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ABSTRACT

Drug addiction shares common neurobiological pathways and risk genes with other psychiatric diseases, including
psychosis. One of the commonly identified risk genes associated with broad psychosis has been ZNF804A. We sought
to test whether psychosis risk variants in ZNF804A increase the risk of heroin addiction by modulating neurocognitive
performance and gray matter volume (GMV) in heroin addiction. Using case-control genetic analysis, we compared the
distribution of ZNF804A variants (genotype and haplotype) in 1035 heroin abusers and 2887 healthy subjects. We
also compared neurocognitive performance (impulsivity, global cognitive ability and decision-making ability) in 224
subjects and GMV in 154 subjects based on the ZNF804A variants. We found significant differences in the distribution
of ZNF804A intronic variants (rs1344706 and rs7597593) allele and haplotype frequencies between the heroin and
control groups. Decision-making impairment was worse in heroin abusers who carried the ZNF804A risk allele and
haplotype. Subjects who carried more risk alleles and haplotypes of ZNF804A had greater GMV in the bilateral insular
cortex, right temporal cortex and superior parietal cortex. The interaction between heroin addiction and ZNF804A
variants affected GMV in the left sensorimotor cortex. Our findings revealed several ZNF804A variants that were
significantly associated with the risk of heroin addiction, and these variants affected decision making and GMV in
heroin abusers compared with controls. The precise neural mechanisms that underlie these associations are unknown,
which requires future investigations of the effects of ZNF804A on both dopamine neurotransmission and the relative
increases in the volume of various brain areas.
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INTRODUCTION

Opioid dependence is a relapsing psychiatric disorder
characterized by withdrawal, tolerance and a compulsive
drive to take drugs despite serious adverse consequences,
including various health and social problems (Leshner
1997). Long-term addiction to opioids is associated with
pathologic changes in brain functional circuits that

regulate how a person interprets and behaviorally
responds to motivationally relevant stimuli (Kalivas &
O’Brien 2008). Identifying factors that drive relapse fol-
lowing abstinence remains one of the major challenges
for clinicians and researchers.

Twin and family studies indicate that genetic risk
factors may account for 40–60 percent of the etiology of
addictive disorders (Uhl 2004). Epidemiologic studies
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strongly suggest that genetic factors operate at all stages
of addiction, including vulnerability to initiation, con-
tinued use and the propensity to become dependent
(Kreek et al. 2005). These genetic vulnerabilities may
reflect measurable neurobiology and personality traits
related to reward and dependence (Robbins & Everitt
1999).

High comorbidity exists between addiction with psy-
chiatry disorders, especially schizophrenia and bipolar
disorder (Regier et al. 1990; Batel 2000). Drug addiction
is related to other psychiatric diseases through genetically
influenced common neurobiological pathways that
modulate reward, behavioral control and stress responses
(Goldman, Oroszi & Ducci 2005). Genetic association
studies have shown overlap between addiction and psy-
chiatric disorders (Hong et al. 2011; Lee et al. 2013).

The first risk gene that was identified as having a
genome-wide significance for both schizophrenia and
bipolar disorder was the zinc finger protein 804A gene
(ZNF804A; O’Donovan et al. 2008; Purcell et al. 2009).
ZNF804A is widely expressed in human brain neurons
and has diverse interactions with genes related to
dopaminergic transmission, such as the catechol-O-
methyltransferase and dopamine receptor 2 genes, which
are also critical for opioid reward and addiction
(Demetrovics et al. 2010; Girgenti, LoTurco & Maher
2012; Martinez et al. 2012; Bernstein et al. 2014).
Hence, the first aim of the present study was to examine
the association between ZNF804A variants and heroin
addiction in a sample of Han Chinese.

Endophenotypes may be more correlated than diag-
nostic phenotypes with the genetic liability to disease
(Almasy & Blangero 2001). The detection of gene effects
at the level of intermediate endophenotypes offers the
opportunity to identify gene–environment interactions
and understand the influence of environmental exposure
(Goldman et al. 2005). Neuroimaging and cognitive
traits have been used as intermediate endophenotypes to
relate genetics to psychiatric disorders (Gottesman &
Gould 2003). One recent neuroimaging study found that
a ZNF804A variation affects gray matter volume (GMV)
of the anterior insula (Nenadic et al. 2014) and plays a
crucial role in conscious urges to take drugs and decision-
making processes that involve uncertain risk and reward
(Naqvi & Bechara 2009). Variants in ZNF804A that are
associated with the risk for psychotic disorders also have
significant effects on neurocognition (Balog, Kiss & Keri
2011; Van Den Bossche et al. 2012), which has been
strongly linked with heroin addiction (Pau, Lee & Chan
2002). Therefore, the second aim of the present study
was to test whether ZNF804A variants in heroin abusers
are associated with neurocognitive performance (i.e.
impulsivity, global cognitive ability and decision-making
ability) and GMV.

METHODS AND MATERIALS

Subjects

We collected genetic samples from 1035 heroin abusers
(726 men, 309 women; mean age, 35.67 ± 7.78 years)
in drug addiction treatment centers who met the criteria
for heroin dependence of the Diagnostic and Statistical
Manual of Mental Disorders, Fourth edition (DSM-IV),
but did not have any other substance dependence history
other than opioid drug use for not more than 1 month or
other kinds of addictive drug use not more than three
times, with the exception of nicotine (based on patient
records and self-reported information). We also collected
genetic samples from 2887 healthy controls (1313 men,
1574 women; mean age, 31.63 ± 9.70 years) who were
recruited from the community through newspaper adver-
tisements. Alcohol abusers were excluded based on the
Michigan Alcoholism Screening Test. None of the heroin
abusers received systemic pharmacologic substitution
treatments at the time of this study. Only ethnic Han
volunteers whose parents were natives of southern
China were recruited. The participants had no past or
current major medical conditions (e.g. cardiovascular,
endocrinologic, oncologic or autoimmune diseases) or
personal or family history of major psychiatric disorders
diagnosed by the Structured Clinical Interview for
DSM-IV Axis I disorders. The subjects did not use any
prescription or over-the-counter medications within 2
weeks prior to enrollment in the study.

The neurocognitive subsample only came from drug
addiction treatment centers and local communities in
Zhongshan city, Guangdong province, China (121 male
heroin abusers and 103 male controls). In addition to the
requirement for genetic samples, the selection criteria for
the neurocognitive subsample also included a level of
education higher than primary school and an ability to
understand Mandarin to ensure they could complete
the test. The participants who underwent magnetic
resonance imaging (MRI) were screened from the
neurocognitive subsample. Subjects were excluded from
MRI if they were left-handed or had contraindications for
MRI, such as claustrophobia, dentures, head trauma and
metal implants. A total of 76 male heroin abusers and 78
healthy male subjects were included in the statistic analy-
sis of the MRI data.

The study was approved by the Peking University
Research Ethics Board. All of the subjects were informed
of the entire procedure and potential risks before signing
a written informed consent form.

Genotyping

Genomic DNA samples were extracted from approxi-
mately 200 μl peripheral blood samples using the
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QIAamp DNA Mini Kit (Qiagen, Inc., Valencia, CA, USA).
Genotype was determined using the Sequenom
MassArray system (Sequenom iPLEX assay, San Diego,
CA, USA). Locus-specific polymerase chain reaction
(PCR) and detection primers were designed using
MassARRAY Assay Design 3.0 software (Sequenom, San
Diego, CA, USA). The DNA samples were amplified by
multiplex PCR reactions, and the PCR products were used
for locus-specific single-base extension reactions. The
resulting products were desalted and transferred to a
384-element SpectroCHIP array. Allele detection was per-
formed using matrix-assisted laser desorption/ionization
time-of-flight (MALDI-TOF) mass spectrometry. The mass
spectrograms were analyzed using MassARRAY TYPER
software (Sequenom).

We focused on the following common polymorphic
markers in ZNF804A that were previously associated with
psychiatric disorders. The single-nucleotide polymor-
phism (SNP) rs1344706 in ZNF804A was the first
genome-wide supported variant for the risk of schizo-
phrenia and bipolar disorder in both Europeans and
Asians (O’Donovan et al. 2008; Steinberg et al. 2011;
Xiao et al. 2011). The rs7597593 SNP was associated
with the strongest risk across multiple psychiatric disor-
ders in a large-scale collaborative panel (Cross-Disorder
Group of the Psychiatric Genomics Consortium 2013). We
also selected some candidate tag SNPs in the coding exons
that are close to the 3′ end of ZNF804A. Our total target
SNPs included two synonymous SNPs in the intron
(rs7597593 and rs1344706) and four missense SNPs
in the coding region (rs12476147, rs4667001,
rs1366842, and rs12477430).The total SNP span length
sampled >80 percent of the ZNF804A gene sequence
length.

MRI acquisition and image processing

Images were obtained using a GE Signa EXCITE 1.5T
TwinSpeed MRI scanner at Zhongshan Traditional
Chinese Medicine Hospital (Zhongshan, China).
T1-weighted, sagittal three-dimensional images were
acquired with spoiled gradient recalled echo sequence
with coverage of the entire brain (1-mm slice thickness,
7.816 ms repetition time, 2.984 ms echo time, 450 ms in-
version time, 13° flip angle, 256 × 256 acquisition ma-
trix, 256 × 256 mm2 field of view, number of averages =
2). T2-weighted images were also acquired to exclude
subjects with a clinically abnormal brain structure.

Structural data were analyzed using voxel-based
morphometry (Ashburner & Friston 2000) with FSL-VBM
4.1.4 (FMRIB Software Library – voxel based morphome-
try, http://fsl.fmrib.ox.ac.uk/fsl/fslwiki/FSLVBM; accessed
January 13, 2015). Structural images were first brain-
extracted using the Brain Extraction Tool (Smith 2002).
Brain tissue segmentation was then performed using FAST

(FMRIB’s Automated Segmentation Tool; Zhang, Brady &
Smith 2001). The resulting gray matter (GM) partial
volume images were aligned to MNI-152 standard space
using FLIRT (FMRIB’s Linear Image Registration Tool;
Jenkinson & Smith 2001), followed by non-linear registra-
tion using FNIRT (FMRIB’s Nonlinear Registration Tool).
The resulting images were averaged to create a study-
specific template, to which the native GM images were
then non-linearly re-registered. The registered partial
volume images were modulated to correct for local expan-
sion or contraction by dividing by the Jacobian of the warp
field. The modulated GMV was smoothed with an isotropic
Gaussian kernel with a sigma of 3 mm, corresponding to a
full width at half maximum of 7 mm. The final voxel size
for the smoothed images was 2 × 2 × 2 mm3. The cerebel-
lum was excluded from the image analyses.

Neurocognitive performance assessments

We evaluated neurocognitive performance using four
measures: (1) Montreal Cognitive Assessment (MoCA) to
assess global cognitive ability; (2) Barratt Impulsiveness
Scale (BIS-11) to determine the level of impulsivity; (3)
Iowa Gambling Task (IGT) to evaluate decision-making
ability; and (4) visual analog scale to assess self-reported
average heroin craving during the past week. Additional
details of the behavioral assessments are provided in the
Supporting Information.

Statistic analysis

Deviation of the genotype counts from Hardy–Weinberg
equilibrium was tested using a chi-square goodness-of-fit
test. Pairwise linkage disequilibrium (LD) analysis was
applied to detect inter-marker relationships. Case-control
association analysis was performed using Haploview 4.1
(http://www.broad.mit.edu/mpg/haploview/; accessed
January 13, 2015; Barrett et al. 2005). Individual
haplotype information was acquired using Arlequin
(Excoffier & Lischer 2010). Bonferroni corrections for
multiple tests were performed to exclude type I errors. For
the haplotype analyses, 10 000 permutation tests were
performed to control for false positive results using
Haploview. The results were considered significant at a
two-tailed P < 0.05.

The effects of genetics and disease state on
neurocognitive performance and GMV were analyzed
using two-way analysis of variance (ANOVA), with ciga-
rettes smoked and age as covariates. The data were
analyzed using the Statistical Package for the Social Sci-
ences (SPSS) 16.0 software (SPSS, Inc., Chicago, IL, USA).
The characteristics of the subjects were analyzed using
one-way ANOVA. We performed partial correlation analy-
ses between GMV and behavioral performance, with age
and cigarette use as regressors. Post hoc analyses were
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performed using SAS 9.0 software (SAS Institute, Cary,
NC, USA). The statistic threshold was set at P < 0.05 using
AlphaSim correction (P < 0.01; > 134 voxel cluster size).
This correction was confined within the group GM mask
(threshold at 0.2) and determined by 10 000 Monte Carlo
simulations (Ledberg, Akerman & Roland 1998) using
the AFNI AlphaSim program (http://afni.nih.gov/afni/
docpdf/AlphaSim.pdf; accessed January 13, 2015).

RESULTS

Subject characteristics

The imaging subsample was not different from the neuro-
cognitive subsample in demographic, clinical or genetic
characteristics. The distribution proportion of ZNF804A
polymorphisms in the neurocognitive subsample was con-
sistent with the genetic sample (Supporting Information
Table S1). Although the neurocognitive subsample dif-
fered from the genetic sample in age, heroin dosage, dura-
tion and abstinence time (Supporting Information
Table S2), these items were not correlated with any
neurocognitive or imaging results in the correlation
analysis (Supporting Information Tables S3 and S4). In
the genetic sample, the gender distribution and age were
substantially different between healthy controls and
heroin abusers (P < 0.001), and cigarette use was signifi-
cantly different in the neurocognitive and imaging
subsamples (P < 0.01). Therefore, age and cigarette use
were included as covariates in the statistic analysis. The
demographic and heroin use characteristics are shown in
Supporting Information Table S5.

Distribution of ZNF804A allele and
haplotype frequencies

None of the individual proportions significantly deviated
from Hardy–Weinberg equilibrium among controls and
heroin abusers. The genotype call rate was >98 percent
for each SNP. We found significant differences in allele
frequencies between groups for rs7597593 [Bonferroni-
corrected P = 0.02, 95 percent confidence interval

(CI) = 1.03–1.27] and rs1344706 (Bonferroni-corrected
P = 0.008, 95 percent CI = 1.05–1.28). The A allele fre-
quencies of rs7597593 and rs1344706 were signifi-
cantly higher in heroin abusers than in healthy controls.
The allele distribution of the other four SNPs showed
no evidence of associations with heroin addiction
(Table 1).

Because only rs7597593 and rs1344706 were sig-
nificantly associated with heroin addiction, and
rs7597593-rs1344706 lied in a separate LD block with
the other four SNPs (Supporting Information Fig. S1), we
focused on the association of the rs7597593-rs1344706
haplotype with heroin addiction in the haplotype analy-
sis. The rs7597593 and rs1344706 SNPs were in high
LD (D′ = 0.84, r2 = 0.50; Supporting Information
Fig. S1). The rs7597593-rs1344706 haplotype showed
a significant association with heroin addiction (P = 0.01,
corrected after 10 000 permutation tests). The frequency
of the rs7597593-rs1344706 A-A haplotype was sub-
stantially higher in heroin abusers than in healthy con-
trols, and the G-C haplotype was much higher in the
healthy control group (Table 2).

Neurocognitive performance

Compared with healthy controls, heroin abusers had sig-
nificantly worse performance on the MoCA and IGT and
higher aggression scores on the BIS-11, especially on the
motor behavior and non-planning dimensions (Support-
ing Information Table S6). Although the genotypes of
rs7597593 and rs1344706 had no significant main

Table 1 Allele distribution of ZNF804A single-nucleotide polymorphisms in heroin abusers and healthy controls.

SNP Position Allele 1/2 HWE P value MAF case MAF control χ2 porigin pcorrected OR 95 percent CI

rs7597593 185533580 A/G 0.8214 0.4186 0.3866 6.51 0.06438 0.0207 1.142 1.03–1.27
rs1344706 185778428 A/C 0.7769 0.5116 0.4746 8.353 0.0231 0.0081 1.16 1.05–1.28
rs12476147 185800905 T/A 0.8389 0.1628 0.1568 0.4019 0.5261 NA 1.045 0.91–1.20
rs4667001 185801747 G/A 0.3696 0.156 0.1508 0.3169 0.5735 NA 1.041 0.91–1.20
rs1366842 185802243 C/A 0.4337 0.1565 0.1522 0.2123 0.645 NA 1.033 0.90–1.19
rs12477430 185802363 A/G 0.7383 0.1366 0.1231 2.518 0.1126 NA 1.127 0.97–1.31

CI = confidence interval; MAF = minor allele frequency; NA = not applicable; OR = odds ratio. The allele with MAF is underlined. P values were corrected
using Bonferroni correction.

Table 2 Haplotype distribution of ZNF804A rs7597593-
rs1344706 in heroin abusers and controls.

Haplotype MAF case MAF control χ2 porigin pcorrected

G-C 0.457 0.494 8.503 0.0035 0.0109
A-A 0.387 0.356 6.245 0.0125 0.0385
G-A 0.125 0.119 0.445 0.5047 0.8836

MAF = minor allele frequency. P values were corrected after 10 000 per-
mutation tests.
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effects on any of the four behavioral tests, we found a
robust effect of the interaction between heroin addiction
and rs1344706 on IGT performance (AA: 26 controls
and 39 heroin abusers; AC: 44 controls and 59 heroin
abusers; CC: 33 controls and 23 heroin abusers). Impair-
ments in decision-making ability in heroin abusers pro-
gressively worsened as the A allele of rs1344706 dose
increased (Fig. 1a). A similar pattern of effects of
rs7597593 was observed, but it did not achieve statistic
significance (P = 0.18).

Based on the association results for the SNPs,
we stratified all of the subjects who underwent the
behavioral tests into three groups based on their indi-
vidual rs7597593-rs1344706 haplotype (risk: A-A/A-A
and A-A/G-A, 28 controls and 38 heroin abusers;
neutral: A-A/G-C and G-A/G-A, 40 controls and 53
heroin abusers; protective: G-C/G-C and G-C/G-A, 35
controls and 30 heroin abusers). The haplotype of
rs7597593-rs1344706 had no significant main effect on
any of the four behavioral tests. However, a significant
effect of the interaction between haplotype and heroin
addiction on the IGT was found. IGT performance
sequentially worsened in heroin abusers as the haplotype
changed from the protective to risk type (Fig. 1b).

GMV

In addition to widespread GMV atrophy in heroin abusers
(Supporting Information Fig. S2), we found a significant
main effect of ZNF804A variants (rs1344706 genotype
and rs7597593-rs1344706 haplotype) on GMV in the
bilateral insular cortex, right temporal cortex and right
superior parietal cortex (AlphaSim-corrected P < 0.05).
GMV progressively increased as the dose of the ZNF804A
risk variant increased. Heroin abusers exhibited no sig-
nificant difference in the main effects of ZNF804A vari-
ants on GMV compared with controls (Fig. 2; Supporting
Information Tables S7 and S8).

We also found a significant effect of the interaction
between heroin addiction and ZNF804A variants

(rs1344706 genotype and rs7597593-rs1344706
haplotype) on GMV in the left sensorimotor cortex
(postcentral gyrus and precentral gyrus; AlphaSim-
corrected P < 0.05). GMV in heroin abusers significantly
increased as the risk allele and haplotype dose increased,
and this GMV in heroin abusers was significantly different
compared with controls in the respective homozygote
genetic groups (Fig. 3; Supporting Information Tables S7
and S8).

DISCUSSION

The present study established an association between two
intronic SNPs (rs7597593 and rs1344706) and a previ-
ously unexplored haplotype of ZNF804A with heroin
addiction in a large sample of Han Chinese. We further
found that abnormalities in decision making and GMV
were associated with these same ZNF804A variants in
heroin abusers.

Both rs7597593 and rs1344706 are located in the
middle of introns of this gene, and no alternative splicing
occurs when nucleotides are exchanged. The two risk
SNPs have been associated with the regulation of
ZNF804A mRNA expression (Riley et al. 2010; Zhang
et al. 2011). Similar to findings in other psychiatric disor-
ders (Dwyer et al. 2010), we failed to detect any non-
synonymous rare variants within the ZNF804A locus
that were strongly associated with heroin addiction.
Thus, non-coding regulatory variants might carry inor-
dinate weight in determining how ZNF804A leads to bio-
logic susceptibility to psychotic disorders and heroin
addiction. Considering the high LD in the detected
common SNPs, interactions across multiple SNPs within
ZNF804A may mediate overall biologic effects (Hess &
Glatt 2014). Both the haplotype of rs7597593-
rs1344706 A-A and two SNPs were significantly associ-
ated with heroin addiction, and other functional
variations might confer risk for heroin addiction within
the LD region between these two polymorphisms.

Figure 1 The ZNF804A variants inter-
acted with heroin addiction to affect Iowa
Gambling Task (IGT) performance. IGT
scores were lower in heroin abusers than in
controls and sequentially decreased with
rs1344706 A allele dose among heroin
abusers (F2,216 = 3.35, P = 0.037). IGT scores
also sequentially worsened from the
rs7597593-rs1344706 haplotype protec-
tive group to the risk group (F2,216 = 4.59,
P = 0.011). *P < 0.05, within genetic groups;
#P < 0.05, within disease groups. The data
are expressed as mean ± standard error
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However, we did not obtain further evidence that the two
SNPs that were associated with addiction are functional,
so the possibility that they may simply be markers for
causal variants cannot be excluded.

Consistent with previous behavioral studies
(Verdejo-Garcia, Perales & Perez-Garcia 2007; Copersino
et al. 2012), we confirmed striking deficiencies in
neurocognitive tests among heroin abusers, including

Figure 2 Main genetic effect of ZNF804A variants on gray matter volume (GMV). (h) GMV progressively increased as the rs1344706 A allele
dose increased in the (a) right insular cortex extending to the frontal cortex and temporal pole, (b) left insular cortex extending to the
orbitofrontal cortex, (c) right middle and superior temporal gyrus and (d) right superior parietal lobule (AlphaSim-corrected P < 0.05). (i)The
ZNF804A rs7597593-rs1344706 haplotype sequentially increased GMV from the protective haplotype group to the risk haplotype group in
the (e) right insular cortex, (f) right middle and superior temporal gyri, and (g) right superior parietal lobe (AlphaSim-corrected P < 0.05).
Heroin abusers were not significantly different from controls within respective genetic subsamples. #P < 0.05, within disease groups.The data
are expressed as mean ± standard error

Figure 3 The ZNF804A variants inter-
acted with heroin addiction to affect gray
matter volume (GMV) in the left sensori-
motor cortex. (a) Interaction between the
rs1344706 genotype and heroin addiction.
(b) Interaction between the rs7597593-
rs1344706 haplotype and heroin addiction
(AlphaSim-corrected P < 0.05). (c) GMV
significantly increased from the risk variants
to the protective variants. in heroin abusers,
it was significantly different with controls
but in opposite directions for the two
homozygote genetic groups. *P < 0.05,
within genetic groups; #P < 0.05, within
disease groups. The data are expressed as
mean ± standard error
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the cognitive function, impulsivity and decision making.
However, the implicated variants of ZNF804A had dose-
dependent effects only on deficits in decision-making
ability in heroin abusers. In previous reports, the associa-
tion between ZNF804A and cognitive performance was
not related to the degree of risk genetic loading (Van Den
Bossche et al. 2012). The IGT simulates real-life decision
making under conditions of uncertainty, reward and
punishment (Bechara et al. 1994), ZNF804A appeared to
correlate more with social deficits than with cognitive
deficits in heroin addiction. Poor decision making reflects
an inability to learn from previous mistakes, leading to
negative consequences (Bechara 2005) that are charac-
teristic of drug abusers and predict relapse and treatment
dropout (Stevens et al. 2013). Therefore, decision making
may be an intermediate phenotype that transfers genetic
risk from ZNF804A to heroin addiction.

Neuroimaging studies have shown aberrant brain
morphology after long-term repeated exposure to heroin
(Liu et al. 2009; Yuan et al. 2010). Partially consistent
with previous findings, we observed widespread
decreases in GMV in heroin abusers. Imaging studies that
selected patients based on the risk A allele of rs1344706
found relatively larger hippocampal volume among schi-
zophrenia patients and increased dorsolateral prefrontal
cortex connectivity in healthy subjects (Donohoe et al.
2011). These neuroimaging patterns partly overlapped
with the neuroimaging findings in the present study. As
expected, the ZNF804A variants mainly affected the
insular cortex in both abusers and controls. Thus, the
ZNF804A risk allele and haplotype may be related to pre-
existing abnormal GMV in the insula, which is associated
with susceptible traits in addiction, such as conscious
interoception, emotional experience and decision making
(Naqvi & Bechara 2010). We also found an interaction
between ZNF804A variants and heroin addiction in the
left sensorimotor cortex, which is highly relevant for the
development and persistence of addiction (Yalachkov,
Kaiser & Naumer 2010).

ZNF804A was reported to be expressed across the life
span and have the highest expression prenatally (Tao et al.
2014). The mechanism for the genetic effect of ZNF804A
rs1344706 on brain morphology may be related to its
function as a transcription factor-binding site for brain-
expressed transcription factors (Riley et al. 2010), where-
as its effect on neurocognition may be related to dopamine
neurotransmission (Volkow et al. 2004). ZNF804A can
directly regulate the expression of dopaminergic genes
(Girgenti et al. 2012), and the dopaminergic pathway may
be another key mechanism that mediates the effects of
ZNF804A variants on heroin addiction. Future neuro-
imaging studies using diffusion tensor imaging and
resting-state connectivity, therefore, may provide impor-
tant insights into these GMV abnormalities and genetic

associations by focusing on dopaminergic pathways from
midbrain areas, such as the nucleus accumbens and its
connections to the sensory-motor cortex and insula.

Some limitations of the present study should be men-
tioned. First, it was a cross-sectional study, and our
results could not differentiate the effects of genetic factors
during different stages of addiction. Second, sex differ-
ences within the genetic sample may be a potential con-
founding factor, and female participants should be
included in future studies to generalize the genetic effects
on endophenotypes.

In conclusion, intronic polymorphisms of ZNF804A
were associated with heroin addiction risk and abnor-
malities in GMV and decision-making ability among
heroin abusers. Although the precise neural mechanisms
that underlie these associations with genetic factors are
unknown, the present results provide important leads for
future investigations of these associations, including the
effects of ZNF804A on both dopamine neurotrans-
mission and relatively increase in the volume of various
brain areas.

Acknowledgements

This work was supported by the National Science Fund
for Distinguished Young Scholars (no. 81225009),
National Natural Science Foundation of China (nos.
U1402226, 81221002 and 91132719) and National
Basic Research Program of China (nos. 2015CB553503
and 2011CB707800). We thank the infirmary personnel
at Zhongshan Addiction Treatment Center and doctors at
Zhongshan Traditional Chinese Medicine Hospital for
help with data acquisition, Prof. Rui-Wang Huang for
technical support, Prof. Yan-Ping Bao, Prof. Zhong-Wei
Jia, Mr. Teng Xie and Mr. Chen-Xing Liu for help with data
analysis, Prof. Yong Fan for assistance with writing the
article, and Ms. Le Shi and Ms. Shi-Qiu Meng for checking
and proofreading the article. All of the authors had full
access to the data in the study and take responsibility
for the integrity of the data and accuracy of the data
analysis.

Authors Contribution

JS chose the topic, defined the scope of the study and
obtained funding for the study. YS designed the research,
developed the protocol, performed the research and wrote
the first draft of the article. LL provided guidance for the
study design and data analysis, and assisted with the
article writing. L-YZ and G-BW assisted with performing
the research, analyzing the data and writing the article.
J-LL, NC, H-MW and J-JF assisted with performing the
trial and writing the article. W-HY, FW and Y-LT provided
guidance for and assisted with the genetic analyses. YH,
NS, Q-XL and JW provided guidance for and assisted with

ZNF804A variants and addiction

© 2015 Society for the Study of Addiction Addiction Biology, 21, 657–666

663



analyzing the image data. Y-DT and S-X were responsible
for the MRI. G-FD and G-HD assisted with performing the
behavior tests and interpreting the findings. TRK and
H-BH assisted with writing the article and provided criti-
cal revisions for important intellectual content. All of the
authors critically reviewed the content and approved the
final version for publication.

References

Almasy L, Blangero J (2001) Endophenotypes as quantitative
risk factors for psychiatric disease: rationale and study design.
Am J Med Genet 105:42–44.

Ashburner J, Friston KJ (2000) Voxel-based morphometry: the
methods. Neuroimage 11:805–821.

Balog Z, Kiss I, Keri S (2011) ZNF804A may be associated with
executive control of attention. Genes Brain Behav 10:223–
227.

Barrett JC, Fry B, Maller J, Daly MJ (2005) Haploview: analysis
and visualization of LD and haplotype maps. Bioinformatics
21:263–265.

Batel P (2000) Addiction and schizophrenia. Eur Psychiatry
15:115–122.

Bechara A (2005) Decision making, impulse control and loss of
willpower to resist drugs: a neurocognitive perspective. Nat
Neurosci 8:1458–1463.

Bechara A, Damasio AR, Damasio H, Anderson SW (1994)
Insensitivity to future consequences following damage to
human prefrontal cortex. Cognition 50:7–15.

Bernstein HG, Steiner J, Dobrowolny H, Bogerts B (2014)
ZNF804A protein is widely expressed in human brain
neurons: possible implications on normal brain structure and
pathomorphologic changes in schizophrenia. Schizophr Bull
40:499–500.

Copersino ML, Schretlen DJ, Fitzmaurice GM, Lukas SE,
Faberman J, Sokoloff J, Weiss RD (2012) Effects of cognitive
impairment on substance abuse treatment attendance: predic-
tive validation of a brief cognitive screening measure. Am J
Drug Alcohol Abuse 38:246–250.

Cross-Disorder Group of the Psychiatric Genomics Consortium
(2013) Identification of risk loci with shared effects on five
major psychiatric disorders: a genome-wide analysis. Lancet
381:1371–1379.

Demetrovics Z, Varga G, Szekely A, Vereczkei A, Csorba J, Balazs
H, Hoffman K, Sasvari-Szekely M, Barta C (2010) Association
between novelty seeking of opiate-dependent patients and the
catechol-O-methyltransferase Val158Met polymorphism.
Compr Psychiatry 51:510–515.

Donohoe G, Rose E, Frodl T, Morris D, Spoletini I, Adriano F,
Bernardini S, Caltagirone C, Bossu P, Gill M, Corvin AP,
Spalletta G (2011) ZNF804A risk allele is associated with rela-
tively intact gray matter volume in patients with schizophre-
nia. Neuroimage 54:2132–2137.

Dwyer S, Williams H, Holmans P, Moskvina V, Craddock N,
Owen MJ, O’Donovan MC (2010) No evidence that rare coding
variants in ZNF804A confer risk of schizophrenia. Am J Med
Genet B Neuropsychiatr Genet 153B:1411–1416.

Excoffier L, Lischer HE (2010) Arlequin suite ver 3.5: a new
series of programs to perform population genetics analyses
under Linux and Windows. Mol Ecol Resour 10:564–567.

Girgenti MJ, LoTurco JJ, Maher BJ (2012) ZNF804a regulates
expression of the schizophrenia-associated genes PRSS16,
COMT, PDE4B, and DRD2. PLoS ONE 7:e32404.

Goldman D, Oroszi G, Ducci F (2005) The genetics of addictions:
uncovering the genes. Nat Rev Genet 6:521–532.

Gottesman II, Gould TD (2003) The endophenotype concept in
psychiatry: etymology and strategic intentions. Am J Psychia-
try 160:636–645.

Hess JL, Glatt SJ (2014) How might ZNF804A variants influence
risk for schizophrenia and bipolar disorder? A literature
review, synthesis, and bioinformatic analysis. Am J Med Genet
B Neuropsychiatr Genet 165:28–40.

Hong LE, Yang X, Wonodi I, Hodgkinson CA, Goldman D, Stine
OC, Stein ES, Thaker GK (2011) A CHRNA5 allele related to
nicotine addiction and schizophrenia. Genes Brain Behav
10:530–535.

Jenkinson M, Smith S (2001) A global optimisation method for
robust affine registration of brain images. Med Image Anal
5:143–156.

Kalivas PW, O’Brien C (2008) Drug addiction as a pathology of
staged neuroplasticity. Neuropsychopharmacology 33:166–
180.

Kreek MJ, Nielsen DA, Butelman ER, LaForge KS (2005) Genetic
influences on impulsivity, risk taking, stress responsivity and
vulnerability to drug abuse and addiction. Nat Neurosci
8:1450–1457.

Ledberg A, Akerman S, Roland PE (1998) Estimation of the
probabilities of 3D clusters in functional brain images.
Neuroimage 8:113–128.

Lee SH, Ripke S, Neale BM, Faraone SV, Purcell SM, Perlis RH,
Mowry BJ, Thapar A, Goddard ME, Witte JS, Absher D, Agartz
I, Akil H, Amin F, Andreassen OA, Anjorin A, Anney R,
Anttila V, Arking DE, Asherson P, Azevedo MH, Backlund L,
Badner JA, Bailey AJ, Banaschewski T, Barchas JD, Barnes
MR, Barrett TB, Bass N, Battaglia A, Bauer M, Bayes M,
Bellivier F, Bergen SE, Berrettini W, Betancur C, Bettecken T,
Biederman J, Binder EB, Black DW, Blackwood DH, Bloss CS,
Boehnke M, Boomsma DI, Breen G, Breuer R, Bruggeman R,
Cormican P, Buccola NG, Buitelaar JK, Bunney WE, Buxbaum
JD, Byerley WF, Byrne EM, Caesar S, Cahn W, Cantor RM,
Casas M, Chakravarti A, Chambert K, Choudhury K, Cichon S,
Cloninger CR, Collier DA, Cook EH, Coon H, Cormand B,
Corvin A, Coryell WH, Craig DW, Craig IW, Crosbie J, Cuccaro
ML, Curtis D, Czamara D, Datta S, Dawson G, Day R, De Geus
EJ, Degenhardt F, Djurovic S, Donohoe GJ, Doyle AE, Duan J,
Dudbridge F, Duketis E, Ebstein RP, Edenberg HJ, Elia J, Ennis
S, Etain B, Fanous A, Farmer AE, Ferrier IN, Flickinger M,
Fombonne E, Foroud T, Frank J, Franke B, Fraser C, Freedman
R, Freimer NB, Freitag CM, Friedl M, Frisen L, Gallagher L,
Gejman PV, Georgieva L, Gershon ES, Geschwind DH, Giegling
I, Gill M, Gordon SD, Gordon-Smith K, Green EK, Greenwood
TA, Grice DE, Gross M, Grozeva D, Guan W, Gurling H,
De Haan L, Haines JL, Hakonarson H, Hallmayer J, Hamilton
SP, Hamshere ML, Hansen TF, Hartmann AM, Hautzinger M,
Heath AC, Henders AK, Herms S, Hickie IB, Hipolito M,
Hoefels S, Holmans PA, Holsboer F, Hoogendijk WJ, Hottenga
JJ, Hultman CM, Hus V, Ingason A, Ising M, Jamain S, Jones
EG, Jones I, Jones L, Tzeng JY, Kahler AK, Kahn RS,
Kandaswamy R, Keller MC, Kennedy JL, Kenny E, Kent L, Kim
Y, Kirov GK, Klauck SM, Klei L, Knowles JA, Kohli MA, Koller
DL, Konte B, Korszun A, Krabbendam L, Krasucki R, Kuntsi J,
Kwan P, Landen M, Langstrom N, Lathrop M, Lawrence J,
Lawson WB, Leboyer M, Ledbetter DH, Lee PH, Lencz T, Lesch
KP, Levinson DF, Lewis CM, Li J, Lichtenstein P, Lieberman JA,
Lin DY, Linszen DH, Liu C, Lohoff FW, Loo SK, Lord C, Lowe JK,
Lucae S, MacIntyre DJ, Madden PA, Maestrini E, Magnusson
PK, Mahon PB, Maier W, Malhotra AK, Mane SM, Martin CL,

Yan Sun et al.

© 2015 Society for the Study of Addiction Addiction Biology, 21, 657–666

664



Martin NG, Mattheisen M, Matthews K, Mattingsdal M,
McCarroll SA, McGhee KA, McGough JJ, McGrath PJ,
McGuffin P, McInnis MG, McIntosh A, McKinney R, McLean
AW, McMahon FJ, McMahon WM, McQuillin A, Medeiros H,
Medland SE, Meier S, Melle I, Meng F, Meyer J, Middeldorp CM,
Middleton L, Milanova V, Miranda A, Monaco AP,
Montgomery GW, Moran JL, Moreno-De-Luca D, Morken G,
Morris DW, Morrow EM, Moskvina V, Muglia P, Muhleisen
TW, Muir WJ, Muller-Myhsok B, Murtha M, Myers RM,
Myin-Germeys I, Neale MC, Nelson SF, Nievergelt CM, Nikolov
I, Nimgaonkar V, Nolen WA, Nothen MM, Nurnberger JI,
Nwulia EA, Nyholt DR, O’Dushlaine C, Oades RD, Olincy A,
Oliveira G, Olsen L, Ophoff RA, Osby U, Owen MJ, Palotie A,
Parr JR, Paterson AD, Pato CN, Pato MT, Penninx BW,
Pergadia ML, Pericak-Vance MA, Pickard BS, Pimm J, Piven J,
Posthuma D, Potash JB, Poustka F, Propping P, Puri V,
Quested DJ, Quinn EM, Ramos-Quiroga JA, Rasmussen HB,
Raychaudhuri S, Rehnstrom K, Reif A, Ribases M, Rice JP,
Rietschel M, Roeder K, Roeyers H, Rossin L, Rothenberger A,
Rouleau G, Ruderfer D, Rujescu D, Sanders AR, Sanders SJ,
Santangelo SL, Sergeant JA, Schachar R, Schalling M,
Schatzberg AF, Scheftner WA, Schellenberg GD, Scherer SW,
Schork NJ, Schulze TG, Schumacher J, Schwarz M, Scolnick E,
Scott LJ, Shi J, Shilling PD, Shyn SI, Silverman JM, Slager SL,
Smalley SL, Smit JH, Smith EN, Sonuga-Barke EJ, St. Clair D,
State M, Steffens M, Steinhausen HC, Strauss JS, Strohmaier J,
Stroup TS, Sutcliffe JS, Szatmari P, Szelinger S, Thirumalai S,
Thompson RC, Todorov AA, Tozzi F, Treutlein J, Uhr M, van
den Oord EJ, Van Grootheest G, Van Os J, Vicente AM, Vieland
VJ, Vincent JB, Visscher PM, Walsh CA, Wassink TH, Watson
SJ, Weissman MM, Werge T, Wienker TF, Wijsman EM,
Willemsen G, Williams N, Willsey AJ, Witt SH, Xu W, Young
AH, Yu TW, Zammit S, Zandi PP, Zhang P, Zitman FG, Zollner
S, Devlin B, Kelsoe JR, Sklar P, Daly MJ, O’Donovan MC,
Craddock N, Sullivan PF, Smoller JW, Kendler KS, Wray NR
(2013) Genetic relationship between five psychiatric disorders
estimated from genome-wide SNPs. Nat Genet 45:984–994.

Leshner AI (1997) Addiction is a brain disease, and it matters.
Science 278:45–47.

Liu H, Hao Y, Kaneko Y, Ouyang X, Zhang Y, Xu L, Xue Z, Liu Z
(2009) Frontal and cingulate gray matter volume reduction in
heroin dependence: optimized voxel-based morphometry.
Psychiatry Clin Neurosci 63:563–568.

Martinez D, Saccone PA, Liu F, Slifstein M, Orlowska D, Grassetti
A, Cook S, Broft A, Van Heertum R, Comer SD (2012) Deficits
in dopamine D2 receptors and presynaptic dopamine in heroin
dependence: commonalities and differences with other types
of addiction. Biol Psychiatry 71:192–198.

Naqvi NH, Bechara A (2009) The hidden island of addiction: the
insula. Trends Neurosci 32:56–67.

Naqvi NH, Bechara A (2010) The insula and drug addiction: an
interoceptive view of pleasure, urges, and decision-making.
Brain Struct Funct 214:435–450.

Nenadic I, Maitra R, Basmanav FB, Schultz CC, Lorenz C,
Schachtzabel C, Smesny S, Nothen MM, Cichon S,
Reichenbach JR, Sauer H, Schlosser RG, Gaser C (2014)
ZNF804A genetic variation (rs1344706) affects brain grey
but not white matter in schizophrenia and healthy subjects.
Psychol Med 45:143–152.

O’Donovan MC, Craddock N, Norton N, Williams H, Peirce T,
Moskvina V, Nikolov I, Hamshere M, Carroll L, Georgieva L,
Dwyer S, Holmans P, Marchini JL, Spencer CC, Howie B,
Leung HT, Hartmann AM, Moller HJ, Morris DW, Shi Y, Feng
G, Hoffmann P, Propping P, Vasilescu C, Maier W, Rietschel M,

Zammit S, Schumacher J, Quinn EM, Schulze TG, Williams
NM, Giegling I, Iwata N, Ikeda M, Darvasi A, Shifman S, He L,
Duan J, Sanders AR, Levinson DF, Gejman PV, Cichon S,
Nothen MM, Gill M, Corvin A, Rujescu D, Kirov G, Owen MJ,
Buccola NG, Mowry BJ, Freedman R, Amin F, Black DW,
Silverman JM, Byerley WF, Cloninger CR (2008) Identification
of loci associated with schizophrenia by genome-wide associa-
tion and follow-up. Nat Genet 40:1053–1055.

Pau CW, Lee TM, Chan SF (2002) The impact of heroin on frontal
executive functions. Arch Clin Neuropsychol 17:663–670.

Purcell SM, Wray NR, Stone JL, Visscher PM, O’Donovan MC,
Sullivan PF, Sklar P (2009) Common polygenic variation con-
tributes to risk of schizophrenia and bipolar disorder. Nature
460:748–752.

Regier DA, Farmer ME, Rae DS, Locke BZ, Keith SJ, Judd LL,
Goodwin FK (1990) Comorbidity of mental disorders with
alcohol and other drug abuse: results from the Epidemiologic
Catchment Area (ECA) study. JAMA 264:2511–2518.

Riley B, Thiselton D, Maher BS, Bigdeli T, Wormley B, McMichael
GO, Fanous AH, Vladimirov V, O’Neill FA, Walsh D, Kendler
KS (2010) Replication of association between schizophrenia
and ZNF804A in the Irish Case-Control Study of Schizophre-
nia sample. Mol Psychiatry 15:29–37.

Robbins TW, Everitt BJ (1999) Drug addiction: bad habits add
up. Nature 398:567–570.

Smith SM (2002) Fast robust automated brain extraction. Hum
Brain Mapp 17:143–155.

Steinberg S, Mors O, Borglum AD, Gustafsson O, Werge T,
Mortensen PB, Andreassen OA, Sigurdsson E, Thorgeirsson
TE, Bottcher Y, Olason P, Ophoff RA, Cichon S, Gudjonsdottir
IH, Pietilainen OP, Nyegaard M, Tuulio-Henriksson A,
Ingason A, Hansen T, Athanasiu L, Suvisaari J, Lonnqvist J,
Paunio T, Hartmann A, Jurgens G, Nordentoft M, Hougaard D,
Norgaard-Pedersen B, Breuer R, Moller HJ, Giegling I,
Glenthoj B, Rasmussen HB, Mattheisen M, Bitter I, Rethelyi
JM, Sigmundsson T, Fossdal R, Thorsteinsdottir U, Ruggeri M,
Tosato S, Strengman E, Kiemeney LA, Melle I, Djurovic S,
Abramova L, Kaleda V, Walshe M, Bramon E, Vassos E, Li T,
Fraser G, Walker N, Toulopoulou T, Yoon J, Freimer NB,
Cantor RM, Murray R, Kong A, Golimbet V, Jonsson EG,
Terenius L, Agartz I, Petursson H, Nothen MM, Rietschel M,
Peltonen L, Rujescu D, Collier DA, Stefansson H, St. Clair D,
Stefansson K (2011) Expanding the range of ZNF804A vari-
ants conferring risk of psychosis. Mol Psychiatry 16:59–66.

Stevens L, Betanzos-Espinosa P, Crunelle CL, Vergara-Moragues
E, Roeyers H, Lozano O, Dom G, Gonzalez-Saiz F,
Vanderplasschen W, Verdejo-Garcia A, Perez-Garcia M (2013)
Disadvantageous decision-making as a predictor of drop-out
among cocaine-dependent individuals in long-term residential
treatment. Front Psychiatry 4. doi: 10.3389/fpsyt.2013
.00149.

Tao R, Cousijn H, Jaffe AE, Burnet PW, Edwards F, Eastwood SL,
Shin JH, Lane TA, Walker MA, Maher BJ, Weinberger DR,
Harrison PJ, Hyde TM, Kleinman JE (2014) Expression of
ZNF804A in human brain and alterations in schizophrenia,
bipolar disorder, and major depressive disorder: a novel
transcript fetally regulated by the psychosis risk variant
rs1344706. JAMA Psychiatry 71:1112–1120.

Uhl GR (2004) Molecular genetic underpinnings of human sub-
stance abuse vulnerability: likely contributions to understand-
ing addiction as a mnemonic process. Neuropharmacology 47
(Suppl. 1):140–147.

Van Den Bossche MJ, Docx L, Morrens M, Cammaerts S, Strazisar
M, Bervoets C, Smolders S, Depreeuw V, Lenaerts AS, De Rijk

ZNF804A variants and addiction

© 2015 Society for the Study of Addiction Addiction Biology, 21, 657–666

665



P, Del-Favero J, Sabbe BG (2012) Less cognitive and neurologi-
cal deficits in schizophrenia patients carrying risk variant in
ZNF804A. Neuropsychobiology 66:158–166.

Verdejo-Garcia AJ, Perales JC, Perez-Garcia M (2007) Cognitive
impulsivity in cocaine and heroin polysubstance abusers.
Addict Behav 32:950–966.

Volkow ND, Fowler JS, Wang GJ, Swanson JM (2004) Dopamine
in drug abuse and addiction: results from imaging studies and
treatment implications. Mol Psychiatry 9:557–569.

Xiao B, Li W, Zhang H, Lv L, Song X, Yang Y, Li W, Yang G, Jiang
C, Zhao J, Lu T, Zhang D, Yue W (2011) Association of
ZNF804A polymorphisms with schizophrenia and antipsy-
chotic drug efficacy in a Chinese Han population. Psychiatry
Res 190:379–381.

Yalachkov Y, Kaiser J, Naumer MJ (2010) Sensory and motor
aspects of addiction. Behav Brain Res 207:215–222.

Yuan K, Qin W, Dong M, Liu J, Sun J, Liu P, Zhang Y, Wang W,
Wang Y, Li Q, Zhao L, von Deneen KM, Liu Y, Gold MS, Tian J
(2010) Gray matter deficits and resting-state abnormalities
in abstinent heroin-dependent individuals. Neurosci Lett
482:101–105.

Zhang F, Chen Q, Ye T, Lipska BK, Straub RE, Vakkalanka R,
Rujescu D, St. Clair D, Hyde TM, Bigelow L, Kleinman JE,
Weinberger DR (2011) Evidence of sex-modulated association
of ZNF804A with schizophrenia. Biol Psychiatry 69:914–
917.

Zhang Y, Brady M, Smith S (2001) Segmentation of brain MR
images through a hidden Markov random field model and
the expectation-maximization algorithm. IEEE Trans Med
Imaging 20:45–57.

SUPPORTING INFORMATION

Additional Supporting Information may be found in the
online version of this article at the publisher’s web-site:

Appendix S1 Supplemental methods.
Figure S1 Linkage disequilibrium (LD) pattern between
markers genotyped in ZNF804A in Han Chinese healthy
populations. The LD structure between marker pairs is
indicated by the shaded matrices. The figure was gener-
ated using HaploView 4.1. (a) D′ value. (b) r2 value
Figure S2 Main effects of heroin addiction on gray
matter volume (GMV). Compared with healthy controls,
heroin abusers showed smaller GMV in blue-light blue
and larger regions in red-yellow (AlphaSim-corrected
P < 0.05). The atrophied areas were mainly located in
most of the bilateral frontal, temporal, occipital, and pari-
etal cortices and sub-cortex (amygdala and putamen).
Additionally, the left temporal occipital fusiform cortex
had increased GMV in heroin abusers compared with
controls
Table S1 Distribution of alleles of ZNF804A polymor-
phisms in genetic and neurocognitive samples
Table S2 Demographic and clinical characteristics of
genetic sample and neurocognitive sample
Table S3 Correlation between neurocognitive tests and
heroin clinical data
Table S4 Correlation between gray matter volume of
significant clusters and heroin clinical data
Table S5 Subject characteristics
Table S6 Neurocognitive performance in the subjects
Table S7 Significant clusters of ZNF804A rs1344706
genotype effects on gray matter volume
Table S8 Significant clusters of ZNF804A rs7597593-
rs1344706 haplotype effects on gray matter volume
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