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Abstract
Aims: The United States of America is currently in an opioid epidemic. Heroin remains 
the most lethal opioid option with its death rate increasing by over 500% in the last 
decade. The rewarding and reinforcing effects of heroin are thought to be mediated 
by its ability to increase dopamine concentration in the nucleus accumbens shell. By 
activating Gi/o-coupled μ-opioid receptors, opioids are thought to indirectly excite 
midbrain dopamine neurons by removing an inhibitory GABAergic tone. The partial 
μ-opioid receptor agonist buprenorphine is a substitution-based therapy for heroin 
dependence that is thought to produce a steady-state level of μ-opioid receptor ac-
tivation. But it remains unclear how buprenorphine alters dopamine release relative 
to heroin and how buprenorphine alters the dopamine-releasing effects of heroin. 
Because buprenorphine is a partial agonist at the μ-opioid receptor and heroin is a 
full agonist, we predicted that buprenorphine would function as a weak dopamine 
releaser relative to heroin, while functioning as a competitive antagonist if adminis-
tered in advance of heroin.
Methods: We performed fast-scan cyclic voltammetry in awake and behaving rats 
to measure how heroin, buprenorphine HCl, and their combination affect transient 
dopamine release events in the nucleus accumbens shell. We also performed a com-
plimentary pharmacokinetic analysis comparing opioid plasma levels at time points 
correlated to our neurochemical findings.
Results: Both buprenorphine and heroin produced changes in the frequency of tran-
sient dopamine release events, although the effect of buprenorphine was weak and 
only observed at a low dose. In comparison with vehicle, the frequency of dopamine 
release events maximally increased by ~25% following buprenorphine treatment and 
by ~60% following heroin treatment. Distinct neuropharmacological effects were ob-
served in the high-dose range. The frequency of dopamine release events increased 
linearly with heroin dose but biphasically with buprenorphine dose. We also found 
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1  | INTRODUC TION

The United States of America is currently in an opioid epidemic 
that is producing over 100 deaths per day. Fentanyl and heroin are 
the most lethal opioid options, with their respective death rates 
increasing by 520% and 533% between 2009 and 2016.1 The re-
warding and reinforcing effects of opioids are principally mediated 
through their action at the μ-opioid receptor.2 Following the devel-
opment of opioid dependence, Subutex® and Suboxone® are com-
monly prescribed pharmacotherapies for its treatment.3 Subutex® 
is buprenorphine; Suboxone® is a 4:1 ratio of buprenorphine to 
naloxone. The partial μ-opioid receptor agonist buprenorphine 
is thought to act as a substitution therapy in opioid dependence; 
the μ-opioid receptor antagonist naloxone is primarily added to 
Suboxone® in order to prevent intravenous (IV) buprenorphine 
abuse.4,5

Heroin produces its rewarding and reinforcing effects by in-
creasing dopamine concentration in the mesolimbic dopamine path-
way,6–9, but also see Ettenberg et al, 1982.10 By activating μ-opioid 
receptors on midbrain GABA neurons, opioids are thought to dis-
inhibit dopamine neurons in the ventral tegmental area (VTA).6 In 
the awake and behaving animal, dopamine neurons in the VTA—the 
origin of the mesolimbic pathway—fire in two distinct patterns11 
when at rest, dopamine neurons fire in a slow (2-5 Hz) pacemaker 
pattern that contributes to a steady-state dopamine tone. This 
low-concentration tone is thought to activate high-affinity dopa-
mine receptors (eg, D2) in terminal regions of the mesolimbic path-
way.11 Dopamine neurons also fire in phasic bursts (>20 Hz) under 
a variety of conditions, including when animals are presented with 
rewarding and motivationally salient stimuli. These phasic bursts of 
neural activity contribute to transient dopamine release events that 
are sufficient in concentration to occupy low-affinity dopamine D1 
receptors.11,12 Because only D1-expressing neurons in the nucleus 
accumbens (NAc)—the primary terminal field of the mesolimbic 

pathway—undergo dendritic plasticity following repeated drug ex-
posure,13 studying how opioids alter high-concentration dopamine 
transients may be particularly important for the neurobiology of 
addiction.

By investigating the effects of opioids on dopamine transients, 
we sought to build upon the existing microdialysis, electrochemis-
try, and electrophysiology literature. Previous publications show 
that heroin increases dopamine concentration in the NAc shell6–9 
and that buprenorphine pretreatment blocks several behavioral 
and neurochemical effects of heroin14,15—including its ability to in-
creases accumbal dopamine concentration. This latter finding is also 
supported by the behavioral pharmacology literature, which shows 
that buprenorphine can function as a competitive antagonist in the 
presence of other opioid ligands.16,17 Because buprenorphine is a 
partial agonist at the μ-opioid receptor, when administered in ad-
vance it should compete with and therefore obstructs the full ag-
onist 6-acetylmorphine (ie, the active metabolite of heroin) from 
evoking dopamine release. Therefore, we predicted that buprenor-
phine would function as a relatively weak dopamine releaser in 
the absence of heroin, but its pretreatment would block the dopa-
mine-releasing effects of heroin.

To test these predictions, we used fast-scan cyclic voltammetry 
(FSCV) to measure drug-induced changes in dopamine release in the 
awake and freely moving rat. While monitoring transient release 
events in the NAc shell, we treated rats with ascending intravenous 
(IV) doses of either: heroin alone or buprenorphine followed by her-
oin (Figure 1). To further investigate how opioid plasma dynamics re-
late to opioid-evoked changes in dopamine transients, we performed 
a complimentary pharmacokinetic (PK) study. We selected our dose 
ranges from a clinical investigation18 that studied how ascending 
doses of IV buprenorphine and heroin alter the subjective drug ex-
perience—observations that are impossible to assess in the rat. Our 
FSCV findings are discussed within the context of these previously 
reported dose-dependent subjective effects.

that buprenorphine pretreatment occluded the dopamine-releasing effects of heroin, 
but plasma levels of buprenorphine had returned to baseline at this time point.
Conclusion: These findings support the notion that low-dose buprenorphine is a weak 
dopamine releaser relative to heroin and that buprenorphine pretreatment can block 
the dopamine-releasing effects of heroin. The finding that high-dose buprenorphine 
fails to increase dopamine release might explain its relatively low abuse potential 
among opioid-dependent populations. Because high-dose buprenorphine decreased 
dopamine release before occluding heroin-evoked dopamine release, and buprenor-
phine was no longer detected in plasma, we conclude that the mechanisms through 
which buprenorphine blocks heroin-evoked dopamine release involve multifaceted 
pharmacokinetic and pharmacodynamic interactions.
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2  | METHODS

2.1 | Subjects and surgery

Catheterized male Long-Evans rats, supplied by Charles River, were 
singly housed under a 12:12-h light-dark cycle with a 10 AM to 10 PM 
active period (dark phase). All experiments were conducted in the ac-
tive phase. Rats (275-325 g at the time of surgery) were placed under 
isoflurane anesthesia (5% induction, 2% maintained) for surgery con-
ducted in a stereotaxic apparatus. A guide cannula that mates with a 
micromanipulator was implanted to be aimed at the NAc shell (+1.7AP, 
+0.8ML relative to bregma). The shell region of the NAc was targeted 
because the initial effects of drugs on dopamine concentration are 
most pronounced in this region.19,20 In addition, a Ag/AgCl reference 
electrode was implanted on the contralateral side of the brain. Rats 
were given three days to recover before experiments were conducted.

2.2 | FSCV

Voltammetric recordings were conducted by lowering a glass-encased 
carbon fiber microelectrode using a micromanipulator that fits in-
side the implanted guide cannula. An initial waveform (−0.4 to 1.3 V; 
400 V/s) was applied which allowed for the detection of dopamine 
from cyclic voltammograms taken every 100 ms. To increase elec-
trode sensitivity, the waveform was first applied at 60 Hz for ~30 min-
utes but reduced to 10 Hz before experimentation. To extract the 

F I G U R E  1   Cumulative-dosing scheme for heroin (A) and 
buprenorphine (B) conditions [Colour figure can be viewed at 
wileyonlinelibrary.com]
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F I G U R E  2   In vivo voltammetry and signal processing. A, 
Representative color plots (top) and dopamine concentration 
traces (bottom) show the effects of heroin-alone (left) and 
buprenorphine + heroin (right) on accumbal dopamine release. 
In the color plots, voltammetric current (z-axis) is plotted against 
applied scan potential (Eapp; y-axis) and time (x-axis). B, To quantify 
the frequency and amplitude of drug-induced changes in dopamine 
release, two polynomic lines are first fitted to each set of dopamine 
concentration data. C, Only dopamine release events with 
concentrations that were 1.5 standard deviations above the lower 
“baseline” were included in subsequent dose assessments [Colour 
figure can be viewed at wileyonlinelibrary.com]
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dopamine component, principle component regression was applied to 
the raw voltammetric data.21 Specifically, we used recording-specific 
training sets (n = 7/analyte; dopamine and pH) to produce pH and 
background subtracted (10 consecutive scans) dopamine concentra-
tion files for transient analysis. To quantify dopamine concentration, 
calibration factors were predetermined using linear regression.22 
Lab-specific coefficients and additional detail into our calibration 
approach are available in the supplemental material of a previous 
publication.23 The resulting calibration factors allow us to calculate 
molar concentrations of dopamine in a session-specific manner using 
observed total background current. At the end of the experiment, 
animals were killed with CO2 and electrolytic lesions were performed 
to confirm electrode placement. Brains were extracted and frozen 
in −25°C 2-methylbutane and then stored at −80°C until they were 
coronally sectioned at 50 μm using a cryostat. Slices were dehydrated 
with baths of increasing ethanol concentration, preserved with histo-
clear, and mounted for observation of lesion placement.

2.3 | Transient analysis

As previously described,24 for every 60 seconds recording, a peak-
threshold (“cutoff”) polynomic line was fitted to each set of dopa-
mine concentration data using the following equation (Figure 2):

The coefficients (p1, p2, p3) with the largest R2 value were as-
signed for each individual 60 seconds dopamine concentration 
file. The degree of the polynomial was determined by finding the 
lowest Akaike information criterion (AIC) score with the following 
equation:

A second fitted line was generated to establish a relative zero 
(“baseline”) using the following equation:

To reduce type 1 error, only peaks above 1.5 standard deviation 
from the “baseline” that were greater than 0.5 seconds apart were 
analyzed. If multiple peaks occurred within the 0.5 seconds period, 
the highest concentration event was reported.

2.4 | Pharmacology

Heroin and buprenorphine were prepared in sterile saline and briefly 
sonicated. In all experiments, opioids were administered intrave-
nously using a cumulative-dosing approach. For the heroin-only 
condition, we administered vehicle (ie sterile saline) and then 0.27, 

0.55, 1.12, and 2.24 heroin (mg/kg IV). Cumulative doses were ad-
ministered every 10 minutes as illustrated in Figure 1A.

In the buprenorphine-heroin condition, we administered vehicle 
(ie sterile saline) and then ascending doses of buprenorphine: 0.011, 
0.044, 0.177, 0.708 (Figure 1B). Continuing in 10-minutes intervals, 
we then administered the same doses of heroin used in the hero-
in-only condition. Buprenorphine HCl was purchased from Sigma-
Aldrich, and heroin was provided by the NIDA drug supply program. 
Doses of buprenorphine were calculated as the weight of the HCl 
salt.

2.5 | Comparative dosing calculations

In the present study, we took advantage of a unique clinical inves-
tigation in which human participants were given ascending doses of 
intravenous buprenorphine and heroin—in addition to several other 
opioids, and then asked to subjectively rate the resulting experi-
ence/affect (eg “I feel good”).18 In addition, the propensity to self-
administer each dose was assessed. To convert these previously 
compared opioid doses in the human literature for use in the rat, we 
applied the following allometric scaling equation.25

The Km used for human = 37; the Km used for rat = 6.2.25

2.6 | Pharmacokinetic analysis

To determine circulating concentrations of buprenorphine, her-
oin, and its metabolites, we performed a pharmacokinetic analy-
sis. Long-Evans rats were either treated with cumulative heroin 
doses only or pretreated with cumulative buprenorphine doses 
followed by cumulative heroin doses. The cumulative-dosing 
scheme for heroin and buprenorphine ([0.2, 0.4, 1.1, 2.2] mg/
kg and [0.01, 0.04, 0.18, 0.7] mg/kg, respectively) was identical 
to the voltammetry experiment dosing scheme previously de-
scribed. 0.5 mL of whole blood was taken from animals via femoral 
vein catheter and placed in KDTA-coated blood collection tubes 
at regular time intervals postdrug infusion. For the heroin-only 
group (Figure 7A), blood was taken every 10 minutes. For the bu-
prenorphine-pretreated group, blood was taken after cumulative 
dosing of buprenorphine and also after heroin cumulative dos-
ing. Blood samples were centrifuged at 750 g for 12 minutes to 
separate components. Separated plasma was collected and sent 
to the Pharmacology core at Colorado State University for com-
bined liquid chromatography/mass spectroscopy (LC-MS), which 
consists of a Shimadzu HPLC machine with a Waters Sunfire C18 
5 µm 4.6 × 150 mm elution column (Part No. 186002557) coupled 
to a 3200 Q-TRAP triple quadrupole mass spectrometer (Applied 
Biosystems, Inc).
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2.6.1 | Generation of standard curves utilized in 
LC-MS

A 0.1 mg/mL stock solution of buprenorphine, morphine, M3G, 
and 6-acetylmorphine (6-AM) in 50/50 ACN/Milli-Q was prepared. 
Standard curves were created using the following concentrations 
(10, 25, 50, 100, 250, 500, 1000, 2500, 5000, 10 000, 25 000, and 
50 000) ng/mL buprenorphine, morphine, M3G, and 6-AM in 50/50 
ACN/Milli-Q. A 100 ng/mL solution of fentanyl in 50/50 ACN/Milli-Q 
was prepared as an internal standard. Next, 5 µL of each standard 
was added to fresh 1.5-mL microcentrifuge tubes, along with 5 µL 
of 500 ng/mL fentanyl solution. 9 Quality control samples (3 × 10, 
3 × 100, and 3 × 1000) ng/mL were prepared in the same manner. 
50 µL of blank Rat plasma and 50 µL of acetonitrile with 0.1% formic 
acid were added to each tube and vortexed for 5 minutes. The tubes 
were then centrifuged for 15 minutes at 20 000 g and transferred to 
an autosampler with inserts.

2.6.2 | Experimental sample preparation

Five microlitre of 50/50 ACN/Milli-Q, 5 µL of 100 ng/mL fentanyl 
standard, 50 µL of unknown experimental rat plasma sample, and 
50 µL of ACN with 0.1% formic acid were added to fresh 1.5-mL mi-
crocentrifuge tubes. The tubes were vortexed for 5 minutes, centri-
fuged for 15 minutes at 20 000 g, and transferred to an autosampler 
vials with inserts.

2.7 | Description of the statistical analysis

Because parametric statistical tests such as ANOVA assume that ex-
perimental samples have equal variance with data that are normally 
distributed, we first performed tests of normality and equal vari-
ance. If data were determined to normally distribute and show equal 
variance, we assessed for significant differences in the data using 
parametric statistics (eg, ANOVA). In contrast, if data were deter-
mined to not fit these criteria, we proceeded to assess for significant 
differences in the data using nonparametric statistics. Final statisti-
cal analyses were performed using SigmaPlot 11.

3  | RESULTS

3.1 | Determination of animal equivalent heroin 
dosage for rat

To assess the effects of heroin, buprenorphine, and their interac-
tion on transient dopamine release events, we treated rats with 
cumulative ascending IV doses of either heroin-alone (n = 6) or 
buprenorphine followed by heroin (n = 7) while concurrently per-
forming FSCV in the freely moving rat. Doses were adapted from a 
clinical study that asked opioid-dependent humans to compare the 

subjective effects of ascending doses of buprenorphine (0.125, 0.5, 
2, and 8 mg/70 kg IV) and heroin (3.125, 6.25, 12.5, and 25 mg/70 kg 
IV). Our calculated rat animal equivalent doses (AEDs) were (0.01, 
0.04, 0.18, and 0.7 mg/kg IV) for buprenorphine and (0.27, 0.55, 
1.1, and 2.2 mg/kg IV) for heroin.25 We have repeatedly demon-
strated that repeated saline injections do not influence dopamine 
release events24,26 and confirmed24 accounts from the historical 

F I G U R E  3   Heroin increased the frequency of dopamine release 
events in a linear dose-dependent manner. A, Heroin increased the 
frequency of dopamine release events in a linear, dose-dependent 
manner. B, The effect of heroin dose on the amplitude of dopamine 
release events was less resolved and did not occur in a dose-
dependent manner. Horizontal bars indicate significance between 
two specific treatments. *P < .05

Heroin treatment, cumulative dosing, mg/kg IV
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insignificant level in the 0.18-0.7 mg/kg IV range. B, The effect of 
buprenorphine dose on the amplitude of dopamine release events 
was less resolved and insignificant vs vehicle. Horizontal bars 
indicate significance between two specific treatments. *P < .05
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literature27,28 that electrode sensitivity remains stable over the 
course of our in vivo recording sessions.

3.2 | Buprenorphine is a weak dopamine releaser vs. 
heroin and its pretreatment blocked heroin-evoked 
dopamine release

As illustrated in Figures 3 and 4, buprenorphine and heroin in-
creased the frequency of dopamine release events by ~25% and 
~60%, respectively. Amplitude did not change in a significant or law-
ful dose-dependent manner; however, it is possible that relatively 
high variability in this measure might be masking dose-dependent 
effects. Frequency data first passed tests of normality (Shapiro-
Wilk) and equal variance; thus, we proceeded with parametric analy-
ses. Criterion for significant was predetermined to be P < .05. All 
doses were tested cumulatively, with 10 minutes elapsing between 
each IV treatment. A one-way repeated-measures ANOVA revealed 
that heroin F4,29 = 14.12, P < .05 (Figure 3) and buprenorphine 
F4,34 = 4.681 (Figure 4) significantly (P < .05) changed the frequency 
of dopamine release events. Tukey post hoc analysis revealed that 
the 2.2 mg/kg heroin dose significantly increased the frequency 
of dopamine release events vs vehicle and the 0.27 mg/kg heroin 
(P < .001). In addition, the 1.1, 0.55, and 0.27 mg/kg heroin doses 
all increased the frequency of dopamine release events vs. vehicle 
(P < .001; Figure 3). By contrast, Tukey post hoc analysis revealed 
that only the second dose of buprenorphine (0.04 mg/kg IV) signifi-
cantly increased dopamine release vs. vehicle (P < .001; Figure 4). 
Using the same data, we then performed a 2-way repeated-meas-
ures ANOVA to compare the effects of heroin on dopamine re-
lease when it is administered alone vs. when it administered after 
buprenorphine treatment (Figure 5). We found that buprenorphine 
pretreatment blocked the dopamine-releasing effects of heroin. A 
two-way repeated-measures ANOVA revealed a significant interac-
tion between treatment condition (heroin alone vs buprenorphine 
pretreatment) and heroin dose F4,44 = 5.71, P < .05. Tukey post hoc 
analysis revealed that, when compared to heroin-alone animals, bu-
prenorphine pretreatment significantly reduced the ability of heroin 
(1.1-2.2 mg/kg IV) to increase the frequency of dopamine release 
events (Figure 5). Figure 6 illustrates working electrode lesion sites, 
thereby confirming that all recordings occurred in the NAc shell.

3.3 | Pharmacokinetic analysis of plasma opioid 
content suggests that buprenorphine is metabolized 
into an active metabolite that may contribute to our 
dopamine observations

To measure just how much buprenorphine and 6-acetylmorphine (6-
AM; active heroin metabolite) is in plasma at different time points 
in our cumulative-dosing scheme, we performed an additional phar-
macokinetic (PK) assay. We first treated naïve rats with the same 
cumulative doses of heroin used in our FSCV study (Figure 1A) and 

withdrew blood to analyze heroin plasma content every 10 minutes. 
We withdrew blood every 10 minutes to track concentration over 
the duration which we measured dopamine transients between cu-
mulative treatments. Our data show that cumulative heroin dosing 
lawfully increases 6-AM plasma concentration (Figure 7A). One-way 
ANOVA on ranks revealed a significant main effect of heroin dose 

F I G U R E  5   Buprenorphine pretreatment attenuates heroin-
evoked dopamine release. Heroin only (grey) increased the 
frequency of dopamine release events in a lawful, dose-dependent 
manner. Buprenorphine (black, 1st four dosing increments after 
vehicle) increased the frequency of dopamine release events in a 
bell-shaped dose-dependent manner. In comparison with heroin-
alone rats, buprenorphine pretreatment also attenuated the 
ability of heroin to evoke dopamine release (black, last four dosing 
increments). Vertical bars indicate between-group comparison. 
*P < .05

F I G U R E  6   Histological reconstruction of working electrode 
placements during FSCV measurements. Lighter red dot 
corresponds to representative histology that showing lesion

NAc Core

NAc Shell
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on 6-AM levels (H4 = 18.54, P < .05). Tukey post hoc analysis further 
revealed that the 0.55, 1.1, and 2.2 mg/kg cumulative IV doses of 
heroin significantly increased 6-AM versus vehicle. We next treated 

naïve rats (n = 6) with cumulative doses of buprenorphine followed 
by cumulative doses of heroin (Figure 1). We withdrew blood after 
vehicle and after each entire round of cumulative drug treatments. 
Our data show that cumulative dosing of buprenorphine followed by 
heroin resulted in a comparable increase in 6-AM to that observed 
when heroin was administered by itself (Figure 7B). An unpaired t test 
between 6-AM plasma values from heroin-alone rats (Figure 7A) and 
6-AM plasma values from buprenorphine + heroin rats (Figure 7B) 
demonstrated that plasma levels were not statistically different be-
tween treatment groups 10 minutes following the final cumulative 
heroin injection (n.s.). Within the buprenorphine + heroin group, 
one-way ANOVA on ranks revealed a significant main effect of 
heroin dose on 6-AM levels (H2 = 11.47, P < .05). Tukey post hoc 
analysis further revealed that the 2.2 mg/kg cumulative IV dose of 
heroin significantly increased 6-AM versus vehicle (P < .05). We also 
measured buprenorphine plasma levels in the buprenorphine + her-
oin group after each series of cumulative opioid treatments and 
found that buprenorphine plasma levels returned to baseline by the 
end of the final cumulative heroin treatment (ie, 40 minutes after 
last buprenorphine treatment; Figure 7C). One-way ANOVA on 
ranks revealed a significant main effect of buprenorphine dose on 
buprenorphine plasma levels (H2 = 15.16, P < .05). Tukey post hoc 
analysis further revealed that the 0.7 mg/kg cumulative dose of bu-
prenorphine significantly increased buprenorphine plasma content 
(P < .05) but buprenorphine plasma content was not distinguishable 
from vehicle 10 minutes following the final cumulative heroin treat-
ment—a time point in which buprenorphine pretreatment prevented 
heroin-evoked dopamine release.

4  | DISCUSSION

In the present study, we used FSCV to measure how heroin, bu-
prenorphine, and their combination affect transient dopamine 
release events in the NAc shell of freely moving rats. While these 
unique opioids both produced dose-dependent changes in the fre-
quency of dopamine release events, their effect on the amplitude 
of each event was less resolved. Analysis of the frequency data 
revealed that low-dose buprenorphine functions as a weak dopa-
mine releaser relative to heroin. When compared to vehicle, the fre-
quency of dopamine release events maximally increased by ~25% 

F I G U R E  7   Pharmacokinetics of 6-acetylmorphine (6-AM) and 
buprenorphine (bup) in rats. A, Plasma levels of 6-AM after each 
cumulative heroin injection when heroin is administered alone. The 
primary active metabolite of heroin, 6-AM, lawfully increases with 
cumulative dose. B, Plasma levels of 6-AM did not increase during 
buprenorphine cumulative dosing but did after heroin dosing. And, 
final 6-AM concentration is comparable to those observed when 
heroin is administered without buprenorphine pretreatment (A). 
C, Plasma levels of buprenorphine increased after buprenorphine 
cumulative but returned to values that were comparable to vehicle 
by the final heroin injection. Horizontal bars indicate within-group 
dose comparison. *P < .05
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following buprenorphine treatment and by ~60% following heroin 
treatment. However, distinct neurochemical effects emerged in 
the high-dose range. While heroin lawfully increased the frequency 
of dopamine release events in a linear dose-dependent manner, 
buprenorphine dosage produced a bell-shaped effect on release. 
The frequency of buprenorphine-evoked dopamine release events 
increased across the 0.01-0.04 mg/kg range before declining to a 
level of insignificance across the 0.18-0.7 mg/kg range. This latter 
observation confirms a previous microdialysis report demonstrating 
that buprenorphine alters accumbal dopamine concentration in a 
biphasic, dose-dependent manner.29 One implication of these find-
ings is that buprenorphine might only function as a dopamine-based 
agonist therapy for opioid dependence in the low-dose range. A bell-
shaped relationship between buprenorphine dose and dopamine 
release may also contribute to its relatively low IV abuse potential.

The opioid doses used in the present study were adapted from 
a double-blind, placebo controlled inpatient trial. We selected these 
doses so that we could then compare our neurochemical findings 
to subjective responses that are impossible to measure in ani-
mal models. Similar to the present study, Comer and colleagues18 
treated human subjects with ascending doses of either IV buprenor-
phine or heroin. In their study, both buprenorphine and heroin in-
creased positive subjective reports; however, divergent responses 
were observed in the high-dose range. Relative to high-dose her-
oin (25 mg/70 kg in human; 2.24 mg/kg AED in rat), high-dose bu-
prenorphine (8 mg/70 kg in human; 0.7 mg/kg AED in rat) produced 
significantly fewer self-reports of feeling good, feeling high, liking 
the drug, and desire to pay for drug.18 High-dose buprenorphine 
was also unique because it was the only dose of any opioid tested 
to increase nausea and produce negative subjective reports among 
most (6 of 8) of the human participants.18 Because buprenorphine 
pharmacodynamics are more complex than heroin,30 it is likely that 
additional opioid receptor-mediated effects occur in the high-dose 
range. Mixed action at multiple opioid receptors may explain the 
bell-shaped dose effect of buprenorphine on dopamine release and 
why high doses of buprenorphine produce negative subjective re-
ports in human subjects.

Three classical opioid receptors (μ, δ, and κ) exist.30 Systemic 
administration of μ- and δ-receptor agonists generally increases 
accumbal dopamine concentration; systemic administration of 
κ-opioid receptor agonists generally decreases accumbal dopamine 
concentration.30 Heroin is a morphine derivative that is rapidly 
deacetylated into 6-acetylmorphine in vivo. The antinociceptive and 
reinforcing effects of heroin are primarily attributed to 6-acetylmor-
phine activating μ-opioid receptor subtype1.2,31 In addition to μ-opi-
oid receptor subtype 1, drug self-administration studies suggest that 
δ-, but not κ-opioid receptors moderately influence heroin reinforce-
ment.2 The pharmacodynamics of buprenorphine are more com-
plex.30 Buprenorphine is known to bind to all major opioid receptors, 
although it displays a 10-fold lower affinity for δ vs μ and κ. While 
buprenorphine is generally described as a partial μ-opioid receptor 
agonist and a κ-opioid receptor antagonist, it can act as a mixed ag-
onist and/or antagonist at all major opioid receptor classes.16,17,30 In 

addition, buprenorphine acts at a recently identified opioid recep-
tor known as the opioid-like 1 receptor (ORL-1R), which is thought 
to produce counter-opioid effects.30 While our data do not provide 
definitive mechanistic insight into how buprenorphine biphasically 
alters dopamine release, we speculate that additional drug action at 
either the ORL-1 and/or the κ-opioid receptor may be involved be-
cause of their ability to produce counter-opioid behavioral effects.

The complimentary PK analysis offers additional insight into 
the complex pharmacokinetic and pharmacodynamic mechanisms 
through which buprenorphine alters opioid-evoked dopamine re-
lease. While the PK data confirm that our cumulative-dosing scheme 
lawfully increased plasma levels of 6-AM, we were surprised to find 
that buprenorphine was no longer detectable in plasma at a time 
point in which its pretreatment occluded heroin-evoked dopamine 
release. This observation is supported by the findings of Ohtani 
et al32 who found the concentration of buprenorphine in brain tis-
sue to be double that of the plasma 1-hour post-iv infusion. Thus, 
it is plausible that buprenorphine lingering postcumulative dosing is 
preventing heroin from binding to μ-opioid receptors. Another po-
tential explanation is that an active metabolite is involved and that 
the partial agonist buprenorphine is not simply functioning as a com-
petitive μ-opioid receptor antagonist in the presence of 6-AM. Two 
well-characterized active buprenorphine metabolites are buprenor-
phine-3-glucuronide and norbuprenorphine-3-glucuronide. Of 
these, it has been reported that buprenorphine-3-glucuronide exhib-
its high affinity for the μ- and δ- but not κ-opioid receptors, whereas 
norbuprenorphine-3-glucuronide exhibits high affinity for κ- but not 
μ- or δ-receptors (Brown et al33). Thus, one of several possibilities is 
that norbuprenorphine-3-glucuronide attenuates μ-opioid-induced 
increases in dopamine release by exerting additional action at the 
κ-opioid receptor. A follow-up study should be conducted to inves-
tigate whether κ-opioid receptor antagonism blocks the effects of 
buprenorphine pretreatment on opioid-evoked dopamine release. 
Another possibility is that buprenorphine is metabolized into an ad-
ditional active metabolite that functions as a competitive antagonist 
at the μ-receptor. Future studies are needed to identify if an active 
buprenorphine metabolite is blocking heroin-evoked dopamine re-
lease, whether this effect results from competitive action at the μ-, 
κ-, and/or other receptor targets, or whether the effect is due to 
buprenorphine's longevity in brain tissue itself.

The μ-opioid receptor-mediated increase in accumbal do-
pamine concentration is theorized to arise from disinhibition of 
dopamine neurons in the VTA.6 Dopamine neurons are thought 
to be disinhibited when opioids activate μ-opioid receptors 
on GABA neurons. The VTA is composed of not only dopamine 
(60%–65%), but also GABA (30%–35%) and glutamate (2%) neu-
rons. Electrophysiological studies demonstrate that by activating 
μ-opioid receptors on GABA neurons in the VTA, opioids increase 
accumbal dopamine release by disinhibiting tonically inhibited do-
pamine neurons.6 Recent optogenetics studies support that this 
pharmacodynamic mechanism underlies the reinforcing effects 
of heroin. Corre and colleagues6 found that animals will respond 
to transiently inhibit GABA neurons in the VTA but administering 
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heroin occludes this effect. When considered in the context of 
the aforementioned electrophysiology literature, this finding sup-
ports the notion that opioids produce their reinforcing effects by 
activating μ-opioid receptors on GABA neurons in the VTA, which 
then disinhibit dopamine neurons to increase accumbal dopamine 
concentration. It is likely that this disinhibitory mechanism con-
tributes to the dopamine-releasing effects of both buprenorphine 
and heroin.

While we attempted to make our dose assessments relevant for 
the clinical literature, caution should be used during the extrapola-
tion of our dose-dependent effects. Aside from being rats, our sam-
ple is different from that used by Comer et al18 in several ways. The 
opioid-dependent subjects we attempted to model using drug naïve 
rats were not only dependent on opioids; they were also maintained 
with daily morphine treatment. Because repeated opioid exposure 
results in extensive μ-opioid receptor desensitization throughout 
the brain,34,35 it is likely that opioids are more potent and effective 
mediators of dopamine release in drug naïve rats vs. the dependent 
human subjects from the Comer sample. It should also be noted that 
the pharmacokinetics of sublingual (SL) Subutex®/Suboxone® would 
produce distinct effects on dopamine release vs IV buprenorphine. 
Opioid bioavailability would also be significantly lower following SL 
vs IV buprenorphine. Future studies should be conducted to com-
pare the interaction of buprenorphine and heroin on opioid-evoked 
dopamine release in rats with a history of contingent drug self-ad-
ministration because the neurochemistry of acute noncontingent 
administration of drugs to animals is quite different than what occurs 
in models of reinforcement such as self-administration. Thus, while 
it may be worth considering that Subutex®/Suboxone® prescription 
guidelines suggest that physicians begin treatment with 8 mg/70 kg 
sublingual (SL) buprenorphine—a dose that is comparable to the high-
est buprenorphine dose used in the present study (0.7 mg/kg AED in 
rat), it is likely that IV buprenorphine is more potent and effective at 
increasing dopamine release vs. the same dose of SL buprenorphine.

Notwithstanding these limitations, our data provide new insight 
into how clinically relevant doses of heroin, buprenorphine, and their 
combination influence dopamine release. While heroin dose-de-
pendently increased the frequency of dopamine release events, bu-
prenorphine only increased dopamine release in the low-dose range. 
In addition, we found that buprenorphine pretreatment attenuates 
the dopamine-releasing effects of heroin. Because high-dose bu-
prenorphine stopped increasing dopamine release and buprenor-
phine was no longer present in plasma, it is likely that its ability to 
blunt heroin-evoked dopamine release is not exclusively a result of 
buprenorphine competing with 6-AM at the μ-opioid receptor.

ACKNOWLEDG MENTS
Funding for this work was provided by NSF grant IOS-1557755, NIH 
grant R03DA038734, Boettcher Young Investigator Award, and 
NARSAD Young Investigator Award to EBO. We thank Esteban Loetz 
for technical assistance, the Pharmacology Shared Resource for the 
CU Cancer Center (P30CA046934) for performing the analysis of 

opioid plasma content, and the NIDA drug supply program for pro-
viding heroin.

CONFLIC T OF INTERE S T
We have no conflicts to disclose.

AUTHOR CONTRIBUTIONS
EBO designed the experiment and obtained funding to conduct it. 
DPI, RPL, TJE, HL-B, and EBO performed the experiments and sta-
tistical analysis; DPI, LRH, and EBO wrote the manuscript. LRH and 
EBO finalized the manuscript. All authors read and approved the 
final manuscript.

APPROVAL OF THE RE SE ARCH PROTOCOL BY AN 
INS TITUTIONAL RE VIE WER BOARD
We need not require IRB review.

INFORMED CONSENT
We did not require informed consent.

REG IS TRY AND THE REG IS TR ATION NO. OF THE 
S TUDY/ TRIAL
We did not register a clinical trial for this study.

ANIMAL S TUDIE S
The University of Colorado Denver Institutional Animal Care and 
Use Committee approved all animal experiments and procedures in 
advance.

DATA AVAIL ABILIT Y S TATEMENT
The data which support these findings are available in the Oleson 
Lab GitLab36 page in the HeroinBuprenorphineVoltPK repository at 
[https://gitlab.com/oleso n/heroi nbupr enorp hinev oltpk].

ORCID
Dominic P. Isaacs  https://orcid.org/0000-0002-8828-5957 
Erik B. Oleson  https://orcid.org/0000-0002-6809-2015 

R E FE R E N C E S
 1. Manchikanti L, Sanapati J, Benyamin RM, Atluri S, Kaye AD, Hirsch 

JA. Reframing the prevention strategies of the opioid crisis: focus-
ing on prescription opioids, fentanyl, and heroin epidemic. Pain 
physician. 2018;21(4):309–26.

 2. Negus SS, Henriksen SJ, Mattox A, Pasternak GW, Portoghese P, 
Takemori A, et al. Effect of antagonists selective for mu, delta and 
kappa opioid receptors on the reinforcing effects of heroin in rats. J 
Pharmacol Exp Ther. 1993;265(3):1245–52.

 3. Mendelson J, Flower K, Pletcher MJ, Galloway GP. Addiction to 
prescription opioids: characteristics of the emerging epidemic 
and treatment with buprenorphine. Exp Clin Psychopharmacol. 
2008;16(5):435–41.

 4. Orman JS, Keating GM. Spotlight on buprenorphine/naloxone in the 
treatment of opioid dependence. CNS Drugs. 2009;23(10):899–902.

 5. Elkader A, Sproule B. Buprenorphine. Clin Pharmacokinet. 
2005;44(7):661–80.

https://gitlab.com/oleson/heroinbuprenorphinevoltpk
https://orcid.org/0000-0002-8828-5957
https://orcid.org/0000-0002-8828-5957
https://orcid.org/0000-0002-6809-2015
https://orcid.org/0000-0002-6809-2015


364  |     ISAACS et Al.

 6. Corre J, van Zessen R, Loureiro M, Patriarchi T, Tian L, Pascoli V, 
et al. Dopamine neurons projecting to medial shell of the nucleus 
accumbens drive heroin reinforcement. Elife. 2018;7:e39945.

 7. Spanagel R, Herz A, Shippenberg TS. Opposing tonically active en-
dogenous opioid systems modulate the mesolimbic dopaminergic 
pathway. Proc Natl Acad Sci. 1992;89(6):2046–50.

 8. Tanda G, Pontieri FE, Di Chiara G. Cannabinoid and heroin activa-
tion of mesolimbic dopamine transmission by a common µ1 opioid 
receptor mechanism. Science. 1997;276(5321):2048–50.

 9. Xi Z-X, Fuller SA, Stein EA. Dopamine release in the nucleus ac-
cumbens during heroin self-administration is modulated by kappa 
opioid receptors: an in vivo fast-cyclic voltammetry study. J 
Pharmacol Exp Ther. 1998;284(1):151–61.

 10. Ettenberg A, Pettit HO, Bloom FE, Koob GF. Heroin and cocaine in-
travenous self-administration in rats: mediation by separate neural 
systems. Psychopharmacology. 1982;78(3):204–9.

 11. Dreyer JK, Herrik KF, Berg RW, Hounsgaard JD. Influence of pha-
sic and tonic dopamine release on receptor activation. J Neurosci. 
2010;30(42):14273–83.

 12. Sombers LA, Beyene M, Carelli RM, Wightman RM. Synaptic over-
flow of dopamine in the nucleus accumbens arises from neuronal ac-
tivity in the ventral tegmental area. J Neurosci. 2009;29(6):1735–42.

 13. Barrientos C, Knowland D, Wu MM, Lilascharoen V, Huang KW, 
Malenka RC, et al. Cocaine-induced structural plasticity in input 
regions to distinct cell types in nucleus accumbens. Biol Psychiat. 
2018;84(12):893–904.

 14. Sorge RE, Stewart J. The effects of chronic buprenorphine on intake 
of heroin and cocaine in rats and its effects on nucleus accumbens 
dopamine levels during self-administration. Psychopharmacology. 
2006;188(1):28–41.

 15. Sorge RE, Rajabi H, Stewart J. Rats maintained chronically on bu-
prenorphine show reduced heroin and cocaine seeking in tests of ex-
tinction and drug-induced reinstatement. Neuropsychopharmacology. 
2005;30(9):1681–92.

 16. Walker EA, Zernig G, Woods JH. Buprenorphine antagonism of 
mu opioids in the rhesus monkey tail-withdrawal procedure. J 
Pharmacol Exp Ther. 1995;273(3):1345–52.

 17. Liguori A, Morse W, Bergman J. Respiratory effects of opioid full 
and partial agonists in rhesus monkeys. J Pharmacol Exp Ther. 
1996;277(1):462–72.

 18. Comer SD, Sullivan MA, Whittington RA, Vosburg SK, Kowalczyk 
WJ. Abuse liability of prescription opioids compared to heroin in 
morphine-maintained heroin abusers. Neuropsychopharmacology. 
2008;33(5):1179.

 19. Pontieri F, Tanda G, Di Chiara G. Intravenous cocaine, morphine, 
and amphetamine preferentially increase extracellular dopamine 
in the “shell” as compared with the “core” of the rat nucleus ac-
cumbens. Proc Natl Acad Sci. 1995;92(26):12304–8.

 20. Di Chiara G, Bassareo V, Fenu S, De Luca MA, Spina L, Cadoni C, 
et al. Dopamine and drug addiction: the nucleus accumbens shell 
connection. Neuropharmacology. 2004;47:227–41.

 21. Heien ML, Khan AS, Ariansen JL, Cheer JF, Phillips PE, Wassum KM, 
et al. Real-time measurement of dopamine fluctuations after cocaine in 
the brain of behaving rats. Proc Natl Acad Sci. 2005;102(29):10023–8.

 22. Roberts JG, Toups JV, Eyualem E, McCarty GS, Sombers LA. In situ 
electrode calibration strategy for voltammetric measurements in 
vivo. Anal Chem. 2013;85(23):11568–75.

 23. Schelp SA, Pultorak KJ, Rakowski DR, Gomez DM, Krzystyniak G, 
Das R, et al. A transient dopamine signal encodes subjective value 
and causally influences demand in an economic context. Proc Nat 
Acad Sci. 2017;114(52):E11303–12.

 24. Schelp SA, Brodnik ZD, Rakowski DR, Pultorak KJ, Sambells 
AT, España RA, et al. Diazepam concurrently increases the fre-
quency and decreases the amplitude of transient dopamine re-
lease events in the nucleus accumbens. J Pharmacol Exp Ther. 
2018;364(1):145–55.

 25. Nair AB, Jacob S. A simple practice guide for dose conversion be-
tween animals and human. J Basic Clin Pharm. 2016;7(2):27.

 26. Oleson EB, Talluri S, Childers SR, Smith JE, Roberts DC, Bonin KD, 
et al. Dopamine uptake changes associated with cocaine self-ad-
ministration. Neuropsychopharmacology. 2009;34(5):1174–84.

 27. Rodeberg NT, Sandberg SG, Johnson JA, Phillips PE, Wightman RM. 
Hitchhiker's guide to voltammetry: acute and chronic electrodes 
for in vivo fast-scan cyclic voltammetry. ACS Chem Neurosci. 
2017;8(2):221–34.

 28. Michael DJ, Wightman RM. Electrochemical monitoring of bio-
genic amine neurotransmission in real time. J Pharm Biomed Anal. 
1999;19(1–2):33–46.

 29. Brown EE, Finlay JM, Wong JT, Damsma G, Fibiger HC. Behavioral 
and neurochemical interactions between cocaine and buprenor-
phine: implications for the pharmacotherapy of cocaine abuse. J 
Pharmacol Exp Ther. 1991;256(1):119–26.

 30. Lutfy K, Cowan A. Buprenorphine: a unique drug with complex 
pharmacology. Curr Neuropharmacol. 2004;2(4):395–402.

 31. Dietis N, Rowbotham D, Lambert D. Opioid receptor subtypes: fact 
or artifact? Br J Anaesth. 2011;107(1):8–18.

 32. Ohtani M, Kotaki H, Sawada Y, Iga T. Comparative analysis of 
buprenorphine-and norbuprenorphine-induced analgesic ef-
fects based on pharmacokinetic-pharmacodynamic modeling. J 
Pharmacol Exp Ther. 1995;272(2):505–510.

 33. Brown SM, Holtzman M, Kim T, Kharasch ED. Buprenorphine 
metabolites, buprenorphine-3-glucuronide and norbuprenor-
phine-3-glucuronide, are biologically active. Anesthesiology. 
2011;115(6):1251–1260.

 34. Sim-Selley LJ, Selley DE, Vogt LJ, Childers SR, Martin TJ. Chronic 
heroin self-administration desensitizes μ opioid receptor-ac-
tivated G-proteins in specific regions of rat brain. J Neurosci. 
2000;20(12):4555–62.

 35. Maher CE, Martin TJ, Childers SR. Mechanisms of mu opioid recep-
tor/G-protein desensitization in brain by chronic heroin administra-
tion. Life Sci. 2005;77(10):1140–54.

 36. Oleson Lab GitLab page. HeroinBuprenorphineVoltPK repositoryy. 
https://gitlab.com/oleso n/heroi nbupr enorp hinev oltpk

How to cite this article: Isaacs DP, Leman RP, Everett TJ, 
Lopez-Beltran H, Hamilton LR, Oleson EB. Buprenorphine is a 
weak dopamine releaser relative to heroin, but its 
pretreatment attenuates heroin-evoked dopamine release in 
rats. Neuropsychopharmacol Rep. 2020;40:355–364. https://
doi.org/10.1002/npr2.12139

https://gitlab.com/oleson/heroinbuprenorphinevoltpk
https://doi.org/10.1002/npr2.12139
https://doi.org/10.1002/npr2.12139

