(152)

Journal of Kermanshah University of Medical Science

Kermanshah University of Journal homepage: Htpp://journals.kums.ac.ir/ojs/index.php/jkums

Hamta & et al

Medical Sciences

A single-nucleotide

methamphetamine addicts at a rehabilitation sanatorium in Markazi

province, lran

Ahmad Hamta™, Maryam sahraei'

polymorphism of GRIN1 in heroin and

Original Article

1. Dept. of Biology, Faculty of Science, Arak University, Arak, Iran.

Article Info

Keywords: Addiction, GRIN1,
single-nucleotide polymorphism,
T-ARMS PCR

*Corresponding Author:
Department of Biology, Faculty
of Science, Arak University,
Arak, 38156-8-8349, Iran.

Tel: +98 9183671016

Email: a-hamata@araku.ac.ir

Received: 27 September, 2016
Accepted: 15 January, 2017

J Kermanshah Univ Med Sci.
2017; 20(4): 152-6

Abstract

Introduction: Using addictive drugs can change the amount of neurotransmitters,
especially dopamine and glutamate. Glutamate has been known to trigger the relapse
and tendency toward addictive drugs. The glutamate receptor ionotropic NMDA type
subunit 1 (GRIN1) contains the single- nucleotide polymorphism C1001G
(rs11146020) and encodes N-methyl-D-aspartic acid (NDMA) receptor subunit 1
(NR1). The present study was conducted to investigate the relationship between the
rs11146020 polymorphism in GRIN1 and addiction to heroin and methamphetamine.
Methods: The present case-control study recruited 90 male heroin and
methamphetamine addicts treated with methadone and 100 healthy men. Genomic
DNA was extracted from peripheral blood using Iraizol kits. Four pairs of specific
primers were designed using AllelelD 7.5, and the T-ARMS PCR was optimized.
Results: The genotype distribution of GG, GC and CC was respectively found to be
66%, 31% and 3% in the control group and 58%, 31% and 11% in the patient group.
The statistical analysis suggested no significant differences between these two
groups.

Conclusion: No significant relationships were observed between the C1001G

polymorphism in GRIN1 and addiction to heroin and methamphetamine.

Introduction

Drug addiction, with an increasing prevalence

across the world, can damage many parts of the body,
including oral cavity, the lung, the liver, the brain and
the heart (1). Drug use is a hereditary disease that is
caused by combined effects of environmental and
genetic factors and the drug (2). The effects induced by
drugs such as cocaine and morphine include molecular
neurobiological changes that involve gene expression
and protein concentration and ultimately cause
behavioral changes (3-4). Tsuang et al., who studied
heritability in 3372 Vietnamese twins, found genetic
changes to play a key role in drug use (2 and 5).
Addictive drugs affect many reward-associated
molecular properties of the nervous system (6).
Research on neuronal addiction is mainly focused on the
dopamine mechanism. Furthermore, glutamate has
recently been found to play a key role in the
fundamental processes associated with developing and
maintaining  addiction,  including  sensitization,
reinforcement learning and craving. Although most of
the glutamate activity is associated with the interaction
with the dopaminergic system, some glutamatergic
mechanisms independently contribute to addiction (7).
GRIN1 encodes N-methyl-D-aspartic acid (NDMA)

receptor subunit 1 (NR1) (8). GRIN1 has been proposed

as a candidate for drug addiction. GRIN1 locus was
determined during metaphase by using fluorescence in
situ hybridization (FISH). A single strong signal was
detected on both chromatids of the 9934,3 chromosome
9).

The relationship  between the rs11146020
polymorphism in  GRIN1 and susceptibility to
schizophrenia (8) has been found to be both significant
and insignificant depending on the study population.
There is ample evidence associating opioid effects such
as painkilling, enduring and dependence to NMDA
receptors and suggesting cellular adaptations in
glutamate-associated mechanisms that occur in learning
and memory (10-11). Evidence also suggests that
glutamate plays a key role in anxiety-related behaviors
and triggers the relapse and tendency toward addictive
drugs (12).

Drugs cause structural and functional changes in the
brain. Abnormal behaviors caused by the brain
dysfunction are a tangible target for identifying the
biological pillars of addiction. Relatively large
chromosomal  regions  contribute to  addiction
vulnerability, but a single gene may leave hardly
noticeable effects (13). The present study was conducted
to determine the relationship between the rs11146020
polymorphism in GRIN1 and addiction to heroin and
methamphetamine.
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Materials and Methods

The present case-control study was approved by the
Ethics Committee of Arak University of Medical
Sciences (IR.ARAKMU.REC.1394.162) and recruited
190 men, including 90 heroin and methamphetamine
addicts in the patient group who were treated with
methadone in the addicts’ rehabilitation center of
Ebrahimabad, Arak, Iran and 100 healthy men without a
history of addiction selected from those presenting to the
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blood transfusion center in Arak. Five ml of peripheral
blood was taken from the subjects and collected in tubes
containing anticoagulants after they signed informed
consent forms. Genomic DNA was extracted using
Iraizol kits (RNA Biotechnology Co., Iran) according to
the manufacturer’s protocol. In order to evaluate the
extracted DNA, 1% agarose gel and biophotometers
(Eppendorf) were used (Figure 1).

Figure 1. 1% agarose gel imageubf the DNA samples extracted from peripheral blood; from the left: the first well: 1 kbp, lane 1 and
3: patient samples, lane 2 and 4: control samples

Tetra-primer amplification refractory mutation
system (T-ARMS) PCR used to investigate genotype
distribution is a strong technique for detecting point
mutations using mutated and normal primers in two
separate tubes. Polymerization in the tube containing

mutated primers or normal primers respectively
indicates the presence or absence of point mutations in
the base. Two pairs of primers were designed using
Primer3 and AllelelD 7.5. Table 1 shows the sequence
of the primers used to amplify G and C alleles.

Table 1. The primer sequence associated with the rs11146020 polymorphism

Primer Sequence (3...5) Tm ('C)
Outer Forward CAGAATCCTCAGTTGCTATTGGAAAT 58.7
Inner Forward CTACTCGGGCTAAGAGGAATAG 58.9
Inner Reverse CCATGTAACTTGGGACCCGCC 59.9
Outer Reverse TCGTCACCCACAGTCAGCGATATTT 60

A thermocycler made by the BioWorld Co. was used
in the PCR of the gene. The initial denaturation
comprised 4 min at 94 °C, followed by 40 cycles (35
sec) at 94 °C, 40 sec at 58 "C to let the primer bind to
DNA, 45 sec at 72 °C and 10 min at 72 "C for the final
amplification of the DNA fragment.

The PCR product was detected on 2% agarose gel
using 0.5 X TBE buffers in a gel doc system (Gene
Fiash company). The results obtained were analyzed in
SPSS-24. The Chi-square test and the logistic regression
were used to investigate the significance of the
differences. P<0.05 was set as the level of statistical

significance. Odds ratio was also measured using a
confidence interval of 95%.

Findings

The common fragment derived from the

amplification of outer primers OF and OR is a 559-base-
pair sequence; that obtained from allele G specific
primers IR and OF is a 401-base-pair sequence and from
allele C specific primers OR and IF is a 200-base-pair
sequence. The GC genotype contains the common
fragment and two fragments associated with C and G
alleles (Figure 2).

Figure 2. Genotype determination using T-ARMS PCR on 2% agarose gel; from the left: the first well contains 50 bp markers; lane
1 and 4 well comprises the GC genotype; lane 2 and 3 well contains the CC genotype and well 5 contains the GG genotype
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The genotype distribution of the G/Crs11146020
polymorphism was respectively calculated as 66%, 31%
and 3% for genotypes GG, GC and CC in the control
group and 58%, 31% and 11% in the heroin and
methamphetamine addicts (Table 2). The relationship of
genotype distribution with marital status and level of
education was found to be significant, but no significant
relationships were found between occupation and the
study polymorphism (Tables 2-4).

Table 5 and 6 present the results associated with the
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genotype distribution and allele frequency of the single-
nucleotide G/Crs11146020 polymorphism. The GG
genotype was observed in 66 healthy subjects and 52 of
the heroin and methamphetamine addicts and the GC
genotype in 31 healthy subjects and 28 addicts.
Moreover, the CC genotype was observed in 3 healthy
subjects and 10 addicts. Statistical analysis showed that
the relationship of the rs11146020 polymorphism with
heroin and  methamphetamine  addiction  was
insignificant.

Table 2. The relationship between the genotype distribution of the G/Crs11146020 polymorphism and marital status

Subjects Marital status and the rs11146020 polymorphism Total
Single Married Divorced
GG 11 55 0 66
GC 18 13 0 31
Healthy cC 1 2 0 3
Total 30 70 0 100
GG 30 11 11 52
GC 7 15 6 28
Addicte cc 3 4 3 10
d Total 40 30 20 90
The Chi-square test
Subjects X2 df Sig
Healthy 17 2 <0.001
Addicted 11 4 0.025

Table 3. The relationship between the genotype distribution of the G/Crs11146020 polymorphism and level of education

Subjects Level of education and the rs11146020 polymorphism Total
Junior high school High school diploma University
GG 13 35 18 66
GC 11 4 16 31
Healthy cc 0 1 2 3
Total 24 40 36 100
GG 51 1 0 52
GC 24 0 4 28
Addicted CcC 8 2 0 10
Total 83 3 4 90
The Chi-square test
Subjects X2 df Sig
Healthy 15 4 0.003
Addicted 18 4 0.001

Table 4. The relationship between the genotype distribution of the G/Crs11146020 polymorphism and occupational status

Subjects Occupational status and the rs11146020 polymorphism Total
Unemployed Self-employed Employee Indefinite
GG 2 39 16 9 66
GC 1 17 7 6 31
Healthy CcC 1 2 0 0 3
Total 4 58 23 15 100
GG 4 36 0 12 52
GC 2 22 0 4 28
Addicted CcC 1 7 0 2 10
Total 7 65 0 18 90
The Chi-square test
Subjects X2 df Sig
Healthy 8 6 0.209
Addicted 1 4 0.908

Table 5. The genotype distribution of the polymorphism in the addicts and the controls

Row Genotype Number of patients Number of controls P df X2
1 GG 52 (58%) 66 (66%)
2 GC 28 (31%) 31 (31%) 0.079 2 5
3 cC 10 (11%) 3 (3%)
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Table 6. The allele frequency of the polymorphism in the addicts and the controls
Row Allele Allele frequency in the Allele frequency in the P df X2
type patients controls
1 G 66 (73.3%) 82 (82%) 0151 1 2
2 C 24 (26.7%) 18 (18%)
Discussion schizophrenia (19).
Research  suggests that glutamate receptor Silvia Gina et al. found the rs11146020

antagonists have therapeutic potential in many acute and
chronic central nervous system diseases including
epilepsy, Parkinson’s, depression, Alzheimer’s, anxiety
and drug dependence (14-15). Moreover, NDMA
receptors in amygdala play a key role in learning and
memory, particularly in reward learning and memory as
well as drug dependence and relapse (16). Reduced
glutamate neurotransmission also causes cognitive
defects and memory loss in Alzheimer's patients (15).
The present study found the frequency of the C allele to
be respectively 18% and 26.7% and that of the G allele
to be 82% and 73.3% in the healthy and addicted
groups. The relationship of the single-nucleotide
rs11146020  polymorphism  with  heroin  and
methamphetamine  addiction was found to be
insignificant. Statistical calculations revealed that the
relationship of marital status and level of education with
heroin and methamphetamine addiction was significant;
however, no significant relationships were observed
between occupational status and addiction to these
drugs. Alexander Georgi (2006) found no significant
relationships between this polymorphism and bipolar
disorder (17).

Galehdari  (2008) investigated the association
between schizophrenia and the G1001C polymorphism
in GRIN1. The G1001C polymorphism has recently
been reported to affect the GRIN1 expression and the
NMDA activity. Sequence changes in the binding site
for the p50 subunit of the nuclear factor kappaB in
GRIN1 reduce the expression and activity of NDMA.
GRIN1 comprises two functional regions including six
upstream AUG codons and four encoded upstream open
reading frames (ORFs) in the large 5' untranslated
region (5’ UTR). The 5’ UTR contains multiple rare
upstream AUG codons as the only encoders of proto-
oncogenes, growth factors, transcription factors and
their receptors. The translational level of these regions
should be controlled. The G1001C polymorphism was
also found to be a key factor in schizophrenia (18).

Shengying Qin et al. (2005) used the microarray
platform method to investigate the association of
schizophrenia with 11 GRIN1 polymorphisms, 5
GRIN2B polymorphisms and their combination. They
found that the genetic interactions of G1001C in GRIN1
with T4197C and T5988C in GRIN2B contribute to
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of this polymorphism with education level and marital
status to be significant, but with occupational status to
be insignificant. The study limitations comprised small
sample size and the lack of similar studies on Iranian
populations, which made it difficult to properly
compare, draw conclusions and conduct a powerful
analysis.

1.Saini GK, Gupta ND, Prabhat KC. Drug addiction and periodontal diseases. J Indian Soc Periodontol. 2013;17(5):587-91.

2. Ducci F, Roy A, Shen PH, Yuan Q, Yuan NP, Hodgkinson CA, et al. Association of substance use disorders with childhood
trauma but not African genetic heritage in an African American cohort. Am J Psychiatry. 2009;166(9):1031-40.

3.Sanchis-Segura C, Lopez-Atalaya JP, Barco A. Selective boosting of transcriptional and behavioral responses to drugs of abuse by
histone deacetylase inhibition. Neuropsychopharmacology. 2009;34(13):2642-54.

4. Huang YH, Lin Y, Mu P, Lee BR, Brown TE, Wayman G, et al. In vivo cocaine experience generates silent synapses. Neuron.

2009;63(1):40-7.

5. Tsuang MT, Lyons MJ, Meyer JM, Doyle T, Eisen SA, Goldberg J, et al. Co-occurrence of abuse of different drugs in men: the
role of drug-specific and shared vulnerabilities. Arch Gen Psychiatry. 1998;55(11):967-72.



(156) Hamta & et al

6. Kelley AE, Berridge KC. The neuroscience of natural rewards: relevance to addictive drugs. J Neurosci. 2002;22(9):3306-11.
7. Tzschentke T, Schmidt W. Glutamatergic mechanisms in addiction. Mol Psychiatry. 2003;8(4):373-82.
8. Chanasong R, Thanoi S, Watiktinkorn P, Reynolds GP, Nudmamud-Thanoi S. Genetic variation of GRIN1 confers vulnerability to

methamphetamine-dependent psychosis in a Thai population. Neurosci Lett. 2013;551:58-61.

9. Zimmer M, Fink TM, Franke Y, Lichter P, Spiess J. Cloning and structure of the gene encoding the human N-methyl-D-aspartate

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

receptor (NMDAR1). Gene. 1995;159(2):219-23.

Wolf ME, Sun X, Mangiavacchi S, Chao SZ. Psychomotor stimulants and neuronal plasticity. Neuropharmacology. 2004;47
Suppl 1:61-79.

Mao J. NMDA and opioid receptors: their interactions in antinociception, tolerance and neuroplasticity. Brain Res Brain Res Rev.
1999;30(3):289-304.

Cornish JL, Kalivas PW. Glutamate transmission in the nucleus accumbens mediates relapse in cocaine addiction. J Neurosci.
2000;20(15):89.

Nestler EJ. Genes and addiction. Nature genetics. Nat Genet. 2000;26(3):277-81.

Do Couto BR, Aguilar MA, Manzanedo C, Rodriguez-Arias M, Mifarro J. Effects of NMDA receptor antagonists (MK-801 and
memantine) on the acquisition of morphine-induced conditioned place preference in mice. Prog Neuropsychopharmacol Biol
Psychiatry. 2004;28(6):1035-43.

Greenamyre JT, Penney JB, D'Amato CJ, Young AB. Dementia of the Alzheimer's type: changes in hippocampal L-
[3H]glutamate binding. J Neurochem. 1987;48(2):543-51.

Lu L, Zeng S, Liu D, Ceng X. Inhibition of the amygdala and hippocampal calcium/calmodulin-dependent protein kinase |1
attenuates the dependence and relapse to morphine differently in rats. Neurosci Lett. 2000;291(3):191-5.

Georgi A, Jamra RA, Schumacher J, Becker T, Schmael C, Deschner M, et al. No association between genetic variants at the
GRIN1 gene and bipolar disorder in a German sample. Psychiatr Genet. 2006;16(5):183-4.

Galehdari H, Pooryasin A, Foroughmand A, Daneshmand S, Saadat M. [Association between the G1001C polymorphism in the
GRIN1 gene promoter and schizophrenia in the Iranian population(persian)]. J Mol Neurosci. 2009;38(2):178-81.

Qin S, Zhao X, Pan Y, Liu J, Feng G, Fu J, et al. An association study of the N-methyl-D-aspartate receptor NR1 subunit gene
(GRIN1) and NR2B subunit gene (GRIN2B) in schizophrenia with universal DNA microarray. Eur J Hum Genet.
2005;13(7):807-14.

Begni S, Moraschi S, Bignotti S, Fumagalli F, Rillosi L, Perez J, et al. Association between the G1001C polymorphism in the
GRIN1 gene promoter region and schizophrenia. Biol Psychiatry. 2003;53(7):617-9.

Zhao X, Li H, Shi Y, Tang R, Chen W, Liu J, et al. Significant association between the genetic variations in the 5' end of the N-
methyl-D-aspartate receptor subunit gene GRIN1 and schizophrenia. Biol Psychiatry. 2006;59(8):747-53.

Li ZJ, Wang BJ, Ding M, Pang H, Sun XF, Yang J. The association between glutamate receptor gene SNP and schizophrenia. Fa
yi Xue za zhi. 2008;24(5):369-74, 77.



