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After fear conditioning, presenting the conditioned stimulus (CS) alone yields a
context-specific extinction memory; fear is suppressed in the extinction context, but
renews in any other context. The context-dependence of extinction is mediated by a
brain circuit consisting of the hippocampus, prefrontal cortex (PFC) and amygdala. In the
present work, we sought to determine at what level of this circuit context-dependent
representations of the CS emerge. To explore this question, we used cellular
compartment analysis of temporal activity by fluorescent in situ hybridization (catFISH).
This method exploits the intracellular expression profile of the immediate early gene (IEG),
Arc, to visualize neuronal activation patterns to two different behavioral experiences. Rats
were fear conditioned in one context and extinguished in another; 24 h later, they were
sequentially exposed to the CS in the extinction context and another context. Control rats
were also tested in each context, but were never extinguished. We assessed Arc mRNA
expression within the basal amygdala (BA), lateral amygdala (LA), ventral hippocampus
(VH), prelimbic cortex (PL) and infralimbic cortex (IL). We observed that the sequential
retention tests induced context-dependent patterns of Arc expression in the BA, LA,
and IL of extinguished rats; this was not observed in non-extinguished controls. In
general, non-extinguished animals had proportionately greater numbers of non-selective
(double-labeled) neurons than extinguished animals. Collectively, these findings suggest
that extinction learning results in pattern separation, particularly within the BA, in which
unique neuronal ensembles represent fear memories after extinction.

Keywords: amygdala, prefrontal cortex, hippocampus, Arc, renewal, context, extinction, fear

INTRODUCTION
The extinction of conditioned fear has direct parallels with
cognitive-behavioral treatments, such as exposure therapy, for
anxiety disorders in humans (Bouton, 1988; Zinbarg et al., 1992;
Rothbaum and Schwartz, 2002; Mineka and Oehlberg, 2008).
During extinction, a previously conditioned stimulus (CS) is
repeatedly presented without the unconditioned stimulus (US;
Pavlov, 1927), resulting in a decrease in learned fear behavior,
often measured as freezing. Importantly, extinction does not erase
the original fear memory; instead, it creates an inhibitory memory
that suppresses fear (Pavlov, 1927; Bouton, 1993; Maren, 2011).
The inhibitory memory is context-dependent insofar as fear will
renew if the CS is presented in a different context (Bouton and
Bolles, 1979). This indicates that contextual cues modulate the
retrieval of extinguished fear memories, leading to the expression
or suppression of fear to the CS in the renewal or extinction
contexts, respectively.

Contextual regulation of extinction is mediated by a brain
circuit involving the hippocampus, prefrontal cortex (PFC) and
amygdala (Maren and Quirk, 2004; Herry et al., 2008; Maren,

2011; Orsini et al., 2011). For example, the renewal of fear involves
hippocampal projections to both PFC and the basal amyg-
dala (BA). Inactivation of the hippocampus disrupts context-
dependent firing in the amygdala (Maren and Hobin, 2007) and
the elimination of hippocampal input to the BA either directly or
indirectly via the prelimbic area (PL) of the PFC disrupts renewal
(Orsini et al., 2011). Moreover, fear renewal is associated with
Fos expression in PL and BA, whereas fear suppression yields Fos
expression in the infralimbic cortex (IL) of the PFC and inhibitory
intercalated cells (ITC) in the amygdala (Knapska and Maren,
2009). These findings suggest a circuit model in which structures
upstream of the BA, including the hippocampus and PFC, sculpt
its activity to produce context-dependent fear behavior.

Though the circuitry underlying the contextual modulation
of fear is fairly well understood, it is less clear how neuronal
networks in the hippocampus, PFC, and amygdala represent
extinguished CSs. Neurophysiological recordings in the BA sug-
gest that two separate populations of CS-responsive neurons
are engaged during either the renewal or suppression of fear
(Herry et al., 2008). However, it is not known whether similar

Frontiers in Behavioral Neuroscience www.frontiersin.org December 2013 | Volume 7 | Article 199 | 1

http://www.frontiersin.org/Behavioral_Neuroscience
http://www.frontiersin.org/Behavioral_Neuroscience/editorialboard
http://www.frontiersin.org/Behavioral_Neuroscience/editorialboard
http://www.frontiersin.org/Behavioral_Neuroscience/editorialboard
http://www.frontiersin.org/Behavioral_Neuroscience/about
http://www.frontiersin.org/Journal/10.3389/fnbeh.2013.00199/abstract
http://community.frontiersin.org/people/CaitlinOrsini/125798
http://community.frontiersin.org/people/ChenYan/125785
http://www.frontiersin.org/people/u/1662
mailto:maren@tamu.edu
http://www.frontiersin.org/Behavioral_Neuroscience
http://www.frontiersin.org/
http://www.frontiersin.org/Behavioral_Neuroscience/archive
http://www.frontiersin.org/Journal/10.3389/fnbeh.2013.00199/abstract


Orsini et al. Context-dependent neuronal ensembles

cell assemblies exist in the PFC and hippocampus and whether
these brain areas differ with regards to the number of neurons
responding in a context-dependent manner. To address these
questions, the present study used cellular compartment analysis
of temporal activity by fluorescent in situ hybridization (catFISH)
to visualize neuronal activation to two different behavioral expe-
riences (Guzowski and Worley, 2001). Here, we use the cellular
distribution of Arc mRNA to characterize neuronal ensembles in
the PFC, hippocampus and amygdala that are engaged during the
retrieval of fear and extinction memories.

MATERIALS AND METHODS
SUBJECTS
Experimental subjects were male Long-Evans rats (200–224 g;
Blue Spruce) obtained from a commercial supplier (Harlan
Sprague-Dawley, Indianapolis, IN). Rats were housed individually
in clear plastic hanging cages and were maintained on a 14:10
light:dark cycle with access to food and water ad libitum. Prior
to the start of the experiment, rats were handled 15–20 s/day
for 5 continuous days so as to acclimate the animals to the
experimenter. All experimental procedures were carried out in
accordance with the protocols approved by the University of
Michigan Committee on the Use and Care of Animals (UCUCA).

BEHAVIORAL APPARATUS
All behavioral sessions occurred in eight identical observation
chambers (30 × 24 × 21 cm; Med-Associates, St. Albans, VT),
constructed of a Plexiglas ceiling, back and door and two alu-
minum sidewalls. The floor of each observation chamber con-
sisted of 19 stainless steel rods (4 mm in diameter) by which the
footshock US was delivered. The rods of the floor were wired to a
shock source and a solid-state shock scrambler (Med-Associates,
St. Albans, VT). Within each observation chamber, a speaker was
mounted on one sidewall to deliver the acoustic CS. Lastly, each
chamber contained a house light and ventilation fans that could
be manipulated to create distinct contexts in the experimental.
Importantly, each observation chamber was situated within a
sound-attenuating cabinet.

A three-context (“ABC/ACB”) renewal design was used in this
experiment. For Context A (fear conditioning context), room
lights, house lights and ventilation fans (65 dB) were turned on
and the cabinet doors were left open. Each observation chamber
was cleaned with 1% acetic acid. In Context B (extinction and
test context), house lights and ventilations fans were turned off
and the cabinet doors were closed. Chambers were cleaned with
1% ammonium hydroxide and the room was illuminated by
fluorescent red lights. For Context C (extinction and test context),
ventilation fans were left off, but the house lights were turned
on. The cabinet doors were left open and the room was lit by
fluorescent red lights. Chambers were cleaned with 10% ethanol
and black Plexiglas floors were put on top of the grids in each
chamber. For each context, stainless steel plans containing a thin
layer of the context’s respective odor were inserted below the grid
floor of each observation chamber.

In each behavioral session, motor activity was measured by
recording the displacement of each chamber by a load cell
platform located beneath each chamber. Before the experiment

commenced, each load cell amplifier was calibrated to a fixed
chamber displacement and the output of each amplifier was set to
a gain that optimally detected freezing behavior (vernier dial = 8;
somatomotor immobility except that necessitated for breathing).
The output of each load cell amplifier (−10 to +10 V) was subse-
quently digitized (5 Hz), resulting in one observation per rat every
200 ms (300 observations per rat per min), and acquired online
using Threshold Activity software (Med-Associates, St. Albans,
VT). The absolute values of the load cell voltages were multiplied
by 10, yielding an activity score that ranged from 0 to 100. If at
least five continuous load-cell values (or at least 1 second’s worth)
fell below the freezing threshold (threshold = 10), freezing was
scored for that time period. This method of assessing freezing
behavior has been used previously and is tightly correlated with
time sampling of freezing behavior by trained observers (Maren,
1998). In all behavioral sessions, freezing was assessed during the
pre-trial, or baseline, period and during all subsequent trials, each
of which consisted of a CS presentation and the interstimulus
interval (ISI).

BEHAVIORAL PROCEDURES
Twelve rats were randomly assigned to two groups: those that
received extinction training (EXT; n = 8) and those that did not
(NO-EXT; n = 4). The experiment consisted of a three-context
renewal design whereby animals were fear conditioned in Context
A, extinguished in Context B and tested in Context B and C
(Figure 1). This yielded conditions in which EXT rats were tested
in the extinction context (SAME; ABB) and in another context
that had not hosted extinction (DIFF; ABC). Rats in the NO-EXT
group were tested in both of the test contexts. The EXT group
was further subdivided into rats that received the DIFF test first
and the SAME test last (D/S) and rats that received the SAME test
first and the DIFF test last (S/D). Similarly, NO-EXT rats were
divided into rats that were tested in Context B first and tested in
Context C last (B/C) and those that were tested in Context C first
and Context B last (C/B).

One week after being housed, rats underwent fear condition-
ing, which consisted of five tone (10 s, 85 dB, 2 kHz)-footshock
(1.0 mA, 2.0 s) pairings with ISIs of 60 s. The chamber position of
each rat was counterbalanced across experimental group and test
order (S/D, D/S, B/C, C/B). Twenty-four hours after conditioning,
EXT rats underwent extinction (45 tone-alone presentations with
30 s ISIs) in Context B. NO-EXT rats were also placed in Context
B, but did not receive CS presentations. Prior to the extinction/no-
extinction session, all animals were exposed to Context C. This
ensured that all animals were equally familiar with all contexts
involved in the experiment. Twenty-four hours after extinction,
rats were returned to the observation chambers for the first of
two tests. Each test session consisted of 3 tone-alone presentations
with 30 s ISIs in either Context B or C. After the first test session,
rats were returned to their home cage for 18 min before being
tested again in the alternate context. Immediately after the last
test, rats were lightly anesthetized with isofluorane and killed
for brain tissue extraction. Brains were quickly extracted, flash
frozen in a vial of isopentane that was immersed in dry ice
and subsequently stored at −80◦ C until sectioning. The relative
timing of this design was used to parallel the expression profile of
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FIGURE 1 | Freezing behavior in extinguished and non-extinguished rats

during the test sessions. Rats were fear conditioned in Context A on Day 1
and subsequently underwent context exposure and extinction in Context C
and Context B (contexts were counterbalanced) on Day 2. During the retrieval
test on Day 3, rats were tested twice: once in the extinction context and once
outside the extinction context, with each test separated by an 18-min interval.
Each test consisted of three tone-alone presentations with 30 s ISIs.
Immediately after the second test, rats were sacrificed and brains were
extracted for catFISH processing. Freezing behavior during conditioning and
extinction was typical and did not differ from previous reports (Orsini et al.,
2011); thus, it is not displayed. (A) Mean percentage of freezing (±SEM) to
the CS when presented within the extinction context (“Same”). Freezing was

measured during the baseline (BL) period (two 1-min blocks), during three
40-s trials, each of which consisted of a 10-s CS presentation and the
subsequent 30-s ISI, and during the post-tone period (Post) (three 1-min
blocks). (B) Mean percentage of freezing (±SEM) to the CS when presented
outside of the extinction context (“Different”). Freezing was measured during
the baseline (BL) period (two 1-min blocks), during three 40-s trials, each of
which consisted of a 10-s CS presentation and the subsequent 30-s ISI, and
during the post-tone period (Post) (three 1-min blocks). (C) Mean percentage
of freezing (±SEM) during the test trials for extinguished (EXT) and
non-extinguished (NO-EXT) rats. For all figures, freezing was collapsed across
Same/Diff and Diff/Same groups to yield an overall mean percentage of
freezing (±SEM) for the renewal and extinction test.

the immediate early gene (IEG), Arc. Under basal conditions, Arc
expression is very low (Guzowski et al., 2005). However, upon a
behavioral experience (or any type of stimulation associated with
synaptic plasticity), Arc mRNA can be observed in the nucleus
within 5 min and in the cytoplasm within 25 min. Importantly,
this allows one to assess neuronal activation induced by two tem-
porally disparate behavioral experiences (Guzowski and Worley,
2001; Guzowski et al., 2005). As such, in the present experiment,
cytoplasmic staining would correspond to the first test session and
nuclear staining would correspond to the last test session. In all
behavioral sessions, freezing was used as the index of fear.

FLUORESCENT IN SITU HYBRIDIZATION (FISH)
Upon completion of the experiment, coronal sections (20 µm)
were collected with a cryostat maintained at a constant tempera-
ture of −21◦ C and arranged on electrostatic slides (Histobond).
Slides were stored at −80◦ C until FISH procedures commenced.

Digoxigenin (DIG)-labeled Arc riboprobes were generated
using a commercial MAXIscript T7/T3 in vitro transcription kit
(Ambion). After being treated with DNase, the riboprobes were
subsequently purified using Mini Quick Spin RNA Columns
(Roche). Successful yield of the DIG-labeled riboprobe was con-
firmed by a gel electrophoresis; purity and concentration was
assessed on a NanoDrop. The riboprobe was then stored at
−80◦ C until use.

For FISH procedures, slide-mounted sections were first thawed
to room temperature (RT) and were then fixed in 4% buffered
paraformaldehyde for 10 min. After a wash in a 2X saline-
sodium citrate buffer (SSC), sections were treated with acetic
anhydride/triethanolamine and then incubated in a 1:1 ace-
tone/methanol mix. Following another 2X SSC wash, 200 µl of

1X pre-hybridization buffer (Sigma) was applied to each slide
and coverslips were overlaid. Slides were incubated in a humid
chamber for 30 min at RT after which, 150 µl of 1X hybridization
buffer containing the DIG-labeled riboprobe (100 ng) was applied
to each slide. Slides with overlying coverslips were incubated in
a humid chamber overnight at 56◦ C. Twenty-four hours later,
slides were washed several times in 2X SSC buffer and then treated
with RNase (1:1000; diluted in 2X SSC) for 30 min at 37◦ C.
Slide-mounted sections were then washed in several stringent
SSC washes, two of which were 0.5X SSC at 56◦ C. After the
final SSC wash, slides were incubated in a 1% H2O2 solution
for 30 min, quenching any endogenous peroxidase activity in the
tissue. After two separate 2X SSC washes, slides were introduced
to a tris-buffered solution (TBS) for 5 min, followed by the
application of 150 µl of blocking buffer [Normal Donkey Serum
(NDS; JacksonImmuno) mixed with blocking reagent (Roche)]
to each slide. Slides were incubated with overlying coverslips in
the blocking buffer for 30 min in a humid chamber at RT, after
which 150 µl of the primary antibody solution [mouse anti-DIG
conjugated to horseradish peroxidase (HRP; JacksonImmuno) at
1:300; diluted in blocking buffer without NDS] was applied to
each slide and coverslips were placed on each slide. Slides were
incubated in a humid chamber for 2 h at RT and subsequently
washed several times in TBS with 0.05% Tween-20 (TBS-T). To
amplify the Arc signal, 100 µl of tyramide-signal amplification
(TSA)-biotin conjugated solution was applied. Coverslips were
overlaid, and slides were incubated in a humid chamber for
30 min at RT. Slides were subsequently washed twice in TBS-T
and once in TBS. To detect Arc mRNA and stain neuronal nuclei,
streptavidin conjugated to AlexaFluor 488 (1:300; Invitrogen) and
Hoechst (1:500; Sigma), respectively, were diluted in TBS and
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150 µl of this solution was added to each slide. Coverslips were
overlaid and slides were incubated for 1.5 h at RT. Finally, slides
were washed twice in TBS-T, once in TBS and coverslipped with
Vectashield mounting medium (Vector Labs; without DAPI).

CONFOCAL MICROSCOPY AND IMAGE ANALYSIS
Stained sections were imaged on an Olympus Fluoview (FV1000)
confocal microscope equipped with six lasers (405, 458, 488, 515,
561 and 633 nm lasers). Images were collected using an Olympus
40X/1.30 oil immersion lens and each image was z-sectioned in
0.5 µm optical sections. Six images were analyzed for each brain
region [the PL, IL, VH, BA and lateral amygdala (LA)] for each
rat, similar to other published catFISH studies (Han et al., 2007,
2009). Using the publicly available ImageJ software, cells were
characterized as one of the following: nuclear, cytoplasmic, or
nuclear/cytoplasmic. Importantly, only those cells that (1) were
not cut off on the edges of the image, and (2) were present
throughout the entire z-stack were included in the analyses.
Cells were denoted as “nuclear” if they showed one or two
robust foci with high levels of saturation that were restricted
only to the nucleus. Neurons were denoted as “cytoplasmic” if
they showed a “halo” of Arc staining around the nucleus and/or
diffuse perinuclear staining present across multiple sections. The
nuclear/cytoplasmic (N/C; double-labeled) designation was given
to cells that showed both of the aforementioned properties. Cells
were counted by an investigator blind to each rat’s experimental
condition. Cell counts were averaged across the samples from each
region of interest; group differences in cell counts were analyzed
with an ANOVA and Fisher’s protected least significant difference
(PLSD) post hoc tests. Results are represented as means (±SEM).

BEHAVIORAL DATA ANALYSIS
During all behavioral sessions, freezing was measured during the
pre-CS “baseline” periods, CS presentations and ISIs. Freezing
was then analyzed and reported for each trial, which consisted
of a CS presentation and its subsequent ISI. For each trial, the
percentage of total observations in which freezing occurred was
calculated and these values were submitted to analysis of variance
(ANOVA). If a significant omnibus F-ratio was obtained, Fisher’s
PLSD post-hoc tests were performed. All data are represented as
means (±SEM).

RESULTS
BEHAVIOR
The conditioning and extinction of fear were typical, and sim-
ilar to that reported using identical parameters in an earlier
experiment (Orsini et al., 2011); therefore, these data are not
shown. Twenty-four hours after extinction, the rats received two
independent test sessions in which the CS was presented three
times in both the extinction (SAME) and renewal (DIFF) con-
texts; these sessions were separated by 18 min and the order
of the sessions was counterbalanced. As we have previously
reported, extinguished rats displayed significantly lower levels of
fear than non-extinguished rats when tested in the extinction
context [Figure 1; F(1, 7) = 28.3, p = 0.01]. In contrast, there
were no significant differences in freezing between extinguished
and non-extinguished rats when tested in the renewal context

[F(1, 7) = 3.0, p > 0.05]. These effects were further confirmed
by a significant test (SAME/DIFF) by group (EXT/NO-EXT)
interaction using an ANOVA [F(1, 7) = 11.7, p = 0.01]. Impor-
tantly, there was no effect of test order in either extinguished
[F(1, 3) < 1] or non-extinguished [F(1.2) < 1] rats.

Arc EXPRESSION IN THE PREFRONTAL CORTEX, VENTRAL
HIPPOCAMPUS AND AMYGDALA DURING CONTEXTUAL RETRIEVAL
OF FEAR AFTER EXTINCTION
Immediately after the second retrieval test, rats were killed for
brain extraction and tissue processing. We analyzed Arc staining
in the mPFC (IL and PL), ventral hippocampus (VH), and
basolateral amygdala (BLA; LA and BA analyzed separately)—all
regions that we have previously implicated in fear renewal using
Fos immunohistochemistry (Knapska and Maren, 2009). Within
each brain region, the number of cells expressing cytoplasmic,
nuclear, or cytoplasmic + nuclear Arc was counted. Depending on
an individual’s test order, the cellular localization of Arc staining
determined whether a cell was active during the retrieval test
in the extinction context (SAME), the renewal context (DIFF),
or both tests (BOTH) in animals that had undergone extinc-
tion (EXT). We refer to Arc cells that were active in only one
of the retrieval tests as context-selective cells. For cells in non-
extinguished animals (NO-EXT), SAME and DIFF refer to the
matched physical contexts in which the EXT group was tested.
Finally, because cell activation due to CS presentation was the
main focus of this study, cells without Arc staining were not
included in our analyses.

After extinction, CS presentation yielded robust Arc expression
in the VH, mPFC, BA and LA. A representative photomicrograph
of hippocampal staining is shown in Figure 2A. Importantly, the
pattern of Arc expression differed among brain regions and was
strongly influenced by extinction (Figure 2B). Inspection of the
results revealed that the number of Arc positive cells differed
amongst brain areas; specifically, the distribution of single and
double-labeled cells differed across brain areas and was modu-
lated by extinction. Indeed, extinction appeared to yield increases
in the number of single-labeled cells (SAME or DIFF) in some
brain areas, as well as decreasing the number of double-labeled
cells (BOTH). These impressions were confirmed in a three-way
ANOVA with group (EXT and NO-EXT) as a between-subjects
factor and brain region (BA, LA, VH, PL and IL) and cell type
(SAME, DIFF, and BOTH as within-subjects factors. This analysis
yielded main effects of region [F(4, 28) = 2.8, p < 0.05] and
cell type [F(2, 14) = 93.5, p < 0.0001]. In addition, there were
significant two-way interactions of cell type with both group
[F(2, 14) = 22.5, p < 0.0001] and brain region [F(8, 56) = 8.3,
p < 0.0001] as well as a significant three-way interaction between
region, group and cell type [F(8, 56) = 2.8, p < 0.05].

As shown in Figure 2B (asterisks), animals undergoing extinc-
tion exhibited different degrees of context-specific Arc expres-
sion in the extinction and renewal contexts in the BA, LA, and
IL. In the LA and BA, post-hoc comparisons (Fisher’s LSD)
revealed that there were greater numbers of Arc cells after CS
exposure in the renewal context (when fear relapsed), com-
pared to the extinction context (p < 0.05); the converse was
true in IL (p < 0.05). These results parallel earlier observations
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FIGURE 2 | Representative catFISH staining and subsequent cell

count results. (A) Representative confocal images VH taken at 40X
magnification. White arrowheads indicate cytoplasmic staining and
yellow arrowheads indicate nuclear staining. Red arrowheads indicate
nuclear and cytoplasmic staining (non-selective neurons). (B) Raw counts
of cells expressing Arc after in the extinction context (SAME), the
renewal context (DIFF) or both contexts (BOTH). For the no-extinction
group (NO-EXT), SAME and DIFF refer to the matched physical contexts

in which the extinction group (EXT) was tested, because there was no
SAME/DIFF relationship between the CS and test context in NO-EXT
animals. Asterisks refer to significant within region differences in the
number of neurons expressing Arc (p < 0.05). Gray shading indicates
significant between group differences in Arc expression between EXT
and NO-EXT groups (comparing top to bottom; p < 0.05). Cell counts are
represented as means (±SEM) for the BA, LA, VH, prelimbic cortex (PL),
and IL.

using Fos as a marker of cellular activity (Knapska and Maren,
2009; Orsini et al., 2011). However, in contrast to these ear-
lier reports, we did not observe differential activity in PL and
VH, which had previously been found to show greater lev-
els of Fos expression in animals tested in the renewal context.
The level of Arc expression in non-extinguished animals was
similar in the two retrieval contexts, and was generally lower
than that in extinguished animals. These within-subject changes
in Arc expression were paralleled by between-subject differ-
ences across extinguished and non-extinguished rats. Post-hoc
comparisons (Fisher’s LSD, p < 0.05) revealed that extinction
training decreased the number of double-labeled cells in the
VH, PL and IL, while increasing the number of single-labeled
neurons in the BA and LA (DIFF condition) and IL (SAME
condition).

To further examine the possibility that extinction training
increased the number of context-selective neurons in a region-
specific manner (an outcome indicated by the three-way inter-
action in the ANOVA), we calculated the ratio of single-labeled
to double-labeled neurons in each brain area by summing the
number of (single-labeled) cells active only in one test context
and dividing that sum by the number of (double-labeled) cells
active in both. This ratio provides an index of the number of
context-selective cell assemblies in each area relative to non-
selective cells that were active in either retrieval context. As
shown in Figure 3, there were considerable regional differences
in the ratio of context-selective and non-selective neurons, and
these ratios were influenced by extinction training. Specifically,
extinction training increased the ratio of context-selective cells,
although this effect varied by brain area. These impressions were
confirmed in a two-way ANOVA with group (EXT and NO-EXT)
as a between-subjects factor and brain region (BA, LA, VH, PL,

and IL) as a within-subjects factor for the selectivity ratios. This
analysis revealed significant main effects of group [F(1, 7) = 7.7,
p < 0.05] and region [F(4, 28) = 3.3, p < 0.05], as well as an
interaction between the two [F(4, 28) = 4.3, p < 0.01]. Specifically,
post-hoc comparisons (Fisher’s LSD) revealed that extinction
resulted in greater levels of context-selectivity in the BA, PL and IL
(p < 0.05). Interestingly, this effect was most pronounced in BA.
Within the BA, extinguished rats exhibited nearly three times the
number of selective cells compared to non-selective cells, whereas
non-extinguished rats exhibited the inverse pattern, exhibiting
roughly twice the number of non-selective neurons. Although
both LA and VH exhibited a similar trend, this was not statistically
reliable. Collectively, these data suggest that extinction training
contributes to the emergence of distinct cell ensembles that are
recruited in a context-dependent manner in all brain regions.

DISCUSSION
Context-dependent retrieval of fear involves a neural circuit
that interconnects the VH, BA and PFC (Maren and Quirk,
2004; Maren, 2011; Orsini and Maren, 2012). The present study
used the cellular distribution of the IEG Arc to determine
whether extinction establishes unique cell assemblies in these
regions and whether memory retrieval engages these assemblies
during the renewal and suppression of fear. We found that
presentation of an extinguished CS in the extinction context
increased Arc expression in the IL, whereas presentation of the
same CS (in the same animal) outside the extinction context
increased Arc expression in the BLA. In contrast to our previ-
ous reports using Fos to index neuronal activity (Knapska and
Maren, 2009; Orsini et al., 2011), we did not observe differ-
ential Arc expression in the VH and PL during fear renewal.
Across all brain regions, extinction increased the number of
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FIGURE 3 | Comparison of the ratio of context-selective to

non-selective neurons between extinguished (EXT) and

non-extinguished rats (NO-EXT). Ratios are represented as means (±
SEM) for the BA, LA, VH, prelimbic cortex (PL), and IL.

context-selective (single-labeled neurons), and this effect was
particularly pronounced in the BA. Overall, these data show
that extinction alters the cellular representation of fear and
extinction memories, resulting in the emergence of ensembles of
context-selective neurons in several brain areas, particularly the
amygdala.

The present results are consistent with earlier reports showing
increases in Fos expression in the BA and IL in response to a CS
presented in the extinction context (Knapska and Maren, 2009;
Knapska et al., 2012). Others have also shown that IL neurons are
selectively activated during extinction recall. For example, cells in
the IL exhibit an increase in burst firing after extinction (Santini
et al., 2008; Chang et al., 2010). However, we did not observe
differential regulation of VH or PL Arc expression during fear
renewal and suppression. We predicted increases in VH and PL
Arc expression in the renewal context based on our previous Fos
work (Knapska and Maren, 2009; Orsini et al., 2011). There are
at least two possible explanations to account for this discrepancy.
First, in the present work, we used a within-subjects design in
which the extinguished CS was presented in both the extinc-
tion and renewal contexts with a relatively short delay between
each test. Although there was strong evidence for contextual
modulation of behavior, including the renewal of conditional
freezing outside the extinction context, it remains possible that
this particular within-subjects design decreased discriminability
of the contexts. Indeed, within-subjects procedures for quantify-
ing extinction and renewal tend to yield weaker renewal effects
(Hobin et al., 2003). This may have dampened the renewal-related
neural activity in the VH and PL. This seems unlikely, however,
given that the amygdala and IL exhibited the sort of CS-induced
IEG expression we have observed in the past. Another possibility
is that Fos and Arc are regulated differently, or are expressed in
different populations of neurons in the brain areas examined in
this study (Kubik et al., 2007). Different expression profiles of
the two IEGs might account for the absence of Arc expression in
neurons that express Fos during renewal in other studies.

A major finding in the present study is that extinction train-
ing increased the context-selectivity of Arc expression among
neurons in the amygdala and mPFC, but surprisingly, not the VH.
Greater context-selectivity in these brain areas was reflected in a
much greater proportion of single-labeled cells in extinguished
animals compared to non-extinguished animals. The emergence
of distinct neuronal ensembles that represent the same auditory
CS in a context-dependent manner has also been observed in
electrophysiological studies. For example, single-unit recordings
in the basal (Herry et al., 2008) and lateral (Hobin et al., 2003;
Maren and Hobin, 2007) amygdaloid nuclei have revealed the
existence of context-dependent neuronal ensembles. In these
studies, neurons were found to fire preferentially to CSs either
during fear renewal (“fear neurons”) or fear suppression (“extinc-
tion neurons”; Herry et al., 2008). Using cellular imaging methods
that capture a broader sample of neuronal activity than single-
unit recordings, we now show that context-selective neuronal
ensembles are particularly prominent in the BA, but also present
in the mPFC. It should be noted that we cannot exclude the
possibility that the contexts alone may have contributed to the
patterns of Arc expression we observed. That is, the extinction
context may have acquired inhibitory properties that resulted in
differential Arc expression relative to the context that never expe-
rienced extinction. However, earlier work has shown that context-
specific single-unit activity in the amygdala is expressed when the
extinction history of test contexts are equated, suggesting that this
factor is unlikely to account for the patterns of Arc expression we
observed (Hobin et al., 2003). These results support the view that
extinction training yields a unique memory that is different from
the original fear memory (Pavlov, 1927; Bouton, 1993; Quirk and
Mueller, 2008).

Considerable research has shown that the expression of fear
responses after extinction is dependent on the context in which
the CS is presented; this enables an organism to discriminate
between different meanings of the same stimulus (Bouton, 2004;
Orsini and Maren, 2012). As such, representations of the CS-
context associations learned during conditioning and extinction
must be encoded in different neuronal populations. If not, CS-“no
US” memories learned during extinction would compete with the
CS-US memories learned during conditioning and interfere with
the performance of fear in all contexts. One process that might
enable context-dependent representations of fear and extinction
memories is pattern separation, which is mediated by the hip-
pocampus (Shapiro and Olton, 1994; Treves and Rolls, 1994;
Yassa and Stark, 2011). Interestingly, the present data suggest that
pattern separation (at least as it is instantiated in Arc-positive neu-
ronal ensembles) for fear and extinction memories may be medi-
ated by the amygdala and mPFC. Indeed, the possibility that the
amygdala plays a role in pattern separation has been previously
suggested in studies of reward processing (Gilbert and Kesner,
2002). As such, it is possible that pattern separation processes
in the amygdala are important for discriminating associations
between a CS and the presence and absence of biologically-
relevant stimuli.

Surprisingly, we did not observe a significant emergence of
context-selective cells in the VH (although there was a trend in
this direction). We expected this outcome given the large number
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of studies suggesting a role for the hippocampus in spatial pattern
separation (Shapiro and Olton, 1994; Treves and Rolls, 1994;
Yassa and Stark, 2011). One possibility is that neuronal ensembles
within the hippocampus represent both the relationship between
the CS and the context in which it is retrieved, as well as CS
memories that are not defined by context (at least the renewal and
extinction contexts). As described above, this is consistent with
the process of separation whereby similar representations of the
CS are stored in non-overlapping cellular populations to prevent
interference during memory retrieval. The diverse representations
of the CS endow the VH with the ability to promote the flexible
and context-dependent expression of behavior mediated by the
amygdala. Importantly, the context-dependence of amygdala neu-
ronal activity is unlikely to be the mere reflection of contextual
processing in hippocampal and cortical afferents. One possibil-
ity is that the context-dependence of amygdala activity emerges
locally from an interaction of hippocampal and cortical afferents.

We have recently a proposed a neuroanatomical model by
which contextual information regulates fear behavior after extinc-
tion (Orsini et al., 2011). Specifically, we have suggested that
context-dependent retrieval of fear requires convergent input in
the BA from the VH and PL. This is supported by the fact that BA-
projecting neurons in the VH and PL are engaged during renewal
and that the disruption of communication between the VH and
PL or BA impairs renewal. Moreover, a recent report finds that
amygdala neurons active during the suppression of fear receive
synaptic input from IL, whereas those active during fear renewal
receive input from VH and PL (Knapska et al., 2012). The present
study extends these findings by providing insight into how distinct
CS representations emerge in the BA after extinction. We propose
that convergent input from the PL and VH in the BA during
extinction causes the appearance of segregated cell assemblies
devoted to extinction recall or renewal. In support of this claim,
we have previously found that the disconnection of the VH and PL
or VH and BA had no effect on non-extinguished fear, but severely
impaired the recovery of extinguished fear (Orsini et al., 2011).
Furthermore, the present study shows that whereas fear to a non-
extinguished CS is represented by overlapping populations in the
BA, segregated cell assemblies emerge after extinction. Of course,
these results do not indicate whether PL and VH input converge
on similar neurons or how their activity actually causes these cell
assemblies to emerge. Interestingly, it has been shown that the
same VH neurons project to cells in both the amygdala and PL
(Ishikawa and Nakamura, 2006) and that firing activity of PFC
and amygdala neurons can become entrained to hippocampal
theta rhythm (Pape et al., 1998; Seidenbecher et al., 2003; Jensen,
2005; Pape et al., 2005; Adhikari et al., 2010; Colgin, 2011). By
this view, it is conceivable that the VH serves as an anatomical
hub that promotes the synchronized activity of the circuit during
extinction. This entrainment could aid in sculpting the formation
of discrete populations of BA cells that are active during renewal
or suppression of fear.

In conclusion, the present study provides new insight into
how neuronal ensembles in the amygdala, hippocampus, and
PFC participate in the context-dependent representations of
extinguished CSs. The emergence of context-dependent represen-
tations of extinguished CSs among neuronal ensembles in the BA

may enable a CS to either renew or suppress fear. By this view,
BA “fear neurons” may be coupled to downstream fear effectors
in the central medial amygdala, for example, whereas “extinction
neurons” couple to inhibitory networks in the central lateral
nucleus or intercalated clusters that limit fear. Future studies are
clearly needed to address this possibility.

ACKNOWLEDGMENTS
This work was supported by a grant from the National Institute
of Mental Health to Stephen Maren (R01MH065961) and grants
from the National Institute of Mental Health (F31MH091822)
and the American Psychological Association to Caitlin A. Orsini.
Chen Yan is supported by the Canadian Institute for Health
Research and by a Restracomp Fellowship from the Hospital for
Sick Kids, Toronto, ON, Canada.

REFERENCES
Adhikari, A., Topiwala, M. A., and Gordon, J. A. (2010). Synchronized activity

between the ventral hippocampus and the medial prefrontal cortex during
anxiety. Neuron 65, 257–269. doi: 10.1016/j.neuron.2009.12.002

Bouton, M. E. (1988). Context and ambiguity in the extinction of emotional
learning: implications for exposure therapy. Behav. Res. Ther. 26, 137–149.
doi: 10.1016/0005-7967(88)90113-1

Bouton, M. E. (1993). Context, time and memory retrieval in the interference
paradigms of Pavlovian learning. Psychol. Bull. 114, 80–99. doi: 10.1037//0033-
2909.114.1.80

Bouton, M. E. (2004). Context and behavioral processes in extinction. Learn. Mem.
11, 485–494. doi: 10.1101/lm.78804

Bouton, M. E., and Bolles, R. C. (1979). Role of conditioned contextual stimuli in
reinstatement of extinguished fear. J. Exp. Psychol. Anim. Behav. Process. 5, 368–
378. doi: 10.1037/0097-7403.5.4.368

Chang, C. H., Berke, J. D., and Maren, S. (2010). Single-unit activity in the medial
prefrontal cortex during immediate and delayed extinction of fear in rats. PLoS
One 5:e11971. doi: 10.1371/journal.pone.0011971

Colgin, L. L. (2011). Oscillations and hippocampal-prefrontal synchrony. Curr.
Opin. Neurobiol. 21, 467–474. doi: 10.1016/j.conb.2011.04.006

Gilbert, P. E., and Kesner, R. P. (2002). The amygdala but not the hippocampus is
involved in pattern separation based on reward value. Neurobiol. Learn. Mem.
77, 338–353. doi: 10.1006/nlme.2001.4033

Guzowski, J. F., Timlin, J. A., Roysam, B., McNaughton, B. L., Worley, P. F.,
and Barnes, C. A. (2005). Mapping behaviorally relevant neural circuits with
immediate-early gene expression. Curr. Opin. Neurobiol. 15, 599–606. doi: 10.
1016/j.conb.2005.08.018

Guzowski, J. F., and Worley, P. F. (2001). Cellular compartment analysis of temporal
activity by fluorescence in situ hybridization (catFISH). Curr. Protoc. Neurosci.
Chapter 1, 15, 1.8.1–1.8.16. doi: 10.1002/0471142301.ns0108s15

Han, J. H., Kushner, S. A., Yiu, A. P., Cole, C. J., Matynia, A., Brown, R. A., et al.
(2007). Neuronal competition and selection during memory formation. Science
316, 457–460. doi: 10.1126/science.1139438

Han, J. H., Kushner, S. A., Yiu, A. P., Hsiang, H. L., Buch, T., Waisman, A., et al.
(2009). Selective erasure of a fear memory. Science 323, 1492–1496. doi: 10.
1126/science.1164139

Herry, C., Ciocchi, S., Senn, V., Demmou, L., Muller, C., and Luthi, A. (2008).
Switching on and off fear by distinct neuronal circuits. Nature 454, 600–606.
doi: 10.1038/nature07166

Hobin, J. A., Goosens, K. A., and Maren, S. (2003). Context-dependent neuronal
activity in the lateral amygdala represents fear memories after extinction. J.
Neurosci. 23, 8410–8416.

Ishikawa, A., and Nakamura, S. (2006). Ventral hippocampal neurons project axons
simultaneously to the medial prefrontal cortex and amygdala in the rat. J.
Neurophysiol. 96, 2134–2138. doi: 10.1152/jn.00069.2006

Jensen, O. (2005). Reading the hippocampal code by theta phase-locking. Trends
Cogn. Sci. 9, 551–553. doi: 10.1016/j.tics.2005.10.003

Knapska, E., Macias, M., Mikosz, M., Nowak, A., Owczarek, D., Wawrzyniak,
M., et al. (2012). Functional anatomy of neural circuits regulating fear and

Frontiers in Behavioral Neuroscience www.frontiersin.org December 2013 | Volume 7 | Article 199 | 7

http://www.frontiersin.org/Behavioral_Neuroscience
http://www.frontiersin.org/
http://www.frontiersin.org/Behavioral_Neuroscience/archive


Orsini et al. Context-dependent neuronal ensembles

extinction. Proc. Natl. Acad. Sci. U S A 109, 17093–17098. doi: 10.1073/pnas.
1202087109

Knapska, E., and Maren, S. (2009). Reciprocal patterns of c-Fos expression in
the medial prefrontal cortex and amygdala after extinction and renewal of
conditioned fear. Learn. Mem. 16, 486–493. doi: 10.1101/lm.1463909

Kubik, S., Miyashita, T., and Guzowski, J. F. (2007). Using immediate-early
genes to map hippocampal subregional functions. Learn. Mem. 14, 758–770.
doi: 10.1101/lm.698107

Maren, S. (1998). Overtraining does not mitigate contextual fear conditioning
deficits produced by neurotoxic lesions of the basolateral amygdala. J. Neurosci.
18, 3088–3097.

Maren, S. (2011). Seeking a spotless mind: extinction, deconsolidation and erasure
of fear memory. Neuron 70, 830–845. doi: 10.1016/j.neuron.2011.04.023

Maren, S., and Hobin, J. A. (2007). Hippocampal regulation of context-dependent
neuronal activity in the lateral amygdala. Learn. Mem. 14, 318–324. doi: 10.
1101/lm.477007

Maren, S., and Quirk, G. J. (2004). Neuronal signalling of fear memory. Nat. Rev.
Neurosci. 5, 844–852. doi: 10.1038/nrn1535

Mineka, S., and Oehlberg, K. (2008). The relevance of recent developments in
classical conditioning to understanding the etiology and maintenance of anx-
iety disorders. Acta Psychol. (Amst.) 127, 567–580. doi: 10.1016/j.actpsy.2007.
11.007

Orsini, C. A., Kim, J. H., Knapska, E., and Maren, S. (2011). Hippocampal and
prefrontal projections to the basal amygdala mediate contextual regulation of
fear after extinction. J. Neurosci. 31, 17269–17277. doi: 10.1523/jneurosci.4095-
11.2011

Orsini, C. A., and Maren, S. (2012). Neural and cellular mechanisms of fear and
extinction memory formation. Neurosci. Biobehav. Rev. 36, 1773–1802. doi: 10.
1016/j.neubiorev.2011.12.014

Pape, H. C., Narayanan, R. T., Smid, J., Stork, O., and Seidenbecher, T.
(2005). Theta activity in neurons and networks of the amygdala related
to long-term fear memory. Hippocampus 15, 874–880. doi: 10.1002/hipo.
20120

Pape, H. C., Pare, D., and Driesang, R. B. (1998). Two types of intrinsic oscillations
in neurons of the lateral and basolateral nuclei of the amygdala. J. Neurophysiol.
79, 205–216.

Pavlov, I. P. (1927). Conditioned Reflexes: An Investigation of the Physiological
Activity of the Cerebral Cortex. London: Oxford University Press.

Quirk, G. J., and Mueller, D. (2008). Neural mechanisms of extinction learning and
retrieval. Neuropsychopharmacology 33, 56–72. doi: 10.1038/sj.npp.1301555

Rothbaum, B. O., and Schwartz, A. C. (2002). Exposure therapy for posttraumatic
stress disorder. Am. J. Psychother. 56, 59–75.

Santini, E., Quirk, G. J., and Porter, J. T. (2008). Fear conditioning and extinction
differentially modify the intrinsic excitability of infralimbic neurons. J. Neurosci.
28, 4028–4036. doi: 10.1523/jneurosci.2623-07.2008

Seidenbecher, T., Laxmi, T. R., Stork, O., and Pape, H. C. (2003). Amygdalar
and hippocampal theta rhythm synchronization during fear memory retrieval.
Science 301, 846–850. doi: 10.1126/science.1085818

Shapiro, M. L., and Olton, D. S. (1994). “Hippocampal function and interference,”
in Memory Systems, eds D. L. Schacter and E. Tulving (USA: MIT Press), 141–
146.

Treves, A., and Rolls, E. T. (1994). Computational analysis of the role of the
hippocampus in memory. Hippocampus 4, 374–391. doi: 10.1002/hipo.45004
0319

Yassa, M. A., and Stark, C. E. L. (2011). Pattern separation in the hippocampus.
Trends Neurosci. 34, 515–525. doi: 10.1016/j.tins.2011.06.006

Zinbarg, R. E., Barlow, D. H., Brown, T. A., and Hertz, R. M. (1992). Cognitive-
behavioral approaches to the nature and treatment of anxiety disorders. Annu.
Rev. Psychol. 43, 235–267. doi: 10.1146/annurev.psych.43.1.235

Conflict of Interest Statement: The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that could be
construed as a potential conflict of interest.

Received: 16 October 2013; accepted: 24 November 2013; published online:
13 December 2013.
Citation: Orsini CA, Yan C and Maren S (2013) Ensemble coding of context-
dependent fear memory in the amygdala. Front. Behav. Neurosci. 7:199. doi:

10.3389/fnbeh.2013.00199
This article was submitted to the journal Frontiers in Behavioral Neuroscience.
Copyright © 2013 Orsini, Yan and Maren. This is an open-access article distributed
under the terms of the Creative Commons Attribution License (CC BY). The use, dis-
tribution or reproduction in other forums is permitted, provided the original author(s)
or licensor are credited and that the original publication in this journal is cited, in
accordance with accepted academic practice. No use, distribution or reproduction is
permitted which does not comply with these terms.

Frontiers in Behavioral Neuroscience www.frontiersin.org December 2013 | Volume 7 | Article 199 | 8

http://dx.doi.org/10.3389/fnbeh.2013.00199
http://creativecommons.org/licenses/by/3.0/
http://www.frontiersin.org/Behavioral_Neuroscience
http://www.frontiersin.org/
http://www.frontiersin.org/Behavioral_Neuroscience/archive
http://dx.doi.org/10.3389/fnbeh.2013.00199

	Ensemble coding of context-dependent fear memory in the amygdala
	Introduction
	Materials and methods
	Subjects
	Behavioral apparatus
	Behavioral procedures
	Fluorescent in situ hybridization (FISH)
	Confocal microscopy and image analysis
	Behavioral data analysis

	Results
	Behavior
	Arc expression in the prefrontal cortex, ventral hippocampus and amygdala during contextual retrieval of fear after extinction

	Discussion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


