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An increasing number of studies show that an altered epigenetic landscape may cause impairments in regulation of learning and
memory-related genes within the aged hippocampus, eventually resulting in cognitive deficits in the aged brain. One such epigenetic
repressive mark is trimethylation of H3K9 (H3K9me3), which is typically implicated in gene silencing. Here, we identify, for the first time,
an essential role for H3K9me3 and its histone methyl transferase (SUV39H1) in mediating hippocampal memory functions. Pharmaco-
logical inhibition of SUV39H1 using a novel and selective inhibitor decreased levels of H3K9me3 in the hippocampus of aged mice, and
improved performance in the objection location memory and fear conditioning tasks and in a complex spatial environment learning task.
The inhibition of SUV39H1 induced an increase in spine density of thin and stubby but not mushroom spines in the hippocampus of aged
animals and increased surface GluR1 levels in hippocampal synaptosomes, a key index of spine plasticity. Furthermore, there were
changes at BDNF exon I gene promoter, in concert with overall BDNF levels in the hippocampus of drug-treated animals compared with
control animals. Together, these data demonstrate that SUV39H1 inhibition and the concomitant H3K9me3 downregulation mediate
gene transcription in the hippocampus and reverse age-dependent deficits in hippocampal memory.
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Introduction
Learning and memory decline with age as a consequence of multiple
different mechanisms, many of which target the hippocampus. A
growing body of evidence suggests that epigenetic regulation of
genes and proteins is fundamental to these age-related changes in the

hippocampus. In the context of aging and neurodegenerative con-
ditions, histone acetylation has been extensively studied and is un-
mistakably associated with facilitating learning and memory (Mai et
al., 2009; Gräff et al., 2012). On the other hand, changes in histone
methylation states in the brain, relative to cognitive functions, is a
relatively unexplored area of research (Gupta et al., 2010; Jarome and
Lubin, 2014; Morse et al., 2015). Methylation of the histone tail
typically occurs at specific lysine (K) residues, such as H3K4, H3K9,
H3K27, H3K36, H3K79, and H4K20, and can either activate or re-
press transcription (Vakoc et al., 2006). In particular, trimethylation
of H3K9 (H3K9me3) is an important repressive histone mark,
mainly involved in the formation and maintenance of silent hetero-
chromatin state.

Several studies point to a pivotal role of H3K9me3 in aging,
including vascular inflammation and diabetes (Sedivy et al.,
2008; Villeneuve et al., 2008, 2010). More recently, in an elegant
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Significance Statement

Cognitive decline is a debilitating condition associated with not only neurodegenerative diseases but also aging in general.
However, effective treatments have been slow to emerge so far. In this study, we demonstrate that epigenetic regulation of key
synaptic proteins may be an underlying, yet reversible, cause of this decline. Our findings suggest that histone 3 trimethylation is
a probable target for pharmacological intervention that can counteract cognitive decline in the aging brain. Finally, we provide
support to the hypothesis that, by manipulating the enzyme that regulates H3K9me3 (using a newly developed specific inhibitor of
SUV39H1), it is possible to alter the chromatin state of subjects and restore memory and synaptic function in the aging brain.
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new study, Zhang et al. (2015b) also demonstrate how alterations
in the heterochromatin state may drive human aging. The histone
methyl transferase suppressor of variegation 3–9 homolog 1
(SUV39H1) is the principle enzyme responsible for the trimethy-
lation of H3K9 (Stewart et al., 2005), and Zhang et al. (2015b)
demonstrate how knockdown of SUV39H1 leads to a reduction
of both overall H3K9me3 and induction of cellular senescence.
However, to date, there has not been any study that directly ad-
dresses the effect of SUV39H1 inhibition and the corresponding
downregulation of H3K9me3 on memory and cognitive function
in the aging brain. Recent progress in the development of small-
molecule inhibitors of methyltransferases is a powerful means to
change this.

In this study, we investigated, for the first time, the role of
H3K9me3 in learning and memory in aged mice treated with the
SUV39H1 inhibitor ETP69, a newly developed analog of the epi-
dithiodiketopiperazine alkaloid chaetocin A, the first reported
inhibitor of SUV39H1 (Fig. 1) (Greiner et al., 2005; Cherblanc et
al., 2013; Overman et al., 2014; Baumann et al., 2015). ETP69,
initially developed for use in cancer treatment, shows signifi-
cantly greater selectivity against a panel of 17 human histone
methytransferases than chaetocin A, and exhibits no inhibitory
activity toward histone acetyltransferase p300 and DNA methyl-
transferase DNMT1 (Overman et al., 2014). It is well accepted
that hippocampal impairments result in severe deficits in spatial
memory (Duva et al., 1997; Bachevalier and Nemanic, 2008).
Accordingly, we used a spatial memory task (object location
memory task), known to be hippocampal dependent, to evaluate
the effects of H3K9me3 manipulation in aged animals. This test
has been used extensively to evaluate novel compounds for their
effects on cognitive deficits (Haettig et al., 2011; Intlekofer et al.,
2013). In addition, we used the fear conditioning task and a spon-
taneous activity task, referred to as the unsupervised learning
(USL) task, to extend and confirm our findings. The USL and fear
conditioning tasks both measure hippocampal-dependent learn-
ing, and the USL task is known to be highly correlated with syn-
aptic changes in the hippocampus (Cox et al., 2014), and are
susceptible to age-related deficits.

Then to identify the downstream regulatory mechanisms un-
derlying memory improvements by H3K9me3 inhibition, we
evaluated cellular/molecular events, including epigenetic and
protein changes on BDNF and synapse growth. We identified the
effect of ETP69 on hippocampal spine formation using Golgi
staining and flow synaptometry, a new method that can be used
to profile synapses using isolated synaptosomes (Prieto et al.,
2015). Overall, our data reveal that ETP69 has procognitive ben-
efits for the aging brain and that this effect supports a role of
H3K9me3 in memory function.

Materials and Methods
Animals
Aged (18 –20 months, n � 48) or young (3– 4 months, n � 18) C57BL/6J
male mice were group housed with food and water ad libitum and were
acclimated to the vivarium for 1 week before experimental procedures.
Lights were maintained on a 12:12 light/dark cycle, and all behavior
testing was performed during the light phase of the cycle.

Compound
ETP69 (Rac-(3S,6S,7S,8aS)-6-(benzo[d][1,3]dioxol-5-yl)-2,3,7-trimethyl-
1,4-dioxohexahydro-6H-3,8a-epidithiopyrrolo[1,2-a]pyrazine-7-carboni-
trile) is a racemic analog of epidithiodiketopiperazine alkaloids, such as
chaetocin A, and was prepared as described previously (Overman et al.,
2014) and recrystallized from methanol. Compound was dissolved in a mix-
ture of 50% DMSO-based saline solution. Control subjects received DMSO
saline solution.

Testing
Object location memory (OLM) task. Training and testing procedures
were performed using a standard OLM protocol. Briefly, 22 aged mice
and 18 young mice were handled for �2–3 min per day for 5 d, followed
by habituation to the experimental apparatus (white rectangular open
field measuring 30 � 23 � 21.5 cm) for 5 min per day for 5 consecutive
days before training.

Dose–response in OLM. On the test day, mice were given 3 min of
habituation (in an empty test arena) followed by a single intraperitoneal
injection of ETP69 (10 mg/kg, n � 8; or 20 mg/kg, n � 7; or vehicle, n �
7). Mice were then given a 3 min acquisition trial (with 2 similar objects
placed in the arena opposite each other) 30 min after the injection of drug
or vehicle, and all animals were then returned to their home cages for a
24 h intertrial interval. Twenty-four hours later, a 3 min retention test
was administered, where one object was moved to a novel location and
the amount of time the animals spent exploring the novel versus familiar
location was recorded to evaluate the dose–response in the OLM task.
Because animals that had received 10 mg/kg performed better than other
groups in the OLM task, we used 10 mg/kg for the remainder of the study.
This OLM paradigm has previously been shown to be subthreshold for
learning (Stefanko et al., 2009; Intlekofer et al., 2013). Locomotor activity
was also measured in this paradigm using the line crossings method
(Snigdha et al., 2011).

Acquisition (pretraining) or consolidation (post-training). In another
test, aimed to determine the efficacy of the compound in pretraining and
post-training paradigms, the same group of 22 aged animals was retested
on the OLM task 3 weeks after the first test. To determine whether the
drug impacted acquisition or consolidation mechanisms, mice were in-
jected (i.p.) with 10 mg/kg compound (n � 7) or vehicle (n � 8) either
right before or after acquisition phase. At 24 h later, animals were killed
after retention testing, and hippocampi were removed, rapidly frozen on
dry ice, and stored at �80°C until processing for trimethylation levels
and BDNF assay.

Eighteen young mice were also tested in the same OLM paradigm as
described above. To determine whether the drug impacted acquisition or
consolidation mechanisms, the young mice were injected with the 10
mg/kg compound or vehicle (i.p., n � 6/group) either just before or right
after the acquisition trial, and tested 24 h after acquisition.

USL. A new group of 12 aged animals were used for the unsupervised
learning task. Procedures were adapted from published work (Fedulov et
al., 2007; Chen et al., 2010a, b). The USL behavioral apparatus consisted
of a large open field divided by walls into 4 chambers, all accessible by
small entrances in each dividing wall (see Fig. 5a). The animals can also
access a smaller attached enclosed dark compartment by an open en-
trance. After 5 d of handling, animals were injected with ETP69 (10
mg/kg, i.p.) or vehicle and placed in the video-monitored USL box for 30
min, and then returned to the home cage. At 24 h later, the animals were
placed in the USL box again and killed immediately afterward. Their
brains were rapidly removed, hippocampus dissected rapidly, frozen on
dry ice, and stored at �80°C until further processing.

Contextual fear conditioning. Fourteen aged (18 –20 months) male
mice were placed in the fear-conditioning chamber and allowed to ex-

Figure 1. Structure of ETP69 (Rac-(3S,6S,7S,8aS)-6-(benzo[d][1,3]dioxol-5-yl)-2,3,7-trimethyl-
1,4-dioxohexahydro-6 H-3,8a-epidithiopyrrolo[1,2-a]pyrazine-7-carbonitrile).
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plore for 2 min before receiving one electric foot shocks (2 s, 0.2 mA).
Animals were returned to the home cage 2 min after the foot shock.
Twenty-four hours later, behavior in the conditioning chamber was ob-
served for 5 min and subsequently was analyzed for freezing behavior,
which was defined as the absence of all movement except for respiration.

Histone trimethylation. Total histone was extracted from frozen hip-
pocampi of 3 young and 3 old mice using an EpiQuik extraction kit
(OP-0006 –100) following the manufacturer’s protocol. In brief, tissue
was weighed and cut into small pieces and homogenized in 1� prelysis
buffer, transferred in a 2 ml tube, and centrifuged at 10,000 � g for 1 min
at 4°C. The supernatant was removed; tissue pellet was resuspended in 3
volumes of lysis buffer, incubated on ice for 30 min, and centrifuged at
12,000 � g for 5 min at 4°C. Balance-DTT buffer (0.3 volumes) was
added to the supernatant, which was stored at �80°C. The protein con-
centration of the eluted histone was estimated using a Bradford protein
detection kit (Bio-Rad) using BSA as a standard. Histone (H3K9) trim-
ethylation analysis was performed according to the manufacturer’s
information (ab115064). Briefly, trimethylated histones were captured
using specific antibody and detected with a labeled detection antibody,
followed by a color development reagent. Absorbance was read at 450
nm, and results were calculated using a standard curve following the
manufacturer’s instructions.

Spine counts. In another series of experiments, 12 aged mice (20 –22
months) were injected with ETP69 (10 mg/kg; i.p) or vehicle (i.p.); and
24 h later, the animals were killed, and the brains were separated into two
hemispheres. The right hemisphere was used for Golgi staining, and the
left was processed for flow synaptometry. Staining was conducted ac-
cording to the manufacturer’s information (Golgi-Cox, Bioenna), and

spine densities were calculated relative to the 3D length of the sampled
segments of stained dendrites.

Flow synaptometry. Fresh synaptosome P2 fractions were obtained
from whole-mouse hippocampus using our long-standing protocol
(Sandoval et al., 1978). Briefly, the fractions were obtained from the
hippocampas by homogenizing tissue (1:10 w/v) in ice-cold sucrose 320
mM. All the steps were performed at 4°C; sucrose buffer, grinder, pestle,
and microfuge tubes were all precooled on ice. Hippocampi were rapidly
dissected form a single mouse and homogenized in 320 mM sucrose (1.5
ml) containing HEPES (10 mM) and a protease/phosphatase inhibitor
mixture (Pierce), pH 7.4. Homogenization consisted of 6 – 8 manual
strokes in a glass-Teflon grinder, clearance (between plunger and glass):
0.15– 0.25 mm. The plunger was gently rotated during strokes while the
grinder was kept on ice. The homogenate was centrifuged at 1200 � g for
10 min. Supernatant (S1, containing mitochondria and synaptosomes)
was transferred into two clean microfuge tubes and centrifuged at
12,000 � g for 20 min. Supernatants (S2) were carefully removed using a
plastic tip and vacuum. Pellets (P2, corresponding to the crude synapto-
some fraction) were resuspended by gently pipetting up and down in
1.5 ml of PBS. Protein concentration was determined using the BCA
assay using BSA as standard. Before immunolabeling, we adjusted all
samples to the same protein concentration using PBS as diluent. Immu-
nolabeling for flow synaptometry analysis was performed according to a
method for staining of extracellular/intracellular antigens using 200 �l of
synaptosomal fractions (50 –100 �g protein). Antibodies included the
following: GluR1 (extracellular) (Millipore, ABN241, DIL � 1:400),
pAkt-ser473 (Cell Signaling Technology, 4060, DIL � 1:400), PSD95
(Millipore, MAB1598, DIL � 1:400), anti-rabbit IgG Alexa-488 and anti-

Figure 2. a, Mice treated with ETP69 at 10 mg/kg and 20 mg/kg (i.p.) administered 30 min before acquisition phase in the OLM showed no difference in object exploration (measured in seconds)
in the acquisition phase. Data are mean � SEM; n � 7 or 8/group. b, In the retention phase of the task (24 h after drug administration) mice treated with 10 mg/kg of ETP69 (i.p.) explored the novel
object significantly (measured in seconds) more than the familiar object (**p � 0.01, Bonferroni t test). Mice treated with 20 mg/kg of ETP69 performed similar to aged controls. Data are mean �
SEM; n � 7 or 8/group. c, Effect of ETP69 treatment on discrimination index in aged animals. Mice treated with 10 mg/kg of ETP69 (i.p.) showed improved discrimination index [time spent at novel
object location � time spent at familiar object location]/[total time exploring both objects � 100] compared with aged controls. *p � 0.05 (Bonferroni t test). Data are mean � SEM; n � 7 or
8/group. d, Effect of ETP69 treatment on locomotor activity (measure by line crossings) in aged animals. Mice treated with 20 mg/kg (but not 10 mg/kg) of the compound showed significant
reduction in locomotor activity compared with aged control. **p � 0.01, ***p � 0.001 (Bonferroni t test). Data are mean � SEM; n � 7 or 8/group.
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mouse IgG Alexa 647 (Invitrogen, DIL � 1:400). Data were acquired
using a FACS Calibur flow cytometer (BD Biosciences) equipped with
argon 488 nm and helium-neon 635 nm lasers. Relative size and granu-
larity were determined by forward (FSC) and side scatter (SSC) proper-
ties. FSC, SSC, FL1, and FL4 signals were collected using log
amplification. Alexa-488 and Alexa-647 fluorochromes were detected by
the FL1 and FL4 detectors, respectively. FSC-SSC plots were used to select
particles matching the size of synaptosomes (0.5–3.0 �m) using cali-
brated beads (see Fig. 9a), as previously described (Fein et al., 2008).
Identical FSC settings were used for acquiring data on bead standards
and samples. Small fragments and debris were excluded by establishing a
FSC-H threshold (325). A total of 10,000 size-gated particles were col-
lected and analyzed for each sample. Analysis was performed using the
CellQuest Pro software (BD Biosciences).

ELISA. ELISA was performed using the BDNF Emax Immunoassay
System (G7610, Promega) according to the manufacturer’s instructions.
Two sets of samples were prepared from the hippocampus of each ani-
mal, and all reactions were performed in duplicate.

In the first series of experiments, we had established that BDNF was a
target of ETP69; then we used brains obtained from a second set of
experiments (USL task) to detect which BDNF exons were methylated
and which downstream targets of BDNF showed changes following
ETP69 treatment.

ChIP for BDNF promoter regions. After cross-linking with 1% formal-
dehyde, chromatin was sheared to fragments of 200 –500 bp. Immuno-
precipitation was realized overnight at 4°C with an antibody directed
against histone H3K9me3 (Millipore). After washes, elution from beads,
and reversal of the cross-link, immunoprecipitated DNA was purified
and analyzed in triplicate by qRT-PCR with an internal standard curve

prepared from pooled input samples. Each sample was normalized with
the respective input value. Primers for bdnf promoters for exon I, IV, and
VI correspond to each unique exon sequence (Aid et al., 2007; Intlekofer
et al., 2013). qRT-PCR primer sets were designed using the Roche Uni-
versal Probe Library Assay Design Center and obtained from Integrated
DNA Technologies. qRT-PCR was run in a Stratagene MX3005P ther-
mocycler at 95°C for 3 min, followed by 45 cycles of 95°C for 10 s and
58°C for 15 s. Each qRT-PCR run included all samples run in triplicate
and a standard curve. Data were analyzed by the 2 � �� Ct method and
expressed as fold change over control after normalizing with input sam-
ples, as described previously (Sahar et al., 2007).

Statistical analysis. Mann–Whitney test was used as nonparametric t
test for paired and unpaired data, and Student’s t test were used for
parametric data. One-way ANOVAs were followed by post hoc Tukey’s
test for mean comparisons of three or more groups; whereas two-way
ANOVAs were followed by Bonferroni’s post hoc test. All statistical tests
and the nonlinear fit for Figure 9b were performed using GraphPad
Prism 6. Data are presented as mean � SEM. p � 0.05 was considered
significant.

Results
Acute administration of ETP69 improved performance of
aged mice in the OLM task
We first conducted a dose–response study to test the effects of
intraperitoneally administered ETP69 in the spatial OLM task.
The dose range included amounts known to be well tolerated in
mice (Overman et al., 2014). Our results show that 10 mg/kg, but
not 20 mg/kg, of ETP69 induced memory improvements in the

Figure 3. a, Effect of the drug at 10 mg/kg (i.p.) administered either 30 min before acquisition phase (pre-trial) or immediately after acquisition (post-trial) in the object location memory task
in aged mice. No difference in object exploration (measured in seconds) in the acquisition phase. Data are mean � SEM. Pre-trial, n � 6/group; post-trial, n � 8/group. b, In the retention phase
of the task (24 h � 30 min, after drug administration), mice treated with 10 mg/kg of ETP69 (i.p.) explored the novel location (measured in seconds) significantly more than the familiar location.
***p � 0.001 (Bonferroni t test). Data are mean � SEM. Pre-trial, n � 6/group; post-trial, n � 8/group. c, Effect of ETP69 treatment on discrimination index in aged animals either 30 min before
acquisition phase (pre-trial) or immediately after acquisition (post-trial). Mice treated with 10 mg/kg of ETP69 (i.p.) showed improved discrimination index [time spent at novel object location �
time spent at familiar object location]/[total time exploring both objects � 100] compared with aged control in both conditions. *p � 0.05 (Bonferroni t test). **p � 0.01 (Bonferroni t test). Data
are mean � SEM; n � 7 or 8/group.
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OLM task in aged mice (Fig. 2b,c). This was demonstrated using
a two-way ANOVA (interaction effect: F(2,19) � 10.25, p � 0.01;
Fig. 2b) on the exploration times, with post hoc testing showing
that the group receiving 10 mg/kg of the drug performed signif-
icantly better compared with controls (p � 0.05), and further
confirmed by one-way ANOVA of the discrimination index
(F(2,18) � 6.48) followed by post hoc testing (p � 0.05; Fig. 2c).
The acquisition phase of the testing showed no significant inter-
action effect (F(2,19) � 2.21, p � 0.139; Fig. 2a) or main effect of
object location (F(1,19) � 1.83, p � 0.19). However, there was a
significant treatment effect (F(2,19) � 3.18, p � 0.05), with ani-
mals that had been given a higher dose of the drug (20 mg/kg)
showing a decrease in total exploration time (p � 0.05). This
suggests that higher doses of the H3K9me3 downregulation may
impair overall exploration and possibly impair locomotor activ-
ity in aged animals. This was confirmed by measuring locomotor
activity of animals (Fig. 2c). A two-way ANOVA on the locomo-
tor activity levels showed no interaction effect (F(2,18) � 1.22, p �
0.31) or time effect (F(1,18) � 1.16, p � 0.213), but there was a
significant effect of treatment (F(2,18) � 14.2, p � 0.01; Fig. 2d).
Accordingly, we selected the lower dose for all further testing.

Next, we sought to determine whether ETP69 treatment dif-
ferentially affects performance accuracy in the OLM task in a
pre-trial versus a post-trial administration paradigm. The pre-
trial versus post-trial paradigms for the OLM task allow for test-
ing of two distinct components of memory formation.
Specifically, the pre-training drug administration evaluates ac-
quisition and recall of memory, whereas the post-training drug
administration targets memory consolidation and recall. Thus,
we administered the drug either 30 min before or immediately

after the acquisition phase of the OLM test. We found that 10
mg/kg (i.p.) of the drug, administered either 30 min before ac-
quisition phase or immediately after acquisition, improved per-
formance in the OLM task (interaction effect: F(2,19) � 9.81, p �
0.01; Fig. 3b). Further post hoc testing showed a significant effect
in both the pretrial and post-trial groups (p � 0.001). This was
also confirmed by one-way ANOVA (F(2,19) � 3.67) of the dis-
crimination index (p � 0.01 for pre-trial and p � 0.05 for post
trial; Fig. 3c) The acquisition phase of the testing showed no
significant group differences (interaction: F(2,19) � 0.26, p �
0.773; main effect of drug: F(2,19) � 0.01, p � 0.982; main effect of
object location: F(1,19) � 0.01, p � 0.901; Figure 3a).

To test the hypothesis that H3K9me3 inhibition positively
impacts memory in young and aged mice, we extended the be-
havioral testing to young mice. Unlike in aged animals, adminis-
tration of ETP69 did not improve OLM performance in young
mice. The 10 mg/kg (i.p.) of the drug, administered either 30 min
before acquisition phase (pre-trial) or immediately after acquisi-
tion (post-trial), did not show any statistical differences com-
pared with young controls (interaction effect: F(2,15) � 0.32, p �
0.728; main effect of drug: F(2,15) � 2.21, p � 0.143; main effect of
object location: F(2,15) � 6.02, p � 0.05; Figure 4b). This was also
confirmed by one-way ANOVA (F(2,17) � 0.035) of the discrim-
ination index (Fig. 4c). The acquisition phase of the testing also
showed significant group differences (interaction: F(2,15) � 0.44,
p � 0.652; main effect of drug: F(2,15) � 25.01, p � 0.01) in the
pre-trial versus post-trial groups, but no difference between ex-
ploration of Position 1 versus Position 2 (main effect of object
location: F(2,15) � 1.56, p � 0.229; Fig. 4a). This suggests that

Figure 4. a, Effect of the drug at 10 mg/kg (i.p.) administered either 30 min before acquisition phase (pre-trial) or immediately after acquisition (post-trial) in the object location memory task
in young mice. No difference in object exploration (measured in seconds) in the acquisition phase. Data are mean � SEM; n � 6/group. b, In the retention phase of the task (24 h � 30 min, after
drug administration), drug-treated young animals did not show a preference for novel location (measured in seconds), performing similar to the young controls. Data are mean�SEM; n�6/group.
c, Effect of ETP69 treatment on discrimination index in young animals. Mice treated with 10 mg/kg of ETP69 (i.p.) showed no improvement in discrimination index [time spent at novel object
location � time spent at familiar object location]/[total time exploring both objects � 100] compared with age-matched controls. Data are mean � SEM; n � 6/group.
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H3K9me3 manipulation may have quite different effects in the
young versus aged brain.

ETP69 administration improves performance in the USL task
in aged animals
To evaluate whether H3K9me3 is implicated in measures of spa-
tial learning and to evaluate molecular endpoints, we conducted
a second series of experiments, with the USL task being the be-
havioral endpoint. The USL task is a simple behavioral paradigm
in which mice are allowed to freely explore a four-compartment
environment for a specified period of time. Reduction in overall
activity and exploration of the test arena over this time is con-
sidered a measure of learning and short-term memory. If this
occurs at similar rates in the two groups, it indicates no signifi-
cant differences in short-term learning and the locomotor pat-
tern of animals during this task is highly correlated with synaptic
changes in the hippocampus (Cox et al., 2014).

During the test, well-handled mice were placed in the four-
compartment test box and their movements were monitored for
30 min on day 1 and then again 24 h later on day 2. We found that
animals treated with ETP69 (10 mg/kg, i.p.) showed a significant
decrease in habituation/exploration (as measured by distance
traveled) 24 h after treatment but not in the first 30 min on day 1
(Fig. 5b). One-way ANOVA revealed significant group differ-
ences (F(3,19) � 4.05, p � 0.05), and post hoc testing confirmed the
difference between performance on day 1 and day 2 in ETP69-
treated animals (p � 0.05) but not in the age-matched control
group (Fig. 5c). The 30 min of exploration on day 1 is sufficient to
induce some long-term memory of the test arena in the mice and
can be measured on day 2 of testing. We found a difference in
activity levels on day 2 and interpret this as improved retention

and recall in ETP69-treated animals, even when learning remains
the same between groups.

ETP69 administration improves performance in the
contextual fear conditioning task in aged animals
To confirm our findings from the OLM and USL tasks, we used
the contextual fear conditioning to test the effect of H3K9me3
downregulation on hippocampal-dependent learning and
memory. We found that aged animals (n � 7/group) that had
been treated with ETP69 showed improved performance on
the task compared with aged controls ( p � 0.01; Fig. 6). Over-
all, these behavioral data suggest that ETP69 administration
improves hippocampal-dependent learning and memory over
a battery of tests.

ETP69 administration decreases levels of H3K9me3 in the
hippocampus of aged mice
We first compared H3K9me3 levels in the hippocampus and cer-
ebellum of young versus old mice and found significantly higher
level of H3K9me3 in aged mice in the hippocampus (Fig. 7a;
p � 0.05) but not in the cerebellum (Fig. 7b). The OLM and USL
are both hippocampal-specific, and we found a difference in
H3K9me3 levels in the hippocampus of young versus old mice.
Accordingly, we next tested the total level of H3K9me3 in the
hippocampus following drug treatment in hippocampal tissue
samples from the cohort of animals described above in the OLM
task. Our results showed a significant effect of the drug in histone
extracts from the hippocampus of the drug-treated animals. Sta-
tistical analysis showed decreases in H3K9me3 levels in aged an-
imals treated with ETP69 (p � 0.05, Fig. 7c) but not in young
animals (Fig. 7d).

Figure 5. a, The unsupervised learning test arena is a large open field divided by walls into 4 chambers, all accessible by small entrances in each dividing wall, and a black box into which mice can
escape. b, Aged mice treated with ETP69 (10 mg/kg, i.p.) showed a significant decrease in habituation/exploration (as measured by distance traveled) on day 2 compared with day 1. Aged control
mice spent equal time(s) exploring the test arena on both day 1 and day 2. Habituation was measured over 30 min, and data shown are in 5 min bins. *p � 0.05, significant difference between
habituation/exploration on day 1 and day 2 at the specified time points (Tukey’s t test). n � 5 or 6/group. c, Graph represents the total distance traveled over 30 min on day 1 and day
2 following administration of ETP69 (10 mg/kg, i.p) or vehicle. *p � 0.05, significant decrease in total distance traveled in 30 min between day 1 and day 2 (Tukey’s t test). Data are
mean � SEM; n � 5 or 6/group.
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In addition, we also evaluated the global levels of H3K9me2
in aged mice, which has already been linked to learning and
memory deficits (Balemans et al., 2013), but did not observe
any significant effects of ETP69 treatment in aged mice ( p �
0.95, unpaired t test, data not shown).

H3K9me3 inhibition increases spine density and GluR1
receptor surface expression in hippocampal synaptosomes
It has been reported that novel memory formation can be asso-
ciated with a transient increase in spine density in the hippocam-
pus (Restivo et al., 2009). In particular, improved performance in
the OLM (Babayan et al., 2012) and USL (Cox et al., 2014) tasks is
associated with structural and/or functional changes at excitatory
glutamatergic synapses Thus, we examined whether pharmaco-
logical inhibition of the histone methyltransferase (SUV39H1)
was sufficient to induce an increase in dendritic spine formation
in the hippocampus.

Specifically, using Golgi-stained sections, we counted and
classified spines on CA1 pyramidal neurons. Dendrite segments
from neurons in CA1 of the hippocampus were imaged by con-
focal microscopy, and a blinded investigator counted and classi-
fied dendritic spines according to their morphology. Spines were
manually counted and classified as thin, mushroom, or stubby,
according to previously described criteria (Harris et al., 1992).

For each animal, at least 5 pyramidal neurons and 200 �m of
total dendrite length and 250 –500 spines were analyzed (n � 6
animals per group). All of the neurons were chosen from the
dorsal part of the CA1 hippocampal region (according to its es-
sential role in spatial memory) and were completely stained along
basal and apical dendrites (Fig. 8b). Segregation analysis based
on anatomically observed differences was done to differentiate
basal from apical dendrites in the same neuron. On average,
ETP69-treated mice had 45% more total number of spines per
length of apical dendrite (microns) compared with controls
Analysis of apical spine density by morphology revealed a signif-
icantly higher density of thin (p � 0.001, Student’s t test) and
stubby spines (p � 0.05, Student’s t test), in ETP69-treated mice
compared with control mice (Fig. 8a). There was no difference in
the numbers of mushroom spines/length of dendrite measured
(Fig. 8a). In contrast, spines on basal dendrites showed no differ-
ences between groups. t test comparisons between drug- and
vehicle-treated groups showed the following p values for thin
spines is 0.82, for stubby spines is 0.83, and for mushroom spines
is 0.95 (data not graphed).

Next, we studied the influence of ETP69 on synapses using
flow synaptometry (Prieto et al., 2015), an innovative approach
to molecularly characterize isolated synaptosomes (presynaptic
terminals attached to postsynaptic dendritic spines) (Wilhelm et
al., 2014). Specifically, we quantified the levels of PSD95 (scaf-
folding protein) and GluR1 (subunit of AMPA receptors), as the
activity-dependent incorporation of AMPA receptor at PSD-
enriched regions promotes spine growth and increases synaptic
transmission efficiency (Zhang et al., 2015a). After mice treat-
ment, hippocampal synaptosome fractions were immunostained
and analyzed by flow synaptometry, which first identifies synap-
tosomes by size using calibrated beads, as previously described
(Prieto et al., 2015). We have previously shown that the subset of
particles between 0.5 and 3.0 �m is highly enriched in synapto-
somes, as indicated by the high levels of synaptophysin and
PSD95 in most (	70%) size-gated particles (Prieto et al., 2015).
Consistent with the ETP69-induced increase in spine numbers
(Fig. 8a), our analysis on size-gated synaptosomes revealed that
ETP69 increases the proportion of particles with detectable levels

Figure 6. Aged mice treated with ETP69 (10 mg/kg, i.p.) showed improved performance
when contextual fear conditioning was assessed. *p � 0.01 (Bonferroni t test). Data are
mean � SEM; n � 7 per group.

Figure 7. Trimethylation levels of H3K9 in (a) hippocampal extracts young versus aged mice
and (b) cerebellum extracts of young versus aged mice. n � 3/group. *p � 0.05 (Student’s
unpaired t test). Trimethylation levels of H3K9 in the hippocampus of (c) aged mice and (d)
young mice, which received 10 mg/kg of ETP69 (i.p.) or vehicle, 24 h after drug administration.
n � 7/group. *p � 0.05 (Student’s unpaired t test).
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of PSD95 (p � 0.05; Fig. 9c), thus reflecting an increase in the
number of synapses. No changes were observed in the PSD95
levels per particle, as determined by the mean fluorescence of
intensity. Next, to test whether ETP69 increases the relative levels
of spines expressing surface GluR1, we quantified the proportion
of size-gated synaptosomes coexpressing GluR1 at surface and
PSD95 intracellularly by double labeling combining extracelullar
(no permeabilization) and intracellular immunodetection. We
found an increase in the percentage of GluR1-PSD95 double-
positive (GluR1
PSD95
) events in ETP69-treated mice, com-
pared with vehicle-treated controls (p � 0.05; Fig. 9e).

Synaptic plasticity depends on intracellular signaling and traf-
ficking. In particular, the activation of the serine/threonine ki-
nase Akt is an essential step for the activity-dependent transport
of PSD95 to dendrites after NMDA receptor activation (Yoshii
and Constantine-Paton, 2010). Therefore, we next analyzed the
effects of ETP69 on Akt activation (phosphorylation at Serine-
473, pAkt) at the synapse by flow synaptometry. According to
the increased proportion of PSD95
GluR1
 events after ETP69
treatment, SUV39H1 inhibition by ETP69 also increased the

proportion of pAkt
PSD95
 events, relative to samples from
vehicle-treated mice (p � 0.05; Fig. 9g). Overall, these results
suggest that H3K9me3 inhibition acts, at least in part, by posi-
tively modulating molecular processes that promote spine gener-
ation and/or stability.

ETP69 increases H3K9me3 levels at BDNF promoter and
BDNF protein levels in hippocampus of aged mice
It stands to reason that, whether treatment with SUV39H1 inhib-
itor stimulates spine formation in the hippocampus, it should
also produce gene-specific changes in distinct signaling cascades
that can serve learning and memory. In the adult brain, one such
molecule, which plays a major role on synapse formation and
plasticity, is BDNF (Park and Poo, 2013). Thus, we tested the
effect of H3K9me3 downregulation on BDNF protein levels,
which is critical for consolidation of hippocampal-dependent
learning and memory (Intlekofer et al., 2013). The bdnf gene is
composed of several noncoding exons, each one regulated by its
own promoter and responding to different stimuli (Aid et al.,
2007). We therefore evaluated whether ETP69 treatment de-

Figure 8. a, Effect of ETP69 treatment on spine counts (thin, mushroom, and stubby) in the CA1 region of the hippocampus *p � 0.05, significantly different compared with age-matched
controls (Student’s unpaired t test). **p �0.01, significantly different compared with age-matched controls (Student’s unpaired t test). b, Representative images showing effect of ETP69 treatment
on spines in the CA1 of the hippocampus. Top, Hippocampal neurons from control animals. Bottom, Spines observed in ETP69-treated animals.
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creases trimethylation of H3K9 at bdnf Promoters I, IV, and VI. A
significant effect of treatment was found for H3K9me3 at bdnf I
(p � 0.05; Fig. 10b), but not bdnf IV or VI. Therefore, exon I
appears to be the main contributor to the differential regulation

of pan-BDNF levels observed following acute ETP69 treatment.
Importantly, ETP69-induced epigenetic changes at BDNF pro-
moter were associated with an increase of BDNF protein levels in
hippocampus. We found significantly elevated levels of BDNF in

Figure 9. a, Representative density plot showing size-gated synaptosomes. b, Representative histogram showing an increase in the PSD95-positive subpopulation of synaptosomes following
ETP69 treatment. c, Percentage of PSD95-positive events increases following ETP69 treatment in synaptosomes obtained from aged mice. *p � 0.05. d, Representative density plots showing
surface GluR1 and PSD95 expression in size-gated synaptosomes. e, GluR1 and PSD95 double-positive events (top right quadrant) increase following ETP69 treatment in synaptosomes obtained
from aged mice ( p � 0.05, aged-treated vs aged control mice). f, Representative density plots showing pAkt and PSD95 detection in size-gated synaptosomes. pAkt and PSD95 double-positive
events (top right quadrant) increase following ETP69 treatment. g, Percentage of pAkt and PSD95 double-positive events increases following ETP69 treatment in synaptosomes obtained from aged
mice (*p � 0.05 aged-treated vs aged control mice).
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the hippocampus of ETP69-treated mice
relative to controls (F(2,16) � 8.09, p �
0.01; Fig. 10a).

Discussion
In this study, we tested the potential of
acute in vivo SUV39H1 inhibition and
the consequent H3K9me3 downregula-
tion to attenuate learning and memory
deficits in aging. We further evaluated
potential mechanisms that may contrib-
ute to cognitive benefits observed fol-
lowing H3K9me3 manipulation. Our
findings show that performance of aged
animals was improved in the object
location memory task and the unsuper-
vised learning task following SUV39H1
inhibition. This corresponded with an
increase in dendritic spine density of
pyramidal neurons and an increase in ac-
tive synapses expressing GluR1-containing
AMPA receptors in the hippocampus, along
with increased levels of pAkt in synapto-
somal extracts obtained from the hippocampi of these animals. Lev-
els of BDNF were also upregulated in the hippocampus of animals,
which had been administered the SUV39H1 inhibitor. These results,
therefore, provide support for the amelioration of cognitive deficits
and suggest that SUV39H1 inhibition and likely the resulting
H3K9me3 downregulation trigger a cascade of events involving
BDNF, spine remodeling, and growth.

To the best of our knowledge, there have been no studies
that have evaluated the effect of H3K9me3 inhibition on learn-
ing and/or memory function. Here, we present the first
evidence that decreased H3K9me3 in the hippocampus im-
proves spatial memory in aged mice but not in young mice.
This is an important finding in that histone deacetylase inhi-
bition, which is a well-characterized epigenetic mechanism
underlying synaptic plasticity and memory, is known to im-
prove performance in even young animals (Stefanko et al.,
2009). In our experiments in both pretraining and post-
training paradigms of the OLM task, ETP69-treated aged (but
not young) animals performed equally well during testing,
24 h after the acquisition trial. This led us to believe that acute
treatment with ETP69 was inducing a hippocampus-specific
change in H3K9me3 levels in aged animals. Our data from the
USL task confirmed that ETP69-treated animals were showing
improved retention and recall at 24 h but not at 30 min after
drug treatment, when learning remained the same between
groups. Repressors and cofactors recruited by H3K9me3 in-
clude histone deacetylases and heterochromatin protein-1�.
Indeed, heterochromatin protein-1� associates directly with
SUV39H1 and leads to a self-sustaining repressive cycle (Lund
and van Lohuizen, 2004) and may require 	30 min to show
any behavioral manifestations. Thus, our findings are consis-
tent with the hypothesis that changes at the molecular (and
hence behavioral levels) are not rapidly engaged but need time
to evolve the mechanism supporting improved retention and
recall.

Transient increases in spine density have been associated
with improved learning and memory, particularly in the hip-
pocampus of aged mice (deToledo-Morrell et al., 1988; von
Bohlen und Halbach et al., 2006), but the effect of H3K9me3
manipulation on synaptic function and spines is currently un-

explored. Here we report that ETP69 increased both thin and
stubby spine count in the CA1 region of ETP69-treated ani-
mals. Thin spines are flexible and critical for formation of new
synapses, which makes them well suited for facilitating acute
improvements in cognition observed with ETP69 treatment.
Our data suggest that the drug engages mechanisms that
support spine plasticity and growth. We also found increases
in levels of both PSD 
 synaptosomes and the PSD95 
 synap-
tosomes expressing surface GluR1 in synaptic terminals Pre-
viously, it has been demonstrated that remodeling spines
requires incorporation of AMPA receptor at PSD-enriched
regions (Park et al., 2004). It is also known that synaptic con-
nections can be strengthened by addition of AMPA receptor to
synapses (Lee and Kirkwood, 2011; Huganir and Nicoll, 2013).
Thus, our data support the hypothesis that H3K9me3 medi-
ates changes to synaptic signaling in the hippocampus leading
to improved cognitive function in aging.

BDNF is a key molecule serving synaptic plasticity and
neuronal activity. We have previously shown that histone
deacetylase inhibition in the aged brain improves spatial
memory in a BDNF-dependent manner (Intlekofer et al.,
2013). Because histone deacetylase is one of the cofactors re-
cruited by H3K9me3, we tested the role of SUV39H1 inhibi-
tion on BDNF protein levels in the aged brain. Our data show
that H3K9me3 modulates learning and memory, and it is
likely that this effect is mediated by a BDNF-dependent mech-
anism. Our results suggest that it is primarily Promoter I that
drives BDNF upregulation following ETP69 treatment in aged
mice. It appears likely that H3K9me3 inhibition selectively
participates in regulation of BDNF Promoter I, but the down-
stream result of this selectivity remains unknown. We would
also like to point out that systemic drug treatment (as in this
study) will reduce H3K9me3-mediated transcriptional re-
pression across multiple genes, not only BDNF but likely tran-
scripts that support or suppress plasticity. Further studies are
warranted to evaluate these regulatory mechanisms.

In conclusion, this study provides a first look at the cascade
of possibilities regulated either directly or indirectly by
H3K9me3 downregulation. It is possible that activation of
certain molecular pathway following removal of the H3K9me3
repressive mark activates hippocampal-memory pathway(s),

Figure 10. a, BDNF protein levels in mice treated with 10 mg/kg of ETP69 (i.p.) either 30 min before or right after the acquisition
phase in the OLM task are increased in the hippocampus compared with aged controls. **p � 0.01, aged-treated compared with
aged control animals (Dunnett’s t test). n � 6/group. b, H3K9me3 levels at Promoter I of BDNF was significantly lower in
ETP69-treated animals compared with controls. p � 0.056 (Mann–Whitney t test). n � 7 for control; n � 9 for ETP69-treated
animals.
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which in turn may generate additional transcription and
translation required for the maintenance of improved mem-
ory function in aged animals. Finally, this study provides sup-
port to the hypothesis that, by manipulating the enzyme that
regulates histone methylation, it is possible to alter the chro-
matin state of subjects and restore memory function in the
aging brain.
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