+/− control group (F; P = 0.11, χ2 test).
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Discussion
NMDARs are implicated in many aspects of neural circuit de-
velopment. Here we report the use of a genetic mosaic analysis
on pruning and strengthening of glutamatergic synapses during
early life. We find that pruning and strengthening of thalamic
relay synapses are disrupted in neurons without NMDARs, but
occur normally in neighboring neurons with NMDARs. These
findings demonstrate a direct and essential role of NMDARs in
the refinement of glutamatergic synapses in the brain, and sup-
port a model in which activation of NMDARs in postsynaptic
neurons initiates synaptic refinement.
Although NMDARs are thought to play a critical role in synaptic

refinement, evidence available so far came from studies that used
chronic application of antagonists (26, 27) or constitutive receptor
knockdown (28). Because of the ubiquitous presence of NMDARs
and their wide range of functions, those interventions may affect
synaptic refinement through indirect mechanisms. Indeed, chronic
blockade of NMDARs in the cerebellum disrupted the refinement
of the climbing fiber–Purkinje cell connection despite the lack of
NMDARs at this synapse (37, 38). Two recent studies used single-
cell deletion of NMDARs. Mosaic deletion of GluN2B disrupted
dendrite patterning in the hippocampus and cortex (39). In the
hippocampus, neurons without GluN2B had more primary den-
drites than neighboring neurons with GluN2B, presumably because
of a failure in pruning supernumerary dendrites in neurons without

GluN2B. However, such effect was not observed in another study
that used single-cell deletion of GluN2B or GluN1 in the hippo-
campus (29). One possibility for this discrepancy is the difference in
the time of deletion between these two studies, as the former used
the embryonic nestin Cre driver (39), whereas the latter used viral
transfection in newborn mice for Cre expression (29). However,
both studies found significant reductions in spine density in hip-
pocampal neurons without GluN2B, which is inconsistent with
a role of the receptor in pruning of synapses.
Our results demonstrate that NMDARs are directly implicated

in pruning of redundant glutamatergic inputs and in strengthen-
ing the remaining ones. Taking advantage of the mosaic deletion
in the thalamus of SERT-Grin1−/− mice, we showed that neurons
without NMDARs displayed developmental arrest, whereas
neighboring neurons with NMDARs underwent normal synaptic
refinement. Besides the thalamus, SERT-Cre mice also show Cre
expression in other brain regions, including the brainstem and
cortex. Therefore, it is important to consider whether deletion of
NMDARs in other parts of the brain is implicated in the effects
that we found at the vibrissal relay synapse in the thalamus. One
possibility is that disruption of synaptic refinement in VPm neu-
rons is caused by the deletion of NMDARs in Pr5 neurons. This
seems unlikely. In contrast to the VPm, in which approximately
50% of neurons were Cre-positive, only 6% of Pr5 neurons
in SERT-Cre mice expressed Cre recombinase, and excitatory

Fig. 3. Deletion of NMDARs disrupts developmental strengthening of thalamic relay synapses. (A) Maximal EPSCs at −70 mV recorded from three neurons
without NMDARs (Left) and three neurons with NMDARs (Right). All six neurons were from SERT-Grin1−/− mice at P13. (B) Peak amplitudes of AMPAR-EPSCs
for neurons without (red) and with NMDARs (gray) of SERT-Grin1−/− mice at P13 to P14, and for neurons of SERT-Grin1+/− control mice (green) at P13. Mean
amplitudes were 0.45 ± 0.07 nA (n = 22) for neurons without NMDARs, 1.26 ± 0.13 nA (n = 22) for neurons with NMDARs, and 1.49 ± 0.14 nA (n = 21) for
neurons of SERT-Grin1+/− control mice (P < 0.0001, nonparametric ANOVA). (C) Paired pulse responses recorded at −70 mV from a neuron without (Upper)
and another with NMDARs (Lower) in a SERT-Grin1−/− mouse at P13. (D) Paired pulse ratio of EPSCs at −70 mV for the three groups at P13 to P14. The
interpulse interval was 100 ms for all neurons. (E) 1, Evoked EPSCs recorded with 3 mM Sr2+ from a neuron without (Upper) and another with NMDARs
(Lower) in a SERT-Grin1−/− mouse at P14. 2, Partial views of traces in 1 to illustrate quantal events. (F) Peak amplitude of Sr2+-mEPSCs from neurons with and
without NMDARs. Mean peak amplitudes were 7.3 ± 0.2 pA (n = 15) for neurons without NMDARs and 8.6 ± 0.3 pA (n = 16) for neurons with NMDARs (P =
0.002, Mann–Whitney test). (G) Averaged Sr2+-mEPSCs from 16 neurons with (black) and 15 neurons without (red) NMDARs. Mean decay constants were 1.74
± 0.03 ms (n = 15) for neurons without NMDARs and 2.01 ± 0.06 ms (n = 16) for neurons with NMDARs (P = 0.0004, Mann–Whitney test).
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transmission was not affected in Pr5 neurons in SERT-Grin1−/−

mice. Another consideration is the deletion of NMDARs in
corticothalamic neurons. Our expression data indicate that the
majority of neurons in layer VI of the neocortex are Cre-positive
in SERT-Cre mice. Activities of corticothalamic neurons are
likely to be altered in SERT-Grin1−/−mice. In the cerebellum, the
refinement of climbing fiber–Purkinje cell synapse is disrupted by
changes of parallel fiber inputs (40, 41). Therefore, it is possible
that a reduction of corticothalamic inputs disrupts the refinement
of thalamic relay synapses. However, a reduction of cortico-
thalamic inputs would equally affect all thalamic relay neurons in
the VPm. The fact that VPm neurons with NMDARs show nor-
mal number of inputs indicates that the refinement of VPm relay
synapses is not affected by the deletion of NMDARs in the cortex
of SERT-Grin1−/− mice. Together, our results in the VPm pro-
vide strong evidence that NMDARs in postsynaptic neurons are
directly implicated in synaptic refinement. The vibrissal relay
synapse in the thalamus bears strong resemblance to other sen-
sory relay synapses with regard to functional maturation (2, 22,
42); it is likely that NMDARs play a similar role at many other
glutamatergic synapses in the brain.
The role of NMDARs in synaptic strengthening has been ex-

tensively investigated. Most studies support the model in which
activation of NMDARs promotes the recruitment of AMPARs
to immature synapses (25, 43). However, single-cell deletion of
NMDARs in the hippocampus led to an up-regulation of
AMPAR-EPSCs in CA1 neurons by increasing the number of
functional synapses (29, 44). This is in contrast with our results in
the thalamus, in which deletion of NMDARs blocked the up-
regulation of AMPARs at the synapse. One possibility for this
discrepancy is the differences in AMPAR composition between

these two synapses. The Schaffer collateral–CA1 synapse con-
tains receptors made of mostly GluA1 and GluA2 subunits (45),
whereas the vibrissal relay synapse in the thalamus expresses
receptors made of mostly GluA3 and GluA4 subunits (30). As
the trafficking of AMPARs is regulated through subunit-specific
mechanisms (46, 47), a difference in subunit composition could
result in different responses to NMDAR deletion.
In contrast to the large change in the amplitude of AMPAR-

EPSCs, there was only a small reduction in quantal size in mu-
tant neurons. The effective quantal content, calculated by using
the peak amplitude of AMPAR-EPSCs and quantal size, was
reduced by approximately 60% in mutant neurons. On the
contrary, somatic innervation is significantly higher (by approx-
imately 70%) in mutant neurons. There was no change in paired
pulse ratio, indicating that release probability was not altered.
Together, these findings suggest that the majority of synapses on
the soma of mutant neurons have few or no AMPARs.
Compared with synaptic strengthening, the mechanisms by

which NMDARs regulate pruning are largely unknown. Studies
on synaptic plasticity suggest that NMDARs may regulate prun-
ing through mechanisms reminiscent of long-term depression (48,
49). However, blocking of synaptic strengthening through de-
letion of AMPARs had no effect on spine number or dendritic
structure of hippocampal neurons (45), or on pruning of vibrissal
relay synapses in the thalamus (30). The fact that AMPARs are
not required for pruning suggest that signaling through NMDARs
may be sufficient to cause local changes at the synapse, and to
alter retrograde signaling at selective synapses. Consistent with
a recent study in the cerebellum (33), we found extensive pruning
of synapses on the soma of VPm neurons during the refinement
period.Most interestingly, deletion of NMDARs disrupts pruning

Fig. 4. Deletion of NMDARs disrupts pruning of somatic innervation during development. (A) Confocal images of VPm neurons and Pr5 axonal terminals in
Ai14;SERT-Cre (SERT-Ai14) mice at P7, P10, and P14. Cre-expressing neurons were visualized with the RFP antibody (green); corticothalamic axons were also
labeled with the RFP antibody. Pr5 axonal terminals were visualized with the VGluT2 antibody (red). (B) Confocal images of VPm neurons and Pr5 axonal
terminals in SERT-Grin1+/−;Ai14 and SERT-Grin1−/−;Ai14 mice at P14. (Scale bar: 10 μm; A and B use the same scale bar.) (C) comparison among the five groups
of somatic innervation by VGluT2-positive terminals. Somatic innervation was quantified as the fraction (as a percentage) of the cell body perimeter in contact
with VGluT2-positive terminals. In SERT-Ai14 mice, there was a progressive reduction of somatic innervation by VGluT2-positive terminals (71.6 ± 2.8%, n = 12
for P7; 40.2 ± 2.8%, n = 13 for P10; 22.4 ± 1.5%, n = 10 for P14; P < 0.0005, P7 vs. P10, P10 vs. P14). There was no difference between SERT-Grin1+/− control
mice and those in SERT-Ai14 mice (24.7 ± 2.3%, n = 32 for SERT-Grin1+/− at P14; P = 0.43 vs. SERT-Ai14 at P14); somatic innervation was significantly higher in
Cre-positive neurons of SERT-Grin1−/− mice at P14 than those in SERT-Grin1+/− or SERT-Ai14 mice at the same age (42.9 ± 2.3%, n = 34 for SERT-Grin1−/−; P <
0.0001 vs. SERT-Grin1+/− or SERT-Ai14).
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of somatic synapses, suggesting that signaling through NMDARs
initiates pruning of somatic innervation of VPm neurons.
In conclusion, our results demonstrate that NMDARs are directly

implicated in developmental refinement of whisker relay synapses
in the thalamus. Pruning of redundant inputs and strengthening
of remaining ones require the presence of NMDARs in the post-
synaptic neuron. These findings can be related to the development
of excitatory synapses in many parts of the brain.

Materials and Methods
Mice. A mouse strain carrying Grin1 conditional allele was generated by
using ES cells obtained from the European Mouse Mutant Cell Repository.
The SERT-Cre transgenic strain was obtained from the Mutant Mouse
Regional Resource Centers. All other strains were obtained from the
Jackson Laboratory Repository. Further details are provided in SI Materials
and Methods.

Slice Preparation. Brain slices were prepared from mice aged P7 through P17.
Further details are provided in SI Materials and Methods.

Electrophysiology. Whole-cell patch-clamp recordings were made in acute
brain slices at 32 to 34 °C. Data were analyzed by using AxoGraph and
IgorPro. Further details are provided in SI Materials and Methods.

Immunostaining, Image Acquisition and Analysis. Immunostaining was per-
formed on sections 50 to 60 μm thick by using standard methods. Confocal
images were taken with a Leica SP5 microscope, and analyzed with ImageJ.
Further details are provided in SI Materials and Methods.
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