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Negative affect is critical for conferring vulnerability to opiate addiction as reflected by the high comorbidity 
of opiate abuse with major depressive disorder (MDD). Rodent models implicate amygdala prodynorphin 
(Pdyn) as a mediator of negative affect; however, evidence of PDYN involvement in human negative affect is 
limited. Here, we found reduced PDYN mRNA expression in the postmortem human amygdala nucleus of the 
periamygdaloid cortex (PAC) in both heroin abusers and MDD subjects. Similar to humans, rats that chroni-
cally self-administered heroin had reduced Pdyn mRNA expression in the PAC at a time point associated with a 
negative affective state. Using the in vivo functional imaging technology DREAMM (DREADD-assisted meta-
bolic mapping, where DREADD indicates designer receptors exclusively activated by designer drugs), we found 
that selective inhibition of Pdyn-expressing neurons in the rat PAC increased metabolic activity in the extended 
amygdala, which is a key substrate of the extrahypothalamic brain stress system. In parallel, PAC-specific Pdyn 
inhibition provoked negative affect–related physiological and behavioral changes. Altogether, our transla-
tional study supports a functional role for impaired Pdyn in the PAC in opiate abuse through activation of the 
stress and negative affect neurocircuitry implicated in addiction vulnerability.

Introduction
Chronic negative emotional states are a compelling motivation for 
relapse to most drugs of abuse, especially opiates (1). The cluster 
of symptoms that make up these negative emotional states include 
loss of motivation for natural reward, dysphoria, anhedonia, and 
anxiety (1, 2). Persistent negative affect is also a cardinal feature 
of major depressive disorder (MDD), which is the most common 
comorbid psychiatric diagnosis with opiate addiction (3). The 
high comorbidity rate of these disorders has been hypothesized 
to be due to overlapping neurobiological abnormalities in neural 
circuits regulating emotion (4, 5).

In accordance with this hypothesis, human imaging studies of drug 
addiction and MDD patients converge on structural and functional 
disturbances in limbic neurocircuitry such as the amygdala (6–10). 
The amygdaloid complex comprises several heterogeneous nuclei 
that mediate emotional responses to fear, dysphoria, and activation 
of the brain’s stress system (11–13). Accordingly, neurotransmitters 
within the amygdala may underlie the neuropathology of MDD and 
addiction disorders and are target candidates for understanding the 
neurobiological basis of negative affect to opiate addiction.

Across species, the amygdala displays a dense expression of 
the endogenous opioid neuropeptide precursor prodynorphin 
(PDYN) (14), highly implicated in negative mood states (13, 15, 
16). Preclinical animal studies support that PDYN disturbances 

are characteristic of negative affect states in drug self-administra-
tion, stress exposure, and depression-like behaviors (17–20). Spe-
cifically within the amygdala, PDYN expression is altered by acute 
and chronic administration of heroin (18–20). Although such 
animal studies point to amygdala PDYN as a relevant factor in 
negative affect– and opiate disorder–related phenotypes, very few 
studies have investigated PDYN mRNA expression in the human 
amygdala related to neuropsychiatric disorders. Therefore, our 
goal was to investigate whether amygdala PDYN expression was 
abnormal in opiate abuse subjects and was a shared neuropatho-
logical feature of MDD. The current results highlighted a com-
mon PDYN impairment within a virtually unexplored sub-region 
of the amygdala, the periamygdaloid cortex (PAC) nucleus. This 
unusual finding prompted us to utilize a rat behavioral model 
to interrogate the in vivo functional connectivity of PAC-PDYN 
neurons using a novel molecular imaging technique.

Results
Heroin abusers and MDD subjects share a reduction of PDYN in the 
PAC. We assessed molecular alterations of amygdala PDYN gene 
expression in human opiate abusers. PDYN mRNA expression 
was evaluated using in situ hybridization histochemistry (ISHH) 
on amygdala from 2 postmortem heroin abuse cohorts: (a) an 
ethnically mixed cohort from the US (ref. 21) and Supplemental 
Table 1; supplemental material available online with this article; 
doi:10.1172/JCI70395DS1); and (b) a white Hungarian popula-
tion (ref. 21 and Supplemental Table 2). Congruent with previous 
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studies (21, 22), PDYN in the human amygdala had the greatest 
expression within the nuclei of the PAC, amygdalohippocampal 
area (AHA), and accessory basal nucleus (AB) (Figure 1).

A selective reduction of PDYN mRNA expression was observed 
in the PAC of the cohort I heroin population (Figure 1A;  
nControl = 7, nHeroin = 8; P = 0.045). No other amygdala nuclei assessed 
showed any difference (Supplemental Figure 1). Similarly a second 
population of heroin abusers in cohort II displayed a specific reduc-
tion of PDYN mRNA expression in the PAC (Figure 1B; nControl = 18,  
nHeroin = 28; P = 0.037; Supplemental Figure 2). Further, no signifi-
cant correlation was found between heroin metabolites and PDYN-
PAC expression in either heroin cohort, suggesting that the PDYN 
changes were likely due to chronic heroin abuse.

Next, we examined whether amygdala PDYN disturbances were 
evident in an MDD population of the same ethnic makeup as 
heroin cohort II (Supplemental Table 3). Similar to those in both 
heroin cohorts, MDD subjects had a significant downregulation 
of PAC-PDYN mRNA expression (Figure 1C; nControl = 10, nMDD = 14; 
P = 0.030). Distinct from the heroin populations, MDD subjects 
also exhibited decreased PDYN expression in the other amygdala 
nuclei of the AB and AHA (Supplemental Figure 3).

Reduced Pdyn mRNA in the PAC and concomitant sensitization of neu-
ral stress marker induced in rats with chronic heroin self-administration. 
The shared alterations of PDYN mRNA levels in heroin abus-
ers and MDD subjects brought attention to the PAC. However, 
information about this subnucleus was limited, thus, warrant-
ing studies in animal models to help address the limitations of 
human postmortem studies such as incomplete knowledge of 
drug use history and time of death following drug use. To this 
end, we used the well-validated model of heroin self-administra-
tion in rats (23). First, we found that there was detectable Pdyn 
mRNA expression in the analogous structure of the PAC in rats 
(Figure 2A). Next we used the operant paradigm of heroin self-
administration in which animals robustly self-administered her-
oin (30 μg/kg/infusion on a designated “active” lever), but not 
saline (Figure 2B; n = 6–7 per group ANOVA, P < 0.001). After 
10 days of chronic heroin self-administration, animals were 

euthanized 24 hours after last drug use, a time point character-
ized by negative affective state and stress activation associated 
with heroin withdrawal and drug seeking (24). Figure 2C shows 
that Pdyn mRNA expression was reduced in the PAC at 24 hours 
after the last heroin session (P = 0.031, n = 5–6).

In order to verify that animals were in a heightened stress state 
24 hours after last heroin intake, we examined the expression of 
the brain stress marker corticotropin-releasing factor (Crf) within 
the central amygdala (CeA), an extrahypothalamic brain stress site. 
Increased mRNA expression of CeA Crf, has been correlated with 
the aversive motivational properties of opiate withdrawal (25) and 
was indeed apparent at the 24-hour withdrawal period (P = 0.045; 
Figure 2D; n = 5–7).

DREAMM in vivo behavioral imaging reveals a direct link of inhibition 
of PAC-Pdyn neurons with hyperactivation of the extended amygdala. Due 
to the unknown functional connectivity of PAC-Pdyn neurons in 
relation to the complex heterogeneous organization of the amyg-
dala, we used a novel strategy to identify in vivo functional brain 
circuits associated with modulation of PAC-Pdyn neuronal activ-
ity (Supplemental Methods). This technique, entitled DREAMM, 
integrates viral-mediated designer receptors exclusively activated 
by designer drugs (DREADD) (26) and metabolic mapping using 
a direct marker of brain metabolism, [18F]Fluorodeoxyglucose 
(FDG) and μPET imaging. (27).

Rats were unilaterally infused in the right PAC with a 
neuronal Pdyn promoter-specific DREADD viral construct that 
encodes expression of a Gi-coupled receptor (hM4Di) solely 
activated by the otherwise inert pharmacological substance, 
clozapine-n-oxide (CNO) (Supplemental Figure 4) (26, 28). 
CNO binding to the hM4Di-Pdyn DREADD receptor activates 
Gi-mediated signaling, leading to a transient inhibition of Pdyn 
neuronal firing (26, 28). FDG uptake occurred in behaving 
animals, and rats were scanned in 2 states: following vehicle or 
CNO. As compared with the vehicle state, CNO administration 
and subsequent reduction of PAC-Pdyn neuronal activity led to 
a strong increase (P < 0.05) of FDG uptake in the ipsilateral 
(right) macrostructure known as the extended amygdala (ExA) 

Figure 1
PDYN is reduced in the PAC of postmortem chronic heroin subjects and MDD subjects. (A–C) Representative film autoradiograms of PDYN 
mRNA expression on coronal cryosections of the amygdala and corresponding bar graphs of PDYN mRNA expression levels in the PAC. Values 
are expressed in DPM/mg (mean ± SEM) and the PAC is encircled in red. Scale bar: 5 mm (A) Cohort I of heroin abusers and matched controls. 
(B) Cohort II of heroin abusers and matched controls. (C) MDD subjects and matched controls. *P < 0.05.
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(Figure 3A; Supplemental Figure 5). The ExA is a functional 
circuit associated with negative affect and stress that consists 
of the medial amygdala (MeA), CeA, bed nucleus stria termi-
nalis (BNST), and nucleus accumbens (NAc) shell (Figure 3B; 
Supplemental Figure 5) (29).

To validate the specificity of this global ExA activation, we quan-
tified individual responses based on voxel intensity in the discrete 
substructures of the ExA, including the BNST, CeA, MeA, and 
NAc shell (Figure 4A). Administration of CNO versus vehicle sig-
nificantly increased voxel intensity within the majority of the right 
ExA components with a trend in the CeA, ipsilateral to the site 
of injection (BNST, P = 0.002; right NAc shell, P = 0.031; MeA,  
P = 0.008; CeA, P = 0.1; Figure 4B). The percentage increases (3%–10%)  
in voxel intensity of FDG uptake are within the range associated 
with physiological and clinical changes in humans (30–32) and 
with lesions of the susbtantia nigra in rodents (33).

Inhibitory modulation of PAC-Pdyn neurons induces depression-related 
behavioral and physiological phenotypes. The ExA as a circuit and its 
individual components are strongly implicated in aversive state 
and serves as an interface between stress and addiction (1). As 
such, we next evaluated behavioral and physiological parameters 
of stress in PAC-hM4Di-Pdyn animals. First, we found that CNO 
administration in PAC-hM4Di-Pdyn rats led to significantly ele-
vated corticosterone levels as compared with vehicle administra-
tion in the same animal (P = 0.014; Figure 5A) and this effect 
was not attributable to the order of CNO administration, as the 
animals were counterbalanced (P = 0.93). No effect of CNO was 
observed in control PAC-GFP-Pdyn animals (Supplemental Fig-
ure 6). Hedonic state was examined using the sucrose preference 

task in animals expressing either PAC-hM4Di-Pdyn or PAC-GFP-
Pdyn (control). CNO administration led to a decrease in sucrose 
consumption in PAC-hM4Di-Pdyn animals as compared with 
control GFP-Pdyn (P = 0.032; Figure 5B). Last, depressive-like 
phenotype was assessed using the forced swim test, a commonly 
used depression model of behavioral despair (34). Rats express-
ing either PAC-hM4Di-Pdyn or PAC-GFP-Pdyn were exposed to a 
15-minute swim pretest 24 hours before the test. On test day, ani-
mals were evaluated for 5 minutes and time spent immobile was 
scored. PAC-hM4Di-Pdyn animals displayed significantly higher 
immobility as compared with control rats, which was indicative 
of increased depression-like behavior (n = 7/group, P = 0.003; Fig-
ure 5C). This impairment was not due to a gross motor deficit, 
as there was no significant difference between hM4Di-Pdyn and 
PAC-GFP-Pdyn animals in overall locomotor behavior assessed in 
an open field (Supplemental Figure 7).

Discussion
Using a translational approach, we have shown that impaired 
PDYN mRNA expression in the human PAC is a shared character-
istic of the diagnostically distinct but symptomatically related dis-
orders of opiate addiction and MDD. The consistent disturbance 
of PAC-PDYN expression is intriguing but raises questions as to 
the potential functional relevance of this impairment, since the 
PAC, unlike other amygdala nuclei, has not been extensively stud-
ied. As such, we expanded insights about the PAC-Pdyn neurons 
by examining their in vivo functional connectivity. Our use of the 
molecular in vivo imaging strategy DREAMM in rats highlighted 
the selective recruitment of the ExA in relation to impaired PAC-

Figure 2
Reduced Pdyn mRNA in the PAC and concomitant sensitization of a neural stress marker induced in rats with chronic heroin self-administration. 
(A) Rodent PAC schematic and in situ hybridization image of Pdyn in the PAC. Scale bar: 2 mm. (B) Lever-pressing behavior (active versus 
inactive lever presses) of rats receiving heroin or saline euthanized 24 hours after last self-administration session. Data shown as mean ± SEM. 
*P < 0.05 between active lever (AL) and inactive lever (IL) presses of animals receiving heroin. #P < 0.05 in active lever presses between heroin 
and saline animals. (C) Reduction of PAC-Pdyn mRNA expression in rats 24 hours after final heroin self-administration session versus saline 
animals. Data represent mean ± SEM, fold change difference. *P < 0.05. (D) Increased Crf mRNA expression in the CeA 24 hours following 
heroin self-administration. Values are expressed in DPM/mg (mean ± SEM). *P < 0.05.
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Pdyn neuronal activity, therefore linking the Pdyn in the PAC to a 
functional neural network that regulates negative affect responses 
relevant to opiate addiction vulnerability.

Our finding of an association between the Pdyn system and neg-
ative affect is in line with a large body of evidence. While much of 
the published data have been obtained from experimental animal 
studies (15, 16, 35), recent clinical investigations have also dem-
onstrated that variants of the PDYN gene relate to transcriptional 
alterations of PDYN mRNA expression and are associated with 
depressive traits and negative craving in alcoholics (36, 37). The 
current study adds to the field by directly examining the human 
brain to provide neuropathophysiological insights that have not 
been previously reported. The shared reduction of PDYN mRNA 
expression in the amygdala PAC of human heroin and MDD sub-
jects supports the hypothesis that common disturbances in brain 
areas linked to emotional regulation underlie the high comorbid-
ity rates of drug addiction with MDD. Although human postmor-
tem studies have many challenges, the PDYN mRNA impairments 
observed were replicated in multiple cohorts of opiate abusers and 
disturbances detected in the MDD subjects also matched those 
previously reported (38). In addition, unlike the PAC, where PDYN 
expression was similarly reduced in addiction and MDD subjects, 
PDYN mRNA is differentially affected in the striatum of presum-
ably depressed suicide subjects (39) and heroin abusers (40).

The prevailing hypothesis in the field posits that increased dyn-
orphin mediates negative affect. While the reduction of PDYN 
mRNA expression observed in the current study might seem con-
trary, there may be compensatory upregulation of peptide levels. 
Indeed, it has been demonstrated in the striatum that reduced 

PDYN mRNA expression can occur concomitant to elevated dyn-
orphin levels in some heroin abusers (40). Future insights about 
the release of PDYN-derived peptides from PAC-PDYN neurons 
will be very informative. It is also important to emphasize that 
the relationship between PDYN and different aspects of negative 
affect is complex and still requires further investigation. For exam-
ple, although stress-induced aversion is established to be mediated 
by elevated dynorphin (41, 42), a number of investigations have 
documented that animals lacking the Pdyn gene have enhanced 
anxiety behavior (43, 44). Moreover, our study underscores the het-
erogeneity of PDYN expression even within discrete brain regions, 
suggesting different PDYN circuits could contribute to distinct 
behavioral components relevant to negative affect.

A notable finding in the present study was that MDD subjects, 
in addition to the PAC, also had reduced PDYN mRNA expression 
in the AB and AHA nuclei. These disturbances were not, however, 
evident in the lateral nucleus (Supplemental Figure 3), which also 
expresses PDYN, suggesting that the alterations in MDD individu-
als are not global but instead discretely localized. Further studies are 
needed to delineate the specific contribution of PDYN AB and AHA 
neurons to distinct components of MDD neuropathophysiology.

Direct molecular studies of the human brain are of marked impor-
tance, but some limitations of human postmortem investigations are 
the lack of complete knowledge about the subjects’ drug abuse and 
other confounding factors, including nicotine consumption, medical 
history, and time of last drug use prior to death, which are relevant 
for interpretation of the data. However, interestingly, a reduction of 
PAC-Pdyn mRNA expression was also found in rats that self-adminis-
tered heroin at a time point associated with acute withdrawal related 

Figure 3
DREAMM imaging reveals that neuronal inhibition of Pdyn neurons in the PAC increases metabolic activity in the ExA. (A) Axial and right sagittal 
views showing that activation of Gi-mediated signaling in Pdyn neurons of the PAC with CNO leads to a profound induction of neuronal activity 
primarily in the right ExA as compared with vehicle administration in the same animal (red, relative increase; blue, relative decrease). LH, lateral 
hypothalamus; NAcSh, NAc shell; SI, substantia inominata; VMH, ventral medial hypothalamus; IPAC, interstitial nucleus of posterior limb of 
anterior commissure; SC/MC, sensory cortex/motor cortex; ON, olfactory nuclei; CeA, central amygdala; MVePC,: medival vestibular nucleus, 
parvicellular part; VP, ventral pallidum; LEnt, lateral entorhinal cortex; BLA, basolateral amygdala; MPA, medial preoptic area. (B) Schematic 
diagram of the ExA circuit and its substructures.
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to hyperactivation of brain stress systems (upregulation of Crf expres-
sion in the CeA). Indeed, extracellular and mRNA Crf changes in the 
CeA are consistently associated with acute withdrawal from opiates 
(25, 35, 45). Our human data also underscore the importance of the 
PAC-PDYN alterations related to chronic neuroadaptations, given 
that acute toxicology of heroin metabolites did not correlate with 
amygdala PDYN expression. Altogether, these observations are in line 
with PAC-PDYN impairments underlying negative affect that may 
contribute to the motivational drive for drug-seeking and relapse 
behavior and that have been associated with a decrease in the func-
tion of neuronal reward circuits that contributes to addiction, which 
Koob et al. have characterized as the “dark side” of addiction (46).

Our use of the innovative molecular and in vivo imaging strat-
egy of DREAMM in rats also clearly highlighted the striking selec-
tive association of PAC-Pdyn neurons with the ExA that serves 
as an interface between drug abuse and negative affect (13, 47). 
Moreover, the fact that impaired firing of Pdyn neurons directly 
enhanced corticosterone levels and also induced behavioral anhe-
donia and despair provides strong evidence for a direct causal rela-
tionship between PAC-Pdyn neuronal function and negative affect. 
Recent imaging studies in humans and primates have expanded 
the concept of the ExA in higher order species and support a role 
for its dysfunction in responses to antidepressants (48, 49). As 
such, the activation of the ExA due to inhibition of Pdyn neurons 
in the PAC of behaving animals suggests that chronic PAC-Pdyn 
dysregulation may be relevant to relapse that is driven by enhanced 
negative affect/stress/anxiety that maintains the insidious cycle of 
drug abuse. Further studies are needed to determine whether PAC-
Pdyn neurons are a feasible target for addiction-related behaviors, 
particularly during the withdrawal phase.

It is important to note that species differences exist in the expres-
sion pattern of Pdyn in the amygdala of humans and rodents. 
Whereas humans have pronounced Pdyn expression in cortical 
amygdala nuclei such as the PAC and in the AB (22), rodents have 

the strongest expression in the CeA, basolateral, and medial nuclei 
(50). Despite the species difference, the PAC circuitry variations 
examined in several primate and nonprimate models have been 
shown to be complementary (51, 52). As such, the similar changes 
in PAC-Pdyn observed in the rodent heroin self-administration 
model and in human heroin abusers would be predicted to affect 
similar types of neural circuitry.

Overall, the common disturbance of PDYN in the PAC in opiate 
addiction and MDD offers new pathophysiological insights into 
the amygdala relevant to stress and negative affect endopheno-
types common in opiate addiction. Moreover, the in vivo imag-
ing technique of DREAMM to manipulate neurochemically dis-
tinct cells in discrete brain areas with high molecular specificity 
in awake freely moving animals will be a valuable neurobiological 
tool in helping to enhance knowledge about discrete neuronal cir-
cuits relevant to neuropsychiatric disorders.

Methods

Human postmortem subjects
Cohort I heroin abuse population. The postmortem human brain specimens used 
for this population were previously described (21). Briefly, specimens from her-
oin users and nonabuse control subjects were collected within 24 hours after 
death. The brains were immediately frozen using dry-ice–cooled isopentane, 
subsequently cryosectioned, and thaw-mounted onto poly-l-lysine–treated 
slides. Cause and manner of death were determined after medico-legal exami-
nation by the medical examiner. Demographics of this cohort are described 
in Supplemental Table 1. Inclusion criteria were death associated with heroin 
intoxication, as verified by toxicology, physical signs of heroin use such as 
needle track marks, and a history of heroin abuse. Exclusion criteria for all 
subjects were postmortem interval (PMI) of greater than 24 hours, age less 
than 50 years, HIV-positive status, and history of alcoholism. Positive alcohol 
was evident in some of the controls and heroin subjects; however, ethanol con-
centrations in both groups were not significantly different.

Figure 4
Voxel analysis of ExA substructures confirms increase of metabolic activity following PAC-Pdyn inhibition. (A) Representative coronal images 
of ExA substructures analyzed for voxel analysis (B) Quantitative bar graphs of 3D voxel intensities in the right ExA substructures. Evaluation of 
each substructure demonstrated that CNO administration enhanced voxel intensity selectively in the right substructures as compared with vehicle 
administration. BNST, P = 0.002; NAc shell, P = 0.031; MeA, P = 0.008; CeA, P = 0.1, paired t test.
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Cohort II heroin abuse and MDD populations. Postmortem human brain speci-
mens from white Hungarian subjects were collected for 3 study populations: 
(a) heroin abusers, (b) those who committed suicide by hanging with a diag-
nosis of MDD, and (c) healthy control subjects. All specimens were without 
head trauma and retrieved at autopsy within 24 hours after death. The brains 
were collected and stored similarly to those from cohort I. The demograph-
ics and general characteristics for cohort II are described in Supplemental 
Tables 2 and 3. All cases were assessed for common drugs of abuse (including 
alcohol and marijuana) and also for therapeutic agents. Cigarette toxicology 
was not assessed, but cigarette use was common for subjects in all groups.

Subjects in the MDD group had a verified psychiatric history and diag-
nosis of depression and had no documented history or positive toxicology 
for illicit drug abuse. The same control group was used for both heroin 
and MDD cohort II subjects (but studied in separate experiments), since 
the brains of these individual cadavers were collected during the same time, 
were ethnogeographically similar, and adhered to the following criteria: 
negative toxicology of illicit drugs and antidepressants; no history of illicit 
drug abuse or mood and anxiety disorders. Positive alcohol was evident in 
very few controls in which ethanol concentrations were similar to those of 
the limited alcohol-positive subjects identified in the heroin group (none 
of the MDD subjects were alcohol positive). Exclusion criteria for all sub-
jects were as follows: PMI greater than 24 hours, age greater than 50 years, 
HIV-positive status, and history of alcoholism.

ISHH
Briefly, as previously described, riboprobes complementary to the human 
PDYN gene were synthesized from a 1.2-kb human cDNA from the main 
exon of the PDYN gene (38). The Crf riboprobe used for the rat tissue was 
a 760-bp cDNA fragment of the gene (1196 bases; GenBank 81648). ISHH 
was performed on 20-μM coronal cryosections of human or rodent amyg-
dala specimens as previously described (38). The high quality of the post-
mortem human brain samples suitable for mRNA expression studies is 
evident in our ability to routinely detect mRNAs of various genes in these 
samples (21, 40, 53, 54).

Image analysis
Optical density values were measured using Scion Image (NIH) from digi-
talized images or FujiFilm Multigauge V3.0 from phosphofilm exposed 
slides. Measurements were converted to disintegrations per minute 
(DPM)/mg by reference to coexposed C14 standards. Measurements were 

taken within discrete amygdala subnuclei at similar levels according to pre-
viously published data on the human brain (38). Background noise was 
also measured and subtracted from the measurements taken. DPM/mg 
values from duplicate slides were averaged.

Animal studies
Adult (PND 55-69) male Long-Evans rats were obtained from Charles River 
Laboratories and housed on a reversed 12-hour dark/12-hour light cycle 
with food and water available ad libitum except as noted below.

Heroin self-administration
Rats were anesthetized with isoflurane (2.5%–4.0% in O2) and catheters (Brian 
Fromant) implanted into the right jugular vein. Following 1 week recovery, 
the heroin self-administration paradigm was initiated as previously described 
(55). Briefly, self-administration experiments were conducted during the dark 
phase of the light/dark cycle in standard operant chambers housed in sound-
attenuating boxes (MED Associates Inc.) with 2 retractable levers. Depression 
of the drug-paired lever (defined as the active lever) resulted in an intravenous 
heroin (NIDA Drug Supply) injection, whereas depression of the inactive lever 
had no programmed consequence. Rats were allowed to self-administer heroin  
(30 μg/kg/injection) under a fixed-ratio-1 (FR1) reinforcement schedule in 
daily 3-hour sessions for 10 days. Brains were collected at 24 hours following 
the final drug self-administration session.

Quantitative PCR gene expression
Fresh-frozen bilateral 12-gauge punches were taken from the rat posterior 
medial lateral cortical (PM/LCo) nuclei equivalent of the PAC; total RNA was 
isolated using the 5 Prime PerfectPure RNA Tissue Kit and reverse transcribed to 
cDNA (qScript Kit; VWR). Quantitative real-time PCR (qPCR) analysis was per-
formed using TaqMan-based Pdyn primers and probes (Pdyn Rn00571351_m1;  
Applied Biosystems). Reactions were run in triplicate, and eukaryotic 18S 
rRNA (Applied Biosystems) multiplexed as an endogenous control. qPCR and 
subsequent analysis were performed with a Roche Light Cycler 480 sequence 
detection system. Quantification of Pdyn gene expression was normalized to 
eukaryotic 18S rRNA and analyzed using the ΔΔCT method (56).

Viral-mediated DREADD expression
All rats were stereotaxically injected with 2 μl (0.2 μl/min) of purified 
herpes simplex virus (HSV) vectors expressing a triple hemagglutinin 
(HA) epitope-tagged hM4Di gene (1567 Kb) under the control of the 

Figure 5
Inhibitory modulation of PAC-Pdyn neurons induces depression-related behavioral and physiological phenotypes. (A) There is a significant 
increase in corticosterone levels in PAC-Pdyn-hM4Di rats administered CNO as compared with vehicle administration in the same animal. Values 
represent ng/ml, *P < 0.05. (B) PAC-Pdyn-hM4Di animals consumed significantly less sucrose than PAC-Pdyn-GFP animals (P = 0.032, ANOVA) 
although they did not differ in water consumption. Data are shown in ml, *P < 0.05 (C) PAC-Pdyn-hM4Di rats show increased immobility compared 
with Pdyn-GFP animals in the forced swim test. Data represent cumulative time in seconds, **P < 0.01.
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Pdyn promoter (PAC-hM4Di-Pdyn) or a control vector that expresses 
GFP, also under the control of the Pdyn promoter (PAC-GFP-Pdyn) (28). 
The vectors were injected unilaterally (right hemisphere) into the PAC 
(PM\LCo) using the following coordinates (from bregma): AP, –4.3; ML, 
3.7; DV, 9.6 mm.

DREAMM
The DREAMM technique was conducted as described in Supplemental 
Methods. Rats received an i.p. injection of either vehicle-saline or the DRE-
ADD-activating ligand CNO (7–10 days post vector injection) (1 mg/kg).  
Immediately after vehicle or CNO injection, rats were injected i.p. with 
FDG (∼0.6 mCi). Order of CNO administration was counterbalanced in 
animals due to the within subjects design of the experiment. Thirty min-
utes later, rats were anesthetized with 1.5% isoflurane, placed in a prone 
position on the bed of an R4 microPET rodent scanner (Siemens Medi-
cal Solutions), and scanned for 20 minutes using a static acquisition pro-
tocol. Analysis of the scans, reconstruction of the images, and statistical 
parametric mapping (SPM) were conducted as described in Supplemental 
Methods. Briefly, anatomical regions were based on Paxinos coordinates, 
and sites of voxel analysis were validated in conjunction with a rat brain 
imaging atlas intrinsic to the analytical software.

Corticosterone assessment
Whole blood was obtained from a tail-vein catheter under isoflurane anes-
thesia in hM4Di-Pdyn rats (given either 1 mg/kg of CNO or vehicle i.p. thirty 
minutes prior to anesthesia). After centrifugation, the remaining superna-
tant (plasma) was stored at –80°C. Levels of corticosterone were measured 
from the blood plasma using the IDS Corticosterone HS EIA kit (Immuno-
diagnostics Systems) according to the manufacturer’s instructions.

Sucrose preference test
To measure anhedonic traits, the sucrose preference test was carried out in 
hM4Di-Pdyn or GFP-Pdyn rats. Rats were given the choice of drinking from 
2 bottles, one of which contained a 1% sucrose solution and the other of 
standard water. Baseline sucrose preference of each animal was determined 
over a 24-hour period prior to the test. Subsequently, animals were food 
and water restricted for 15 hours prior to the test session. One hour prior 
to the test session, all animals (hM4Di-Pdyn or GFP-Pdyn) received 1 mg/kg 
i.p. of CNO. Choice preference was observed over 24 hours.

Forced swim test
The procedure used was based on that initially described by Porsolt and 
modified as described (34). Behavioral studies were carried out from 
11:00 to 17:00. Rats were placed individually in a Plexiglass cylinder 46 
cm in height with a 21-cm internal diameter, which was filled with water 
(23°C–24°C) to a depth sufficient to keep adult rats from supporting 
themselves by placing their paws or tails on the base of the cylinder. Water 
was changed between swim sessions. There were 2 swim sessions: a pretest 
15-minute session and, 24 hours after, a 5-minute swim test. The cumula-
tive time spent in immobile posturing (minimal effort to keep head above 
water) during the 5-minute test was recorded.

Open field/locomotor activity
Prior to testing, rats were acclimated to the test room for 1 hour. General  
locomotor activity was examined in a MED Associates activity arena  
(16 in. × 16 in.) outfitted with a grid of 32 infrared beams. All movements 
were automatically tracked by beam breaks in 1-hour sessions run in dim 
lighting for each subject. Between animals, all cages were thoroughly wiped 
clean with ethanol followed by vinegar.

Statistics
For ISHH, parametric univariate analysis for normal distribution was used to 
determine group differences in DPM/mg levels. Independent variables (age, 
PMI, sex, toxicology [prescription and illicit], and brain pH] were included in 
the general linear model if results from univariate analysis (ANOVA) showed 
a P value of less than 0.05. For unequal variances (as determined by the 
2-sided F test), Welch’s test was used to determine P value. We used 2-tailed, 
unpaired Student’s t tests (for comparison of 2 groups), 1-way ANOVAs fol-
lowed by Tukey’s honest significant difference test or 2-tailed Student’s t 
tests when appropriate (for 3 groups), and 1-way repeated-measures ANO-
VAs followed by 1-way ANOVAs (to examine significant repeated-measure 
effects). All values represent mean ± SEM. P > 0.05 and statistical calculations 
were performed using JMP software (SAS) or GraphPad Prism 5.0.

Study approval
Postmortem human brains for cohort I were obtained as part of the rou-
tine autopsy process under protocols approved by Wayne State University’s 
Human Investigation Committee. Postmortem human brains in cohort II 
were obtained through the Department of Forensic Medicine at Semmelweis 
University and from the National Institute of Forensic Medicine (Karolinska 
Institutet). All of the specimens from cohort II were collected under guide-
lines approved by the Semmelweis University Research Ethical Committee 
and the Karolinska Institute Research Ethical Committee. All animal experi-
ments were approved by the institutional animal care and use committees 
at the Icahn School of Medicine at Mount Sinai and Brookhaven National 
Laboratory and were conducted in accordance with NIH guidelines.

Acknowledgments
This work was supported by DA015546, DA023214, DA030359, 
DA006470. S.A.R. Anderson was supported by the UNCF-Merck 
Graduate Fellowship, Diversity Supplement to DA015546 and 
T32-GM007280-34S1–NHLBI/NIGMS supplement to the Mount 
Sinai Medical Scientist Training Program. M. Michaelides was 
supported by NIDA Postdoctoral Training Program DA007135.

Received for publication April 11, 2013, and accepted in revised 
form September 12, 2013.

Address correspondence to: Yasmin Hurd, One Gustave L. Levy 
Place, Box 1065, Hess Center for Science and Medicine, 1470 
Madison Avenue, Floor 10, Room 105, New York, New York 
10029, USA. Phone: 212.824.9314; Fax: 646.537.9598; E-mail: 
Yasmin.hurd@mssm.edu.

 1. Koob GF, Le Moal M. Drug addiction, dysregula-
tion of reward, and allostasis. Neuropsychopharma-
cology. 2001;24(2):97–129.

 2. Watson D, Clark LA, Tellegen A. Development 
and validation of brief measures of positive and 
negative affect: the PANAS scales. J Pers Soc Psychol. 
1988;54(6):1063–1070.

 3. Martins SS, Fenton MC, Keyes KM, Blanco C, Zhu 
H, Storr CL. Mood and anxiety disorders and their 
association with non-medical prescription opioid 
use and prescription opioid-use disorder: longitu-

dinal evidence from the National Epidemiologic 
Study on Alcohol and Related Conditions. Psychol 
Med. 2012;42(6):1261–1272.

 4. Swendsen J, et al. Mental disorders as risk factors 
for substance use, abuse and dependence: results 
from the 10-year follow-up of the National Comor-
bidity Survey. Addiction. 2010;105(6):1117–1128.

 5. Conway KP, Compton W, Stinson FS, Grant 
BF. Lifetime comorbidity of DSM-IV mood and 
anxiety disorders and specific drug use disorders: 
results from the National Epidemiologic Survey on 

Alcohol and Related Conditions. J Clin Psychiatry. 
2006;67(2):247–257.

 6. Grant S, et al. Activation of memory circuits during 
cue-elicited cocaine craving. Proc Natl Acad Sci U S A. 
1996;93(21):12040–12045.

 7. Siegle GJ, Thompson W, Carter CS, Steinhauer SR, 
Thase ME. Increased amygdala and decreased dor-
solateral prefrontal BOLD responses in unipolar 
depression: related and independent features. Biol 
Psychiatry. 2007;61(2):198–209.

 8. Volkow ND, et al. Association of methylphe-



research article

 The Journal of Clinical Investigation   http://www.jci.org   Volume 123   Number 12   December 2013 5341

nidate-induced craving with changes in right 
striato-orbitofrontal metabolism in cocaine abus-
ers: implications in addiction. Am J Psychiatry. 
1999;156(1):19–26.

 9. Drevets WC, Bogers W, Raichle ME. Functional 
anatomical correlates of antidepressant drug treat-
ment assessed using PET measures of regional 
glucose metabolism. Eur Neuropsychopharmacol. 
2002;12(6):527–544.

 10. Drevets WC, Price JL, Bardgett ME, Reich T, Todd 
RD, Raichle ME. Glucose metabolism in the amyg-
dala in depression: relationship to diagnostic 
subtype plasma cortisol levels. Pharmacol Biochem 
Behav. 2002;71(3):431–447.

 11. Brothers L, Ring B, Kling A. Response of neurons in 
the macaque amygdala to complex social stimuli. 
Behav Brain Res. 1990;41(3):199–213.

 12. Greer CA, Stewart WB, Teicher MH, Shepherd 
GM. Functional development of the olfactory bulb 
a unique glomerular complex in the neonatal rat.  
J Neurosci. 1982;2(12):1744–1759.

 13. Koob GF. Brain stress systems in the amygdala and 
addiction. Brain Res. 2009;1293:61–75.

 14. Merchenthaler I, Maderdrut JL, Cianchetta P, 
Shughrue P, Bronstein D. In situ hybridization 
histochemical localization of prodynorphin mes-
senger RNA in the central nervous system of the 
rat. J Comp Neurol. 1997;384(2):211–232.

 15. Butelman ER, Yuferov V, Kreek MJ. κ-Opioid recep-
tor/dynorphin system: genetic and pharmacother-
apeutic implications for addiction. Trends Neurosci. 
2012;35(10):587–596.

 16. Knoll AT, Carlezon WA Jr. Dynorphin, stress, and 
depression. Brain Res. 2010;1314:56–73.

 17. Bruchas MR, Land BB, Chavkin C. The dynorphin/
kappa opioid system as a modulator of stress-
induced and pro-addictive behaviors. Brain Res. 
2010;1314:44–55.

 18. Solecki W, Ziolkowska B, Krowka T, Gieryk A, Filip 
M, Przewlocki R. Alterations of prodynorphin 
gene expression in the rat mesocorticolimbic sys-
tem during heroin self-administration. Brain Res. 
2009;1255:113–121.

 19. Turchan J, Maj M, Przewłocka B, Przewłocki R. 
Effect of cocaine amphetamine on biosynthe-
sis of proenkephalin prodynorphin in some 
regions of the rat limbic system. Pol J Pharmacol. 
2002;54(4):367–372.

 20. D’Addario C, Di Benedetto M, Izenwasser S, Can-
deletti S, Romualdi P. Role of serotonin in the 
regulation of the dynorphinergic system by a kap-
pa-opioid agonist cocaine treatment in rat CNS. 
Neuroscience. 2007;144(1):157–164.

 21. Okvist A, et al. Dysregulated postsynaptic density 
endocytic zone in the amygdala of human heroin 
cocaine abusers. Biol Psychiatry. 2011;69(3):245–252.

 22. Hurd YL. Differential messenger RNA expression 
of prodynorphin and proenkephalin in the human 
brain. Neuroscience. 1996;72(3):767–783.

 23. Ellgren M, Spano SM, Hurd YL. Adolescent canna-
bis exposure alters opiate intake and opioid limbic 
neuronal populations in adult rats. Neuropsycho-
pharmacology. 2007;32(3):607–615.

 24. Contarino A, Papaleo F. The corticotropin-releas-
ing factor receptor-1 pathway mediates the nega-
tive affective states of opiate withdrawal. Proc Natl 

Acad Sci U S A. 2005;102(51):18649–18654.
 25. McNally GP, Akil H. Role of corticotropin-releas-

ing hormone in the amygdala and bed nucleus of 
the stria terminalis in the behavioral, pain modula-
tory, and endocrine consequences of opiate with-
drawal. Neuroscience. 2002;112(3):605–617.

 26. Armbruster BN, Li X, Pausch MH, Herlitze S, Roth 
BL. Evolving the lock to fit the key to create a fam-
ily of G protein-coupled receptors potently acti-
vated by an inert ligand. Proc Natl Acad Sci U S A. 
2007;104(12):5163–5168.

 27. Michaelides M, et al. Whole-brain circuit dis-
section in free-moving animals reveals cell-spe-
cific mesocorticolimbic networks. J Clin Invest. 
2013;123(12):5342–5350.

 28. Ferguson SM, et al. Transient neuronal inhibition 
reveals opposing roles of indirect direct pathways 
in sensitization. Nat Neurosci. 2011;14(1):22–24.

 29. Alheid GF, Heimer L. New perspectives in basal 
forebrain organization of special relevance for neu-
ropsychiatric disorders: the striatopallidal, amyg-
daloid, and corticopetal components of substantia 
innominata. Neuroscience. 1988;27(1):1–39.

 30. Siebner H, et al. Activation of frontal premotor 
areas during suprathreshold transcranial mag-
netic stimulation of the left primary sensorimotor 
cortex: a glucose metabolic PET study. Hum Brain 
Mapp. 2001;12(3):157–167.

 31. Thorens B. Brain glucose sensing and neural regu-
lation of insulin and glucagon secretion. Diabetes 
Obes Metab. 2011;13(suppl 1):82–88.

 32. Volonté MA, et al. Changes in brain glucose metab-
olism in subthalamic nucleus deep brain stimula-
tion for advanced Parkinson’s disease. Parkinsonism 
Relat Disord. 2012;18(6):770–774.

 33. Casteels C, Lauwers E, Bormans G, Baekelandt V, 
Van Laere K. Metabolic-dopaminergic mapping 
of the 6-hydroxydopamine rat model for Parkin-
son’s disease. Eur J Nucl Med Mol Imaging. 2008; 
35(1):124–134.

 34. Slattery DA, Cryan JF. Using the rat forced swim 
test to assess antidepressant-like activity in 
rodents. Nat Protoc. 2012;7(6):1009–1014.

 35. Koob GF. A role for brain stress systems in addic-
tion. Neuron. 2008;59(1):11–34.

 36. Karpyak VM, et al. Association of the PDYN gene 
with alcohol dependence and the propensity to 
drink in negative emotional states. Int J Neuropsy-
chopharmacol. 2013;16(5):975–985.

 37. Yuferov V, et al. A functional haplotype impli-
cated in vulnerability to develop cocaine depen-
dence is associated with reduced PDYN expres-
sion in human brain. Neuropsychopharmacology. 
2009;34(5):1185–1197.

 38. Hurd YL. Subjects with major depression or bipo-
lar disorder show reduction of prodynorphin 
mRNA expression in discrete nuclei of the amyg-
daloid complex. Mol Psychiatry. 2002;7(1):75–81.

 39. Hurd YL, Herman MM, Hyde TM, Bigelow LB, 
Weinberger DR, Kleinman JE. Prodynorphin 
mRNA expression is increased in the patch vs 
matrix compartment of the caudate nucleus in sui-
cide subjects. Mol Psychiatry. 1997;2(6):495–500.

 40. Drakenberg K, et al. Mu opioid receptor A118G 
polymorphism in association with striatal opioid 
neuropeptide gene expression in heroin abusers. 

Proc Natl Acad Sci U S A. 2006;103(20):7883–7888.
 41. Bruchas MR, et al. Stress-induced p38 mitogen-

activated protein kinase activation mediates 
kappa-opioid-dependent dysphoria. J Neurosci. 
2007;27(43):11614–11623.

 42. Land BB, Bruchas MR, Lemos JC, Xu M, Melief EJ, 
Chavkin C. The dysphoric component of stress is 
encoded by activation of the dynorphin kappa-
opioid system. J Neurosci. 2008;28(2):407–414.

 43. Bilkei-Gorzo A, Racz I, Michel K, Zimmer A, 
Klingmüller D, Zimmer A. Behavioral phenotype 
of pre-proenkephalin-deficient mice on diverse 
congenic backgrounds. Psychopharmacology (Berl). 
2004;176(3–4):343–352.

 44. Femenía T, Pérez-Rial S, Urigüen L, Manzanares J. 
Prodynorphin gene deletion increased anxiety-like 
behaviours, impaired the anxiolytic effect of bro-
mazepam and altered GABAA receptor subunits 
gene expression in the amygdala. J Psychopharmacol. 
2011;25(1):87–96.

 45. Weiss F, et al. Compulsive drug-seeking behavior 
and relapse. Neuroadaptation, stress, and condi-
tioning factors. Ann N Y Acad Sci. 2001;937:1–26.

 46. Koob GF, Le Moal M. Plasticity of reward neuro-
circuitry and the ‘dark side’ of drug addiction. Nat 
Neurosci. 2005;8(11):1442–1444.

 47. Koob GF. Roles for the extended amygdala in the 
reinforcing and aversive effects of drugs of abuse. 
Neuropsychopharmacology. 2004;29(S1):S67.

 48. Oler JA, et al. Evidence for coordinated func-
tional activity within the extended amygdala 
of non-human human primates. Neuroimage. 
2012;61(4):1059–1066.

 49. van Marle HJ, Tendolkar I, Urner M, Verkes RJ, 
Fernández G, van Wingen G. Subchronic dulox-
etine administration alters the extended amyg-
dala circuitry in healthy individuals. Neuroimage. 
2011;55(2):825–831.

 50. Knoll AT, et al. Kappa opioid receptor signal-
ing in the basolateral amygdala regulates con-
ditioned fear and anxiety in rats. Biol Psychiatry. 
2011;70(5):425–433.

 51. McDonald AJ. Cortical pathways to the mamma-
lian amygdala. Prog Neurobiol. 1998;55(3):257–332.

 52. Pitkänen A, Savander V, LeDoux JE. Organization 
of intra-amygdaloid circuitries in the rat: an emerg-
ing framework for understanding functions of the 
amygdala. Trends Neurosci. 1997;20(11):517–523.

 53. Jacobs MM, et al. Dopamine receptor D1 postsyn-
aptic density gene variants associate with opiate 
abuse striatal expression levels [published online 
ahead of print October 9, 2012]. Mol Psychiatry. 
doi:10.1038/mp.2012.140.

 54. Sillivan SE, et al. ELK1 transcription factor linked 
to dysregulated striatal mu opioid receptor signal-
ing network OPRM1 polymorphism in human 
heroin abusers. Biol Psychiatry. 2013;74(7):511–519.

 55. Tomasiewicz HC, Jacobs MM, Wilkinson MB, Wil-
son SP, Nestler EJ, Hurd YL. Proenkephalin medi-
ates the enduring effects of adolescent cannabis 
exposure associated with adult opiate vulnerability. 
Biol Psychiatry. 2012;72(10):803–810.

 56. Livak KJ, Schmittgen TD. Analysis of relative gene 
expression data using real-tiome quantitative 
PCR and the 2(-delta delta C(T)) method. Methods. 
2001;25(4):402–408.


