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Abstract
Aim—To examine whether withdrawal after abstinence and cue-elicited craving were associated
with polymorphisms within two genes involved in regulating the endocannabinoid system,
cannabinoid receptor 1 (CNR1) and fatty acid amide hydrolase (FAAH). Two single nucleotide
polymorphisms (SNPs) in the CNR1 (rs2023239) and FAAH (rs324420) genes, associated previously
with substance abuse and functional changes in cannabinoid regulation, were examined in a sample
of daily marijuana smokers.

Participants—Participants were 105 students at the University of Colorado, Boulder between the
ages of 18 and 25 years who reported smoking marijuana daily.

Measurements—Participants were assessed once at baseline and again after 5 days of abstinence,
during which they were exposed to a cue-elicited craving paradigm. Outcome measures were
withdrawal and craving collected using self-reported questionnaires. In addition, urine samples were
collected at baseline and on day 5 for the purposes of 11-nor-9-carboxy-Δ9-tetrahydrocannabinol
(THC–COOH) metabolite analysis.

Findings—Between the two sessions, THC–COOH metabolite levels decreased significantly, while
measures of withdrawal and craving increased significantly. The CNR1 SNP displayed a significant
abstinence × genotype interaction on withdrawal, as well as a main effect on overall levels of craving,
while the FAAH SNP displayed a significant abstinence × genotype interaction on craving.

Conclusions—These genetic findings may have both etiological and treatment implications.
However, longitudinal studies will be needed to clarify whether these genetic variations influence
the trajectory of marijuana use/dependence. The identification of underlying genetic differences in
phenotypes such as craving and withdrawal may aid genetically targeted approaches to the treatment
of cannabis dependence.
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Introduction
The investigation of genetic factors that influence the development and expression of drug-
related problems is one of the most promising areas of research on addiction. With respect to
the heritability of illicit drug use, and in particular cannabis use, recent studies have documented
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that genetic factors account for a significant portion of variance in use, abuse and dependence
[1–7]. In an effort to identify genetic factors and the mechanisms by which they influence
addiction, the utilization of an intermediate phenotype or ‘endophenotype’ approach may be
useful. The ideal intermediate phenotype, or ‘endophenotype,’ would be one that is narrowly
defined, associated with the clinical manifestation of addiction, and related to an underlying
biological mechanism [8]. Importantly, the use of narrowly defined phenotypes increases the
statistical power available to detect significant associations with particular candidate genes and
facilitates the interpretation of the findings. While recent work on alcohol and drug abuse has
moved in this direction, cannabis research has yet to follow because of the lack of cannabis
dependence endophenotypes.

Craving and loss of control over drug use behavior are constructs that are central to the addiction
process [9–14]. Craving has been linked to the action of drugs on the mesocorticolimbic
dopamine pathways in the brain and the repeated activation of these pathways is thought to be
an important factor in the etiology of addiction [15–17]. The study of cue-elicited craving for
alcohol, tobacco and other drugs has been proven to be a useful approach to understanding
basic mechanisms related to addiction. Numerous studies have indicated that exposure to
smoking cues (e.g. the sight and smell of a lit cigarette) markedly increases craving for tobacco
[17–20] and that exposure to alcohol cues increases craving for alcohol [21–24].

With respect to the cannabis literature, cue-elicited craving for cannabis represents a potentially
powerful, and untapped, endophenotype for research on genetic factors related to cannabis
abuse. To date, there is only one published study of cue-elicited craving for cannabis. In this
report, scripts describing an individual experiencing cannabis craving were used to manipulate
craving [25]. The results of this study demonstrated the reliability and validity of a marijuana
craving measure (the Marijuana Craving Questionnaire) and demonstrated that this measure
was sensitive to script condition (no urge, low urge and high urge), demonstrating that imagery
scripts can be used to elicit craving for cannabis.

With respect to marijuana withdrawal, a growing number of controlled studies suggest the
presence of a reliable and empirically valid withdrawal syndrome for cannabis users [26–31].
Withdrawal symptoms observed include anger, aggression, irritability, restlessness, shakiness,
sleep disturbance, decreased appetite and decreased weight [26]. The time–course of
withdrawal symptoms is similar to the time–course of symptoms associated with other drugs
such as tobacco. Onset begins within 1–3 days of abstinence, with the peak effects occurring
on or before day 6, persisting for as long as 10–14 days [26,30]. Reports suggests that as many
as 67% of cannabis-dependent adolescents reported problems with withdrawal [32], while 16%
of individuals who smoked at least 21 days per year reported withdrawal [33].

While cannabis withdrawal may not include some of the serious medical problems observed
with alcohol and opioid withdrawal, it is likely that the symptoms associated with cannabis
withdrawal (e.g. negative affect, appetite and sleep disturbance) contribute to the development
and intractability of cannabis dependence. In this sense, cannabis withdrawal may be analogous
to other, better-understood withdrawal syndromes (e.g. tobacco withdrawal, alcohol
withdrawal) that have been the target of intervention efforts. Furthermore, cannabis withdrawal
has been described increasingly in terms of the physiological sequelae that coincide with this
syndrome, including alterations in dopamine neurotransmission [34], as well as alterations in
other systems [35].

The first candidate gene we examined was the cannabinoid receptor 1 gene (CNR1). A report
by Zhang and colleagues [36] suggests that an intronic single nucleotide polymorphism (SNP)
(rs2023239) may create an alternative CNR1 transcript in the brain and suggests that this SNP
and two others are associated with substance abuse in general. However, a recent study
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conducted by Herman and colleagues [37] failed to replicate these findings in both European
American and African American populations with a primary diagnosis of alcohol dependence.
The second candidate gene chosen for investigation was the fatty acid amide hydrolase gene
(FAAH). Previous studies have demonstrated that the fatty acid amide hydrolase (FAAH), the
enzyme that metabolizes Δ9-tetrahydrocannabinol (THC) in the brain, is a critical temporal
regulator of endocannabinoid signaling [38–40]. One SNP in FAAH of interest (rs324420)
involves a non-synonomous 385C to A substitution that converts a conserved proline residue
to threonine. A previous study found an association between this SNP and substance abuse
[38]. Although the functional significance of this non-synonomous SNP is not understood fully,
the 385A variant encodes for a mutant FAAH enzyme characterized by reduced cellular
stability compared to the wild-type [41]. Thus, the A variant may lead to lower FAAH enzyme
levels, resulting in greater endocannabinoid activity via less efficient degradation of
endocannabinoids and in turn may have an impact on measures of withdrawal, craving and
mood.

The objectives of the present study were to examine craving and withdrawal after 5 days of
marijuana abstinence in a sample of daily marijuana smokers. In addition, the present study
was designed to test whether putative functional SNPs within the CNR1 and FAAH genes were
associated with changes in craving and withdrawal after abstinence.

Methods
Participants

All participants gave their written, informed consent before participating in this study.
Participants were students at the University of Colorado, Boulder between the ages of 18 and
25 years. Individuals were excluded from the study if they were taking any psychotropic
medications, currently using any recreational drugs other than marijuana or attempting to quit
smoking marijuana. In addition, participants had to be daily marijuana smokers during the past
year (smoke marijuana at least once a day, 5–7 days per week). Participants received $50 for
participating in this study. The University of Colorado Human Research Committee approved
all procedures.

Procedure
Session 1—After completing a telephone screen, which included questions concerning the
quantity and frequency of marijuana use, use of other recreational drugs and use of psychotropic
medications, participants were invited to the laboratory for the first session of the study.
Participants were instructed not to drink any alcohol 24 hours prior to, or smoke any marijuana
6 hours prior to, their session. Upon arrival to the laboratory, participants read and signed an
informed consent form and provided a cheek cell and saliva sample for DNA analysis.
Individuals were also breathalyzed to ensure that they had not recently used alcohol. In addition,
they gave a urine sample in order to obtain a baseline THC level. Finally, participants completed
a series of questionnaires pertaining to their drug use patterns, personality and mood. After this
session was completed, they were scheduled to come back to the laboratory 5 days later to
complete the second session of the study. They were instructed not to smoke any marijuana
between the two sessions and were informed that a urine toxicology screen would be performed
to confirm their abstinence.

Session 2—When participants arrived at the laboratory for the second session, they were
again breathalyzed to ensure that they did not have alcohol in their system. They also provided
another urine sample for THC analysis. Participants then completed measures concerning their
mood and craving for marijuana. Finally, they were exposed to the cue and again completed
the craving and mood measures.
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Cue exposure—Based on participants' preference, they were exposed to either a used bong
or pipe while sitting alone at a desk. They listened to an audio tape that instructed them to focus
their attention on the bong/pipe, smell the bong/pipe, and imagine what it would be like to
smoke marijuana out of the bong/pipe. The exposure lasted approximately 2.5 minutes.
Participants completed measures of craving and mood before and after exposure to the cue.

Individual difference measures
A demographics questionnaire was used to collect information on age, sex, marital status,
socio-economic status, occupation, income, education and race/ethnicity.

A drug use history questionnaire was used to assess the frequency of life-time and recent use
for cocaine, amphetamine, opiates, sedatives, hallucinogens and alcohol.

A time-line follow-back (TLFB) interview was used to assess daily substance use for the 30
days prior to the screening session [42]. The TLFB is a calendar-assisted structured interview
that provides the subject with temporal cues to increase the accuracy of recall. This interviewer-
administered instrument has demonstrated test–retest reliability and validity [43].

The Marijuana Dependence Checklist (MDC) is based on DSM-IV criteria and consists of the
following: (i) wanted or tried to cut down on cannabis use but could not; (ii) the same amount
of cannabis had less effect or the same effect took more; (iii) spent a great deal of time getting,
using or getting over the effects of cannabis; (iv) used cannabis more often or in larger amounts
than wanted to; (v) kept from engaging in work, school or recreation; (vi) cannabis-related
psychological problems; and (vii) cannabis-related health problems. The sum of the symptoms
endorsed is a proxy measure of the extent of marihuana use disorder (abuse and dependence
symptoms).

The Alcohol Consumption Questionnaire (ACQ) was used to assess alcohol consumption over
the past year (12 months). The ACQ asks participants to indicate the type of alcohol usually
consumed, amount of alcohol usually consumed in a ‘typical’ drinking session, largest amount
of alcohol ever consumed and how often alcohol is used.

Experimental measures
The Marijuana Withdrawal Checklist (MWC) was used to collect information on withdrawal
symptoms during both sessions at baseline. The MWC is a multiple-item scale of marijuana
withdrawal [26,44].

The Profile of Mood States (POMS) was used to collect information on mood changes. The
POMS is a reliable and valid measure of affect [45,46].

The Craving and Mood Questionnaire (CMQ) consists of five items that were rated on a scale
of 0–100 and were combined to form a marijuana craving scale. The five items (modified to
measure craving for marijuana) are: ‘I crave marijuana right now’, ‘I have an urge for
marijuana’, ‘I have a desire for marijuana right now,’ ‘if it were possible, I would smoke
marijuana now’ and ‘all I want right now is marijuana’.

THC metabolite analysis
In order to determine whether individuals were compliant with the marijuana abstinence
instructions, urine samples were collected pre- (session 1) and post-5-day abstinence period
(session 2). Collected samples were frozen immediately and shipped on ice to the Center for
Human Toxicology at the University of Utah Health Sciences Center for quantitative THC
metabolite analysis. A gas chromatograph-mass spectrometer using electron impact ionization
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(GC/MS EI) and selective ion monitoring (SIM) was used to quantitate levels of 11-nor-9-
carboxy–Δ9-tetrahydrocannabinol (THC–COOH), the primary metabolite of marijuana.
Briefly, a four-point standard curve (0, 7.5, 15 and 30 ng/ml) was generated for THC–COOH
in drug-free urine. The curve was run in duplicate, quality control samples in triplicate and
samples singly. Prior to extraction, 30 ng of internal standard (d3-?9 THC–COOH) was added
to all samples, standards and controls. Quantitation was achieved by calculating the peak-area
ratios of derivatized THC–COOH/internal standard. Observing a reduction in THC–COOH
urine levels between the pre- and post-abstinence period was used to confirm abstinence from
marijuana use during the 5-day abstinence period.

Compliance
To confirm compliance, and exclude those who were non-compliant, with the marijuana
abstinence instructions, urine samples collected at baseline and 5 days abstinent were analyzed
for THC–COOH metabolite levels. Individuals were excluded from the statistical analyses if
their day 5 THC–COOH levels were not 50% lower than their baseline THC–COOH levels.
Using the exclusion criteria noted above, 35 of the 140 participants were found to be non-
compliant and as such were excluded from statistical analyses, leaving this study with a sample
size of 105 individuals. However, we compared these 35 subjects who did not maintain
compliance to those who did. χ2 analyses were used to compare the groups on sex and frequency
of the CNR1 and FAAH SNPs. There were no differences on these variables (P > 0.05); t-tests
were used to compare the groups on marijuana use variables. Although not significant, the non-
compliant group was slightly higher than the compliant group in terms of the marijuana
dependence score [mean = 5.8, standard deviation (STD) = 2.4 versus mean = 5.2, STD = 2.3]
and slightly lower in quantity (mean = 50.5, STD = 36.6; mean = 56.5, STD = 31.1) and
frequency of use (mean = 25.7, STD = 5.5; mean = 27.7, STD = 3.9). The difference in
frequency use approached significance (P = 0.06). Compliant participants demonstrated a mean
decrease of urine THC–COOH by 68% between baseline and day 5 of abstinence (data not
shown).

DNA extraction and genetic analysis
To facilitate the third aim, DNA from cheek swabs was collected and extracted following
published procedures [22,47,48]. The CNR1 rs2023239 and FAAH rs324420 SNPs were
genotyped using 5′-nuclease assays (TaqMan®, Foster City, CA, USA) purchased from ABI
in conjunction with the ABI 7500 thermocycler [49]. To ensure accurate genotyping results,
accuracy was assessed by re-genotyping 25% of the total sample at random for both SNPs, and
was found to be 100% accurate.

Overview
Pre-test baseline differences and frequencies for the CNR1 and FAAH SNPs are presented in
Table 1. The frequencies of the SNPs were consistent with previous reports and both SNPs
were in Hardy–Weinberg equilibrium. Because, for each SNP, only a few individuals were
homozygous for the minor allele, these individuals were combined with the heterozygote group
to form one group that was then compared with the group that was homozygous for the common
allele. The FAAH and CNR1 SNPs were not in linkage disequilibrium. Analysis of the effects
of cannabis withdrawal utilized a 2 (abstinence: pre-abstinence versus post-abstinence) × 2
[genotype: CNR1 T/T versus CNR1 T/C (T/C and C/C) or FAAH C/C versus C/A (C/A and A/
A)] mixed analyses of variance where trial was a within-subjects factor and genotype was a
between-subjects factor. Analysis of the effects of cue-exposure utilized a 3 (cue: pre-
abstinence, pre-cue exposure versus post-abstinence, pre-cue exposure versus post-abstinence,
post-cue exposure) × 2 (genotype: CNR1 T/T versus CNR1 T/C or FAAH C/C versus C/A)
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mixed analysis of variance where cue was a within-subjects factor and genotype was a between-
subjects factor. SAS version 9.1 was used to conduct all analyses.

Participant characteristics
Demographic information and pre-test comparisons are presented in Table 1. The first set of
analyses tested for differences among CNR1 (T/T versus T/C) and FAAH (C/C versus C/A)
genotype groups on baseline demographics and marijuana use variables that might confound
the main analyses. There were no differences for either of these genes on age, race or gender.
There were, however, differences on a few marijuana use measures, such that CNR1 T/C
individuals scored significantly higher on the MDC and reported significantly higher quantity
and frequency of marijuana use per month and day, respectively. These variables were not used
as covariates because this study utilized an intermediate phenotype approach (aka,
endophenotype), and as such it is expected that the genetic variable(s), the intermediate
phenotype(s) and the clinical phenotype(s) are all related. The premise of this approach is that
genetic variables contribute to withdrawal and cue-elicited craving, which contributes in turn
to frequency of use and dependence. The correlation between MDC and the withdrawal score
after abstinence was r(100) = 0.27, P < 0.05, and the correlation between MDC and craving
after cue exposure was r(102) = 0.19, P = 0.058.

Results
Withdrawal

Analyses of the withdrawal scale revealed a significant effect for abstinence, F(1,96) = 35.55,
P < 0.0001, such that withdrawal increased significantly after 5 days of abstinence. Analysis
of the CNR1 SNP revealed a significant abstinence × genotype interaction, F(1,96) = 6.71, P <
0.012, indicating that T/C individuals demonstrated greater withdrawal after abstinence (see
Fig. 1). There was a trend towards a main effect for the CNR1 SNP P < 0.082. Analysis of the
FAAH SNP did not reveal any significant effects.

Effects of withdrawal on mood
Ratings on the POMS subscale of depression/negative affect were higher after 5 days of
abstinence. The FAAH C/A carriers (Fig. 2) trended toward a significant abstinence × genotype
interaction, F(2,194) = 3.31, P < 0.056, while CNR1 T/C carriers (Fig. 3) demonstrated a
significant abstinence × genotype interaction, F(2,194) = 5.22, P < 0.02. However, exposure to
a marijuana cue had no effect. Furthermore, there was a significant additive interaction effect
of these two genotypes on negative affect such that individuals that were FAAH C/A carriers
and CNR1 T/C carriers reported greater negative affect than any other genotype combination
F(2,194) = 3.55, P < 0.047 (Fig. 4).

Effects of cue exposure
Analyses of the craving scale revealed a significant effect for abstinence, F(2,194) = 30.24, P
< 0.0001, indicating that craving increased significantly after abstinence. Analysis of the
CNR1 SNP revealed a significant main effect, F(2,194) = 4.3, P < 0.041, but no interaction,
indicating that craving was significantly greater at pre-abstinence, post-abstinence and post-
cue exposure from marijuana for the CNR1 T/C group (see Fig. 5). Analysis of the FAAH SNP
revealed a significant abstinence × genotype interaction, F(2,194) = 3.90, P < 0.04, but no
significant main effect for the FAAH SNP. The FAAH C/C group demonstrated a greater
increase in craving after abstinence compared to the FAAH C/A group (see Fig. 6). Exposure
to the marijuana cues did not impact significantly any of the mood scales.
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Discussion
Consistent with previous findings [44], the present study indicates that abstinence from
marijuana use precipitates withdrawal in daily smokers. Abstinence from marijuana use also
produces significant increases in withdrawal, craving and negative affect. In addition, the
findings from the present study indicate that exposure to marijuana cues (e.g. sight and smell
of a used marijuana bong) increase craving above and beyond craving levels due to withdrawal.
The results indicate that 5 days of abstinence has a highly significant impact on variables such
as withdrawal, negative affect and craving. Given that significant withdrawal, negative affect
and craving are often conceptualized as predictors of treatment success, these variables may
represent useful targets, both in the context of gene association studies as well as studies that
seek to identify medications that may be used to treat cannabis dependence.

With respect to the use of these variables as endophenotypes, the findings also provide some
‘proof of concept’ in the form of significant associations between these variables and putatively
functional SNPs that have been associated previously with substance abuse. The findings
indicate that a T to C SNP in the CNR1 gene is a significant predictor of withdrawal after
abstinence, as well as a predictor of overall levels of craving. A previous study has suggested
that individuals with the C substitution may have an alternative CNR1 transcript that is
associated with a higher risk for developing substance abuse problems [36]. Consistent with
this previous work, the present study indicates that individuals possessing one or more C alleles
are more likely to experience greater withdrawal, negative affect and higher levels of craving
to smoke more marijuana. In addition, CNR1 C-carriers had 20% higher marijuana dependency
checklist scores and used 30% more joints per month as T/T subjects. Furthermore, the present
study, consistent with a previous study linking the FAAH SNP with substance abuse [38],
observed a significant association between this SNP and craving, such that individuals with
the C/C genotype demonstrated significantly greater craving after abstinence than did
individuals with at least one copy of the A allele.

These findings may have both etiological and treatment implications. For example, individuals
with the CNR1 T/C genotype may be more likely to develop dependence and/or more likely
to have trouble establishing abstinence or reducing marijuana use. However, longitudinal
studies will be needed to clarify whether this genetic variable actually influences the trajectory
of marijuana use/dependence. In addition, treatment studies that incorporate this information
are needed to determine whether these (or other) genetic variants may influence treatment
outcomes and determine whether alternative treatments may be indicated for these individuals.

Finally, future studies should include diagnostic interviews to document abuse/dependence
and also examine comorbid anxiety disorders. Furthermore, future studies are needed to
determine whether these SNPs may be associated with differential sensitivity to the acute
effects of marijuana. Previous studies have suggested that sensitivity to marijuana plays an
important role in the development of marijuana use problems [50,51]. Clearly, the subjective
experience of marijuana use in terms of changes in mood, euphoria and reward may play an
important role in the trajectory of marijuana use. It stands to reason that SNPs that alter either
the regulation of cannabinoid signaling (e.g. the FAAH SNP) or create an alternative form of
the CB1 receptor (e.g. the CNR1 SNP) may also alter the subjective effects of marijuana use.
Future research needs to examine these genetic variables in the context of marijuana
administration in order to determine whether these SNPs alter the acute effects of marijuana
use.

In conclusion, the cannabis dependence endophenotypes, craving and withdrawal, are
important factors in the etiology and treatment of cannabis dependence and, given growing
recognition of the underlying physiological sequalae that coincide with long-term cannabis
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use, these phenotypes are likely to lend themselves to the identification of underlying genetic
factors that have direct implications for treatment approaches.
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Figure 1.
Withdrawal scores pre- and post-5-day abstinence from marijuana by cannabinoid receptor 1
(CNR1) genotype. Values represent the mean ± 1 standard error of the mean. Individuals with
the T/C genotype demonstrated significantly greater post-abstinence withdrawal scores
compared to T/T individuals
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Figure 2.
Mood effects on the Profile of Mood States depression scale at pre-abstinence, post-abstinence
and post-cue exposure from marijuana by fatty acid amide hydrolase (FAAH) genotype. Values
represent the mean ± 1 standard error of the mean. Individuals with the FAAH C/A genotype
displayed a trend toward greater negative affect at post-abstinence and post-cue exposure from
marijuana
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Figure 3.
Mood effects on the Profile of Mood States depression scale at pre-abstinence, post-abstinence
and post-cue exposure from marijuana by cannabinoid receptor 1 (CNR1) genotype. Values
represent the mean ± 1 standard error of the mean. Individuals with the CNR1 T/C genotype
demonstrated significantly greater negative affect at post-abstinence and post-cue exposure
from marijuana

Haughey et al. Page 13

Addiction. Author manuscript; available in PMC 2010 May 20.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 4.
Mood effects on the Profile of Mood States depression scale at pre-abstinence, post-abstinence
and post-cue exposure from marijuana by fatty acid amide hydrolase–cannabinoid receptor 1
(FAAH–CNR1) genotype. Values represent the mean ± 1 standard error of the mean.
Individuals possessing the FAAH–CNR1 genotype C/A–T/C demonstrated a significant gene
(gene additive interaction and displayed greater negative affect after marijuana withdrawal at
post-abstinence and post-cue exposure from marijuana
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Figure 5.
Craving scores pre-abstinence, post-abstinence and post-cue exposure from marijuana by
cannabinoid receptor 1 (CNR1) genotype. Values represent the mean ± 1 standard error of the
mean. Individuals with the T/C genotype demonstrated significantly greater pre-abstinence,
post-abstinence and post-cue craving scores compared to T/T individuals
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Figure 6.
Craving scores pre-abstinence, post-abstinence and post-cue exposure from marijuana by fatty
acid amide hydrolase (FAAH) genotype. Values represent the mean ± 1 standard error of the
mean. Individuals with the C/C genotype demonstrated significantly greater increase in
withdrawal scores compared to C/A individuals and fatty acid amide hydrolase (FAAH)
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