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CTCF in parvalbumin-expressing neurons 
regulates motor, anxiety and social behavior 
and neuronal identity
Liron Davis1, Prudhvi Raj Rayi2, Dmitriy Getselter1, Hanoch Kaphzan2 and Evan Elliott1*  

Abstract 

CCCTC-binding factor (CTCF) is a regulator of chromatin organization and has direct effects on gene transcription. 
Mutations in CTCF have been identified in individuals with neurodevelopmental conditions. There are wide range of 
behaviors associated with these mutations, including intellectual disabilities, changes in temperament, and autism. 
Previous mice-model studies have identified roles for CTCF in excitatory neurons in specific behaviors, particularly in 
regards to learning and memory. However, the role of CTCF in inhibitory neurons is less well defined. In the current 
study, specific knockout of CTCF in parvalbumin-expressing neurons, a subset of inhibitory neurons, induced a spe-
cific behavioral phenotype, including locomotor abnormalities, anxiolytic behavior, and a decrease in social behavior. 
The anxiolytic and social abnormalities are detected before the onset of locomotor abnormalities. Immunohistochem-
ical analysis revealed a disbalance in parvalbumin-expressing and somatostatin-expressing cells in these mice. Single 
nuclei RNA sequencing identified changes in gene expression in parvalbumin-expressing neurons that are specific to 
inhibitory neuronal identity and function. Electrophysiology analysis revealed an enhanced inhibitory tone in the hip-
pocampal pyramidal neurons in knockout mice. These findings indicate that CTCF in parvalbumin-expressing neurons 
has a significant role in the overall phenotype of CTCF-associated neurodevelopmental deficits.
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Introduction
The human genome is highly complex and dynami-
cally packaged into several levels of organization, from 
chromatin fibers and nucleosomes to chromosomal 
domains that occupy a specific territory in the nucleus 
[1]. Chromosome compaction is partly achieved by for-
mation of chromosome loops [2]. CCCTC-binding fac-
tor (CTCF), a11-zinc finger protein, has an essential 
role in chromatin architecture[3–5]. The binding factor 
CTCF can link chromatin domains through long range 
interactions between genomic regions, by packaging 

promotor-enhancer/ promotor- repressor, and therefore 
controlling gene expression and chromatin organization.

Recent studies show that CTCF is involved in neuro-
logical diseases and human cognition [6]. Individuals 
with de novo mutations in CTCF gene, which leads to 
haploinsufficiency for CTCF, have an intellectual disabili-
ties, autistic features, microcephaly, and growth retarda-
tion [7–10]. Although the genetic mutations were located 
on different position in the gene encoding CTCF (N-ter-
minal region/ C-terminal region/ Zinc finger domain), 
the clinical features were similar. A separate genetic 
study determined an association between Single-nucle-
otide polymorphism (SNPs) in the genomic vicinity of 
CTCF and schizophrenia (SCZ) [11]. The study detected 
strong association between SNPs in the genes CTCF and 
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CACNB2 and schizophrenia, using a gene pathway-based 
approach.

Not only mutations in CTCF affect brain development 
and function, rather modifications in CTCF binding sites 
have also been implicated in neuropsychiatric pheno-
type [12–14]. For instance, CTCF directly binds to the 
promoter of FMR1 gene, the causative gene in Fragile x 
syndrome, and regulate its transcription [15]. In addition, 
mutations in genes encoding proteins that complex with 
CTCF such as SMC3, MECP2 and CHD8 are also known 
to be involved in neurodevelopmental disorders, showing 
the importance of CTCF in function and development of 
the central nervous system [16–19].

Full body knock-out (KO) of CTCF in both alleles 
causes lethality. Therefore, conditional knockout (cKO) 
mice are essential to determine the role of CTCF in neu-
rons [20]. CTCF knockdown in neuroprogenitor cells 
leads to changes in neuroprogenitor cell proliferation 
and differentiation in early cortex formation and death 
upon birth [21]. Two separate studies found that CTCF 
knockout specifically in excitatory neurons induces syn-
apse  and  dendrite  structural abnormalities, expression 
of clustered protocadherins (Pcdh), and early lethality 
[21–24]. In addition, CTCF ablation in camkiia-express-
ing neurons decreases learning capabilities, social behav-
iors, experience-dependent gene expression and induces 
abnormal microglia and enhanced inflammation-related 
gene Transcription [24, 25]. These studies further dem-
onstrate the role of CTCF in behavior.

In a study of the role of CTCF in differentiation of 
GABAergic interneurons, CTCF deletion in the MGE 
derived cortical interneurons leads to changes in cell 
specification and migration. These finding demonstrate 
a role for CTCF in cell fate determination during dif-
ferentiation [26, 27]. However, little is known about the 
function of CTCF in adult mice and the role of CTCF in 
different neuronal populations after establishment of cell 
identity. In this study we investigate the role of CTCF in 
a specific subtype of GABAergic interneurons by cross-
ing mice carrying a  loxP allele of  CTCF [28] with mice 
transgenic for  PV-Cre, which express  Cre  recombinase 
in inhibitory neurons that express parvalbumin (PV). 
Mice with deletion of CTCF in parvalbumin-expressing 
neurons induced a decrease in anxiety-like behavior and 
a social impairment at early age, followed by gradual 
deficits in motor function. CTCF cKO mice displayed 
a depletion in parvalbumin + neurons and increase in 
somatostatin + neurons in the hippocampus and cor-
tex while no cell apoptosis was seen. Single nuclei RNA 
sequencing and electrophysiology analysis determined 
an upregulation of voltage gated ion channel activity 
and strengthening of inhibitory neuron identity in par-
valbumin-expressing neurons. These results show that 

CTCF regulates behavior and motor function in inhibi-
tory neurons at developmental time points after neuronal 
differentiation.

Materials and methods
Mice
Mice were housed in a temperature-controlled barrier 
facility maintained at 24  °C in a 12-h light/dark cycle. 
Mice had access to fresh food and water ad  libitum. To 
generate CTCF cKO specifically in parvalbumin inhibi-
tory neurons, PV-Cre line was crossed to  CTCFflox/flox 
mice. The double transgenic PV − Cre+/− , CTCFflox/+ 
were backcrossed to CTCFflox/flox mice to produce 
PV − Cre+/−,CTCFflox/flox (cKO) and PV − Cre−/−

,CTCFflox/flox (WT) mice. These two lines were crossed 
in all experiments. Therefore, all offspring were 
CTCFflox/flox , and half were with PV − Cre+/− . The 
mice without PV − Cre+/− were the control animals. 
All experimental protocols were approved by the Animal 
Care and Use Committee of faculty of medicine, Bar- Ilan 
University, Israel.

Behavioral testing
Mice were habituated to the behavioral room for at least 
1  h before commencement of each test. Each test was 
performed on a separate day, with one day rest between 
each test. A camera filmed the movement, and the Nol-
dus Software “EthoVision” was used to track the behavior 
of the animals.

Rotarod test
The test was carried out with an accelerating Rotarod 
(Med Associates, St. Albins, VT). The speed of the 
Rotarod was set to 40 r.p.m. The amount of time each 
mouse spent on the rod was measured. The latency to 
fall was recorded three times with a 300 s cutoff time and 
average was calculated between the three independent 
trials.

Open field test
Anxiety-like and locomotor behavior was determined 
in the open field. The size of the box is 50 × 50 cm. The 
mouse is placed in a corner of the box and is allowed to 
explore for 10 min. We recorded, using the EthoVision XT 
10/11 software (Noldus), the distance moved and time 
spent in the entire box and in center square (25 × 25 cm). 
Testing was performed under light of 120 lx.

Limb clasping reflex
The mouse is lifted by their tail 30 cm above the floor for 
10  s. Individual measures are scored on a scale of 0–3 
[29]. If the hindlimbs are consistently splayed outward, 
it is a score of 0. If one hindlimb is retracted toward 
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the abdomen, it receives a score of 1. If both hindlimbs 
are partially retracted toward the abdomen, it receives 
a score of 2. If its hindlimbs are entirely retracted and 
touching the abdomen, it receives a score of 3. Each 
test is performed three times to ensure that the score is 
reproducible.

Light/dark box test
The mouse is placed in a dark plastic chamber (75 × 75 
cm) with an opening to highly lit chamber (~ 1200 LUX). 
The mouse is free to move between the two chambers for 
5 min. During this time, a camera films and tracks the 
behavior of the animals, including where they are found 
inside the box, velocity, distance traveled, etc.

Elevated plus maze
The mouse is placed in the center of a four arms maze. 
Each arm is 30 cm in length, two are closed and two are 
open. The maze is one meter high. The mouse is free 
to choose which arm it enters for a 5 min period. Dur-
ing this time, a camera films and tracks the behavior of 
the animals, including where they are found in the maze, 
velocity, distance traveled, etc.

Contextual and cued fear conditioning
First, on the training day each mouse was habitu-
ated to the fear conditioning cage for 5 min. Each 
mouse was placed into the conditioning chamber 
(10.5 × 10.5 × 10.5 cm) and allowed to explore freely for 
2 min and a tone (75 dB) was sounded as the conditioned 
stimulus for 30  s followed by a two second mild foot-
shock (0.7  mA) as the unconditioned stimulus. After a 
1-min break, another tone and shock was administered 
and then the mouse was returned to the home cage 1 
min after the second tone-shock pair. The next day, the 
mice were placed back into the conditioning chamber 
for 5 min and their freezing behavior was measured dur-
ing this time period as a measure of contextual memory. 
Three hours after context testing, the mice were placed 
into a different chamber with a novel odor, flooring, and 
light, for cue dependent memory testing. Following a 
2-min habituation, the tone was presented thrice for 30 s 
with an interval of 1 min in between each tone. Freezing 
during the three tone periods was recorded. The EthoVi-
sion XT 10- Noldus was used to analyze the videos.

Social interaction test
The test took place in a Non-Glare Perspex box (60 × 40 
cm) with two partitions that divide the box to three 
chambers, left, center and right (20 × 40 cm). The mouse 
is placed in the middle chamber for habituation (5 min) 
when the entry for both side chambers is barred. Test 
mouse was then allowed to explore the whole arena 

(10  min), where they freely choose between interacting 
with a novel mouse in one chamber or stay in an empty 
chamber. During this time, a camera films and tracks the 
behavior of the animals, including time spent in each 
chamber.

Immunostaining
Mice were perfused with 4% paraformaldehyde and then 
brains were dissected and incubated in 30% sucrose 
for 2 days. 30  μm slices sections were taken by sliding 
microtome. Slices were blocked for 1 h in blocking solu-
tion (10% horse serum, 0.3%triton and 1XPBS, and then 
incubated with primary antibodies for PV (1:500, Sigma) 
or SST (1:100, Millipore) overnight at room temperature. 
The following day, slices were washed with incubated for 
1 h with secondary antibodies (alexa488 and cy3), stained 
for 5 min with Hoechst (Sigma), and washed three times, 
followed by mounting.

For counting PV and SST neurons, four brain of 2 
weeks and 11 weeks old mice were perfused each group 
(WT and CTCF cKO), and 3–4 slices were taken from 
different brain region, hippocampus and prefrontal cor-
tex. After immunostaining, the number of PV and SST 
neurons was counted manually and calculated per mm2.

For checking KCNC1 florescence intensity in PV neu-
rons, four brain of 2 weeks old mice were perfused each 
group (WT and CTCF cKO), and 3–4 slices were taken 
from different brain region, hippocampus and prefron-
tal cortex. After immunostaining, by using ZEN pro-
gram, the results of KCNC1 florescence intensity were 
expressed as the mean fluorescence intensity in arbitrary 
units per PV cell.

Tunel staining
30  μm thick floating sections of 4% paraformaldehyde 
fixed mice brain were used to analyze apoptotic cells. The 
brain slices were processed using the In Situ Cell Death 
Detection Kits (Roche Life Science) according to manu-
facturer’s instruction.

Single‑nucleus extraction, RNA sequencing, and analysis
For the single-nucleus RNA-seq experiment, 2 weeks old 
mice were sacrificed. The forebrain of each mouse were 
dissected and minced using homogenizer in 5 ml homog-
enization buffer (0.25  M sucrose, 25  mM KCl, 5  mM 
MgCl2, 20 mM Tricine-KOH, 1 mM DTT, 0.15 mM sper-
mine, 0.5  mM spermidine), 7  µl RNase Inhibitor (Pro-
mega N2611) and 300  µl 5% IGEPAL. The sample was 
filtered through a 40 µm strainer, mixed with 5 ml of 50% 
iodixanol (Sigma D1556), underlayed with a gradient of 
30% and 40% iodixanol, and centrifuged at 4600 g for 1 h 
in a swinging bucket centrifuge at 4 °C. Nuclei were col-
lected at the 30–40% interface. The nuclei was transferred 
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to a 2 ml tube and centrifuged 10 min at 1000 g and 4 °C. 
Cell pellet was resuspended in PBS 1× , 0.04% BSA. 
Libraries for single nuclei RNA-seq were prepared using 
the Chromium Next GEM Single Cell 3′ GEM, Library 
& Gel Bead Kit v3.1 as recommended by the manufac-
turer. Cell-RT mix was prepared to aim 10,000 nuclei per 
sample and applied to Chromium Controller for GEM 
generation and barcoding. Libraries were sequenced on 
a NextSeq 550 sequencing system to a depth of approxi-
mately 30,000–40,000 reads per cell. Raw sequencing 
reads were analyzed using 10× Genomics Cell Ranger 
version 4.0.0 pipeline. Following fastq generation, count-
ing was performed using a custom “pre-mRNA” refer-
ence package (based on Mus musculus mm10 genome), 
listing each gene transcript locus as an exon, in order to 
count intronic reads. Cell loupe browser was used to per-
form differential gene analysis and to visualize data. Gene 
ontology analysis was performed using Toppgene.

Electrophysiology
Mice were anesthetized with a lethal dose of ketamine/
xylazine mixture and checked for any reflex by a toe-
pinch to ensure proper anesthesia. Following, mice 
were perfused with ice-cold cutting solution containing 
(in mM): 110 sucrose, 60 NaCl, 3  KCl, 1.25  NaH2PO4, 
28  NaHCO3, 0.5  CaCl2, 7  MgCl2  and 5  D-glucose. 
300-μm-thick coronal sections of dorsal hippocam-
pus were taken using a SMZ7000 vibratome (Campden 
Instruments) in ice-cold cutting solution. To allow recov-
ery of the slices after sectioning, the slices were trans-
ferred to artificial CSF (aCSF) containing (in mM): 125 
NaCl, 2.5 KCl, 1.25  NaH2PO4, 25  NaHCO3, 25 D-glucose, 
2  CaCl2, and 1  MgCl2 at 34 °C for 30 min. All of the solu-
tions were continuously bubbled with 95%  O2/5%  CO2. 
After initial recovery, the slices were left for 60  min at 
room temperature (RT) before transferring to the record-
ing chamber for additional 30 min of acclimation at RT.

Whole-cell voltage-clamp recordings: Hippocampal 
CA1 pyramidal neurons were visualized using infrared 
differential interference contrast (IR-DIC) microscopy 
and identified by their morphology and firing pattern. All 
recordings were carried out at RT. For whole-cell record-
ings, (3–5 MΩ) borosilicate glass pipettes (1B150F-4, 
WPI inc.) were pulled (P-1000; Sutter Instruments, 
Navato, CA). For measuring inhibitory postsynaptic 
currents (IPSCs), the pipettes were back-filled with Cs-
based intracellular solution containing (in mM): 140 
CsCl, 1 EGTA, 6 KCl, 4 NaCl, 2  MgCl2, and 10 HEPES, 
pH 7.3 (adjusted with CsOH), and 290  mOsm, yield-
ing a Chloride reversal potential of around 0  mV. Fur-
ther, 6,7-dinitroquinoxaline-2,3-dione (DNQX) 40  µM 
and 2-amino-5-phosphonopentanoate (D-AP-5) 50  µM 
(Tocris, Ellisville, MI) were added to the aCSF to block 

glutamatergic AMPA and NMDA currents, respectively. 
Morphologically-identified pyramidal neurons were 
patched to reach a seal resistance of > 2 GΩ, and next 
the seal was ruptured into whole-cell mode. Following, 
we waited for at least 10 min for proper diffusion of the 
internal solution throughout the cell prior to the record-
ings. Recordings were performed in voltage clamp mode 
at − 70 mV for 60 s. Series resistance  (Rs) was monitored 
throughout each experiment and neurons with a series 
resistance  Rs > 20 MΩ were excluded from analysis. The 
liquid junction potential was not corrected. Record-
ings were amplified using a Multiclamp 700B ampli-
fier (Molecular Devices),   low-pass  filtered at 2  kHz for 
all the volatge-clamp recordings, digitized by Digidata 
1440 (Molecular Devices) and sampled at 20  kHz. All 
IPSC events were detected offline using the template 
search feature for event detection in ClampFit software 
(pClamp10, Molecular Devices). All events less than 7 pA 
in amplitude and their corresponding inter-event inter-
vals were discarded from data analysis.

Statistical analysis
Statistical analysis data were judged, and reported in 
figures and the figure legends, to be statistically sig-
nificant when p < 0.05 by two-tailed t-test. Data are pre-
sented as mean ± SEM, and the number of animals (n) is 
mentioned.

Results
Characterization of CTCF‑ cKO in parvalbumin GABAergic 
interneurons
To investigate CTCF’s role in parvalbumin-expressing 
inhibitory neurons, we crossed   CTCFloxP mice with PV-
Cre  mice, which express  Cre  recombinase under the 
control of the promoter for  PV, the gene encoding par-
valbumin. The Cre-mediated deletion in CTCF-cKO 
mice was confirmed by immunohistochemistry analysis 
of the hippocampus (Fig. 1A). The CTCF-cKO mice dis-
play normal growth until postnatal week 13, where they 
begin to display decreased weight (Fig.  1B; *p = 0.016, 
**p = 0.005, ***p = 0.0006). By 17 weeks of age, the mice 
displayed a severe motor deficit phenotype, which was 
clearly visualized by disturbed gait as well as disturbed 
clasping (Fig. 1D; *p = 0.025, ***p = 4.71−6,***p = 4.4−16 ), 
and 60% of mice died within 20 postnatal weeks (Fig. 1C). 
There was also a minor deficit in the limb clasping reflex 
as early as 12  weeks of age. To determine if cell death 
may be involved in these severe motor phenotypes, we 
performed tunel staining to identify apoptotic cells. No 
apoptosis was seen in the prelimbic prefrontal cortex, 
striatum, cerebellum and the hippocampus of CTCF- 
cKO mice (Fig. 1E, Additional file 1: Fig. S1). Due to the 
severe motor phenotype by 20 weeks of age, it is possible 
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that the animal’s death is due to reduced ability to reach 
food and water.

CTCF‑cKO adult mice exhibit motor problems 
and reduction in anxiety‑related behavior
To more precisely determine the phenotype induced by 
CTCF knockout in PV cells, we further evaluated  adult 
male mice at least 8-weeks-old, before visually obvious 
motor impairment. CTCF-cKO mice spent less time 
on the rotarod (Fig.  2A; *p = 0.035) and moved signifi-
cantly less (Fig. 2B; ***p = 0.00071) compared to the con-
trol group. These results indicate that CTCF-cKO mice 
already start developing motor deficits as early as 8 weeks 
of age.

Anxiety-related tests were then performed on the 
CTCF cKO mice at the same time period. In dark light 
test, CTCF-cKO mice spent more time in the light 
chamber at the dark light test (Fig.  2C; ***p = 6.25−5 ), 
without changes in the number of entries into the light 
zone (Fig.  2D). In addition, in the elevated plus maze 
test CTCF-cKO mice spent less time in the close arms 

and more time in the center zone (Fig. 2E; **p = 0.0014, 
**p = 0.0068 respectively). They also displayed a 
smaller number of entries into the close arms (Fig.  2F; 
**p = 0.0063). Therefore, at 2 months of age, the CTCF-
cKO mice showed less anxiety-like behavior. Further-
more, we did social interaction test to test sociality. 
Unlike wild types, CTCF-cKO mice exhibit no prefer-
ence to spend time in a chamber with a stranger mouse 
in comparison to empty chambers (Fig.  2G; *p = 0.019). 
These results indicate that at 8 weeks of age, behavioral 
phenotypes include mild motor impairment, decrease in 
anxiety-like behavior, and less sociability.

CTCF‑cKO four weeks old mice exhibit reduction 
in anxiety‑related behavior with no motor problems
To evaluate loss of CTCF expression in the PV inhibitory 
neurons on behavior at earlier developmental time point, 
we performed a battery of behavioral tests on CTCF-cko 
mice using 4 weeks old mice. CTCF-cKO mice and wild 
type mice spent the same amount of time on the rotating 
rotarod (Fig. 3A) and the distance that the mice travelled 

Fig. 1 Characterization of the PV-Cre-Mediated CTCF cKO Mice. A Immunofluorescence analysis of CTCF in the hippocampus of 8-week-old 
wild-type and CTCF-cKO mice shows depletion of CTCF from parvalbumin inhibitory neurons. B Body weight over time. The CTCF-cKO mice 
exhibit significantly less weight by 13 weeks after birth. n = 7 for each group. *p = 0.016, **p = 0.005, ***p = 0.0006. Error bars represent SEM. 
C Survival curves of CTCF-cKO mice. 60% died by the time of 20 weeks after birth (n = 20). D 12 week old CTCF-cKO mice started to show an 
abnormal limb-clasping reflex when suspended by the tail which gradually got worse. WT = 5 animals, cKO = 12 animals. *p = 0.025, ***p = 4.71−6,

***p = 4.4−16 . Error bars represent SEM. E Tunel analysis revealed no apoptosis in CTCF cKO mice in the hippocampus-DG, cerebellum, striatum and 
prelimbic prefrontal cortex of 17 week old mice compared to WT. Positive control was performed with Dnase1 treatment and the image taken on 
the prelimbic prefrontal cortex. n = 4 for each group
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in the open field environment were equal (Fig.  3B). 
Therefore, 4 weeks old CTCF-cKO mice had no reduc-
tion in motor performance.

We further analyzed anxiety-like behavior. In dark light 
test CTCF-cKO mice spent significant more time in the 
light (Fig. 3C; **p = 0.007) and higher number of entries 
into the light chamber (Fig. 3D; *p = 0.022). In addition, 
in the elevated plus maze test CTCF-cKO mice spent less 
time in the close arms and more time in the open arms 
(Fig. 3E; *p = 0.028, *p = 0.044 respectively), traveled less 
distances in the close arms (Fig. 3F; **p = 0.002) and had 
a smaller number of entries into the close arms (Fig. 3G; 
*p = 0.043). Moreover, we tested behavior at the 4 week 
time point in the fear conditioning paradigm. In the con-
textual fear conditioning paradigm, CTCF-cKO  mice 
exhibited decrease in freezing levels (Fig. 3H; *p = 0.013) 
while in cue test, CTCF-cKO mice displayed the same 
freezing levels compered to WT mice (Fig.  3I). Thus, 
three separate tests indicate that low expression of CTCF 
in PV inhibitory neurons leads to decline anxiety-related 
behavior at a developmental time point that is distinct 
from motor deficits.

Social interaction tests found that the CTCF-cKO mice 
did not prefer to spend time in a chamber with a stranger 

mouse. In addition, they showed no preference to be in 
the sniffing zone of the stranger mouse compered to WT 
mice (Fig.  3J, K; *p = 0.046, ***p = 0.0002 respectively). 
This data verifies that low expression of CTCF in PV 
inhibitory neurons decreases social behavior at a devel-
opmental time point that is distinct from motor deficits.

CTCF‑cKO mice display modified amounts of PV and SST 
neurons
Approximately 70% of cortical interneurons can be 
divided into two practically non-overlapping groups based 
on their expression of parvalbumin or somatostatin [30–
33]. It is well known that parvalbumin and somatostatin 
cortical interneurons originate in a subcortical embryonic 
structure called the medial ganglionic eminence (MGE). 
The fate of the PV and SST progenitors’ cells depends 
on the transcription factors NKX2.1 and LHX6. There-
fore, to understand the biological process which leads 
to CTCF-cKO phenotype, we counted the number of 
GABAergic neurons that express PV and SST in differ-
ent brain regions. We found a decrease in PV + neurons 
in the cKO mice in the prelimbic prefrontal cortex and 
hippocampal CA2-CA3 and DG at both 11 weeks of age 
(Fig. 4A, C; *p = 0.012, *p = 0.015, **p = 0.009 respectively) 

Fig. 2 Adult CTCF-cKO mice demonstrate mild motor problems and reduction in anxiety-related behavior. Adult (8 weeks old) CTCF-cKO (n = 12) 
and WT (n = 9) performance in locomotor behavioral tests (A-B). A time spent on rotarod and B Distance move total. CTCF-cKO mice spent 
less time on the rotarod (*p = 0.035) and moved significantly less compared to the control group (***p = 0.00071). C, D Results of the light/dark 
transition test. CTCF cKO mice spent greater time in light zone (C, ***p = 6.25−5 ) however, similar number of entries into light zone (D). E, F Results 
of the elevated plus maze test. CTCF cKO mice spent less time in close arms (**p = 0.0014) however, more time in the center (**p = 0.0068) (E) and 
lower number of entries into close arm (**p = 0.0063) (F). G Results of the three-chambered social test. CTCF-cKO mice displayed no preference to 
spend time in a chamber with a stranger mouse (S) in comparison to empty chambers (E) (*p = 0.019). two-tailed, paired t test. Values in graphs are 
expressed as the mean ± SEM
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and 2  weeks of age (Additional file  1: Fig. S2A, 4D; 
***p=1.308−7, ∗p = 0.01, ∗ ∗ ∗p = 2.43−5 respectively). 
Interestingly, we found increase in SST + neurons at 
11  weeks of age (Fig.  4B, C; *p = 0.015) and 2  weeks of 
age in the hippocampus (Additional file  1: Fig. S2B, 4D; 
***p = 0.0001, **p = 0.007). These findings suggest that 
CTCF have a role in the maintenance of neuronal identity.

Single nuclei sequencing identifies gene expression 
changes involved in neuronal identity in CTCF‑cKO mice
In order to more fully understand the possible roles 
for CTCF in neuronal subtype identity and gene 

transcription, we performed single-nuclei RNA-seq 
(snRNA-seq) from the 2 week mice forebrain both in 
wild type mice and CTCF cKO mice.

Approximately 1% of cells expressed parvalbumin. 
As expected from the immunohistochemistry data 
above, there was less parvalbumin-expressing cells in 
the CTCF cKO. Of interest, the CTCF cKO parvalbu-
min-expressing cells were more densely clustered, while 
the wild type parvalbumin-expressing cells revealed a 
more varied gene expression (Fig.  5A). We performed 
differential expression analysis specifically on the PV-
expressing neurons between the two groups and found 

Fig. 3 Four weeks old CTCF-cKO mice exhibit reduction in anxiety-related behavior with no motor problems. Four weeks old CTCF- cKO (n = 12) 
and WT (n = 10) (A, B) performance in locomotors behavioral tests. time spent on rotarod (A) and Distance move total (B), were not different 
between CTCF-cKO and WT mice. C, D Results of the light/dark transition test. CTCF cKO mice spent greater time in light zone (**p = 0.007) C 
and higher number of entries into light zone (*p = 0.022) (D). E–G Results of the elevated plus maze test. CTCF cKO mice spent less time in close 
arms (*p = 0.028) and more time in the open arms (*p = 0.044) (E), moving less in the close arm (**p = 0.002) (F) and had lower number of entries 
into close arm (*p = 0.043) (G). (H, I) CTCF-cKO mice showed less freezing 24 h after training in the contextual fear conditioning test (*p = 0.013) 
(H) and tendency of decline freezing during tones in the cue-dependent fear conditioning test (I) (WT n = 6, CTCF cKO n = 12). J, K Results of the 
three-chambered social test. CTCF-cKO mice displayed no preference to spend time in a chamber with a stranger mouse compered to control 
group (*p = 0.046) (J) and specific in the sniffing area (***p = 0.0002) (K) comparison to empty chambers. two-tailed, paired t test. Values in graphs 
are expressed as the mean ± SEM
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18 genes that were differentially expressed in the CTCF 
cKO parvalbumin-expressing cells compared to wild 
type parvalbumin-expressing cells (Additional file  1: 
Table  S1, FDR < 0.1). Gene ontology analysis revealed 
that CTCF cKO parvalbumin-expressing cells had a sig-
nificant increase in genes that are involved in inhibitory 
neuron identity. In other words, these cells displayed a 
stronger transcriptional identity as inhibitory neurons. 
Gene ontology analysis also showed that these cells 
display an increase in genes involved in ion channel 
activity, particularly including genes Kcnc1 and Kcnc2, 
which are potassium ion channels critical for regula-
tion of action potential. Overexpression of these genes 
have previously been shown to increase neuronal firing 
rate [34]. Therefore, the snRNA-seq data suggests that 
the remaining parvalbumin-expressing neurons in the 
CTCF cKO mice have a stronger identity as inhibitory 
neurons with altered electrophysiological properties 
(Fig. 5B).

CTCF‑cKO mice display increase in Kv3.1 in PV neurons 
and increased inhibitory currents at the pyramidal neurons 
in the hippocampus
snRNA-seq from forebrain of 2 week CTCF-cKO mice 
determined upregulation of genes expressing in potas-
sium ion channels, especially Kcnc1 and Kcnc2. We 
further attempted to verify this finding at the protein 
level with immunohistochemistry. We focused on the 
PV neurons and calculated the average of fluorescence 
intensity of Kv3.1. We found an enrichment of Kv3.1, 
potassium ion channel, in PV neurons in the cKO mice 
in the prelimbic prefrontal cortex and hippocampal 
CA2-CA3 at 2 weeks of age (Fig.  6A–C; *p = 0.047, 
**p = 0.008). To further determine how these changes 
in potassium channels in PV neurons affect the syn-
aptic input to the pyramidal neurons, we studied the 
extrinsic properties by measuring the spontaneous 
inhibitory postsynaptic currents (sIPSCs) in the hip-
pocampal CA1 pyramidal neurons using whole-cell 
voltage-clamp recordings. We found a leftward shift 
in the cumulative distribution curves of the interevent 

Fig. 4 Dysregulation in the number of PV and SST neurons in CTCF-cKO mice. A, C, D CTCF-cKO mice exhibit decline in the number of PV neurons 
in the prelimbic prefrontal cortex and the hippocampal CA2-CA3 and DG of 11 weeks old (*p = 0.012, 0.015, **p = 0.009) (C) and 2 weeks old 
(***p = 1.308−7, 2.43−5, ∗p = 0.01) (D) mice. Furthermore, (B, C, D) CTCF-cKO mice exhibit increase in the number of SST neurons particularly in the 
hippocampus of 11 weeks old (*p = 0.015) (C) and 2 weeks old (***p = 0.0001, **p = 0.007) (D) mice. However, no differences in SST neurons in the 
cortex of 2 and 11 weeks old mice. 4 animals per group; two-tailed t test. Values in graphs are expressed as the mean ± SEM
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intervals (Fig. 6B; ****p < 0.0001), with a corresponding 
increase in the mean frequency of the IPSCs (Fig.  6D; 
*p = 0.024). Additionally, we observed a rightward shift 
in the cumulative distribution of amplitudes (Fig.  6C; 
****p < 0.0001), with a corresponding increase in the 
mean IPSC amplitude (Fig.  6E; **p = 0.004). Taken 
together, we observe an enhanced inhibitory tone on 
the pyramidal neurons. Therefore, these data together 
suggest that depletion of CTCF augments the levels of 
potassium ion channels in PV neurons, which further 
modulate the inhibitory inputs to the pyramidal neu-
rons of the hippocampus, either directly or via homeo-
static network responses.

Discussion
This study describes the effects of depleting CTCF in par-
valbumin  expressing neurons. We have demonstrated 
that mice with CTCF cKO in PV-expressing inhibitory 

neurons exhibit reduction in anxiety-related behavior, 
less sociability and a decline in motor performance over 
time. The anxiety-related behavior and sociability decline 
are seen before decline in motor performance, demon-
strating temporal-specific effects.

Genetic studies discovered individuals with de novo 
mutations in CTCF. The clinical spectrum is highly vari-
able [7–10], but often includes intellectual disability, 
microcephaly, and growth retardation in different sever-
ity levels. Behavioral abnormalities are common, includ-
ing cases of temper tantrums and/or autism.

We have found that knockdown of CTCF in parvalbu-
min-expressing cells induces a decrease in sociability. As 
explained above, some patients with CTCF mutations 
are diagnosed with autism, which includes social defi-
cits. There have been conflicting results in previous stud-
ies of CTCF knockdown in excitatory neurons whether 
that knockdown produces direct effects on sociability. 

Fig. 5 CTCF- cKO mice display decline in PV neurons and altered electrophysiological properties. A, B Results of the single-nuclei RNA-seq 
(snRNA-seq) from the 2 weeks mice forebrain. Picture on left shows all sequenced nuclei. Picture on right is zoom in on area with majority 
of parvalbumin-expressing neurons (represented by square on left side of panel). CTCF cKO mice are more densely clustered and less 
parvalbumin-expressing cells (A). Gene Ontology analysis of differentially expressed genes. Enrichment of upregulated genes highlighted ion 
channel activity, specifically potassium ion channels and genes that are involved in inhibitory neuron identity (B)
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Therefore, our results indicate that CTCF may regulate 
social behavior partially through effects in subsets of 
inhibitory neurons.

Some of the individuals with haploinsufficiency of 
CTCF observed motor problems, including delay in the 
age of walking and muscular hypotonia. Skeletal X-ray 
analysis showed "a diffuse osteopenic texture of the 
bones along with a brachycephalic type of craniosynos-
tosis" [9]. Furthermore, all patients had feeding difficulty 
after birth. Considering the behavioral phenotype, motor 
dysfunction and weight loss of our CTCF- cKO mice, it 
is possible that these similarity in clinical features may 
partly be due to deficits in inhibitory neurons.

Previous studies have determined that CTCF is an 
important regulator of the expression of Pcdh  genes, 
which are central in the mouse and human brain into 
specifying the identity and diversity of individual neurons 
[35–37]. In immunohistochemistry analysis, we found 
decrease in the number of PV neurons and increase in 

the number of SST neurons. Single nuclei RNA sequenc-
ing results also determined a role for CTCF in cell iden-
tity. These data confirm the essential of CTCF in neuronal 
diversity and specification. In single nuclei RNA-seq 
analysis, we found that deletion of CTCF in parvalbu-
min-expressing neurons induced specific changes in gene 
expression and neuronal identity that may help to explain 
the behavioral phenotypes. Parvalbumin-expressing 
cells displayed an increase in Kv3.1 potassium channel 
expression, which we further verified by immunohisto-
chemistry in both prelimbic prefrontal cortex and hip-
pocampus. Previous studies have shown that increase of 
these channels increases the firing frequency of parval-
bumin-expressing cells [34]. Further studies found that 
increasing the firing frequency of these cells induces an 
anxiolytic effect and changes in sociability in mice [38]. 
Therefore, changes in potassium ion channels may par-
tially explain the behavioral changes seen in our mice. 
In addition, gene ontology analysis found an increased 

Fig. 6 CTCF-cKO mice display increase in Kv3.1, potassium ion channel, in PV neurons and increased sIPSC frequency and amplitude in 
hippocampal pyramidal neurons. A CTCF- cKO mice exhibit elevation in the Kv3.1 florescence intensity in PV neurons in the prelimbic prefrontal 
cortex (*p = 0.047) and the hippocampal CA2-CA3 (**p = 0.008). B–E sIPSC recordings in the pyramidal neurons from acute hippocampal slices of 
8 weeks old mice. B Cumulative probability plots reveal a leftward shift in the sIPSC inter-event intervals (Kolmogorov–Smirnov test, ****p < 0.0001) 
and a C rightward shift in the sIPSC amplitudes (Kolmogorov–Smirnov test, ****p < 0.0001) in the cKO mice compared to their WT littermates. D 
Average frequency (*p = 0.024) and E amplitude (**p = 0.004) are increased in the pyramidal neurons of the cKO mice when compared to their WT 
controls. WT, n = 31 neurons, 4 animals; cKO, n = 36 neurons, 4 animals. Values in graphs are expressed as the mean ± SEM
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expression of genes involved in inhibitory neurons 
identity in the CTCF cKO mice, further suggesting an 
increase in inhibitory neurons function.

In order to gain further insights into how cellular 
and gene expression changes may be affecting neuronal 
function and inhibitory drive, we performed electro-
physiology on pyramidal neurons of the hippocampus. 
We found a higher sIPSC frequency and amplitude in 
the hippocampal pyramidal neurons of the cKO mice. 
There are two possible interpretations of these results. 
The Kv3.1 channels that are predominantly expressed 
in PV-positive interneurons, and absent in SST-positive 
interneurons of the hippocampus [39, 40], are increased 
in the PV-positive neurons of cKO mice. Therefore, this 
increase in Kv3.1 channels, which are responsible for the 
regulation of the action potential (AP) firing frequency 
by rapid repolarization [41], might lead to an increased 
global inhibitory input to the hippocampal CA1 in the 
cKO mice. The increased Kv3.1 channel expression can 
also be correlated with the reduced locomotion in the 
cKO mice, based on previous studies. Interestingly, 
a previous study found that knockout of Kv3.1/Kv3.3 
potassium channels lead to hyperactivity [42]. Another 
possible interpretation is that the inhibitory drive on to 
the pyramidal neurons  is not entirely dependent on the 
PV-positive interneurons but in part on SST-positive 
interneurons. PV and SST interneurons are two major 
inhibitory cell types found within the neocortex and hip-
pocampus with axonal arborizations preferentially tar-
geting the perisomatic and distal dendritic regions of the 
pyramidal neurons, respectively [43]. Correspondingly, 
we posit that this increase in the synaptic properties in 
the CA1 pyramidal neurons could be due to the observed 
elevated levels of SST interneurons in the hippocampus. 
Taken together, the gene expression and electrophysio-
logical data suggest an increase in inhibitory drive which 
may be leading to the downstream behavioral and motor 
phenotypes.

Comparison of our findings with transgenic knock-
outs of CTCF-binding partners suggests specific roles 
for a CTCF complex in behavior. For example, mice with 
methyl-CpG binding protein 2 (MeCP2) cKO in inhibi-
tory neurons developed motor and social deficits with 
no anxiety related behavior [44]. Other study on MeCP2 
cKO in excitatory neurons during development induced 
heightened anxiety and abnormal social interactions [45]. 
Previous study on Smc3 cKO mice also exhibited more 
anxiety-related behavior [46].

A previous study induced CTCF depletion in precur-
sors of cortical interneurons [27], which include both 
parvalbumin and somatostatin-expressing neurons. 
They found a marked decrease in cortical interneuron 

migration and numbers of both somatostatin and 
parvalbumin-expressing neurons. In contrast, in our 
parvalbumin-expressing cell CTCF knockout we find 
decrease of parvalbumin-expressing cells but increase 
of somatostatin-expressing cells. Since the knockout 
in the previous study was in an earlier developmental 
time point, this might explain a decrease in differentia-
tion into both cell types. However, our knockout was 
induced at a later time point, after differentiation into 
parvalbumin-expressing cells. The increase of soma-
tostatin-expressing cells in several brain regions may 
suggest a trans differentiation of parvalbumin-express-
ing cells to somatostatin-expressing cells after CTCF 
depletion.

Gene ontology analysis on PV neurons exhibited 
upregulation of genes that are involved in inhibitory neu-
ron identity. Recent study on the lysine acetyltransferases 
type 3 (KAT3) family members CBP and p300 that are 
important transcriptional co-activators show this genes 
importance in cell type-specific genes maintains and 
neuronal identity [47]. Therefore, different epigenetic 
regulators may have specific roles in regulating neuronal 
identity of specific cell types.

In summary, our study provides novel data on the func-
tion of CTCF in PV inhibitory neurons in brain. These 
results suggested that CTCF in GABAergic inhibitory PV 
neurons is essential for mice motor function, anxiety, and 
sociability like behavior together with the involvement of 
CTCF in neuronal identity.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13041- 022- 00916-9.

Additional file 1:  Table S1. Differentially expressed genes in parval-
bumin-expressing cells between wild type and CTCF-cKO mice. Figure 
S1. No apoptosis seen in hippocampus of CTCF cKO mice. Figure S2. 
Dysregulation in the number of PV and SST neurons in two weeks old 
CTCF- cKO mice.

Acknowledgements
We would like to thank Tal Katz Ezov, Nitsan Fourier and Maor Hatoel from the 
Technion Genomic Center for their assistance in library preparation, sequenc-
ing, quality control and initial bioinformatic analysis of the single nuclei 
sequencing.

Authors’ contributions
L.D. performed all behavioral and molecular analysis and wrote the manu-
script. P.R.R. performed all the electrophysiological experiments and wrote the 
manuscript. H.K. supervised the electrophysiological experiments and wrote 
the manuscript. D.G. was involved in behavioral experimentation. E.E. planned 
the project and edited the manuscript. All authors read and approved the final 
manuscript.

Funding
This study was funded with a grant from the Israel Science Foundation (Grant 
Number 898/17).

https://doi.org/10.1186/s13041-022-00916-9
https://doi.org/10.1186/s13041-022-00916-9


Page 12 of 13Davis et al. Molecular Brain           (2022) 15:30 

Availability of data and materials
The datasets used and/or analyzed during the current study are available from 
the corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
All experimental protocols were approved by the Animal Care and Use Com-
mittee of faculty of medicine, Bar-Ilan University, Israel.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Bar Ilan University, Azrieli Faculty of Medicine, Hanrietta Sold 8, 13215 Safed, 
Israel. 2 Sagol Department of Neurobiology, University of Haifa, Haifa, Israel. 

Received: 2 March 2022   Accepted: 23 March 2022

References
 1. Cremer T, Küpper K, Dietzel S, Fakan S. Higher order chromatin architec-

ture in the cell nucleus: on the way from structure to function. Biol Cell. 
2004;96:555–67.

 2. Lanctôt C, Cheutin T, Cremer M, Cavalli G, Cremer T. Dynamic genome 
architecture in the nuclear space: regulation of gene expression in three 
dimensions. Nat Rev Genet. 2007;8:104–15.

 3. Liu F, Wu D, Wang X. Roles of CTCF in conformation and functions of 
chromosome. Semin Cell Dev Biol. 2018;90:168–73.

 4. Phillips JE, Corces VG. CTCF: master weaver of the genome. Cell. 
2009;137:1194–211.

 5. Wang DC, Wang W, Zhang L, Wang X. A tour of 3D genome with a focus 
on CTCF. Semin Cell Dev Biol. 2018;90:4–11.

 6. Ito K, Takizawa T. Nuclear architecture in the nervous system: devel-
opment, function, and neurodevelopmental diseases. Front Genet. 
2018;9:308.

 7. Gregor A, Oti M, Kouwenhoven EN, Hoyer J, Sticht H, Ekici AB, Kjaergaard 
S, Rauch A, Stunnenberg HG, Uebe S, et al. De novo mutations in the 
genome organizer CTCF cause intellectual disability. Am J Hum Genet. 
2013;93:124–31.

 8. Chen F, Yuan H, Wu W, Chen S, Yang Q, Wang J, Zhang Q, Gui B, Fan 
X, Chen R, et al. Three additional de novo CTCF mutations in Chinese 
patients help to define an emerging neurodevelopmental disorder. Am J 
Med Genet C Semin Med Genet. 2019;181(2):218–25.

 9. Bastaki F, Nair P, Mohamed M, Malik EM, Helmi M, Al-Ali MT, Hamzeh AR. 
Identification of a novel CTCF mutation responsible for syndromic intel-
lectual disability—a case report. BMC Med Genet. 2017;18:68.

 10. Konrad EDH, Nardini N, Caliebe A, Nagel I, Young D, Horvath G, Santoro 
SL, Shuss C, Ziegler A, Bonneau D, et al. CTCF variants in 39 individuals 
with a variable neurodevelopmental disorder broaden the mutational 
and clinical spectrum. Genet Med. 2019;21:2723–33.

 11. Juraeva D, Haenisch B, Zapatka M, Frank J, GROUP Investigators, PSYCH-
GEMS SCZ Working Group, Witt SH, Mühleisen TW, Treutlein J, Strohm-
aier J, et al. Integrated pathway-based approach identifies association 
between genomic regions at CTCF and CACNB2 and schizophrenia. PLoS 
Genet. 2014; 10, e1004345.

 12. Davis L, Onn I, Elliott E. The emerging roles for the chromatin structure 
regulators CTCF and cohesin in neurodevelopment and behavior. Cell 
Mol Life Sci. 2018;75:1205–14.

 13. Strong E, Butcher DT, Singhania R, Mervis CB, Morris CA, De Carvalho D, 
Weksberg R, Osborne LR. Symmetrical dose-dependent DNA-methyl-
ation profiles in children with deletion or duplication of 7q11.23. Am J 
Hum Genet. 2015;97:216–27.

 14. Meguro-Horike M, Yasui DH, Powell W, Schroeder DI, Oshimura M, Lasalle 
JM, Horike S. Neuron-specific impairment of inter-chromosomal pairing 

and transcription in a novel model of human 15q-duplication syndrome. 
Hum Mol Genet. 2011;20:3798–810.

 15. Lanni S, Goracci M, Borrelli L, Mancano G, Chiurazzi P, Moscato U, Ferrè F, 
Helmer-Citterich M, Tabolacci E, Neri G. Role of CTCF protein in regulating 
FMR1 locus transcription. PLoS Genet. 2013;9: e1003601.

 16. Zlatanova J, Caiafa P. CTCF and its protein partners: divide and rule? J Cell 
Sci. 2009;122:1275–84.

 17. Peters J-M, Tedeschi A, Schmitz J. The cohesin complex and its roles in 
chromosome biology. Genes Dev. 2008;22:3089–114.

 18. Kernohan KD, Jiang Y, Tremblay DC, Bonvissuto AC, Eubanks JH, Mann 
MRW, Bérubé NG. ATRX partners with cohesin and MeCP2 and contrib-
utes to developmental silencing of imprinted genes in the brain. Dev 
Cell. 2010;18:191–202.

 19. Sugathan A, Biagioli M, Golzio C, Erdin S, Blumenthal I, Manavalan P, Raga-
vendran A, Brand H, Lucente D, Miles J, et al. CHD8 regulates neurodevel-
opmental pathways associated with autism spectrum disorder in neural 
progenitors. Proc Natl Acad Sci USA. 2014;111:E4468–77.

 20. Moore JM, Rabaia NA, Smith LE, Fagerlie S, Gurley K, Loukinov D, Disteche 
CM, Collins SJ, Kemp CJ, Lobanenkov VV, et al. Loss of maternal CTCF is 
associated with peri-implantation lethality of Ctcf null embryos. PLoS 
ONE. 2012;7: e34915.

 21. Hirayama T, Tarusawa E, Yoshimura Y, Galjart N, Yagi T. CTCF is required for 
neural development and stochastic expression of clustered Pcdh genes 
in neurons. Cell Rep. 2012;2:345–57.

 22. Sams DS, Nardone S, Getselter D, Raz D, Tal M, Rayi PR, Kaphzan H, Hakim 
O, Elliott E. Neuronal CTCF is necessary for basal and experience-depend-
ent gene regulation, memory formation, and genomic structure of BDNF 
and Arc. Cell Rep. 2016;17:2418–30.

 23. Kim S, Yu N-K, Shim K-W, Kim J-I, Kim H, Han DH, Choi JE, Lee S-W, Choi 
DI, Kim MW, et al. Remote memory and cortical synaptic plasticity require 
neuronal CCCTC-binding factor (CTCF). J Neurosci. 2018;38:5042–52.

 24. McGill BE, Barve RA, Maloney SE, Strickland A, Rensing N, Wang PL, 
Wong M, Head R, Wozniak DF, Milbrandt J. Abnormal microglia and 
enhanced inflammation-related gene transcription in mice with con-
ditional deletion of Ctcf in Camk2a-Cre-expressing neurons. J Neurosci. 
2018;38:200–19.

 25. Kwak J-H, Lee K. Forebrain glutamatergic neuron-specific Ctcf deletion 
induces reactive microgliosis and astrogliosis with neuronal loss in adult 
mouse hippocampus. BMB Rep. 2021;54(6):317.

 26. Watson LA, Wang X, Elbert A, Kernohan KD, Galjart N, Bérubé NG. Dual 
effect of CTCF loss on neuroprogenitor differentiation and survival. J 
Neurosci. 2014;34:2860–70.

 27. Elbert A, Vogt D, Watson A, Levy M, Jiang Y, Brûlé E, Rowland ME, 
Rubenstein J, Bérubé NG. CTCF governs the identity and migration of 
MGE-derived cortical interneurons. J Neurosci. 2019;39:177–92.

 28. Heath H, Ribeiro de Almeida C, Sleutels F, Dingjan G, van de Nobelen 
S, Jonkers I, Ling K-W, Gribnau J, Renkawitz R, Grosveld F, et al. CTCF 
regulates cell cycle progression of alphabeta T cells in the thymus. EMBO 
J. 2008;27:2839–50.

 29. Guyenet SJ, Furrer SA, Damian VM, Baughan TD, La Spada AR, Garden GA. 
A simple composite phenotype scoring system for evaluating mouse 
models of cerebellar ataxia. J Vis Exp. 2010; JoVE, 39

 30. Du T, Xu Q, Ocbina PJ, Anderson SA. NKX2.1 specifies cortical interneuron 
fate by activating Lhx6. Development. 2008;135:1559–67.

 31. Tyson JA, Anderson SA. The protracted maturation of human ESC-derived 
interneurons. Cell Cycle. 2013;12:3129–30.

 32. Batista-Brito R, Fishell G. The developmental integration of corti-
cal interneurons into a functional network. Curr Top Dev Biol. 
2009;87:81–118.

 33. Fogarty M, Grist M, Gelman D, Marín O, Pachnis V, Kessaris N. Spa-
tial genetic patterning of the embryonic neuroepithelium gener-
ates GABAergic interneuron diversity in the adult cortex. J Neurosci. 
2007;27:10935–46.

 34. Medrihan L, Umschweif G, Sinha A, Reed S, Lee J, Gindinova K, Sinha SC, 
Greengard P, Sagi Y. Reduced kv3.1 activity in dentate gyrus parvalbumin 
cells induces vulnerability to depression. Biol Psychiatry. 2020;88:405–14.

 35. Hirayama T, Yagi T. The role and expression of the protocadherin-alpha 
clusters in the CNS. Curr Opin Neurobiol. 2006;16:336–42.

 36. Hirano K, Kaneko R, Izawa T, Kawaguchi M, Kitsukawa T, Yagi T. Single-
neuron diversity generated by protocadherin-β cluster in mouse central 
and peripheral nervous systems. Front Mol Neurosci. 2012;5:90.



Page 13 of 13Davis et al. Molecular Brain           (2022) 15:30  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 37. Golan-Mashiach M, Grunspan M, Emmanuel R, Gibbs-Bar L, Dikstein R, 
Shapiro E. Identification of CTCF as a master regulator of the clustered 
protocadherin genes. Nucleic Acids Res. 2012;40:3378–91.

 38. Zou D, Chen L, Deng D, Jiang D, Dong F, McSweeney C, Zhou Y, Liu L, 
Chen G, Wu Y, et al. DREADD in parvalbumin interneurons of the dentate 
gyrus modulates anxiety, social interaction and memory extinction. Curr 
Mol Med. 2016;16:91–102.

 39. Weiser M, Bueno E, Sekirnjak C, Martone ME, Baker H, Hillman D, Chen S, 
Thornhill W, Ellisman M, Rudy B. The potassium channel subunit KV3.1b 
is localized to somatic and axonal membranes of specific populations of 
CNS neurons. J Neurosci. 1995;15:4298–314.

 40. Du J, Zhang L, Weiser M, Rudy B, McBain CJ. Developmental expression 
and functional characterization of the potassium-channel subunit Kv3.1b 
in parvalbumin-containing interneurons of the rat hippocampus. J Neu-
rosci. 1996;16:506–18.

 41. Rudy B, McBain CJ. Kv3 channels: voltage-gated K+ channels designed 
for high-frequency repetitive firing. Trends Neurosci. 2001;24:517–26.

 42. Espinosa F, Marks G, Heintz N, Joho RH. Increased motor drive and sleep 
loss in mice lacking Kv3-type potassium channels. Genes Brain Behav. 
2004;3:90–100.

 43. Udakis M, Pedrosa V, Chamberlain SEL, Clopath C, Mellor JR. Interneuron-
specific plasticity at parvalbumin and somatostatin inhibitory synapses 
onto CA1 pyramidal neurons shapes hippocampal output. Nat Commun. 
2020;11:4395.

 44. Ito-Ishida A, Ure K, Chen H, Swann JW, Zoghbi HY. Loss of MeCP2 in 
parvalbumin-and somatostatin-expressing neurons in mice leads to 
distinct Rett syndrome-like phenotypes. Neuron. 2015;88:651–8.

 45. Gemelli T, Berton O, Nelson ED, Perrotti LI, Jaenisch R, Monteggia LM. 
Postnatal loss of methyl-CpG binding protein 2 in the forebrain is suf-
ficient to mediate behavioral aspects of Rett syndrome in mice. Biol 
Psychiatry. 2006;59:468–76.

 46. Fujita Y, Masuda K, Bando M, Nakato R, Katou Y, Tanaka T, Nakayama M, 
Takao K, Miyakawa T, Tanaka T, et al. Decreased cohesin in the brain leads 
to defective synapse development and anxiety-related behavior. J Exp 
Med. 2017;214:1431–52.

 47. Lipinski M, Muñoz-Viana R, Del Blanco B, Marquez-Galera A, Medrano-
Relinque J, Caramés JM, Szczepankiewicz AA, Fernandez-Albert J, Navar-
rón CM, Olivares R, et al. KAT3-dependent acetylation of cell type-specific 
genes maintains neuronal identity in the adult mouse brain. Nat Com-
mun. 2020;11:2588.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	CTCF in parvalbumin-expressing neurons regulates motor, anxiety and social behavior and neuronal identity
	Abstract 
	Introduction
	Materials and methods
	Mice
	Behavioral testing
	Rotarod test
	Open field test
	Limb clasping reflex
	Lightdark box test
	Elevated plus maze
	Contextual and cued fear conditioning
	Social interaction test
	Immunostaining
	Tunel staining
	Single-nucleus extraction, RNA sequencing, and analysis
	Electrophysiology
	Statistical analysis

	Results
	Characterization of CTCF- cKO in parvalbumin GABAergic interneurons
	CTCF-cKO adult mice exhibit motor problems and reduction in anxiety-related behavior
	CTCF-cKO four weeks old mice exhibit reduction in anxiety-related behavior with no motor problems
	CTCF-cKO mice display modified amounts of PV and SST neurons
	Single nuclei sequencing identifies gene expression changes involved in neuronal identity in CTCF-cKO mice
	CTCF-cKO mice display increase in Kv3.1 in PV neurons and increased inhibitory currents at the pyramidal neurons in the hippocampus

	Discussion
	Acknowledgements
	References


