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Abstract

Background: Animal studies suggest that exposure to either of the two widely used drugs of
abuse, heroin or cocaine, causes depletion of the antioxidant, reduced glutathione, a hallmark of
oxidative stress, in the brain. However, the relevance of the animal findings to the human is
uncertain and clinical trials with the antioxidant GSH precursor n-acetylcysteine have produced
mixed results in cocaine dependence.

Correspondence: Junchao Tong, Preclinical Imaging Unit, Research Imaging Centre, Centre for Addiction and Mental Health, 250
College Street, Toronto, ON, Canada M5T 1R8., Telephone: 416-535-8501 ext. 36422 Junchao.tong@cambh.ca.

Publisher's Disclaimer: This is a PDF file of an unedited manuscript that has been accepted for publication. As a service to our
customers we are providing this early version of the manuscript. The manuscript will undergo copyediting, typesetting, and review of
the resulting proof before it is published in its final citable form. Please note that during the production process errors may be
discovered which could affect the content, and all legal disclaimers that apply to the journal pertain.

Author Disclosures

Contributors

SJK, JT and PSF designed the study; JT, PSF, AM and TM conducted experiments, data collection and analysis; LCA performed
neuropathology; JT, PSF and SJK wrote initial drafts; AM, GR, JHM, RM, IB, YF and NS contributed to revisions; all authors
approved the final manuscript.

Conflict of Interest
No conflict declared.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Tong et al.

Methods: Our major objective was to compare glutathione levels, determined by an HPLC-
coulometric procedure, in autopsied brain of chronic heroin (n=11) and cocaine users (n=9), who
were positive for the drugs in the brain, to those of matched controls (n=16). Six brain regions
were examined, including caudate, hippocampus, thalamus and frontal, temporal and insular
cortices.

Results: In contrast to experimental animal findings, we found no statistically significant
difference between mean levels of reduced or oxidized glutathione in the drug user vs. control
groups. Moreover, no correlation was found between levels of drugs in the brain and those of
glutathione.

Conclusions: Acknowledging the many generic limitations of an autopsied human brain study
and the preliminary nature of the findings, our data nevertheless suggest that any oxidative stress
caused by heroin or cocaine in chronic users of the drugs might not be sufficient to cause
substantial loss of stores of glutathione in the human brain, at least during early withdrawal. These
findings, requiring replication, might also have some relevance to future clinical trials employing
glutathione supplement therapy as an anti-oxidative strategy in chronic users of the two abused
drugs.
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1. Introduction

It is generally assumed that chronic exposure of some recreational drugs of abuse (e.g.,
stimulants, heroin) likely “injuries” the human brain to some extent and that neurotoxic
injury might be caused at least in part by oxidative stress (Sharma et al., 2007; Cunha-

Oliveira et al., 2008; Yamamoto et al., 2010; Sajja et al., 2016). To date, evidence supporting

this possibility is largely driven by results of experimental animal investigations. For
example, animal (rodent) studies show that high doses of the dopaminergic stimulant
methamphetamine can produce increased brain levels of malondialdehyde or
malondialdehyde-like lipoperoxidation substances, cause structural damage to (at least)
brain dopamine nerve endings, and with reduction of the dopamine neuronal markers
lessened by antioxidant treatment (for review see Kish, 2014).

Page 2

The relevance of animal model findings to the human condition is always uncertain. Further,
a practical consideration is that, at present, few tools can or have been used to assess
oxidative stress or damage in the human brain directly. This is particularly relevant because
of increasing interests in employing antioxidants such as n-acetylcysteine (Baker et al.,
2003a,b; Ng et al., 2008; Zhou and Kalivas, 2008; Moussawi et al., 2009; Berk et al., 2013;
McClure et al., 2014; Deepmala et al., 2015; Trivedi and Deth, 2015; Duailibi et al., 2017;
Nocito Echevarria et al., 2017; Schulte et al., 2017) as a treatment strategy for drug
dependence partly based on the assumption that there exists oxidative stress in brain of drug
users. One indirect approach has been a measurement in the brain of the tripeptide
glutathione (y-L-glutamyl-L-cysteinylglycine; GSH, the reduced form), a major antioxidant
defense. GSH is converted to oxidized glutathione (GSSG) as a consequence of oxidation
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catalyzed by glutathione peroxidase and can be recycled from the oxidized form to the
reduced form by glutathione reductase (Dringen, 2000). One of the most consistent
consequences of severe oxidative stress observed in a variety of experimental conditions
affecting different organ systems is depletion of GSH (Sen and Packer, 2000; Gu et al.,
2015; Won et al., 2015). In this regard, finding of a below normal concentration of GSH can
be suggestive of the presence of oxidative stress (Di Monte et al., 1992; Jenner and Olanow,
1996; Won et al., 2015; Ren et al., 2017). Thus, our previous finding, consistent with animal
data (Moszczynska et al., 1998), of a trend for GSH reduction in postmortem brain of a
subgroup of human methamphetamine users (Mirecki et al., 2004) who had a marked
dopamine loss suggests (but does not prove) that some oxidative stress might have occurred
in methamphetamine-exposed human brain.

Emerging data, although not always consistent, shows that GSH concentration can be below
normal in brain of experimental animals exposed to two other drugs of abuse, namely the
heroin metabolite morphine (Goudas et al., 1997; Qiusheng et al., 2005; Guzman et al.,
2006, 2009a,b; Ozmen et al., 2007; Abdel-Zaher et al., 2010, 2013a,b; Sumathi et al., 2011;
Deng et al., 2012; Hu et al., 2012; Joshi et al., 2014; Motaghinejad et al., 2015a,b; Singh et
al., 2015; Yun et al., 2015; Famitafreshi and Karimian, 2017) and the dopaminergic
stimulant cocaine (Muriach et al., 2010; Uys et al., 2011; Lopez-Pedrajas et al., 2015;
Vitcheva et al., 2015; Hu et al., 2016; Zhang et al., 2016; but see Wiener and Reith, 1990)
(see Table 1 for a review). Overall, the findings show that chronic systemic and acute intra-
cerebral-spinal morphine exposure consistently deplete brain GSH, with the exception of
one study in rat pups showing increased GSH after repeated morphine injection (Traudt et
al., 2012). However, results of acute effects of systemic morphine on brain GSH are mixed
(increase, Guzman et al., 2009b; Joshi et al., 2014; decrease, Guzman et al., 2006, 2009a,b;
and no change, Bien et al., 1992; Goudas et al., 1997). For cocaine, most studies (Muriach et
al., 2010; Uys et al., 2011; Lopez-Pedrajas et al., 2015; Vitcheva et al., 2015; Hu et al., 2016;
Zhang et al., 2016) except one (no change, Wiener and Reith, 1990; in mice) of chronic
cocaine exposure in adults show decreased levels of brain GSH or ratio of GSH/GSSG
although the effects of acute cocaine treatment can also be mixed (Wiener and Reith, 1990;
Macedo et al., 2010; Uys et al., 2011). Discrepancies in the literature might be explained by
the species employed, age at drug exposure (e.g., adolescent cocaine exposure did not result
in GSH abnormality measured in adults; Zhu et al., 2016, 2017), brain regions examined,
dose regimen and the GSH assay used (Table 1; see also Discussion).

Investigations of GSH in central nervous system of human users of heroin and cocaine
appear to be limited to a postmortem brain study in heroin users reporting markedly below
normal GSH throughout the brain (Gutowicz et al., 2011) and a preliminary report of low
GSH in cerebrospinal fluid of two (of three examined) patients receiving
intracerebroventricular doses of morphine for intractable cancer pain (Goudas et al., 1999).
Given the sparse literature on whether the two widely used drugs of abuse might cause
oxidative stress in human brain, as suggested by animal data, our objective was to establish
whether levels of GSH (primary outcome measure) are lower than normal (and by inference
oxidative stress above-normal) in a regionally extensive sampling of well-characterized
autopsied human brain of chronic cocaine and chronic heroin users (Wilson et al., 1996;
Kish et al., 1999, 2001; Kalasinsky et al., 2000; McLeman et al., 2000; Worsley et al., 2000;
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Siegal et al., 2004; Frankel et al., 2008). For comparison, using an HPLC-electrochemical
procedure, we measured the following compounds as secondary outcome measures which
also appeared on the chromatogram: GSSG (oxidized GSH), GSH-Cysteine (GSH-CY'S; the
mixed disulfide), uric acid (UA), a xanthine catabolite and potential antioxidant and
neuroprotective agent, reported to act via GSH (Mirecki et al., 2004; Bakshi et al., 2015),
and methionine, the latter as an index sensitive to postmortem time (Mirecki et al., 2004).
Our working hypothesis was that, based on the above-mentioned animal data, GSH levels
would be below normal throughout the brain of users of either heroin or cocaine.

2. Subjects and Methods
2.1 Subjects

Postmortem brain from a total of 11 chronic users of heroin (1 female), 9 cocaine (2
females) and 16 controls (2 females) was obtained from medical examiner offices in USA/
Canada using a standardized protocol. The study was approved by the Research Ethics
Board of the Centre for Addiction and Mental Health at Toronto. Subject information, drug
histories, and brain drug and dopamine levels are summarized in Table 2, with the
information previously reported (Wilson et al., 1996; Kish et al., 1999, 2001; Kalasinsky et
al., 2000; McLeman et al., 2000; Siegal et al., 2004). There were no statistically significant
differences in age (control, 37.0+3.1 years; heroin, 36.2+2.5 years; cocaine, 35.4+4.8 years;
mean+SEM), postmortem intervals (PMI, interval between death and freezing of the brain;
control, 14.6+1.8 hours; heroin, 13.4+2.0 hours; cocaine, 17.0£2.4 hours), or freezer storage
time at the time when the biochemical assays were performed in 2001-2003 (control,
5.4+0.5 years; heroin, 6.5+0.4 years; cocaine, 7.0+0.6 years) between the control and drug
users. At autopsy, one half-brain was fixed in formalin fixative for neuropathological
analysis, whereas the other half was immediately frozen until dissection for neurochemical
analysis. Blood samples were obtained from all of the drug users and controls for drug
screening. Sequential scalp hair samples for drug analyses could be obtained from 14 of 16
controls, 10 of 11 heroin users, and five of 9 cocaine users. Levels of drugs of abuse in blood
and other bodily fluids were measured by the local medical examiner whereas drug analyses
in brain and hair samples were conducted at the Armed Forces Institute of Pathology
(Washington, DC, USA). Heroin users met the following criteria: 1) presence of heroin
metabolites (6-acetylmorphine, morphine, or morphine glucuronide) on toxicology screens
in blood and autopsied brain; 2) absence of other drugs of abuse in bodily fluids with the
exception of ethanol (see below) or other opioid drugs (two subjects #H5 and #H7 had blood
samples positive for the opioid drug propoxyphene and its metabolite norpropoxyphene; see
Table 2); 3) evidence from the case records of primary use of heroin for >1 year prior to
death; and 4) absence of evidence of neurological illness or, at autopsy, brain pathology
unrelated to use of the drug. Five of the heroin users had recently used alcohol as indicated
by the presence of ethanol in blood (Table 2). Available hair analysis of the (10 of 11) heroin
users revealed presence of only heroin metabolites in eight of the users. The suspected cause
of death was heroin intoxication (seven), mixed drug intoxication (two), and cardiovascular
disease with heroin as a contributing factors (two). Cocaine users met the following criteria:
1) presence of cocaine or metabolite benzoylecgonine in blood or (one subject) urine;
autopsied brain, and, if available, scalp hair by GC-MS; 2) absence of other drugs of abuse
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in bodily fluids, with the exception of ethanol (see below), or in brain; 3) evidence from the
case records or interview with next of kin of use of cocaine as the primary drug of abuse for
>1 year prior to death; and 4) absence of neurological illness or, at autopsy, brain pathology
unrelated to use of the drug. Two of the cocaine users had recently used alcohol as indicated
by the presence of ethanol in blood or cocaethylene in brain. Available hair analysis of the
(five of nine) cocaine users revealed presence of only cocaine and/or metabolites in four of
the users. Known or suspected causes of death of the cocaine users were cocaine
intoxication (five), cardiovascular disease with cocaine as a contributing factors (two),
carotid artery aneurysm with cocaine as a contributing factor (one) and chest trauma (one).

All control subjects (for which brain GSH levels have been previously reported in (Mirecki
et al., 2004)) were neurologically normal and had no evidence of brain pathology on
neuropathological examination. All had no history of drug use and tested negative for drugs
of abuse in blood, autopsied brain, and in sequential scalp hair samples where available. The
cause of death for the controls were electrocution (n=1), morbid obesity (n=1), trauma
(n=3), pulmonary embolism (n=2), and cardiovascular disease (n=9).

2.2 GSH, GSSG, GSH-Cys, UA and Methionine Analysis

Brain regions were dissected as previously described (Kish et al., 1988), using the Atlas of
Riley (Riley, 1943) for the caudate, hippocampal Ammon’s horn and medial pulvinar
thalamus and Brodmann classification for frontal (BA9), temporal (BA21) and insular
cortices. Levels of GSH, GSSG, GSH-Cys, methionine, and UA in tissue homogenates were
measured by a coulometric method using HPLC and electrochemical detection with
coulometric cells as previously described (Fitzmaurice et al., 2003; Mirecki et al., 2004;
Tong et al., 2016) (see Supplementary Methods for more details). Protein concentration was
determined using the Bio-Rad Protein Assay Kit (Bio-Rad, Hercules, CA, USA) with bovine
plasma albumin as the standard.

2.3 Statistical Analyses

3. Results

Statistical analyses were performed using StatSoft STATISTICA 7.1 (Tulsa, Oklahoma,
USA). Differences in levels of GSH, GSSG, GSSG-Cys, UA and methionine among controls
and drug groups in brain regions examined were conducted using ANCOVA (p<0.05) with
age and PMI as the covariates, given influences of age and PMI on some of the outcome
measures (Mirecki et al., 2004; Tong et al., 2016), followed by post-hoc Bonferroni
adjustments (0<0.05). Correlations were examined by Pearson product moment correlation
or Spearman ranking order correlation as indicated in the text.

A one-way ANCOVA with age and PMI as the covariates disclosed that GSH, GSSG, GSH-
Cys, UA and methionine levels (Table 3) were normal in all examined brain regions of the
two drug user groups versus the controls (p>0.05), with the exception of significantly lower
levels of methionine in the caudate nucleus of users of heroin (-26%) and cocaine (-33%).
Scatter plots of GSH levels (Figure 1) and those of GSSG, GSH-Cys, UA, and methionine
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(see Supplementary Figures 1-4)1 showed overlapped data range between drug users and
control subjects.

No significant correlation was observed between levels of GSH, GSSG, GSH-Cys, UA or
methionine and available drug use parameters of the heroin and cocaine users including
duration of use (Pearson) and composite blood and brain drug levels (Spearman). Three
cocaine users (#C1, #C4 and #C6 in Table 2) demonstrated a markedly higher level of
cocaine and metabolites in brain than other cocaine users (>150 versus <50 nmol/g tissue);
however, the three cocaine users did not have abnormally low levels of GSH (Figure 1) or
out-of-range values of GSSG, GSH-Cys, UA or methionine (see Supplementary Figures 1—
4)2. Two heroin users (Table 2) had high blood levels of the opioid drug propoxyphene and
its metabolite norpropoxyphene (5.76 uM and 15.21 uM for #H5 and #H7, respectively);
however, the two were not particularly affected with respect to brain levels of GSH (see
Figure 1), GSSG, GSH-Cys, UA or methionine (see Supplementary Figures 1—4)3.

Blood tested positive for ethanol in five heroin users (0.05-0.12%; #H2, #H4, #H8, #H9 and
#H11 in Table 2) and two cocaine users (0.01% and 0.02% for #C3 and #C4, respectively, in
Table 2); however, the presence or absence of ethanol did not differentiate the outcome
measures of brain GSH, GSSG, GSH-Cys, UA or methionine. Cocaine users showed a
moderate loss of striatal dopamine (Wilson et al., 1996) whereas dopamine levels were
normal in heroin users (Kish et al., 2001); however, dopamine levels in the caudate were not
significantly correlated (Pearson) with those of GSH, GSSG, GSH-Cys, UA or methionine
in the drug users.

In this sample of controls and/or drug users, we found no significant correlation (Pearson)
between levels of GSH, GSSG, GSH-Cys, UA or methionine and age or PMI of the subjects
(all subjects included or in individual groups).

4. Discussion

The main finding of our study is that levels of GSH are normal in autopsied brain of chronic
users of heroin and cocaine. Further, we found no correlation between recent drug exposure
(as suggest by brain drug levels) and levels of the tri-peptide antioxidant.

4.1 Limitations

There are many limitations to postmortem human brain studies. Because, as we have shown
previously (Mirecki et al., 2004), levels of both reduced and oxidized glutathione are
decreased in autopsied vs. biopsied human brain, postmortem time must have influenced to
some degree concentration of our major outcome measures. Nevertheless, we feel it
reasonable to expect that qualitative differences or lack thereof, found in the autopsied brain
would be generally similar to those occurring in living brain. Further, there were no
statistically significant differences amongst mean PMI for the drug and control groups (note:
PMI was included as a covariate in the statistical analysis), and mean levels of the amino
acid methionine, which increase quite markedly after death (Mirecki et al., 2004), were also

1‘3Supplementary material can be found by accessing the online version of this paper at http://dx.doi.org and by entering doi: ...

Drug Alcohol Depend. Author manuscript; available in PMC 2019 September 01.


http://dx.doi.org/

1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Tong et al.

Page 7

mostly similar in the three groups. Further, we did not observe any significant negative
correlations between levels of GSH and methionine among brain regions and groups;
including methionine levels as a covariate did not change any statistical outcomes of the
other analytes.

Little information on drug doses, precise duration of chronic use, medication history, or
history of alcohol consumption, which is known to be able to deplete brain GSH (Uys et al.,
2014), was available for the subjects of our study. In this regard, the possibility cannot be
excluded that unknown medications or other drugs used by the subjects of our study might
have influenced GSH levels in the brain. However, we can be certain that the users of
cocaine and heroin must have used these drugs, at least as recently as 72 hours before death
as they all tested positive for the drug in the brain and/or blood.

Arguing against the notion that we might not have been able to detect a small/modest change
in postmortem brain GSH concentrations are our previous findings demonstrating a modest
GSH reduction (19 to 30%) in autopsied substantia nigra of patients with three different
degenerative Parkinsonian conditions (n=10-16 per group; Fitzmaurice et al., 2003) and the
observation of slightly decreased (by 17%) GSH levels in striatum of rodents exposed to a
binge dose of methamphetamine (Moszczynska et al., 1998). Previously we reported a trend
for a modest reduction (by 35%) in autopsied brain of human methamphetamine users, but
which was restricted to the subgroup having severe loss of the neurotransmitter dopamine
(Mirecki et al., 2004).

4.2 Comparison with Literature (Human)

To our knowledge, there have been no previous studies of glutathione in postmortem or
living brain of human cocaine users. However, in autopsied brain of users of heroin,
Gutowicz and colleagues (Gutowicz et al., 2011) reported markedly (by about 20-40%)
lower GSH in the cerebral cortex, hippocampus, brain stem and white matter. Assuming in
their report that brain “heroin level” means total concentration in brain of the major heroin
metabolites (6-acetylmorphine, morphine, morphine glucuronide), the brain drug levels in
heroin users of the Gutowicz study were generally similar to those in our investigation,
suggesting that the extent of recent drug exposure to the heroin users was also similar in
both studies. Possibly the discrepancy might be explained by differences in methodologies
for glutathione (HPLC with electrochemical detection in our study vs. colorimetric assay;
see Tong et al., 2016 for discussions), differences in drug history of the heroin users, or be
related to the very long PMI (two-four days) in the Gutowicz study vs. a much shorter mean
of 14 hours for both heroin users and controls in our investigation, and uncertainty whether
drug and control groups were matched for PMI in the earlier investigation. In this regard,
GSH levels reported by Gutowicz study in control brains (2.3-3.4 mM, assuming a protein/
tissue ratio of 0.05 (Tong et al., 2016) and a brain unit weight of 1 g/mL) were higher than
those reported in the literature for autopsied human brain (generally < 2 mM) (Perry et al.,
1982; Slivka et al., 1987; Sofic et al., 1992; Sian et al., 1994) including our studies
(Fitzmaurice et al., 2003; Mirecki et al., 2004; Tong et al., 2016) despite much longer PMI
(>48 hrs. vs <26 hrs.). It is also possible that the autopsied brains in the Gutowicz study had
suffered from more severe pathology (not reported), e.g., hypoxic/ischaemic lesions
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(Andersen and Skullerud, 1999; Buttner et al., 2000), than those in our study as some animal
data suggest that prolonged ischemia might cause glutathione depletion in brain (Rehncrona
et al., 1980; Slivka and Cohen, 1993). In this respect, qualitative brain neuropathological
examination in our cases did not reveal obvious abnormalities (cell loss or gliosis) in the
drug users with the exception of some hypoxic/ischaemic neuronal changes in CA1 of
hippocampus (#C3), mild diffuse gliosis in midbrain (#C4) and acute subarachnoid
hemorrhage (#C9) in three cocaine users, respectively, and mild ventricular dilatation (#H5)
and mild diffuse gliosis in diencephalon and lower brainstem (#H11) in two heroin users,
respectively.

4.3 Why Did Animal GSH Findings on Morphine/Cocaine Not Translate into The Human?

Although, as mentioned above, the experimental animal literature is generally consistent
(below normal GSH following chronic heroin or cocaine exposure; Table 1), we found no
significant change in GSH levels in brain of humans chronically exposed to either of the
drugs. Possibly the difference could be explained by different extent of drug exposure in the
animal studies vs. that in our human investigation and by different redox response in animals
vs humans as exemplified by reported GSH depletion in animal ischemia (Slivka and Cohen,
1993) versus compensatory GSH elevation in human brain stroke (An et al. 2012). The
possibility has to be considered that acute/sub-chronic exposure to the drugs, e.g., as
suggested by experimental reports of GSH depletion by morphine and cocaine (Table 1) and
by a report of depletion of cerebrospinal fluid GSH levels in the human after acute
intracerebroventricular morphine for cancer pain (Goudas et al., 1999), might have resulted
in excessive GSH utilization and depletion, but that tolerance (compensatory increase in
GSH synthesis) occurred in the users of our investigation who likely had been exposed to the
drugs for years. Most animal studies employed passive drug administration, and it is
conceivable that this might have produced a different profile of brain redox response and
disturbance as compared to that of drug self-administration (e.g., see Pomierny-Chamiolo et
al., 2013), more relevant to the human condition. The study by Uys et al. (2011) shows that
rats repeatedly exposed to cocaine had decreased levels of GSH in brain (nucleus
accumbens) at three weeks withdrawal versus saline-treated animals whereas an acute
challenging dose of cocaine restored brain GSH levels to that of the controls, suggesting a
possible effect of abstinence although some of the studies examined GSH within hours of
final drug administration (Abdel-Zaher et al., 2010, 2013a,b). The age of initial drug
exposure could be another variable as cocaine exposure during adolescence, which is
common in many human users, was not associated with GSH loss in rats later in adults (Zhu
etal., 2016, 2017). Interestingly, a recent study (Joshi et al., 2014) showed that morphine
could counteract chronic restraint stress-induced GSH depletion in rat brain, suggesting
some interactions between drugs of abuse and stress-induced redox disturbance (Madrigal et
al., 2001; Ahmad et al., 2010; Kumar et al., 2011; Moretti et al., 2012; Filho et al., 2015;
Bouvier et al., 2017; Famitafreshi and Karimian, 2017). Perhaps some of the above factors
might help to explain why available preclinical animal data demonstrating a brain GSH
reduction following morphine or cocaine exposure do not translate to the human.
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4.4 Glutathione and Oxidative Stress in Heroin and Cocaine Users

We emphasize that the “negative” results of our investigation do not imply that chronic use
of the abused drugs cocaine and heroin do not cause oxidative stress in human brain, but
rather that exposure to the drugs at the doses used by the subjects of our study, which are
probably within the dose regimen employed in experimental animal studies (e.g., see Nayak
et al., 1976; Djurendic-Brenesel et al., 2010), might not cause oxidative stress of a
magnitude that produces some brain depletion of the antioxidant glutathione. Here we
caution also that the extent of oxidative stress necessary to cause GSH depletion in human
brain is not known and that mild to moderate oxidative stress could induce compensatory
increase in GSH synthesis (cf. Tong et al., 2016). Recently, clinical trials of the antioxidant
n-acetylcysteine, a prodrug to the rate-limiting GSH precursor cysteine, were performed in a
variety of human addiction conditions including cocaine with mixed outcomes (see Berk et
al., 2013; McClure et al., 2014; Deepmala et al., 2015; Trivedi and Deth, 2015; Duailibi et
al., 2017; Nocito Echevarria et al., 2017; Schulte et al., 2017 for reviews). However, N-
acetylcysteine was employed primarily as a modulator of glutamate neurotransmission, with
its antioxidant property as a possible secondary mechanism (LaRowe et al., 2013; McClure
etal., 2014). In retrospect, our findings of hormal brain GSH in heroin and cocaine users
provide no support to use of this GSH prodrug to address a GSH deficiency in brain, at least
during early withdrawal when the drugs of abuse were tested positive. Future trials of N-
acetylcysteine in opiate and cocaine dependence, aiming at redox homeostasis (Trivedi and
Deth, 2015), might take our autopsied brain finding of normal brain GSH levels into
consideration.

5. Conclusions

The main finding of our study is that, in contrast to results of animal studies, levels of
glutathione were found to be normal in autopsied brain of chronic users of heroin and of
cocaine, suggesting that any oxidative stress caused by the drugs might not be sufficient to
deplete substantially tissue stores of the antioxidant. Our findings, although suggestive, must
be considered preliminary especially given the limitations associated with autopsied brain
investigations including large variability of GSH levels and a small sample size. Future
studies might also consider measurement of GSH in living human brain using a magnetic
resonance imaging approach in which the influence of heroin and cocaine (and also opiates
for therapeutic purposes) can more easily, e.g., longitudinally, be examined.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Highlights
. Effects of morphine and cocaine on brain GSH in animal studies are
reviewed.
. Exposure to morphine or cocaine can deplete brain GSH in animals.
. GSH was measured in autopsied brains of chronic heroin and cocaine users.
. Extensive toxicology confirmed chronic use of heroin or cocaine.
. Human chronic heroin and cocaine users have normal levels of brain GSH.
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Figure 1.

Scatter plots of levels of reduced glutathione (GSH) in brain of users of heroin and cocaine
and control subjects. Circled up-triangles identify two heroin users with high blood levels of
propoxyphene and metabolite norpropoxyphene; circled down-triangles identify three
cocaine users with high levels of cocaine and metabolites in brain.
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