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ABSTRACT

Genetic polymorphism in cytochrome P450 (CYP) monooxygenase genes is an
important source of interindividual variability of drug response. CYP enzyme
activities may change as a result of such polymorphisms which then, may affect drug
metabolism. This would result in a change in the severity and frequency of adverse
effects in addition to the non-responder phenomenon. CYP2E1, a member of

CYP superfamily, affects the metabolism of several clinically important drugs such
as halothane, paracetamol, etc. Genetic variation in CYP2E] is known to cause
significant inter-individual differences in drug response and adverse effects.

The degree of genetic variation is found to be different in different populations
around the world. The frequencies of two important polymorphisms in

the CYP2E1*7C, NC_000010.10:g.135340548 A>G (rs2070672) and CYP2E]I,
NC_000010.10:.135339244G>C (rs3813865), are not known in the Pakistani
population. In the present investigation, 636 healthy human volunteers were
screened for these two single nucleotide polymorphism. Our results indicate that
about 18% (rs2070672) and 28% (rs3813865) of the Pakistani population has a
genotype containing at least one low activity allele. A significant interethnic variation
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Ingelman-Sundberg et al., 1993; Zhukov & Ingelman-Sundberg, 1999). Therefore, in
alcohol-induced liver injury, CYP2E1 is thought to be an important source of free radicals
(Cederbaum, 2006). Among the many drugs metabolized partially or completely by
CYP2E1 include halothane, enflurane, isoflurane, paracetamol, ethanol, theophylline,
chlorzoxazone, zopiclone, eszopiclone and verapamil (Agerstrand, Wester ¢ Rudén, 2009
Flockhart, 2007). In addition to metabolizing many pharmaceutical drugs, CYP2E1

gene itself is regulated by many exogenous and endogenous substances and may
substantially enhance the risk posed by many industrial and environmental chemicals
(Bolt, Roos & Thier, 2003).

Selected polymorphisms in this gene are associated with a higher risk of certain diseases
such as cancer (Barry et al., 2011; Zhang et al., 2009). For example, single nucleotide
polymorphisms, CYP2E1*7C, NC_000010.10:g.135340548A>G (rs2070672) and CYP2EI,
NC_000010.10:2.135339244G>C (rs3813865), are significantly associated with high altitude
polycythemia risk (Xu et al, 2015), with nasopharyngeal carcinoma risk in Cantonese
(Jia et al., 2009), with poorer cancer-specific survival in head & neck cancer (Hakenewerth
et al., 2013). These polymorphisms are also associated with inter-individual differences in
drug response and adverse effects, especially the liver injury with ethanol, and the frequency
of these polymorphisms varies in different ethnic groups around the world (Bonifaz-Pena
et al., 2014; Huang et al., 2012; Kim et al., 2015). As the frequencies of genetic polymorphisms
are associated with interethnic differences in drug response and add significant risk for
certain diseases, it is an extremely important subject to investigate. That is why frequencies of
these polymorphisms in CYP2EI have been described for various populations.

Pakistan is a culturally diverse country, but little is known about the distribution of
CYP2EI genetic polymorphism in this country of over 200 million people. Various parts
of the country possess a unique lifestyle, diverse genetic background, dietary habits,
culture, and geographical environment. There are more than 100 single nucleotide
polymorphisms found in CYP2EI in addition to some copy number variants. Among
them, rs2031920, rs3813867, rs6413432, rs6413420, rs72559710, rs55897648, rs2070673,
rs3813865 and rs2070672 are well known. However, only a few might alter the enzyme
activity or associated with certain diseases. Therefore, we specifically investigated samples
drawn from six of Pakistan’s most populous ethnic groups located in distinct geographical
locations and found out frequencies of two important polymorphisms (rs3813865 and
rs2070672) and then compared them with previous findings in other populations.

MATERIALS AND METHODS

Sample collection and DNA extraction

This study was approved by the Institutional Review Board and Ethics Committee of Shifa
Tameer-e-Millat University, Islamabad, Pakistan (ref: IRB# 990-265-2018). Written
informed consent forms were obtained from all participating individuals. The study cohort
comprised of 636 healthy human individuals from six major ethnicities of Pakistan
including Punjabis, Pathan, Sindhi, Balochi, Seraiki, and Urdu Speaking. Ethnicity was
self-reported. Five ml of venous blood drawn into sterile tubes containing EDTA as an
anti-coagulant was stored at 4 °C. The whole-genome DNA was isolated using Gene Jet
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Table 1 Primer sequences for CYP2E1 rs3813865 and rs2070672 along with their product sizes.

Primer ID Primer sequence Product size
rs3813865 OF 5 TGA TGT TGG TTG GGC ATC TA 3’ 499 bp

OR 5" CCT CGA GGT GAG AACTGA CA 3

IF (G allele) 5" CTC ACC CCA CCA AAG CCT AC 3’ 303 bp

IR (C allele) 5" CCA CAG ACT GAA ATT GAA CCC 3’ 236 bp
rs3813865 OF 5" CCA TTC ATG TGG CAG GTG GTG 3’ 455 bp

OR 5" CCA ATG CCC TCT TGC TAC TCG TCT A 3’

IF (G allele) 5" TGG AGT TCC CCG TTG TCG AG 3’ 277 bp

IR (A allele) 5" GTC CTG CCC TTT GGC ACT CGT 3’ 218 bp

Genomic DNA extraction Kit (Thermo Fischer, Waltham, MA, USA) and was quantified
using 1% agarose gel electrophoresis. Isolated genomic DNA was stored at —20 °C until
further processing.

Genotyping

CYP2E1 (rs3813865, G>C; 152070672, A>G) were genotyped using Allele Refractory
Mutation System-Polymerase Chain Reaction (ARMS-PCR) using a pair of outer primers
and a pair of inner primers as shown in Table 1. PCR for both the SNPs was performed
separately in a total reaction volume of 25 ul containing 12.5 pl of 2X Dream Taq
Mastermix (Thermo Fischer, Waltham, MA, USA), 0.18 mM of both OF and OR primers,
0.36 mM of both IF and IR primers, 7.7 pl of sterile PCR water and three pl of template
DNA (20-50 ng/pl). Thermal profile was as follows: initial denaturation at 95 °C for

2 min followed by 35 cycles with denaturation at 95 °C for 30 s, 30 s of primer annealing at
54 °C for rs3813865 and 58 °C for rs2070672, initial extension at 72 °C for 1 min and a
final extension at 72 °C for 2 min. For visualization 12 pl of PCR product was directly
loaded onto 3% agarose gel. For rs3813865, homozygous wild type GG genotype had
499 bp and 303 bp fragments, homozygous mutant CC genotype had 499 bp and 236 bp
fragments and heterozygous GC genotype had three fragments; 499 bp, 303 bp, and

236 bp. Whereas for rs2070672 homozygous wild type GG genotype had 455 bp and
277 bp fragments, homozygous mutant AA genotype had 455 bp and 218 bp fragments
and heterozygous GA genotype had three fragments; 455 bp, 277 bp, and 218 bp. Selected
samples were sent for Sanger sequencing, and the results obtained were found to conform
with results from our laboratory.

Statistical analysis

Data were compiled according to the genotype and allele frequencies estimated from the
observed numbers of each specific allele. The frequency of each allele and genotype in our
samples is given together with the 95% confidence interval. The confidence interval for
proportions was calculated using the formula (CI = p + (1.96 x SE), SE = qrt [p(1 — p)/n],
p = proportion, n = sample size). Chi-squared test and p values were calculated using
observed and expected frequencies as per the Hardy-Weinberg equation.
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Table 2 Allelic frequencies of CYP2E1 (rs2070672) invarious Pakistani ethnicities.

S. No. Ethnicity N A% (95% CI) G% (95% CI)

1 Pakistan 636 89.62 [87.94-91.3] 10.37 [8.69-12.05]
2 Punjabi 238 87.18 [84.18-90.18] 12.81 [9.81-15.81]
3 Pathan 107 90.65 [86.75-94.55] 9.21 [5.34-13.08]
4 Sindhi 59 92.37 [87.58-97.16] 7.62 [2.83-12.41]

5 Seraiki 68 92.64 [88.25-97.03] 7.93 [3.39-12.47)

6 Baloch 82 96.34 [93.47-99.21] 3.63 [0.77-6.49]

7 Urdu 82 84.14 [78.55-89.73] 15.85 [10.26-21.44]

® Punjabi = Pathan
m Seraiki Baloch

Sindhi
m Urdu

®m rs3813865
mrs2070672

Figure 1 Major allele prevalence in different ethnic populations. Every color indicates an ethnic
population. The red and purple quadrants inside every ethnic region represents the frequency of CYP2EI
(rs2070672) and CYP2EI (rs3813865) alleles, respectively.  Full-size (] DOT: 10.7717/peerj.9721/fig-1

RESULTS

Frequencies of CYP2EI (rs2070672) alleles in the Pakistani population are shown in
Table 2 while representative agarose gel image of the experiments is shown in Fig. S1.
The frequency of the major allele was 89.62% and of minor allele was 10.37%. Major allele
was found slightly less prevalent in Punjabi and Urdu populations at 87.18% and 84.14%
respectively compared to Pathan, Sindhi, Seraiki and Baloch populations, where the
prevalence of major allele was slightly higher (Fig. 1; Table 2). The frequency of AA
genotype was 82.70%, AG was 13.83% and GG was 3.45% in the Pakistan population.
Punjabi and Urdu populations showed a slightly lower frequency of wild type genotype at
79.83% and 78.04% respectively while Pathan, Sindhi, and Seraiki populations had a
slightly higher prevalence of wild type genotype. Baloch population showed the highest
frequency of wild type genotype at 92.68%. No homozygous GG genotype was found in
Pathan, Seraiki and Baloch populations (Table 3).
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Table 3 Observed and expected frequencies of CYP2E1 (rs2070672) genotypes.

Population Geno N Observed frequency  Expected frequency Chi squared P value
percentage (CI) percentage by HW law

Pakistani AA 526  82.70 [79.76-85.64] 80.32 35.10 <0.05
AG 88 13.83 [11.15-16.51] 18.58
GG 22 3.45[2.03-4.87] 1.07

Punjabi AA 190  79.83 [74.73-84.93] 76.01 27.82 <0.05
AG 35 14.70 [10.2-19.2] 22.33
GG 13 5.46 [2.57-8.35] 1.64

Pathan AA 87  81.30[73.91-88.69]  82.17 1.14 >0.05
AG 20 18.69 [11.3-26.08] 16.94
GG 0 0 0.87

Urdu AA 64 78.04 [67.08-88] 70.80 24.17 <0.05
AG 10 12.19 [5.11-19.27] 26.66
GG 8 9.75 [3.33-16.17] 2.51

Seraiki AA 58 85.29 [76.87-93.71] 78.20 0.43 >0.05
AG 10 14.70 [6.28-23.12] 28.87
GG 0 0 2.66

Seraiki AA 76 92.68 [87.04-98.32] 92.81 0.11 >0.05
AG 6 7.31 [1.68-1294] 7.04
GG 0 0 0.13

Sindhi AA 51 86.44 [77.7-95.18] 85.33 1.47 >0.05
AG 7 11.86 [3.61-20.11] 14.07
GG 1 1.69 [0-4.98] 0.58

Table 4 Allelic frequencies of CYP2E1 (rs3813865) in various Pakistani ethnicities.

S.No Population N (rs 38) G% (95% CI) C% (95% CI)

1 Pakistan 585 85.12 [82.34-88] 14.8 [11.92-17.68]
2 Punjabi 219 81.50 [76.36-86.64] 18.49 [13.35-23.63]
3 Pathan 109 86.69 [80.31-93.07] 13.30 [6.93-19.63]
4 Sindhi 55 98.18 [94.65-100] 1.81 [0-5.33]

5 Seraiki 64 85.15 [76.44-93.86] 14.84 [6.13-23.55]
6 Baloch 61 88.52 [80.52-96.52] 11.47 [3.47-19.47]
7 Urdu 77 81.16 [72.43-89.89] 18.83 [10.1-27.56]

Frequencies of CYP2E]1 (rs3813865) alleles in the Pakistani population are shown in
Table 4 while representative agarose gel image of the experiments is shown in Fig. S2.

The frequency of minor alleles for this polymorphism was higher in the Pakistani
population, compared to rs2070672, and found to be 14.8% (Table 4). In Punjabi and Urdu
populations, the minor allele was found even more prevalent at 18.49% and 18.83%

respectively. In Sindhi population, the frequency of minor allele was found to be the lowest
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Table 5 Observed and expected frequencies of CYP2E1 (rs3813865) genotypes.

Population Geno N Observed frequency  Expected frequency Chi Squared P value
percentage (CI) percentage by HW law

Pakistani 585
GG 424 72.47 [68.85-76.09] 71.01 7.08 <0.05
GC 138 23.58 [20.14-27.02]  26.49
CC 23 3.93 [2.36-5.50] 247

Punjabi 219
GG 139 63.47 [57.09-69.85] 62.76 0.40 >0.05
GC 69 3150 [25.35-37.65] 3291
cC 11 5.02[2.13-7.91] 431

Pathan 109
GG 83 76.14 [68.14-84.14] 75.15 0.79 >0.05
GC 23 21.10 [13.44-28.76]  23.06
cc 3 2.75 [0-5.82] 1.77

Urdu 77
GG 52 67.53 [54.8-80.26] 65.88 0.89 >0.05
GC 21 27.27 [15.17-39.37]  30.56
CC 4 519[0-11.22] 3.54

Seraiki 64
GG 46 71.87 [60.85-82.89] 72.51 0.16 >0.05
GC 17 2656 [15.74-37.38] 2527
cC 1 1.56 (0-4.6) 2.20

Balochi 61
GG 51  83.60 [74.31-92.89]  78.36 16.23 <0.05
GC 6 9.83 [2.36-17.3] 20.30
CC 4 6.55 [0.34-12.76] 1.31

Sindhi 55
GG 53 96.36 [91.41-100] 96.39 0.02 >0.05
GC 2 3.63 [0-8.57] 3.56
CC 0 0 0.03

at 1.81%. The frequency of the GG genotype was 72.47%, GC was 23.58% and CC was
3.93% in the Pakistan population. In Punjabi and Urdu populations, wild type genotype
(GG) was slightly less prevalent at 63.47% and 67.53% respectively. Baloch population
showed a higher frequency of wild type genotype at 83.60%. The highest prevalence of wild
type genotype was found in the Sindhi population at 96.36%. Sindhi was also the only
population in which no homozygous CC genotype was observed. All other ethnic groups
showed CC genotype albeit at varying frequencies (Table 5).

DISCUSSION

According to its Statistics Bureau, Pakistan with an estimated population of over
210 million, is the sixth most populous country in the world (Pakistan Bureau of Statistics,
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Table 6 CYP2E1 (rs2070672) allele frequencies in 1,000 Genome population.

Population G C GG GC CC
AFR 0.852 0.148 0.734 0.236 0.030
AMR 0.889 0.102 0.813 0.170 0.017
EAS 0.733 0.267 0.530 0.407 0.063
EUR 0.974 0.26 0.948 0.52 0
SAS 0.713 0.287 0.513 0.399 0.088
BEB 0.686 0.315 0.488 0.395 0.116
GIH 0.728 0.272 0.524 0.408 0.068
ITU 0.721 0.279 0.520 0.402 0.078
PJL 0.755 0.245 0.594 0.323 0.083
STU 0.672 0.328 0.441 0.461 0.098
Note:

AFR, African; AMR, American; EAS, East Asian; EUR, European; SA, South Asian; BEB, Bengali in Bangladesh;
GIH, Gujrati Indian in Houston, TX; ITU, Indian Telugu in UK; PJL, Punjabi in Lahore, Pakistan; STU, Sri Lankan Tamil
in UK.

2017). The country has a young, multi-ethnic and multi-cultural society and despite being
home to a huge population, pharmacogenetic studies on how its population responds to
various pharmaceutical drugs are rare. The largest ethnic group in Pakistan is Punjabi,
which makes up about 38.78% of the population, followed by Pashtuns (18.24%), Sindhis
(14.57%), Seraikis (10.53%), Urdu speaking (7.57%) and Baloch (3.57%) (Pakistan
Bureau of Statistics, 2017). These ethnic groups represent about 94% of the Pakistani
population. Genetic variations in CYP genes affecting the metabolism of xenobiotics
and drug response have not been investigated in these ethnic groups. Our study partly
addresses this issue by reporting frequencies of two of the most important single nucleotide
polymorphisms in the CYP2EI gene.

The frequency of rs2070672 minor allele (G) in the Pakistani population was similar to
the one found in the American population (Table 6). The lowest frequency of minor allele
has previously been reported from Europe (0.027). Literature search shows that in the
African population, minor allele is slightly more prevalent than in the Pakistani population
while East and South Asian populations have the highest frequencies of the minor allele
(Genomes Project Consortium, 2015). Similar results were found for genotype frequency
where the wild type genotype observed in the Pakistani population was comparable to
the American population. The highest frequency of wild type genotype is reported from
Europe, in which no homozygous GG genotype was found. The highest frequencies of
heterozygous and homozygous GG are reported from East and South Asian populations
(Genomes Project Consortium, 2015). The difference in allele and genotype frequencies
between earlier reports for South Asian populations and this study may be because our
study estimated frequencies in six different ethnicities while in 1,000 Genome project, the
Pakistani population is represented by one ethnicity only. The difference in sample size
may be another reason for discrepancy.

Among various ethnicities, Urdu speaking showed the highest frequency of rs2070672
minor allele. Punjabi ethnicity displayed the highest prevalence of the minor allele after
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Table 7 CYP2EL1 (rs2070672) allele frequencies in 1,000 Genome population.

Population A G AA AG GG
AFR 0.850 0.150 0.735 0.230 0.035
AMR 0.899 0.101 0.816 0.167 0.017
EAS 0.736 0.264 0.534 0.405 0.062
EUR 0.973 0.027 0.946 0.054 0
SAS 0.713 0.287 0.513 0.399 0.088
BEB 0.686 0.314 0.488 0.395 0.116
GIH 0.728 0.272 0. 524 0.408 0.068
ITU 0.721 0.279 0.520 0.402 0.078
PJL 0.755 0.245 0.594 0.323 0.083
STU 0.672 0.328 0.441 0.461 0.098
Note:

AFR, African; AMR, American; EAS, East Asian; EUR, European; SA, South Asian; BEB, Bengali in Bangladesh; GIH,
Gujrati Indian in Houston, TX; ITU, Indian Telugu in UK; PJL, Punjabi in Lahore, Pakistan; STU, Sri Lankan Tamil in
UK.

Urdu speaking while Baloch people exhibited the lowest frequency of this allele. While
comparing genotypes frequencies, Urdu speaking ethnicity showed the lowest frequency of
wild type genotype (AA) followed by Punjabi ethnicity. The highest frequency of wild
type genotype was exhibited by Baloch ethnicity. Pathan, Baloch and Seraiki ethnicities
did not show any homozygous mutant genotype (GG) while Urdu speaking ethnicity
displayed the highest frequency of this genotype among the study participants. Studies
investigating this polymorphism in the regional populations reveal that the Chinese Uygur
population has a low prevalence of this genetic variant at 0.25% (Zhu et al., 2018). Other
studies carried out at various geographical locations in China showed much higher
frequencies. For example, this variant was found at a frequency of 18.8% in Shantou, 14.1%
in Shanghai, 18.8% in Shenyang and 21.9% in Xian (Tang et al., 2010).

Comparison with other regional populations reveal relatively lower frequencies of
the minor allele (rs207067) in Pakistani ethnicities. Sri Lankan Tamils in the UK (STU)
and Bengali from Bangladesh (BEB) have shown a much higher frequency of minor allele
at 0.328 and 0.315 respectively whereas, in Pakistani population, the highest frequency
of this allele is reported by Punjabi and Urdu ethnicities at 0.128 and 0.158, respectively.
Even Gujrati Indian in Houston (GIH), Punjabi in Lahore (PJL) and Indian Telugu in the
UK (ITU) have reported minor allele frequencies that are higher than most Pakistan
ethnicities. Although, largely in agreement with regional ethnicities, this relatively low
frequency of minor alleles in Pakistani ethnicities might be due to broad geographical
locations from which our samples were obtained. For example, PJL data in the 1,000
genome project, was obtained from one center in Lahore while our samples were collected
from various centers in Rawalpindi, Islamabad, and Lahore.

The frequency of rs3813865 minor allele (C) in the Pakistani population was similar
to the one found in African population. The lowest frequency of the minor allele is
reported from Europe (0.026) (Table 7). The highest frequencies of this polymorphism are
reported from South and East Asia at 0.287 and 0.267 respectively (Genomes Project
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Consortium, 2015). The frequency of this genetic variant in the American population is
reported at 0.102, which is the second-lowest frequency reported in the 1,000 genome
database for this variant. Looking at the genotype frequencies, wild type genotype observed
in the Pakistani population was closest to the one reported for the African population.
South Asian and East Asian populations are reported to have the lowest frequencies of wild
type genotype at 0.513 and 0.530 respectively (Genomes Project Consortium, 2015).

The highest frequency of wild type genotype (GG) is reported from European populations
at 0.948 with a 0.52 heterozygous genotype (GC). However, European populations are the
only ones reported in the 1,000 genome to have no homozygous CC genotype.

Comparing rs3813865 polymorphism among various ethnicities revealed that Urdu and
Punjabi ethnicities have the highest prevalence of the minor allele (C). The highest major
allele frequency was exhibited by Sindhi ethnicity. Pathan, Seraiki and Baloch ethnicity
showed frequency of minor allele in the same range but was considerably higher than
Sindhi ethnicity. Studying genotype frequencies of various ethnicities showed that
Sindhi ethnicity possesses the highest wild type genotype (GG). The lowest wild type
genotype was exhibited by Punjabi ethnicity. Pathan, Seraiki, Baloch, and Urdu speaking
ethnicities showed an intermediate prevalence of wild type genotype compared to Sindhi
and Punjabi ethnicities. Only Sindhi ethnicity did not report any homozygous mutant
genotype (CC). Consistent with our findings with rs207067, the frequency of rs3813865
minor allele was found slightly lower in our ethnic populations in comparison with other
regional ethnicities. Sri Lankan Tamils in the UK (STU) and Bengali from Bangladesh
(BEB) have shown a higher frequency of minor allele at 0.328 and 0.315 respectively
whereas, in Pakistani population, the highest frequency of this allele is reported by Punjabi
and Urdu ethnicities at 0.185 and 0.188, respectively. Even Gujrati Indian in Houston
(GIH), Punjabi in Lahore (PJL) and Indian Telugu in the UK (ITU) have reported minor
allele frequencies that are higher than most Pakistan ethnicities. A literature search
shows that the frequency of this genetic variant at various geographical locations in
China displayed comparable and, in some cases, higher frequencies. For example, this
variant was found at a frequency of 18.7% in Shantou, 14% in Shanghai, 23.4% in
Shenyang and 22.4% in Xian (Tang et al., 2010).

Limitations of our study include finding out the prevalence of only two SNPs while there
are more than 100 SNPs found in CYP2EI. However, only a few might alter the enzyme
activity or associated with certain diseases. Our methods for the determination of these
SNPs also prohibited us from finding novel SNPs in our population. Sequencing all
samples could have helped find new SNPs in our population. This would have also helped
us finding copy number variants in the CYP2E1 gene in our population if any. Functional
analysis of the CYP2E1 enzyme, containing these SNPs could have helped establish the
functional relevance of observed SNPs.

CONCLUSIONS

To our knowledge, this is the first study to report frequencies of CYP2EI gene
polymorphisms in various ethnicities of the Pakistani population. Genetic information
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about patients’ CYP2E] gene is likely to help physicians prescribe to patients the most
suitable and safest drug based on their genetic make-up. We propose further studies with
individual drugs metabolized by CYP2E1 to shed more light on genotype phenotype
relations. Carrying out enzyme activities of CYP2E1 containing these SNPs would be
helpful to establish functional relevance and importance of these SNPs in the Pakistani
population.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

Funding for this research project was provided by the Shifa Tameer-e-Millat University to
Dr. Sagheer Ahmed. The funders had no role in study design, data collection and analysis,
decision to publish, or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Shifa Tameer-e-Millat University.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions

e Sagheer Ahmed conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, and approved the final draft.

e Nadeem Altaf conceived and designed the experiments, performed the experiments,
authored or reviewed drafts of the paper, and approved the final draft.

e Mahnoor Ejaz conceived and designed the experiments, performed the experiments,
prepared figures and/or tables, and approved the final draft.

e Zaira Zulfigar conceived and designed the experiments, performed the experiments,
prepared figures and/or tables, and approved the final draft.

e Kholood Janjua conceived and designed the experiments, performed the experiments,
authored or reviewed drafts of the paper, and approved the final draft.

e Dana Festila analyzed the data, prepared figures and/or tables, authored or reviewed
drafts of the paper, and approved the final draft.

e Nicula Cristina analyzed the data, prepared figures and/or tables, authored or reviewed
drafts of the paper, and approved the final draft.

Human Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

The Institutional Review Board and Ethics Committee of Shifa Tameer-e-Millat
University, Islamabad, Pakistan approved this research (990-265-2018).

Ahmed et al. (2020), Peerd, DOI 10.7717/peerj.9721 10/12


http://dx.doi.org/10.7717/peerj.9721
https://peerj.com/

Peer/

Data Availability
The following information was supplied regarding data availability:
The raw measurements are available in the Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.9721#supplemental-information.

REFERENCES

Agerstrand M, Wester M, Rudén C. 2009. The Swedish Environmental Classification and
Information System for Pharmaceuticals: an empirical investigation of the motivations,
intentions and expectations underlying its development and implementation.

Environment International 35(5):778-786 DOI 10.1016/j.envint.2008.12.001.

Arinc E, Arslan S, Bozcaarmutlu A, Adali O. 2007. Effects of diabetes on rabbit kidney and lung
CYP2E1 and CYP2B4 expression and drug metabolism and potentiation of carcinogenic activity
of N-nitrosodimethylamine in kidney and lung. Food and Chemical Toxicology 45(1):107-118
DOI 10.1016/j.£ct.2006.07.026.

Barry KH, Zhang Y, Lan Q, Zahm SH, Holford TR, Leaderer B, Boyle P, Hosgood HD,
Chanock S, Yeager M, Rothman N, Zheng T. 2011. Genetic variation in metabolic genes,
occupational solvent exposure, and risk of non-hodgkin lymphoma. American Journal of
Epidemiology 173(4):404-413 DOI 10.1093/aje/kwq360.

Bolt HM, Roos PH, Thier R. 2003. The cytochrome P-450 isoenzyme CYP2E1 in the biological
processing of industrial chemicals: consequences for occupational and environmental medicine.
International Archives of Occupational and Environmental Health 76(3):174-185
DOI 10.1007/s00420-002-0407-4.

Bonifaz-Pena V, Contreras AV, Struchiner CJ, Roela RA, Furuya-Mazzotti TK, Chammas R,
Rangel-Escareiio C, Uribe-Figueroa L, Gomez-Vazquez M]J, McLeod HL, Hidalgo-Miranda A,
Parra EJ, Fernandez-Lopez JC, Suarez-Kurtz G. 2014. Exploring the distribution of genetic
markers of pharmacogenomics relevance in Brazilian and Mexican populations. PLOS ONE
9(11):e112640 DOI 10.1371/journal.pone.0112640.

Cederbaum AI. 2006. CYP2E1-biochemical and toxicological aspects and role in alcohol-induced
liver injury. Mount Sinai Journal of Medicine 73(4):657-672.

Genomes Project Consortium. 2015. A global reference for human genetic variation. Nature
526(7571):68-74 DOI 10.1038/nature15393.

Flockhart DA. 2007. Drug interactions: cytochrome P450 drug interaction table. Indianapolis:
Indiana University School of Medicine.

Guengerich FP, Kim DH, Iwasaki M. 1991. Role of human cytochrome P-450 IIE1 in the
oxidation of many low molecular weight cancer suspects. Chemical Research in Toxicology
4(2):168-179 DOI 10.1021/tx00020a008.

Hakenewerth AM, Millikan RC, Rusyn I, Herring AH, Weissler MC, Funkhouser WK,
North KE, Barnholtz-Sloan JS, Olshan AF. 2013. Effects of polymorphisms in alcohol
metabolism and oxidative stress genes on survival from head and neck cancer.

Cancer Epidemiology 37(4):479-491 DOI 10.1016/j.canep.2013.03.010.

Huang X, Chen L, Song W, Chen L, Niu ], Han X, Feng G, He L, Qin S, Lucia A. 2012.
Systematic functional characterization of cytochrome P450 2E1 promoter variants in the
Chinese Han population. PLOS ONE 7(7):e40883 DOI 10.1371/journal.pone.0040883.

Ahmed et al. (2020), Peerd, DOI 10.7717/peerj.9721 1112


http://dx.doi.org/10.7717/peerj.9721#supplemental-information
http://dx.doi.org/10.7717/peerj.9721#supplemental-information
http://dx.doi.org/10.7717/peerj.9721#supplemental-information
http://dx.doi.org/10.1016/j.envint.2008.12.001
http://dx.doi.org/10.1016/j.fct.2006.07.026
http://dx.doi.org/10.1093/aje/kwq360
http://dx.doi.org/10.1007/s00420-002-0407-4
http://dx.doi.org/10.1371/journal.pone.0112640
http://dx.doi.org/10.1038/nature15393
http://dx.doi.org/10.1021/tx00020a008
http://dx.doi.org/10.1016/j.canep.2013.03.010
http://dx.doi.org/10.1371/journal.pone.0040883
http://dx.doi.org/10.7717/peerj.9721
https://peerj.com/

Peer/

Ingelman-Sundberg M, Johansson I, Yin H, Terelius Y, Eliasson E, Clot P, Albano E. 1993.
Ethanol-inducible cytochrome P4502E1: genetic polymorphism, regulation, and possible role in
the etiology of alcohol-induced liver disease. Alcohol 10(6):447-452
DOI 10.1016/0741-8329(93)90063-T.

Jia WH, Pan QH, Qin HD, Xu YF, Shen GP, Chen L, Chen L-Z, Feng Q-S, Hong M-H,

Zeng Y-X, Shugart YY. 2009. A case-control and a family-based association study revealing an
association between CYP2E1 polymorphisms and nasopharyngeal carcinoma risk in Cantonese.
Carcinogenesis 30(12):2031-2036 DOI 10.1093/carcin/bgp239.

Kim J-H, Cheong HS, Park BL, Kim LH, Shin HJ, Na HS, Chung MW, Shin HD. 2015. Direct
sequencing and comprehensive screening of genetic polymorphisms on CYP2 family genes
(CYP2A6, CYP2B6, CYP2C8, and CYP2E]1) in five ethnic populations. Archives of Pharmacal
Research 38(1):115-128 DOI 10.1007/s12272-014-0348-y.

Pakistan Bureau of Statistics. 2017. Results of 6th Population & Housing Census-2017.
Available at http://www.pbs.gov.pk/content/block-wise-provisional-summary-results-6th-
population-housing-census-2017-january-03-2018.

Tang K, Li X, Xing Q, Li W, Feng G, He L, Qin S. 2010. Genetic polymorphism analysis of
cytochrome P4502E1 (CYP2EI1) in Chinese Han populations from four different geographic
areas of Mainland China. Genomics 95(4):224-229 DOI 10.1016/j.ygeno.2010.01.005.

XuJ, Yang Y-Z, Tang F, Ga Q, Wuren T, Wang Z, Ma L, Rondina MT, Ge R-L. 2015. CYP17A1
and CYP2E1 variants associated with high altitude polycythemia in Tibetans at the
Qinghai-Tibetan Plateau. Gene 566(2):257-263 DOI 10.1016/j.gene.2015.04.056.

Zhang Y, Hughes KJ, Zahm SH, Zhang Y, Holford TR, Dai L, Bai Y, Han X, Qin Q, Lan Q,
Rothman N, Zhu Y, Leaderer B, Zheng T. 2009. Genetic variations in xenobiotic metabolic
pathway genes, personal hair dye use, and risk of non-Hodgkin lymphoma. American Journal of
Epidemiology 170(10):1222-1230 DOI 10.1093/aje/kwp263.

Zhu L, He Y, Niu F, Yan M, Li J, Yuan D, Jin T. 2018. Polymorphisms of drug-metabolizing
enzyme CYP2E1 in Chinese Uygur population. Medicine 97(7):¢9970
DOI 10.1097/MD.0000000000009970.

Zhukov A, Ingelman-Sundberg M. 1999. Relationship between cytochrome P450 catalytic cycling
and stability: fast degradation of ethanol-inducible cytochrome P450 2E1 (CYP2E1) in
hepatoma cells is abolished by inactivation of its electron donor NADPH-cytochrome P450
reductase. Biochemical Journal 340(Pt. 2):453-458.

Ahmed et al. (2020), Peerd, DOI 10.7717/peerj.9721 12112


http://dx.doi.org/10.1016/0741-8329(93)90063-T
http://dx.doi.org/10.1093/carcin/bgp239
http://dx.doi.org/10.1007/s12272-014-0348-y
http://www.pbs.gov.pk/content/block-wise-provisional-summary-results-6th-population-housing-census-2017-january-03-2018
http://www.pbs.gov.pk/content/block-wise-provisional-summary-results-6th-population-housing-census-2017-january-03-2018
http://dx.doi.org/10.1016/j.ygeno.2010.01.005
http://dx.doi.org/10.1016/j.gene.2015.04.056
http://dx.doi.org/10.1093/aje/kwp263
http://dx.doi.org/10.1097/MD.0000000000009970
http://dx.doi.org/10.7717/peerj.9721
https://peerj.com/

	Genetic variations in the drug metabolizing enzyme, CYP2E1, among various ethnic populations of Pakistan
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


