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Disturbances in prefrontal cortical (PFC) dopamine (DA) transmission are well established features of psychiatric disorders involving
pathological memory processing, such as post-traumatic stress disorder and opioid addiction. Transmission through PFC DA D4 recep-
tors (D4Rs) has been shown to potentiate the emotional salience of normally nonsalient emotional memories, whereas transmission
through PFC DA D1 receptors (D1Rs) has been demonstrated to selectively block recall of reward- or aversion-related associative
memories. In the present study, using a combination of fear conditioning and opiate reward conditioning in male rats, we examined the
role of PFC D4/D1R signaling during the processing of fear-related memory acquisition and recall and subsequent sensitivity to opiate
reward memory formation. We report that PFC D4R activation potentiates the salience of normally subthreshold fear conditioning memory
cues and simultaneously potentiates the rewarding effects of systemic or intra-ventral tegmental area (VTA) morphine conditioning cues. In
contrast, blocking the recall of salient fear memories with intra-PFC D1R activation, blocks the ability of fear memory recall to potentiate
systemic or intra-VTA morphine place preference. These effects were dependent upon dissociable PFC phosphorylation states involving
calcium-calmodulin-kinase II or extracellular signal-related kinase 1–2, following intra-PFC D4 or D1R activation, respectively. Together, these
findings reveal new insights into how aberrant PFC DAergic transmission and associated downstream molecular signaling pathways may
modulate fear-related emotional memory processing and concomitantly increase opioid addiction vulnerability.
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Introduction
Disturbances in emotional memory processing and salience mis-
attribution deficits are cardinal features of post-traumatic stress
disorder (PTSD) and addiction, both of which involve the path-
ological recall of memories associated with trauma or drug-

related conditioned memories (Sripada et al., 2012; Bowers and
Ressler, 2015). In addition to these common psychopathological
features, 50 – 60% of PTSD patients experience some form of
cooccurring drug dependence (DeHaas et al., 2002; Conrod and
Stewart, 2003). Opioid addiction represents one of the most in-
tractable forms of drug dependence and occurs frequently in
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Significance Statement

Post-traumatic stress disorder is highly comorbid with addiction. In this study, we use a translational model of fear memory
conditioning to examine how transmission through dopamine D1 or D4 receptors, in the prefrontal cortex (PFC), may differen-
tially control acquisition or recall of fear memories and how these mechanisms might regulate sensitivity to the rewarding effects
of opioids. We demonstrate that PFC D4 activation not only controls the salience of fear memory acquisition, but potentiates the
rewarding effects of opioids. In contrast, PFC D1 receptor activation blocks recall of fear memories and prevents potentiation of
opioid reward effects. Together, these findings demonstrate novel PFC mechanisms that may account for how emotional memory
disturbances might increase the addictive liability of opioid-class drugs.
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PTSD, where it is associated with poorer prognoses and treat-
ment outcomes (Mills et al., 2005, 2007; Tull et al., 2010;
Dell’Osso et al., 2014; Banerjee et al., 2016). Nevertheless, the
neurobiological mechanisms linking the recall of traumatic
memories to increased vulnerability to drugs of abuse remain
poorly understood.

Neurons in the prefrontal cortex (PFC) are involved in the
encoding of both fear- and opiate-related associative memories
(Laviolette et al., 2005; Laviolette and Grace, 2006; Sun et al.,
2011, Sun and Laviolette, 2012). Importantly, these PFC-
dependent memory processes are strongly modulated by dopa-
mine (DA) receptor transmission (Laviolette et al., 2005; Lauzon
et al., 2009, 2013). We have previously identified dissociable roles
for intra-PFC transmission through DA D1 receptor (D1R) ver-
sus D4 receptor (D4R) subtypes during distinct phases of emo-
tional memory processing. Thus, whereas PFC D4R activation is
selectively involved in controlling the salience of fear-related as-
sociative memory formation during memory encoding, D1R
transmission selectively controls the recall of phase of these mem-
ories (Laviolette et al., 2005; Lauzon et al., 2009, 2013). Specifi-
cally, PFC D4R activation dramatically potentiates the salience of
normally subthreshold fear-related associative memory cues. In
contrast, D1R activation selectively blocks the recall of both as-
sociative fear-related and reward-related associative memories,
without influencing the salience of these memories during mem-
ory acquisition (Lauzon et al., 2009, 2013). In addition, these PFC
DAergic memory mechanisms are functionally associated with
downstream signaling through the extracellular signal-related
kinase 1–2 (ERK 1/2) and calcium/calmodulin kinase-� II
(CaMKII-�), directly in the PFC (Lauzon et al., 2013; Rosen et al.,
2016), two signaling substrates that are involved in the processing
of both fear- and reward-related associative memories via D1R
and D4R transmission (Lauzon et al., 2013; Lyons et al., 2013).

Given the importance of PFC DAergic transmission in mod-
ulating emotional memory and its role in PTSD and addiction-
related memory formation, we hypothesized that the ability of
intra-PFC D4R and D1R transmission to modulate fear- and
reward-related memory encoding or recall might involve disso-
ciable mechanisms which regulate sensitivity to the rewarding
properties of opioids. Using a combination of fear conditioning,
morphine conditioned place preference (CPP) and localized pro-
tein expression analyses in rats, we examined how PFC D4R ver-
sus D1R-mediated modulation of fear memory encoding versus
recall may modulate sensitivity to opiate-related reward memory
and their associated downstream molecular memory signaling
pathways, ERK 1/2 and CaMKII-�. We report that intra-PFC
D4R or D1R activation differentially regulates the acquisition
versus recall stages of fear memory processing and concomitantly
controls the rewarding effects of both systemic or intra-ventral
tegmental area (VTA) morphine conditioning cues. These shared
phenomena were controlled via local PFC activation of distinct
phosphorylation states involving D4R-CaMKII-� or D1R-ERK
1/2 signaling pathways. These findings identify a novel PFC DA-
dependent mechanism linking the salience and recall of aversive
memory formation with increased vulnerability to opioid-related
reward cues.

Materials and Methods
Animals and surgery. Experimental animals were adult (350 – 400 g) male
Sprague-Dawley rats (Charles River Laboratories). A total of n � 149 rats
were used in the present study. All procedures were conducted in accor-
dance with Canadian Council of Animal Care guidelines and Western
University Institutional Animal Care and Use Committees. Rats were

anesthetized with a ketamine (80 mg/ml)-xylazine (6 mg/ml) mixture
and placed into a stereotaxic device (Kopf Instruments). Stainless steel
guide cannulae (22 gauge; Plastics One) were bilaterally implanted using
the following stereotaxic coordinates (in mm). For the PFC (15° angle):
from bregma, AP �2.9, L �1.9, and from the dural surface, V �3.0. For
the VTA (10° angle): from bregma, AP �5.0, L �2.3, and from the dural
surface, V �8.0.

Behavioral conditioning procedure: fear memory and morphine CPP
conditioning. A simplified schematic summary of experimental condi-
tioning procedures showing the timing of intra-PFC DA D1R or D4R
treatments is presented in Figure 1, A and B. To examine the effects of
associative fear memory recall on subsequent sensitivity to morphine
reward effects, we used a novel behavioral conditioning assay combining
our previously described olfactory fear conditioning protocol (Lauzon et
al., 2009) with our previously described unbiased morphine place con-
ditioning procedure, using a sub-reward threshold conditioning dose of
systemic or bilateral intra-VTA morphine microinfusions (0.05 mg/kg,
i.p.; 250 ng/0.5 �l), which we have previously reported produce no sig-
nificant rewarding CPP under normal conditions (Bishop et al., 2011; De
Jaeger et al., 2013). Olfactory fear conditioning took place in one of two
distinct environments, counterbalanced within groups: Environment A
was a 30 � 30 inch Plexiglas box with black stripes on a white back-
ground, whereas Environment B had black dots on a white background
with a grid shock floor. Olfactory cues were either an almond or pepper-
mint scent, randomly assigned, as previously reported (Laviolette et al.,
2005; Lauzon et al., 2009). Olfactory cues are delivered via an automated
olfactometer controlled by solenoid valves and delivered into the venti-
lated conditioning chamber through which odors are cleared into a scav-
enging unit following the cue delivery. We used two conditioning levels
of footshock: (1) A subthreshold footshock cue (0.4 mA), which we have
previously demonstrated to produce no significant associative fear mem-
ory acquisition or (2) a suprathreshold footshock cue (0.8 mA) which we
have previously reported produces a robust associative fear memory
(Lauzon et al., 2009). On Days 1–2 of the conditioning procedure, rats
(all experimental groups) were preconditioned to each of the fear condi-
tioning chambers for 20 min and were then acclimatized for CPP exper-
iments by being placed in a gray Plexiglas box corresponding to the
dimensions of the conditioning environments for 30 min. On Day 3, rats
were randomly assigned to one of the fear conditioning chambers where
one of the odors (almond or peppermint) was presented to the animal for
19 s and a footshock was delivered (0.4 or 0.8 mA) for 1 s. For groups
receiving challenge drug or VEH administration targeting the ‘acquisi-
tion’ phase of fear memory conditioning (Fig. 1B), intra-PFC microin-
fusions were administered immediately before the conditioning phase.
During the training session, rats received 5 footshock-olfactory cue pair-
ings once every 4 min for a total 20 min conditioning session. Following
the fear conditioning training, rats were returned to their home cages for
24 h. On Day 4, rats were tested for fear memory recall in the alternate
(safe) conditioning chamber, by presenting the olfactory cue (in the
absence of footshock) previously paired with either sub or suprathresh-
old footshock the previous day. For groups receiving challenge drug or
VEH administration targeting the “recall” phase of fear memory condi-
tioning (Fig. 1A), intra-PFC microinfusions were administered immedi-
ately before the fear memory recall test. Freezing behavior (defined as the
absence of all movement except respiration) was scored with video track-
ing software (AnyMaze) and analyzed off-line. Immediately after fear
memory recall test, rats (in all experimental groups) were removed from
the test chamber, received a sub-reward threshold intraperitoneal injec-
tion (0.05 mg/kg) or intra-VTA microinfusion (250 ng/0.5 �l) of mor-
phine, and placed in a randomly assigned morphine conditioning
environment for 30 min. Rats were then returned to their home cage for
24 h and on Day 5, received a subsequent control environment condi-
tioning session wherein they received intraperitoneal or intra-VTA ad-
ministration of saline vehicle, and placed in an alternate (control) place
conditioning environment. Following this final CPP conditioning ses-
sion, rats (in all experimental groups) were returned to home cages for
24 h. CPP conditioning environments were as previously described
(Bishop et al., 2011). Briefly, one environment was white with a wire
mesh floor, covered in wood chips. The other environment was black
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with a smooth Plexiglas floor, wiped down with 2% acetic acid solution.
On Day 6, rats (in all experimental groups) were given a 10 min CPP
recall test wherein they were given free choice in a CPP testing box to
spend time in either saline or morphine-paired environments. Times
spent in either environment were recorded with digital timers and ana-
lyzed off-line.

Drug administration procedures. For PFC microinfusions, stainless
steel cannulae (22 gauge) were implanted bilaterally into the PFC and
drugs were administered through a 28 gauge injector (Plastics One) via a
Hamilton microsyringe. The selective CaMKII autophosphorylation in-
hibitor, autocamtide-2-related inhibitory peptide (AIP; Tocris Biosci-
ence, 500 ng/0.5 �l) and morphine sulfate (Johnson-Matthey) were
dissolved in physiological saline, with pH adjusted to 7.4. The selective
D4R agonist, PD 168077 (5–50 ng/0.5 �l), the D1R agonist SKF81297
hydrobromide (10 –100 ng/0.5 ml; Tocris Bioscience) and ERK 1/2 in-
hibitor, U0126 (1 �g/0.5 �l) were first dissolved in dimethyl-sulfoxide
(DMSO) and then diluted with physiological saline to a final concentra-
tion of 5% DMSO in physiological saline. To examine the roles of intra-
PFC DA D1R versus D4R activation in fear memory processing, we
targeted two separate phases of fear memory processing: acquisition or
recall. We have previously demonstrated dissociable roles for PFC D1R
versus D4R activation in the control of fear-related memory processing
such that PFC D1R activation selectively blocks recall of suprathreshold
associative fear memories (but has no influence on fear memory acqui-
sition; Lauzon et al., 2009, 2013). In contrast, D4R activation potentiates
the salience of normally nonsalient fear memory cues, selectively during
the acquisition phase (Laviolette et al., 2005; Lauzon et al., 2009, 2013).
Accordingly, to block the recall of suprathreshold (0.8 mA) fear memo-
ries, rats received intra-PFC microinfusions of the D1R agonist (SKF
81297) immediately before the fear memory recall test (Fig. 1A). In con-
trast, to potentiate the salience of a normally nonsalient, subthreshold
fear memory (0.4 mA), rats received intra-PFC D4R activation with the
D4R agonist, PD168077, immediately before the fear memory acquisi-

tion training session (Fig. 1B). For studies involving sub-reward thresh-
old intra-VTA morphine (250 �l/0.5 �l), microinfusions of morphine
were performed immediately after fear memory recall testing.

Histological analyses. At the conclusion of experiments, rats were anes-
thetized with sodium pentobarbital (Euthanyl) and transcardially per-
fused with isotonic saline followed by 10% formalin. Brain sections were
mounted and stained with cresyl violet, and PFC or VTA cannulae place-
ments were verified with light microscopy according to the anatomical
boundaries defined by Paxinos and Watson (1986). Three rats were
found to have cannulae placements outside the boundaries of the target
regions and were excluded from analysis (indicated in associated results
sections).

Western blot procedure. To examine the local effects of intra-PFC D1R
versus D4R activation on total or phosphorylated expression levels of
ERK 1/2 or CaMKII-� total (tERK1/2, tCaMKII-�) or phosphorylated
(pERK1/2, pERK1/2) expression levels, a subset of rats received intra-
PFC SKF 81297 (100 ng; n � 6) or PD 168077 (50 ng; n � 6) immediately
before being killed, following behavioral conditioning with either SKF
81297 (100 ng) or PD 168077 (50 ng), respectively. Brains were rapidly
removed and flash frozen at �80°C. PFC sections were sliced on a freez-
ing microtome and microdissections were performed around the injec-
tor sites, avoiding regions with reactive gliosis. PFC samples were then
homogenized using a Dounce homogenizer and protein isolated using a
Noindent P40/SDS lysis buffer (137 mm NaCl, 20 mm Tris, pH 8.0, 1%
NP-40, 10% glycerol, and 0.1% SDS) containing protease and phospha-
tase inhibitors (Halt 100� inhibitor mixture, ThermoFisher). Following
homogenization and centrifugation at 4°C to remove debris, samples
were mixed with an equal volume of 2� Laemmli loading buffer and
heated to 95°C for 5 min before storage at �80°C. 12.5 �g of protein from
control (vehicle-treated; n � 6) or treatment [D1R (n � 6) or D4R (n �
6) agonist groups] samples were loaded onto 12% denaturing SDS-PAGE
gels. Samples were then subjected to electrophoresis in a Bio-Rad Mini
Protein 3 Western blotting apparatus with Tris/glycine/SDS buffer (Bio-

A

B

Figure 1. Schematic summary of experimental timeline and behavioral conditioning procedures combining olfactory associative fear conditioning and morphine CPP assays. Intra-PFC D1R or D4R
pharmacological activation was administered immediately before fear memory recall testing or acquisition phases, respectively.
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Rad Cube Solutions) at 125 V for 1.5 h. Molecular weight standards
(Froggabio BLUeye) were included on the gels to confirm the molecular
weight of the proteins of interest. Following electrophoresis, protein was
transferred from the gels onto a nitrocellulose membrane (Bio-Rad) us-
ing a Mini Trans-blot apparatus (Bio-Rad) with a tris/glycine/methanol
solution (Bio-Rad Cube Solutions) at 75 V for 1 h. To identify changes in
levels of phosphorylated or total proteins, blots were blocked with 5%
nonfat dry milk in TBST for 1 h at room temperature with rocking. After
blocking, membranes were incubated overnight in a solution containing
2.5% BSA in TBST along with antibodies directed against pERK1/2
(Thr202/Tyr204), tERK1/2, pCaMKII (Thr286), or tCaMKII along with
�-tubulin (loading control) at 4°C with rocking. Following incubation
with primary antibody, blots were washed in TBST �3 for 15 min. Last,
a solution containing 5% dried nonfat milk in TBST and secondary
antibodies (LI-COR IRDye 680RD and IRDye 800CW-conjugated sec-
ondary antibodies; 1:10,000) was applied to the blots and left to incubate
for 1 h at room temperature. Following three washes in TBST, the pro-
teins of interest were imaged using a LI-COR Odyssey imaging system.
Densitometry measurements were obtained using Kodak digital analysis
software. Antibody source and dilutions were as follows: �-tubulin (1:
1,000,000; Sigma-Aldrich), tERK1/2 (1:2000; Cell Signaling Technol-
ogy), pERK1/2 (1:1000; Cell Signaling Technology), tCaMKII� (rabbit,
1:1000; Cell Signaling Technology), and pCaMKII (rabbit, 1:1000; Cell
Signaling Technology).

Data analyses. Data were analyzed with one or two-way ANOVA
where appropriate or Student’s t tests. Post hoc analyses were performed
with Fisher’s least significant difference or Newman–Keuls tests where
appropriate.

Results
Histological verification
Histological analyses revealed intra-PFC injector placements to
be within the anatomical boundaries of the PFC as defined by
Paxinos and Watson (1986). In Figure 2A, a representative mi-
crophotograph showing a typical intra-PFC cannulae injector
placement is presented. In Figure 2B, a schematic representation
of select experimental groups is presented. Symbols represent the
following experimental groups:F� PFC VEH controls receiving

CS� presentations during the fear recall test; � � rats receiving
SKF81297 100 ng/0.5 �l;f� rats receiving intra-PFC PD168077
50 ng/0.5 �l.

Fear memory recall potentiates morphine reward sensitivity
To first validate our behavioral assay examining the effects of fear
memory recall on subsequent sensitivity to the rewarding condi-
tioning properties of morphine, we first examined whether selec-
tively recalling a previously acquired, suprathreshold (0.8 mA
footshock) associative fear memory might potentiate the reward
salience of a normally sub-reward conditioning dose of mor-
phine (Bishop et al., 2011), in the period immediately following
fear memory recall (see Materials and Methods; Fig. 1). Three
groups of rats received bilateral intra-PFC cannulae implanta-
tions (n � 8 per group) and either (1) olfactory fear conditioning
in the presence of the paired footshock stimulus followed by the
presentation of the olfactory fear cue during the fear memory
recall test: “shock with recall”; (2) olfactory conditioning in the
absence of any footshock stimulus and the presentation of the
unpaired olfactory cue during the fear memory recall test: “no
shock control”; or (3) olfactory fear conditioning in the presence
of the paired footshock stimulus followed by the fear memory
recall test in the absence of the CS�: “shock/no recall”. All groups
received intra-PFC VEH microinfusions before the fear condi-
tioning assay. Comparing freezing behaviors during the fear
memory recall test with one-way ANOVA revealed a significant
main effect of group (F(2,23) � 170.39, p � 0.01). Post hoc analyses
revealed that rats experiencing foot shock in the absence of the
memory cue at testing displayed slightly increased freezing levels
(22%) relative to the no shock control group (p � 0.01). How-
ever, rats receiving the CS� cue presentation immediately before
recall testing displayed dramatically higher freezing levels [rela-
tive to both the fear conditioning with no recall group, as well as
rats that had experienced olfactory conditioning in the absence of
foot shock conditioning (73%; p values �0.01); Fig. 3A]. Thus,

A B

Figure 2. Histological analysis of PFC injector placements. A, Representative microphotograph showing a typical intra-PFC injector placement. B, Schematic representation of bilateral intra-PFC
injector placements. Figure symbols represent the following experimental groups:F� PFC VEH controls receiving CS� presentations during the fear recall test; �� rats receiving SKF81297 100
ng/0.5 �l;f� rats receiving intra-PFC PD168077 50 ng/0.5 �l.
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consistent with previous reports (Lauzon et al., 2009, 2013;
Laviolette et al., 2005), this level of footshock (0.8 mA) produces
robust associative fear memories. Comparing morphine CPP
scores between groups revealed a significant effect of group
(F(2,47) � 24.9; p � 0.0001), treatment (F(2,47) � 181.42; p �
0.0001) and a group � treatment interaction on times spent
in morphine versus saline-paired conditioning environments
(F(2,47) � 106.74, p � 0.0001). Post hoc analyses revealed that
whereas rats conditioned without footshock or rats conditioned
with footshock but not receiving the CS�, displayed no signifi-
cant differences in times spent in saline versus morphine-paired
environments (p values �0.05), rats that had received the CS�
presentation during fear memory recall testing displayed signifi-
cantly greater time in morphine versus saline-paired environ-
ments (p � 0.01) and greater times in morphine-paired
environments relative to other experimental groups (p values
�0.01; Fig. 3B). Thus, only rats that actively recalled the suprath-
reshold associative fear memory before sub-reward threshold
morphine CPP conditioning, demonstrated potentiated mor-
phine reward sensitivity.

Intra-PFC DA D1R activation blocks the recall of salient fear
memories and blocks morphine reward salience potentiation
Previous evidence has demonstrated that stimulation of PFC
D1R transmission potently suppresses the recall of fear-related
associative memories (Lauzon et al., 2013). Accordingly, we next
sought to determine whether blocking the recall of a suprathresh-
old associative fear memory might similarly block the potentia-
tion of morphine reward salience observed in our previous
control study (Fig. 3). Thus, we challenged the recall of suprath-
reshold associative fear memory with bilateral microinfusions of
the D1R agonist, SKF 81297, using a dose range (10 –100 ng/0.5
�l) previously established to be behaviorally effective and phar-
macologically selective, while having no impact on physiological
measures of footshock sensitivity (Lauzon et al., 2013). Three
separate groups of rats received either VEH (n � 6), 10 (n � 8), or
100 ng/0.5 �l (n � 8) of intra-PFC SKF 81297 immediately before
the fear memory recall test. One-way ANOVA comparison of these
groups with rats that had received intra-PFC VEH before the
CS� cue presentation revealed a significant effect of treatment
on times spent freezing to CS� presentations (F(2,23) � 109.9;

p � 0.0001; Fig. 4A). Post hoc analyses revealed that intra-PFC
D1R activation dose-dependently blocked recall of fear-related
associative memory, relative to VEH controls (Fig. 4A), with the
higher dose of 100 ng suppressing memory recall to a significantly
greater extent relative to the lower dose of 10 ng and relative to
VEH controls (p values � 0.01), as demonstrated by significant
reductions in levels of freezing behavior following the CS� pre-
sentations. Next, two-way ANOVA of CPP scores revealed a sig-
nificant effect of group (F(2,43) � 7.03; p � 0.01), treatment
(F(1,43) � 72.3; p � 0.0001), and a group � treatment interaction
on times spent in morphine versus saline-paired conditioning
environments (F(2,43) � 29.41; p � 0.0001). Post hoc analyses
revealed that whereas rats receiving a lower dose of intra-PFC
SKF 81297 (10 ng) showed a significant morphine reward CPP
(p � 0.01; Fig. 4B), rats receiving the higher dose of 100 ng failed
to demonstrate a significant morphine CPP (p � 0.05). Further-
more, both groups receiving intra-PFC D1R activation spent sig-
nificantly less time in the morphine-paired environments relative
to VEH controls (p values �0.01). Thus, blocking the recall of
suprathreshold associative fear memory with intra-PFC D1R ac-
tivation dose-dependently blocked the ability of fear memory
recall to potentiate morphine reward CPP.

Intra-PFC DA D4R activation potentiates the salience of
subthreshold fear memory and morphine reward sensitivity
Previous evidence has demonstrated that stimulation of PFC
D4R transmission is capable of strongly potentiating the emo-
tional salience of normally subthreshold fear memory cues, both
behaviorally, and in PFC neurons, selectively during the encod-
ing of associative memories (Laviolette et al., 2005; Lauzon et al.,
2009). Accordingly, we next examined whether amplifying the
salience of a fear-related memory cue via PFC D4R stimulation
might influence the subsequent processing of a sub-reward mor-
phine CPP cue. First, we pharmacologically potentiated the sa-
lience of a normally subthreshold associative fear memory
stimulus (0.4 mA) with bilateral intra-PFC D4R activation, using
a previously characterized, effective and selective in vivo dose
range that has been demonstrated to have no impact on physio-
logical measures of footshock sensitivity (Laviolette et al., 2005;
Lauzon et al., 2009; 5–50 ng/0.5 �l). Three groups of rats received
either VEH (n � 9), 5 (n � 6), or 50 ng/0.5 �l (n � 7) of the

A B

Figure 3. Effects of recalling a suprathreshold associative fear memory on subthreshold morphine reward CPP. A, Whereas rats tested after conditioning with the absence of footshock stimuli
(n � 8) or with the presence of footshock and absence of a CS� cue display (n � 8) low levels of associative freezing, rats conditioned with footshock and then presented with the CS� fear memory
cue (n � 8) immediately before testing displayed significantly greater freezing levels relative to other groups ( p � 0.01). B, When tested for CPP after subthreshold (0.05 mg/kg) morphine CPP
conditioning, only rats receiving footshock and fear memory recall cues during recall testing displayed a significant morphine reward CPP. *p � 0.05, **p � 0.01; and error bars represent mean �
SEM for this and all subsequent figures.
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selective DA D4 agonist, PD168077, immediately before the fear
memory training (Fig. 1). One-way ANOVA comparison of these
groups to rats that had received intra-PFC VEH before sub-
threshold fear conditioning training revealed a significant effect
of treatment on percentage of time spent freezing to the CS�
presentation (F(2,23) � 29.8; p � 0.0001; Fig. 5A). Post hoc analy-
ses revealed that intra-PFC D4R activation dose-dependently po-
tentiated the salience of normally nonsalient fear conditioning
memory cues relative to VEH controls, with rats receiving the
higher dose of 50 ng displaying significantly more freezing behav-
ior during CS� presentations relative to either VEH or the 5 ng
experimental groups (p values �0.01; Fig. 5A). Two-way
ANOVA comparing morphine CPP scores between groups re-
vealed a significant effect of group (F(2,47) � 6.18; p � 0.01),
treatment (F(1,47) � 18.79; p � 0.01), and a group � treatment
interaction on times spent in morphine versus saline-paired con-
ditioning environments (F(2,47) � 5.5; p � 0.05). Post hoc analyses
revealed that whereas rats receiving the higher dose of intra-PFC
PD168077 (50 ng) showed a significant morphine reward CPP
(p � 0.01), rats receiving the lower dose of 5 ng or VEH failed to
demonstrate a significant morphine CPP (p values �0.05). Fur-
thermore, both groups receiving intra-PFC D4R activation spent

significantly more time in the morphine-paired environments
relative to VEH controls (p values �0.05 and 0.01, respectively;
Fig. 5B). Thus, potentiating the salience of a normally nonsalient
fear conditioning cue during the memory acquisition phase con-
comitantly potentiated subsequent morphine reward salience.
Although previous evidence has demonstrated that intra-PFC
D1R versus D4R transmission modulate separate phases of asso-
ciative memory formation (recall vs acquisition, respectively;
Lauzon et al., 2009, 2013), we next sought to determine whether
blocking the recall of a D4R-potentiated fear memory with PFC
D1R stimulation immediately before recall, might similarly mod-
ulate the acquisition of sub-reward threshold morphine CPP.
Thus, a separate experimental group (n � 6) received intra-PFC
D1R activation (100 ng) immediately before the recall of a fear
memory potentiated by PFC D4R activation during the acquisi-
tion phase. ANOVA comparing freezing times between VEH
controls, rats receiving intra-PFC D4R activation before sub-
threshold fear conditioning and rats receiving intra-PFC D1R
activation immediately before the fear recall test demonstrated a
significant effect of treatment on percentage freezing times dur-
ing the recall test (F(2,26) � 28.6; p � 0.0001) with post hoc anal-
yses demonstrating that intra-PFC D1R activation immediately

A B

Figure 4. Effects of PFC D1R activation on the recall of suprathreshold fear memory and morphine reward CPP behaviors. A, Relative to VEH (n � 6) controls, intra-PFC D1R activation with
SKF81297 immediately before the recall test, dose-dependently blocks the recall of suprathreshold fear memories demonstrated by significantly lower levels of associative freezing in rats receiving
10 ng (n � 8) or 100 ng (n � 8) of intra-PFC SKF81297. B, Blockade of suprathreshold fear memory recall with SKF81297 similarly blocks the potentiation of subthreshold morphine reward CPP,
demonstrated by attenuated morphine environment preferences in rats receiving 10 or 100 ng intra-PFC SKF81297. **p � 0.01.

A B

Figure 5. Effects of PFC D4R activation on the acquisition of subthreshold fear memory and morphine reward CPP behaviors. A, Relative to VEH controls (n � 9), intra-PFC D4R activation with PD
168077 during fear memory acquisition, dose-dependently potentiates the formation of subthreshold fear memories demonstrated by significantly higher levels of associative freezing in rats
receiving 50 ng intra-PFC PD 168077 (n � 7) but not a lower dose of 5 ng (n � 6). This effect is blocked by intra-PFC D1R activation with SKF 81297 (100 ng) immediately before recall testing
(n � 6). B, Potentiation of normally subthreshold fear memory with PD 168077 similarly potentiated the reward salience of normally sub-reward threshold conditioning doses of morphine (0.05
mg/kg, i.p.) in these same groups. Again, this effect is also blocked when fear memory recall is prevented with intra-PFC SKF 81297 immediately before recall testing. *p � 0.05, **p � 0.01.
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before recall significantly blocked the recall of the D4R-mediated
potentiated fear memory (p � 0.01; Fig. 5A). Thus, intra-PFC
D1R activation is not only capable of blocking the recall of su-
prathreshold associative fear memory (Fig. 4A), but also blocks
the recall of a normally nonsalient fear memory potentiated by
PFC D4R activation during memory acquisition. Two-way
ANOVA comparing morphine CPP scores across these same
groups revealed a significant group � treatment interaction
(F(1,41) � 16.9; p � 0.0001), with post hoc analyses revealing that
rats receiving intra-PFC D1R activation before D4R-modulated
fear memory recall displayed no significant morphine CPP (p �

0.05) and spent significantly less time in
morphine-paired environments relative
to rats receiving intra-PFC D4R activation
during the memory encoding phase (p �
0.01; Fig. 5B). Thus, blocking the recall of
a D4R-mediated potentiated fear memory
similarly blocked the potentiation of mor-
phine reward CPP.

Intra-PFC DA D1R and D4R activation
regulates morphine reward sensitivity
in the VTA
The PFC and VTA share strong functional
connections, with the VTA serving as a
critical neural region for the primary re-
warding effects of opioids, including mor-
phine (Nader and van der Kooy, 1997;
Lintas et al., 2011, 2012). In addition, the
PFC is capable of potently regulating the
reward salience of morphine directly in
the VTA (Bishop et al., 2011). Accord-
ingly, we next examined whether intra-
PFC D1R/D4R modulation of systemic
opiate reward salience may extend to the
motivational effects of morphine directly
in the VTA. Four groups of rats received
combined bilateral PFC-VTA cannula-
tions and were treated either with VEH
versus intra-PFC SKF81297 (100 ng) im-
mediately before suprathreshold fear
memory recall testing or VEH versus
PD168077 (50 ng) during fear condition-
ing training to a subthreshold footshock
level (see Materials and Methods). For
comparison with previous experiments
using the systemic dose of sub-reward
threshold morphine (Figs. 3–5), we used a
dose of intra-VTA morphine that has pre-
viously been established as a sub-reward
microinfusion dose (Nader and van der
Kooy, 1997; Bishop et al., 2011; De Jaeger
et al., 2013; i.e., fails to produce significant
morphine CPP). In Figure 6A, a represen-
tative microphotograph of a typical intra-
VTA injector location is presented. In
Figure 6B, a schematic summary showing
bilateral intra-VTA injector placements is
presented. First, in rats receiving intra-
PFC D1R activation with SKF81297 (n �
8) versus VEH (n � 7), comparison of
freezing scores during the fear memory
recall test for suprathreshold fear memory

(0.8 mA) revealed a significant block of fear memory recall rela-
tive to VEH controls (t(14) � 8.45; p � 0.001; Fig. 6C). Comparing
morphine CPP scores revealed a significant main effect of treat-
ment (VTA saline vs morphine; F(1,29) � 10.74; p � 0.01) on
times spent in intra-VTA morphine vs saline environments (Fig.
6D). Thus, consistent with effects observed in experiments using
sub-reward threshold systemic conditioning doses of morphine,
blockade of fear memory recall similarly blocked intra-VTA mor-
phine reward CPP potentiation relative to VEH controls. Next, in
rats receiving intra-PFC D4R activation with PD168077 (n � 7;
one rat was removed due to cannula misplacement) versus VEH

A B
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Figure 6. VTA histological analysis and effects of intra-PFC D1R or D4R activation on fear memory processing and intra-VTA
morphine reward CPP behaviors. A, Microphotograph showing typical intra-VTA injector location. B, Schematic summary of
bilateral intra-VTA cannulae injector locations; E� intra-PFC VEH; F� intra-PFC PD168077 (50 ng/0.5 �l); f� intra-PFC
SKF81297 (100 ng/0.5 �l). C, Intra-PFC SKF81297 administration immediately before fear memory recall significantly attenuates
freezing behaviors. D, Relative to VEH controls (n � 7), rats receiving intra-PFC SKF81297 (n � 8) do not display morphine CPP.
E, Intra-PFC PD168077 (n � 7) administration during fear memory acquisition significantly potentiates subthreshold associative
fear memory and F, potentiates intra-VTA morphine reward CPP relative to VEH controls (n � 8). **p � 0.01.
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(n � 8), comparison of freezing scores during the fear memory
recall test revealed a significant potentiation of normally sub-
threshold fear memory (0.4 mA), relative to VEH controls (t(14) �
7.48; p � 0.001; Fig. 6E). Comparing CPP scores revealed a sig-
nificant effect of group (F(1,31) � 8.14; p � 0.01), treatment
(F(1,31) � 10.72; p � 0.01) and a group � treatment interaction
(F(1,31) � 28.3; p � 0.0001) on times spent in intra-VTA mor-
phine vs saline environments (Fig. 6F). Post hoc analyses revealed
that whereas VEH control rats failed to demonstrate a significant
CPP for intra-VTA morphine-paired environments (p � 0.05),
rats with potentiated fear memory acquisition displayed signifi-
cant CPP for intra-VTA morphine environments, spending sig-
nificantly more time in morphine versus saline environments
and greater time in morphine-paired environments relative to
VEH controls (p values �0.01; Fig. 6F). Thus, consistent with
effects observed in experiments using sub-reward threshold sys-
temic doses of morphine, potentiation of nonsalient fear memory
similarly potentiates intra-VTA morphine reward CPP.

Intra-PFC DA D1R activation blocks fear memory recall and
morphine reward potentiation via selective upregulation of
ERK 1/2 phosphorylation states
Signaling through the ERK 1/2 pathway is critically involved in
the consolidation of morphine-reward memories directly in the
PFC (Gholizadeh et al., 2013) and is functionally linked to trans-
mission through the D1R system during morphine reward mem-
ory processing (Lyons et al., 2013; Rosen et al., 2016). In contrast,
whereas CaMKII-� signaling is similarly involved in the process-
ing of opiate-related reward memories, it has been functionally
linked to transmission through the D2R system during the pro-
cessing of opiate-related learning and memory behaviors (Lyons
et al., 2013; Rosen et al., 2016). To examine the potential roles of
either ERK 1/2 or CaMKII-� in PFC D1R-mediated blockade of
fear memory recall and morphine reward salience, we next exam-
ined the local effects of intra-PFC D1R or D4R activation on PFC
expression levels of total ERK 1/2 (tERK 1/2), phosphorylated
ERK 1/2 (pERK 1/2), total CaMKII-� (tCaMKII-�), or phos-
phorylated CaMKII-� (pCaMKII-�; see Materials and Methods).
First, comparing pERK-1 levels between groups revealed a signif-
icant effect of treatment on normalized densitometry levels
(F(2,17) � 4.1; p � 0.05; Fig. 7A,B) with post hoc analyses revealing
that rats receiving intra-PFC SKF 81297 (100 ng/0.5 �l; n � 6)
had significantly elevated levels of pERK1 relative to both VEH
controls (n � 6) or rats receiving the D4 agonist (PD 168077, 50
ng/0.5 �l; p values �0.05; n � 5). Similarly, comparing pERK-2
levels between groups revealed a significant effect of treatment on
normalized densitometry levels (F(2,17) � 5.44; p � 0.05; Fig.
7A,C) with post hoc analyses revealing that rats receiving intra-
PFC SKF 81297 had significantly elevated levels of pERK2 relative
to both VEH controls (p � 0.01) or rats receiving the D4 agonist
(p � 0.05). Next, comparing tERK-1 levels between groups re-
vealed no significant effect of treatment on normalized densi-
tometry levels (F(2,17) � 3.6; p � 0.05; Fig. 7D,E). In contrast,
comparing tERK-2 levels between groups revealed a significant
effect of treatment on normalized densitometry levels (F(2,17) �
6.01; p � 0.05; Fig. 7D,F) with post hoc analyses revealing that
rats receiving either intra-PFC SKF 81297 or the D4 agonist
showed significantly lower levels of tERK2 relative to VEH con-
trols (p values � 0.05).

Given our observation that PFC D1R activation selectively
increased pERK 1/2 levels, we challenged the effects of PFC D1R
activation on associative fear memory recall inhibition using the
selective MEK 1/2 inhibitor, U0126. We selected a dose of U0126

(1 �g/0.5 �l) that we have previously reported to produce no
nonselective deficits in associative learning (Gholizadeh et al.,
2013; Lyons et al., 2013), for coadministration with our effective
dose of intra-PFC SKF 81297 (100 ng/0.5 �l; n � 6; one rat was
removed due to cannula misplacement) or U0126 alone (n � 7;
one rat was removed due to cannula misplacement), immediately
before the memory recall phase following suprathreshold fear
conditioning. Comparing these groups with rats receiving intra-
PFC SKF 81297 alone (n � 8), revealed a significant effect of
group on freezing times (F(2,23) � 99.89; p � 0.0001; Fig. 7G).
Post hoc analyses revealed that rats receiving coadministration of
SKF81297 with U0126 displayed significantly greater freezing
levels relative to rats receiving SKF81297 alone (p � 0.01), dem-
onstrating that inhibition of PFC ERK 1/2 is sufficient to reverse
the effects of PFC D1R activation on blockade of fear memory
recall. Furthermore, rats receiving PFC U0126 alone displayed
significantly greater freezing levels relative to rats receiving
SKF81297 alone (p � 0.01), demonstrating that U0126 alone was
not producing any nonspecific effects on the recall of a suprath-
reshold associative fear memory. Next, comparing morphine
CPP scores across the same groups revealed a significant effect of
treatment (F(1,37) � 19.85; p � 0.001) and a significant group �
treatment interaction (F(2,37) � 8.59; p � 0.01) on times spent in
morphine versus saline-paired environments recorded during
the CPP test. Post hoc analyses revealed that rats receiving
SKF81297 � U0126 administration as well as rats receiving
U0126 alone showed significant CPP for sub-reward threshold
morphine-paired environments (p values � 0.01; Fig. 7H) rela-
tive to rats receiving SKF81297 alone before the fear memory
recall test. Thus, inhibition of PFC ERK 1/2 signaling is sufficient
to reverse the D1R activation-induced blockade of fear memory
recall and concomitantly restore the potentiation of morphine
reward CPP behaviors.

Intra-PFC DA D4R activation potentiates fear memory
acquisition and morphine reward sensitivity via selective
upregulation of CaMKII-� phosphorylation states
Previous evidence has demonstrated that the ability of PFC D4R
activation to modulate fear-related memory salience and associ-
ated neuronal activity states is functionally dependent upon
CaMKII-� signaling and is functionally linked to D2R-mediated
modulation of associative opiate reward memory processing (Gu
et al., 2006; Yuen and Yan, 2011; Lauzon et al., 2013; Lyons et al.,
2013). Therefore, we next examined the potential role of intra-
PFC CaMKII-� expression and phosphorylation states in the me-
diation of D4R-activation induced modulation of fear and
opiate-reward related associative memory processing. First, com-
paring pCaMKII-� levels between groups revealed a significant
effect of treatment on normalized densitometry levels (F(2,14) �
6.56; p � 0.05; Fig. 8A) with post hoc analyses revealing that rats
receiving intra-PFC PD 168077 (50 ng/0.5 �l) had significantly
elevated levels of pCaMKII-� relative to VEH controls (n � 6). In
contrast, receiving the D1 agonist (SKF 81297, 100 ng/0.5 �l;
p values �0.05) showed no significant increase relative to VEH
controls (p � 0.05). Comparing tCaMKII-� between groups re-
vealed no significant effect of treatment on normalized densi-
tometry levels (F(2,14) � 0.44; p � 0.05; Fig. 8B). Thus, intra-PFC
D4R activation, but not D1R activation, selectively increases
phosphorylation levels of CaMKII-�, without influencing total
protein expression levels.

Given our observation of a selective increase in PFC
pCaMKII-� levels following D4R activation, we next challenged
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the effects of PFC D4R activation on the potentiation of sub-
threshold fear memory formation by coadministering a selective
inhibitor or CaMKII-� autophosphorylation, AIP with a dose
(500 ng/0.5 �l) we have previously determined to produce no
nonselective deficits in associative learning (Lyons et al., 2013).
Experimental groups received intra-PFC PD168077 (50 ng/0.5
�l; n � 8) combined with AIP, AIP alone (n � 8), or PD168077
(50 ng/0.5 �l; n � 8) alone, immediately before fear conditioning
with the subthreshold footshock conditioning cue (0.4 mA). Com-
paring freezing scores between groups revealed a significant effect of
group on freezing times (F(2,23) � 32.28; p � 0.0001; Fig. 8C). Post
hoc analyses revealed that rats receiving coadministration of
PD168077 � AIP or AIP alone displayed significantly less freezing
levels relative to rats receiving PD168077 alone (p � 0.01), demon-
strating that inhibition of PFC CaMKII-� phosphorylation is suffi-
cient to reverse the effects of PFC D4R activation on potentiation of
normally nonsalient associative fear memory. Furthermore, rats re-

ceiving PFC AIP alone displayed no potentiation of subthreshold
fear memory, demonstrating that AIP alone was not producing
any nonspecific effects during the encoding phase of sub-
threshold associative fear memory. Next, comparing mor-
phine CPP scores across the same groups revealed a significant
effect of treatment (F(1,45) � 9.33; p � 0.01) and a significant
group � treatment interaction (F(1,45) � 7.63; p � 0.01) on
times spent in morphine versus saline-paired environments re-
corded during the CPP test. Post hoc analyses revealed that rats re-
ceiving PD168077 � AIP administration as well as rats receiving AIP
alone showed no significant CPP for sub-reward threshold
morphine-paired environments (p values �0.05; Fig. 8D) relative to
rats receiving PD168077 during subthreshold fear memory training
(p � 0.01). Thus, inhibition of PFC CaMKII-� phosphorylation is
sufficient to reverse the D4R activation-induced potentiation of fear
memory salience and concomitantly blocks the potentiation of mor-
phine reward CPP.
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Figure 7. Effects of PFC D1R activation on total and phosphorylated ERK 1/2 levels in the PFC and effects of intra-PFC ERK inhibition on PFC D1R modulation of fear and morphine reward behaviors.
A, Sample Western blots showing PFC pERK 1/2 bands relative to loading controls in intra-PFC VEH (n � 6), SKF 81297 (100 ng; n � 6), or PD 168077 (50 ng; n � 5) -treated rats. B, C, Normalized
densitometry values comparing average levels of pERK 1 or 2 following intra-PFC VEH, SKF 81297, or PD 168077 administration. D, Sample Western blots showing PFC tERK 1/2 bands relative to
loading controls in intra-PFC VEH, SKF 81297 (100 ng), or PD 168077 (50 ng) -treated rats. E, F, Normalized densitometry values comparing average levels of tERK 1 or 2 following intra-PFC VEH, SKF
81297, or PD 168077 administration. G, Coadministration of SKF 81297 (100 ng) with the MEK 1/2 inhibitor U0126 (1 �g; n � 6) reverses the effects of intra-PFC D1R activation on blockade of fear
memory recall, with U0126 having no effect on its own (n � 8), relative to SKF 81297 (100 ng) on its own (n � 7). H, Similarly, reversing the block of D1R-mediated memory recall with U0126
restores the potentiation of sub-reward threshold morphine reward CPP in these same groups. Rats receiving U0126 alone showed a normal potentiated morphine CPP. *p � 0.05, **p � 0.01.
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Discussion
Abnormal processing of emotionally salient sensory information
and associative memory is linked to PTSD and addiction-related
PFC pathology (Bishop et al., 2011; Clausen et al., 2017; Malejko
et al., 2017; O’Doherty et al., 2017). Beyond the role of learning
and memory, the role of stress as a critical variable in drug abuse
vulnerability is well established. Indeed, exposure to acute, un-
conditioned stressors, such as footshock, potently reinstates
drug-seeking behaviors, including those linked to opioids and
other drugs of abuse (Shaham and Stewart, 1994; Buczek et al.,
1999; Shaham et al., 2000). However, the identification of com-
mon neural mechanisms responsible for processing traumatic
memories as well as modulating vulnerability to drugs of abuse
following their recall, remain elusive. The present study demon-
strates that acute recall of a fear-related associative memory can
potentiate sensitivity to normally non-rewarding systemic or
intra-VTA morphine conditioning cues. Consistent with a gen-
eralized effect of footshock stressor exposure, fear conditioning
involving exposure to suprathreshold footshock caused a slight
increase in freezing behaviors when tested in the absence of the
CS� recall cue. However, only subjects that had been fear condi-

tioned with suprathreshold footshock and exposed to the CS�
during the recall test displayed significant morphine reward CPP
potentiation. This suggests that the recall alone of a salient,
fear-related associative memory is sufficient to cause behavioral
potentiation of normally non-rewarding, morphine-related con-
ditioning cues. Given the dissociable roles of PFC D4R-D1R
transmission in reward and aversion-related memory acquisition
and recall, we examined the potential modulatory roles of these
DA receptor subtypes in the acquisition or recall phases of fear
memory and morphine reward learning and memory. We found
that targeting distinct phases of fear memory processing (mem-
ory acquisition vs recall) via D1R versus D4R activation, concom-
itantly regulated both systemic or intra-VTA morphine CPP
reward sensitivity via dissociable ERK 1/2 and CaMKII-� phos-
phorylation states in the PFC.

PFC D4R transmission modulates fear memory acquisition
and morphine reward salience processing via CaMKII-�
phosphorylation
Prefrontal cortical D4R transmission is strongly linked to the
regulation of emotional salience attribution and related associa-
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Figure 8. Effects of PFC D4R activation on total and phosphorylated PFC CaMKII-� expression levels and effects of intra-PFC CaMKII-� phosphorylation inhibition on PFC D4R modulation of fear
and morphine reward behaviors. A, Sample Western blots showing PFC pCaMKII-� bands relative to loading controls in intra-PFC VEH, SKF 81297 (100 ng), or PD 168077 (50 ng) -treated rats.
B, Sample Western blots showing representative PFC tCaMKII-� bands relative to loading controls in intra-PFC VEH, SKF 81297 (100 ng), or PD 168077 (50 ng) -treated rats. C, Coadministration of
PD 168077 (50 ng) with the CaMKII-� phosphorylation inhibitor AIP (1 �g; n � 8) reverses the effects of intra-PFC D4R activation on potentiation of subthreshold fear memory acquisition, with AIP
having no effect on its own (n � 8), relative to PD 168077 (50 ng) on its own (n � 8). D, Similarly, reversing the potentiation of D4R-mediated fear memory recall with AIP blocks the potentiation
of sub-reward threshold morphine reward CPP in these same groups. Rats receiving AIP alone show no potentiation of morphine reward CPP. **p � 0.01.
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tive memory formation (Lauzon and Laviolette, 2010). Activa-
tion of PFC D4R transmission has previously been shown to
strongly potentiate normally nonsalient emotional memory pro-
cessing both behaviorally, and in terms of associative neuronal
activity patterns in PFC neurons (Laviolette et al., 2005; Lavio-
lette, 2007; Lauzon et al., 2009). In terms of D4R involvement in
PTSD or addiction, genetic variations in the D4R have been re-
ported to strongly influence the processing of psychological re-
sponses to traumatic stressors (Armbruster et al., 2009; Dragan
and Oniszczenko, 2009; Bakermans-Kranenburg et al., 2011) and
polymorphisms in the D4R are linked to opioid addiction vulner-
ability, including sensitivity to heroin-related associative cues
(Kotler et al., 1997; Mel et al., 1998; Shao et al., 2006; McGeary,
2009). Anatomically, the PFC contains functional D4Rs localized
on both inhibitory interneuron, and pyramidal output neuron
populations (Zhong and Yan, 2016) capable of regulating cortical
neuronal activity states (Ceci et al., 1999; Onn et al., 2006). For
example, acute D4R activation has been shown to transiently
increase and then decrease, PFC interneuron population activity
(Zhong and Yan, 2016). Furthermore, PFC D4R transmission is
involved in modulating activation of PFC neurons via inputs
from emotional processing regions such as the basolateral amgy-
dala (Floresco and Tse, 2007; Lauzon et al., 2009). Blockade of
PFC D4R activation prevents associative increases in PFC pyra-
midal neuron populations (Laviolette et al., 2005), suggesting
that D4R activation might potentiate the salience of normally
nonsalient fear-cues by removing inhibitory input to PFC pyra-
midal output neurons. Given the ability of PFC neuronal activity
states to modulate VTA DAergic neuronal activity levels and reg-
ulate sensitivity to fear-related conditioning cues (Draycott et al.,
2014), one possibility is that PFC D4R activation may subse-
quently potentiate morphine-related reward cues, by amplifying
subcortical DAergic activity levels and associated reward salience
processing.

Functionally, PFC D4R transmission strongly regulates local
PFC neuronal network dynamics and associative memory encod-
ing by bidirectionally modulating CaMKII-� signaling. For ex-
ample, D4R activation increases CaMKII-� phosphorylation
during periods of low neuronal activity states (Gu et al., 2006) or
during the encoding of normally nonsalient associative fear
memories (Lauzon et al., 2012). In contrast, D4R activation in-
hibits CaMKII-� phosphorylation during states of high PFC
neuronal activity or during the encoding of suprathreshold asso-
ciative fear memory formation (Gu et al., 2006; Lauzon et al.,
2012). In the present study, we found that acute PFC D4R acti-
vation strongly activated PFC CaMKII-� phosphorylation states
and that blocking this effect, was sufficient to both prevent D4R-
mediated potentiation of normally nonsalient fear memory, but
to concomitantly block the potentiation of opiate-related reward
CPP. Interestingly, there is considerable evidence linking PFC
CaMKII-� signaling to both fear and opiate-reward related
memory processing. For example, long-term opioid exposure
modulates expression levels of total and phosphorylated
CaMKII-� levels in the PFC and BLA, specifically during states of
withdrawal (Lyons et al., 2013; Rosen et al., 2015). Functionally,
blocking PFC CaMKII-� phosphorylation has been shown to
prevent the formation of morphine CPP memories (Rosen et al.,
2015, 2016) and blocks the acute consolidation of morphine CPP
memories (Gholizadeh et al., 2013). This would suggest that
acute opiate reward memory formation requires CaMKII-� sig-
naling in the PFC and further, D4R activation of PFC CaMKII-�
signaling may in turn amplify the formation of opiate-related
associative memories, using a parallel mechanism to that ob-

served with the potentiation of fear-related memory formation
(Lauzon et al., 2012).

PFC D1R transmission modulates fear memory recall and
morphine reward salience processing via ERK 1/2
phosphorylation
While there is currently little direct evidence linking disturbances
in the D1R system to PTSD and addiction comorbidity, signifi-
cant evidence has demonstrated a role for PFC D1R and associ-
ated ERK 1/2 signaling in the processing of both positive and
aversive associative memories. Specifically, supranormal stimu-
lation of PFC D1R transmission can independently block the
recall of both fear and opiate-reward-related associative memo-
ries (Lauzon et al., 2009, 2013). In contrast, blockade of D1R
transmission in noncortical regions, such as the BLA, can block
the acquisition of associative morphine-related reward memories
(Lyons et al., 2013). In the present study, PFC D1R activation
blocked the recall of normally suprathreshold associative fear
memories and concomitantly, prevented the potentiation of sub-
reward threshold morphine CPP behaviors. This effect was cor-
related with increased phosphorylation of PFC ERK 1/2 and
functionally, pharmacological blockade of ERK was sufficient to
reverse the effects of PFC D1R stimulation on memory recall
blockade. Furthermore, PFC D1R activation blocked recall of a
D4R-mediated potentiated fear memory, which concomitantly
blocked potentiation of sub-reward threshold morphine CPP,
demonstrating that D1R activation is capable of overriding the
effects of D4R modulation during the memory encoding phase
and concomitantly blocking the potentiation of morphine CPP.

The ERK signaling pathway is functionally linked to PTSD
and addictive behaviors both in terms of vulnerability and stress-
related neuronal responses. For example, exposure to acute
or prolonged stressors activates ERK phosphorylation in the
amygdala and PFC, which has been linked to increased vulnera-
bility to the reinforcing effects of alcohol and opioids (Bertotto et
al., 2010, 2011; Wang et al., 2010; Xiao et al., 2011; Hauger et al.,
2012). During opiate-related reward memory processing D1R
transmission is linked to the ERK 1/2 signaling pathway during
acquisition and consolidation phases (Gholizadeh et al., 2013;
Lyons et al., 2013) and ERK expression levels are significantly
elevated in the amygdala during states of opioid withdrawal (Ly-
ons et al., 2013). Although PFC ERK 1/2 signaling has not previ-
ously been linked to suppression of either fear- or reward-related
memory recall, blockade of ERK 1/2 in the central nucleus of the
amygdala has been shown to prevent the recall of opiate-related
reward memories (Li et al., 2008). Given the common roles of
ERK in fear- and reward-related memory processing, the ability
of PFC D1R activation to induce ERK 1/2 phosphorylation may
underlie D1R-mediated common modulation of fear memory
recall and opiate-reward sensitivity.

Nevertheless, important questions remain. For example, both
D4R and D1R signaling are capable of mediating glutamatergic
transmission through modulation of NMDA receptor activity
states, via downstream CaMKII-� (Yuen et al., 2010) and ERK
1/2 signaling (Nagai et al., 2007), respectively. Given the critical
role of PFC NMDA transmission in both the acquisition and
recall of emotional associative memories (Bishop et al., 2011),
future research should explore how these mechanisms might re-
late to NMDA-mediated modulation of memory acquisition
and/or recall, in the context of fear- and reward-related memory
processing. In contrast to our observed effects on ERK 1/2 phos-
phorylation states, both PFC D1R and D4R activation produced
small, but significant decreases in total levels PFC ERK 2, whereas
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D4R activation caused a slight but significant decrease in total
PFC ERK 1 expression levels. However, changes in total ERK 1/2
expression levels mediated by PFC D4R did not appear to mod-
ulate ERK 1/2 phosphorylation states, because we observed no
concomitant changes in D4R-mediated ERK 1/2 phosphoryla-
tion. Importantly, because no pharmacological compound dis-
plays complete specificity, the possibility that other signaling
pathways may be functionally involved in the present effects can-
not be ruled out. Although beyond the scope of the present study,
future experiments are required to fully explore the possible
functional effects of D4R activation on total ERK 1/2 expression
levels within the PFC and how these may impact the encoding of
fear- or reward-related associative memory salience. In addition,
future studies should explore how the effects of acute pharmaco-
logical activation of cortical D1R and D4R substrates may trans-
late into underlying transmission or expression disturbances in
these systems in the context of either PTSD or addiction.

In summary, the present findings reveal several novel mecha-
nisms by which cortical DAergic transmission modulates the ac-
quisition and recall of associative, fear-related memory while
regulating sensitivity to opiate-related reward effects, directly in
the mesolimbic pathway. Given the high comorbidity between
PTSD and opioid dependence, these findings identify D4R-
CaMKII-� and D1-ERK-1/2 signaling pathways in the PFC as
potential biomarkers and mechanisms controlling how trau-
matic memory recall may serve to increase addiction liability.
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