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MCA4R represents a key player involved in melanocortin-mediated control of energy balance. Recently
identified near MC4R variant rs17782313 (T > C) can serve as a contributing factor for obese phenotype
but its association with obesity has never been sought in a sample of the Pakistani population. The role
of genetic variants as causal factors varies across populations. Association studies in a specific population
can help us to distinguish global from local gene—gene and gene—environment interactions. This is the
first study that investigated the association of rs17782313 with obesity and various obesity-linked
anthropometric, metabolic, physical, and behavioural traits in Pakistani subjects including 306 OW/OB
(overweight and obese) and 300 NW (normal weight) individuals. The comparison of various
aforementioned obesity-linked continuous and categorical variables between OW/OB and NW subjects
revealed that almost all variables were found significantly aberrant (p < 0.05) in OW/OB subjects as
compared to their age- and gender-matched NW controls indicating greater risk of developing various
cardio-metabolic disorders. The genotyping of rs17782313 showed significant association of this variant
with obesity and obesity-linked anthropometric traits in females suggesting the gender-specific effect of
this variant in our population. The minor allele C increased the risk of obesity by 1.55 times (95% Cl =
1.1-2.18, p = 0.01) whereas homozygous CC genotype increased the risk by 2.43 times (95% Cl = 1.19-

496, p = 0.015) in females. However, no association of rs17782313 was observed with any of the
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Accepted 30th April 2018 obesity-linked metabolic, physical, and behavioural traits except random eating timings. In conclusion,

the current study significantly contributes to the knowledge of the genetic proneness to obesity in
Pakistani females. This could also be helpful for forthcoming meta-analysis studies elucidating which
variants are truly associated with the susceptibility to develop an obese phenotype.

DOI: 10.1039/c8ra00695d

rsc.li/rsc-advances

Open Access Article. Published on 09 May 2018. Downloaded on 3/22/2026 4:38:52 PM.

(cc)

1. Introduction

Obesity can be viewed as a chronic destabilization of energy
balance attributable to more energy intake (caloric consump-
tion) and less energy expenditure (basal metabolism, adaptive
thermogenesis, and physical activity) engendering an overall
shift toward positive energy state ultimately reflected by exces-
sive build-up of adipose tissue in the body and weight gain. It
can have severe implications for longevity' and health including
type 1I diabetes, cardiovascular diseases, asthma, gall bladder
disease, osteoarthritis, and many cancers.”

The central melanocortin system regulates body weight and
overall metabolic fitness by modulating the acute and long-term
energetic states with appropriate behavioural and physiological
output.®* These activities are dependent on the interoceptive
function of two antagonistic populations of first-order neurons
namely Agouti-related protein (AGRP)-producing neurons and

Molecular Biology and Human Genetics Laboratory, Dr. Panjwani Center for
Molecular Medicine and Drug Research (PCMD), International Center for Chemical
and Biological Sciences (ICCBS), University of Karachi, Karachi-75270, Pakistan.
E-mail: molecularbiologist1 @gmail.com; sobia.rana@iccs.edu; Tel: + 92 21 99261683

This journal is © The Royal Society of Chemistry 2018

proopiomelanocortin  (POMC)-producing neurons in the
arcuate nucleus of the hypothalamus (ARC). These two first-
order neuronal populations represent a cellular interface
between afferent indicators of physiological state and neural
circuits governing response enactment.* ARC*#** neurons form
the anabolic wing of the melanocortin pathway that is robustly
stimulated by caloric insufficiency® and is essential for driving
energy intake, conserving energy expenditure, and promoting
weight gain.®® Conversely, ARC"°™® neurons form the catabolic
wing that is stimulated by caloric sufficiency and lead to satiety,
increased energy expenditure, and weight loss.”**® The profi-
ciency of the melanocortin system to control both catabolic and
anabolic processes of energy balance rests upon antagonistic
involvement of second-order melanocortin-4 receptor (MC4R)-
expressing neurons.

MCA4R is a seven transmembrane G-protein coupled receptor
critically involved in the central regulation of energy balance. It
is a member of the melanocortin receptor family and expressed
by multiple neuronal populations in the central nervous
system.” MC4R signalling is modulated by the first-order
neuropeptides namely alpha-melanocyte stimulating hormone
(2-MSH, a post-translational derivative of POMC) and AGRP.
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Both o-MSH and AGRP compete for binding to MC4R. The
binding of «-MSH (an agonist for MC4R) stimulates MC4R
activity whereas AGRP (an inverse agonist for MC4R) binding
suppresses MC4R activity. Enhanced MC4R activity triggers an
anorexigenic signal while diminished receptor activity triggers
an orexigenic signal.’> Experimental evidence demonstrates
a functional divergence in the melanocortinergic network such
that the regulation of energy intake, energy expenditure, and
glucose homeostasis proceeds through neuroanatomically
distinct populations of MC4R-expressing neurons.'* MC4R-
expressing glutamatergic neurons in the paraventricular
nucleus of the hypothalamus (PVH"“*}) are the principal pop-
ulation for regulating energy intake but do not influence energy
expenditure. MC4R-expressing PVH neurons are synaptically
connected to neurons in the parabrachial nucleus (PBN), which
relays visceral information to the forebrain, thus, lateral PBN
serves as the site of functional outflow for melanocortin-
regulated appetite.** MC4R-expressing cholinergic pregangli-
onic sympathetic neurons in the intermediolateral nucleus of
the spinal cord (IML™“*®) are the predominant population for
regulating energy expenditure with no influence on energy
intake. IMLM®*R neurons govern generalized sympathetic tone
(sympatho-excitation) engendering increased energy expendi-
ture, elevated blood pressure, and decreased plasma glucose.
IMLM“*® neurons play a role in overall glucose homeostasis by
increasing hepatic insulin action (sensitivity) including
suppression of endogenous glucose production and stimulation
of glucose disposal but do not directly influence insulin release.
The MC4R-expressing preganglionic parasympathetic neurons
in the dorsal motor nucleus of the vagus (DMV™“*¥) are the
primary population implicated in the glucose homeostasis with
no influence on energy intake and expenditure. DMV®®
neurons suppress parasympathetic tone (parasympatho-
suppression) engendering tonic inhibition of pancreatic
insulin release with no considerable effect on overall glycaemic
state or insulin sensitivity.*>”

The human MC4R is a 332-amino acid protein encoded by
a single exon gene localized on chromosome 18q22.'* Poly-
morphisms within the MC4R coding region or variants outside
of the coding region that influence its expression can result in
partial or complete dysfunction of MC4R leading to a clinical
phenotype with lack of satiety, hyperphagia, a decline in energy
expenditure, and consequently obesity."*** MC4R variants were
originally identified as causing rare monogenic obesity but now
known to be frequent enough to account for a considerable
proportion of common obesity cases.”® Genome wide associa-
tion studies (GWAS) conducted in Caucasians has identified
new loci with variants associated with obesity. Among these
variants, rs17782313 (T > C polymorphism) mapped at 188 kb
downstream of the MC4R gene showed second strongest asso-
ciation with BMI.>*> Energy intakes higher than estimated energy
requirement® and eating behaviour more specifically emotional
eating and food cravings® might be account for the association
between rs17782313 and BMIL.

The human genetic architecture differs across populations.
The frequencies of risk alleles responsible for susceptibility to
obesity differ among populations of changing geographic
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origin. To date, most of GWAS published reports have been
executed in populations of western origin with non-western and
multi-ethnic populations remain under-investigated so far.
Thus, it is uncertain if the results of association studies in
western world hold true in different non-western and multi-
ethnic populations. Multi-ethnic study designs have great
potential to rebuild the evolutionary history of genetic prone-
ness to obesity, isolate disease-causing variants, and distin-
guish global from local gene-gene and gene-environment
interactions. Association studies across different populations
can help us to delineate more precisely which loci or variants
could play a role in the obesity aetiology and help to understand
the genetic and environmental factors contributing to obese
phenotype. Therefore, association studies should be encour-
aged in non-western or isolated populations, especially in
populations at low or high risk for obesity. According to a recent
report by global burden of disease study, Pakistan has been
placed at 9th position out of 188 countries in terms of over-
weight and obesity. One-third of adults in here are overweight
and obese, and the gender gap in excess weight is widening with
more women gaining weight than men.” Such a high preva-
lence of overweight and obesity in Pakistan warrants investi-
gations of various factors involved in manifestation of such
phenotypes including genetic factors. To our knowledge, there
is no study available that investigated the association of the
MCA4R variant rs17782313 with overweight and obese pheno-
types in Pakistani population. Therefore, the current study has
been carried out to investigate the association of this variant
with the expression of obese phenotype and related traits in
Pakistani population.

2. Materials and methods

2.1. Study design and sample population

The study was carried out at the International Center for
Chemical and Biological Sciences (ICCBS), University of Kar-
achi, Pakistan, after taking approval from Independent Ethics
Committee (IEC) of the institute. The study was also approved
by the University's Board of Advanced Studies and Research
(BASR). Moreover, the study was conducted in accordance with
the Helsinki Declaration as revised in 1989.

A total of 606 human subjects of both genders between 12
and 62 years of age were recruited in the study. The total
subjects constituting the sample population included 336
males (55.45%) and 270 females (44.55%). The mean age (mean
+ SEM) of the sample population was 29.18 + 0.37 years. Simple
random sampling without replacement technique was used to
recruit the subjects from general population of Karachi after
obtaining written informed consents. However, all subjects
were not permanent residents of the city. The recruited subjects
were from diverse ethnic backgrounds including Urdu-
speaking, Punjabi, Pashtun, Sindhi, Balochi, and others. Kar-
achi is a cosmopolitan city and represents the people of diverse
ethnic backgrounds from all over the Pakistan.

The study was based on a case-control design. A total sample
population of 606 individuals included 306 overweight and
obese subjects (cases) and their sex- and age-matched (+£5 years)

n
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300 normal-weight individuals (controls) with a calculated
statistical power of 80.5. The sample size for the study pop-
ulation was estimated via Online Sample Size Estimator (OSSE)
by substituting Minor Allele Frequency (MAF) in cases as 18.3%
and in controls as 10.3%.%® The study population was further
stratified on the basis of gender (males and females) and age
(group1: subjects =20 years of age; group 2: subjects >20 years
of age). The inclusion criteria for the case subjects with ages >
20 years was BMI = 25 kg m ™ > for overweight subjects and BMI
= 30 kg m? for obese subjects whereas the inclusion criteria
for the control subjects (normal-weight) of the same age was
BMI < 25 kg m > according to World Health Organization
(WHO). On the other hand, the inclusion criteria for case
subjects with ages =20 years was >85th — <95th percentile for
overweight subjects and =95th percentile for obese subjects
whereas the inclusion criteria for control subjects =20 years of
age was 5th-85th percentile according to Center for Disease
Control and Prevention (CDC) BMI for age growth charts.
Individuals with the history of medication (tricyclic antide-
pressants, phenothiazine, anticonvulsants, and steroids) and
history of endocrine disorders such as pituitary dysfunction,
Cushing's syndrome and hypothyroidism were not included in
the study.

2.2. Physical examination and behavioural features

Physical examination was performed to check the signs of
hyperlipidaemia, acanthosis nigricans, and abdominal and
axillary striae. Blood pressure (systolic and diastolic) was
measured twice from the right arm of the subject in a sitting
position using a standard mercury sphygmomanometer.
Obesity-related behavioural information of each participant was
obtained through questionnaire.

2.3. Anthropometric parameters

Height in centimetres (to the nearest 0.1 cm) and weight in
kilograms (to the nearest 0.1 kg) were measured by using
a portable stadiometer (Seca 214, Germany) and a mechanical
column scale (Seca 755, Germany), respectively. Both
measurements were taken with light clothing and no shoes on.
BMI was computed as weight (kg) divided by squared height
(m?) from height and weight obtained during the in-person
screen. Waist circumference (WC) was measured just above
navel around the mid-point between the lower margin of the
last rib and top of iliac crest by using a stretch-resistant
measuring tape. Similarly, hip circumference was measured
around the widest portion of the buttocks. The waist-to-hip
(WHR) ratio was calculated by dividing the two measure-
ments. Skin-fold thickness (subcutaneous fat) was measured in
millimetres (mm) for biceps, triceps, suprailiac, abdomen,
thigh, and sub-scapular by using skin-fold calliper (Slim Guide,
MI, USA). Every measurement was done three times and the
average value was taken. Skin-fold measurement of 4 sites
(triceps, abdomen, supra-iliac, and thigh) was then used for
estimation of percent body fat (% BF) by using gender-specific
standard formulae®” as follows:
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%BF in males = (0.29288)(4 skin-folds sum) — (0.0005)(4 skin-
folds sum)? + 0.15845(age) — 5.76377

%BF in females = (0.29669)(4 skin-folds sum) — (0.00043)(4 skin-
folds sum)? + 0.02963(age) + 1.4072

2.4. Blood sample collection

Venous blood samples were drawn from each participant after
an overnight fast of 8-12 hours. Fasting blood sample of 5 ml
volume was drawn from each participant by using a 5 ml syringe
(Cat no. 367863 BD, USA) via standard venepuncture technique.
For each participant, 2 ml of fasting blood sample was collected
in an EDTA (anticoagulant)-coated lavender top vacutainer tube
(Cat no. 367841, BD, USA) whereas rest of 3 ml fasting blood
sample was collected in a gold top vacutainer tube (Cat no.
367983, BD, USA) containing gel and clot activator. Blood
sample from lavender top vacutainer tube was consumed for
subsequent DNA extraction while blood sample from gold top
vacutainer tube was used for subsequent serum isolation.
Serum was isolated by centrifuging the gold top vacutainer tube
containing 3 ml of fasting blood sample at 4000 rpm for 10
minutes. Isolated serum was used for the biochemical estima-
tion of fasting insulin.

2.5. Metabolic estimations

Fasting blood glucose (FBG) levels were estimated by using
blood glucose monitoring system (Abbott, UK) while fasting
serum insulin levels were determined by ELISA (enzyme linked
immunosorbent assay) using DIAsource INS-EASIA Kit (Cat no.
KAP1251, Belgium) according to manufacturer's instructions on
Multiskan™ FC Microplate Photometer (ThermoFisher Scien-
tific, MA, USA). The values of FBG and fasting serum insulin
were utilized to calculate the homeostasis model assessment of
insulin resistance (HOMA-IR) by the following formula: HOMA-
IR = Fasting glucose (mmol L™ ') x Fasting insulin (uIU ml™')/
22.5.%%

2.6. DNA extraction and allelic discrimination assay

Genomic DNA was extracted from whole blood using EZ-10 spin
column genomic DNA kit (Cat. no. BS684, Bio Basic, ON, Can-
ada) according to the manufacturer's protocol. The variant
rs17782313 (T — C transition in 188 kb downstream of the
MC4R gene) was genotyped by real-time PCR and allelic
discrimination using TagMan® predesigned SNP genotyping
assay (assay ID: C__32 667 060_10, Cat no. 4 351376, ABI, Foster
city, CA, USA) and TagMan® genotyping master mix (Cat. no.
4381656, ABI, Foster City, CA, USA). The TagMan genotyping
reaction was amplified on an Applied Biosystems Inc. 7500 real-
time PCR System (ABI, Foster City, CA, USA). The reaction
components for each genotyping reaction include 50 ng of
genomic DNA, 12.5 pL of TagMan genotyping master mix (2X),
1.25 pL of assay mix (20X), and water up to a total volume of 25
pL. The thermocycler conditions employed were 95 °C for 10
minutes followed by 40 cycles of 95 °C for 15 seconds and 60 °C
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for 1 minute. The reaction was then analysed for allelic
discrimination by using Applied Biosystems Sequence Detec-
tion Software. Genotyping quality control was performed by
duplicating 20% of the samples. Furthermore, two negative
controls (NTC — No Template control) and a positive control
(PC) for each genotype (TT, CT, and CC) were included in every
batch.

2.7. Statistical analysis

The statistical analysis was performed by using International
Business Machines Statistical Package for Social Sciences soft-
ware version 19.0 (IBM SPSS. Inc. Chicago, IL, USA). The
normality of the data was examined by the Kolmogorov-Smirnov
test. Continuous variables were expressed as mean ranks and
categorical variables as percentages. Continuous variables were
compared by Mann-Whitney U test and categorical variables by
chi-square (x?) test to observe the differences between OW/OB
and NW subjects. The Hardy-Weinberg equation was applied
to check whether the observed allelic and genotypic frequencies
in overweight/obese and normal weight subjects were compatible
with Hardy-Weinberg equilibrium (HWE) predictions. The whole
data was stratified according to gender and age in subgroups.
Allelic frequencies were calculated by gene counting. The differ-
ences in allelic and genotypic frequencies between OW/OB and
NW subjects were determined by applying x> test assuming co-
dominant (TT, CT, CC), dominant (TT vs. CT + CC) and reces-
sive (CC vs. CT + TT) genetic models. Odd ratio (OR) and 95%
confidence interval (CI) were calculated to find out the risk of
obesity associated with the risk allele. Associations of obesity-
related continuous variables (anthropometric and metabolic
parameters) across genotypes of MC4R variant rs17782313 were
assessed by applying Kruskal Wallis test and subsequent pair-
wise associations were explored by using Dunn-Bonferroni
post-hoc analysis. On the other hand, associations of obesity-
related categorical variables across genotypes of MC4R variant
rs17782313 were determined using x*-test. A p-value < 0.05 was
considered for significant differences.

3. Results

3.1. Demographic data

The mean age (mean + SEM) of overweight and obese subjects
(cases) was 29.96 £ 0.538 years while the mean age of normal
weight subjects (controls) was 28.39 £ 0.491 years. Among total
population of overweight and obese subjects (306), 59.5% (182)
reported the age of obesity onset as =20 years while rest of the
40.5% (124) reported the age of obesity onset as >20 years.

3.2. Ethnic diversity

The sample population represented subjects with diverse ethnic
backgrounds (Fig. 1). The order of ethnic representation in total
study population (n = 606) from highest to lowest representa-
tion was Urdu-speaking (56.30%) > Punjabi (17.30%) > Pashtun
(10.60%) > Sindhi (7.80%) > Balochi (2.10%) > others (5.90%j;
Balti, Kashmiri, Chitrali, etc.). Almost equal ethnic distribution
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was observed in overweight and obese (OW/OB) subjects (cases)
and normal weight (NW) subjects (controls).

3.3. Significantly aberrant continuous variables in
overweight and obese cases

Comparison of continuous variables between OW/OB cases and
NW controls is presented in Table 1. All the continuous vari-
ables including anthropometric measurements (weight, BMI,
WC, HC, WHR, subcutaneous fat deposits, and % BF) except
height, metabolic parameters (FBG, fasting insulin, HOMA-IR),
and systolic (SBP) and diastolic (DBP) blood pressures were
found significantly aberrant in total and gender-stratified OW/
OB subjects as compared to their corresponding normal
weight controls (p < 0.05) except the difference for SBP in males.
The mean rank of SBP in male cases was higher than that of
male controls but the p-value did not remain significant though
it was at the very edge of significance (p = 0.052).

3.4. Significantly deviant categorical variables in overweight
and obese cases

Comparison of categorical variables between OW/OB cases and
NW controls is summarized in Table 2. Deviant life-style and
behavioural traits (except diet unconsciousness) such as random
eating timings, tendency towards fat dense food (TFDF), inade-
quate sleep, irregular sleep-wake timings, shift-work, and low
physical activity (PA) were significantly more prevalent in OW/OB
cases as compared to NW controls. However, after gender strat-
ification, a significantly higher percentage of OW/OB males
showed diet unconsciousness as compared to NW males while
the difference disappeared for inadequate sleep in males, and for
random eating timings and shift-work in females. Similarly,
physical signs associated with metabolic disturbances such as
acanthosis nigricans, axillary and abdominal striae, and hyper-
lipidaemia signs were significantly more frequent in OW/OB
cases as compared to NW controls. However, the difference for
signs of hyperlipidaemia vanished in males after gender strati-
fication. In addition, co-morbidities associated with weight gain
including hypertension, joint problems, depression and irregular
menstrual cycle (in case of females) were significantly more
common in OW/OB cases as compared to their NW controls.
Furthermore, a significantly higher percentage of OW/OB cases
had family history of obesity (FHO) as compared to their NW
controls but this difference departed in both males and females
after gender stratification. An interesting finding is that a signif-
icantly higher percentage of OW/OB subjects was found married
as compared to normal weight subjects.

3.5. Association between stigma and obesity

Among total population of overweight and obese cases (n =
306), 44.77% reported that they were stigmatized for being
overweight or obese (Table 2). However, after gender stratifi-
cation of OW/OB subjects, significantly higher percentage
(63.80%) of females were found to be stigmatized for being
overweight and obese (x” test, p < 0.001) as compared to males
(29.20%).

This journal is © The Royal Society of Chemistry 2018
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Fig. 1 Ethnic representation of study population.

3.6. Genotypic and allelic frequencies of MC4R variant
rs17782313

The observed genotypic frequencies for the MC4R rs17782313
genotypes (TT, TC, and CC) were in Hardy-Weinberg equilib-
rium for both NW and OW/OB participants (x>-test; p = 0.665
and 0.316, respectively). The observed minor allele frequency
(MAF) of the MCA4R risk ‘C’ allele was 42.1% (510/1212) in total
study population. Similarly, the frequency of TT wild-type, TC
heterozygote and CC homozygote carriers was 34% (206/606),
47.8% (290/606) and 18.2% (110/606), respectively. The
comparison of genotypic and allelic frequencies of MC4R
rs17782313 variant between OW/OB and NW subjects is
mentioned in Table 3. MAF for the risk allele ‘C’ was 43.8% (268/
612) and 40.3% (242/600) for OW/OB and NW subjects,
respectively. No significant difference (p > 0.05) was observed in
the distribution of genotypic and allelic frequencies of MC4R
rs1778313 variant between OW/OB and NW subjects. However,
after gender stratification of the total study population, signif-
icantly higher genotypic and allelic frequencies of MC4R
rs1778313 variant were found in OW/OB females as compared
to NW females (p < 0.05). When females were further stratified
according to age in to >20 and =20 years' groups, this difference
remained significant (p < 0.05) only in adult females (>20 years).
However, it must be noted that the sample size reduced

This journal is © The Royal Society of Chemistry 2018
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considerably in =20 years' females group. On the other hand,
no significant difference was seen in genotypic and allelic
frequencies between overall and age-stratified OW/OB males as
compared to NW males (p > 0.05). Furthermore, no difference
was found between OW/OB and NW subjects when study pop-
ulation was stratified on the basis of age alone (p > 0.05). Thus,
gender and age related differences in genotypic and allelic
frequencies of MC4R rs17782313 variant were found in our
study population with higher genotypic and allelic frequencies
of MC4R rs17782313 variant in OW/OB adult (>20 years) females
as compared to their controls.

3.7. Association of MC4R variant rs17782313 with obesity

Assuming co-dominant or general genetic model, only CC
females (minor allele homozygotes) showed significant associ-
ation with risk of overweight and obesity. Thus, CC genotype
increases the risk of obesity by 2.43 times (95% CI: 1.19-4.96, p
= 0.015) while the minor allele C increased the risk of over-
weight and obesity by 1.55 times (95% CI: 1.1-2.18, p = 0.01) in
females. However, when females were further stratified
according to age in to >20 and <20 years' groups, this difference
remained significant only in adult females (>20 years) (Table 3).
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3.8. Association of MC4R variant rs17782313 with obesity-
related continuous variables

Significant differences (p < 0.05) in anthropometric parameters
namely weight, BMI, WC, HC, WHR, skin-fold thicknesses (biceps,
subscapular, thigh) and % BF were observed across carriers of TT,
TC and CC genotypes in females after gender stratification (Table
4). Subsequent multiple pair-wise comparisons (Table 5) revealed
that female carriers of CT and CC showed significantly higher (p <
0.05) weight, BMI, WC, HC, and thigh SFT as compared to female
carriers of TT genotype. Similarly, carriers of CC genotype showed
significantly greater sub-scapular SFT as compared to female
carriers of TT genotype while female carriers of CT genotype
showed significantly greater WHR, biceps SFT, and % BF as
compared to female carriers of TT genotype. Furthermore, the
same associations of all the above-mentioned obesity-related
anthropometric parameters across genotypes remained signifi-
cant only in >20 years' females after age-based stratification of
female population.

3.9. No association of MC4R variant rs17782313 with
obesity-related categorical variables except eating timings

No significant association (p > 0.05) of categorical variables
including parental consanguinity, family history of obesity
(FHO), diet consciousness, eating timings, tendency towards fat
dense food (TFDF), physical activity, depression, sleep-wake
timings, lack of sleep, and joint problems was observed
across carriers of TT, TC and CC genotypes in overall and
gender-stratified population (Table 6). The results remain same
even after subsequent pair-wise analysis by logistic regression
except for eating timings as CT genotype was found to be
associated with random eating timings (p = 0.025) with and
without gender adjustment in overall study population (data
not shown).

4. Discussion

This is the first study that investigated the association of MC4R
variant rs17782313 with obesity and various obesity-linked
anthropometric, metabolic, physical, and behavioural traits in
Pakistani subjects. The inclusion of such a considerable
number of obesity-related traits at a time has never been done
before. In particular, inclusion of categorical variables such as
sleep duration, sleep-wake timings, shift work, joint problems,
menstrual cycle, and eating timings are unique to our study.
Obesity is an overtly evident yet most neglected public health
problem that intimidates to beset both developed and devel-
oping countries. It is a medical disorder that may lead to
a number of co-morbidities. The clinically identifiable risk
factors for cardiovascular disease (CVD) and metabolic dysre-
gulation are more rampant among OW/OB than among those of
healthy weight subjects.”*** Likewise, in our study, we also
observed a significant association of risk factor variables for
cardiovascular (increased weight, BMI, WC, HC, WHR, subcu-
taneous fat deposit, % BF, SBP, and DBP) and metabolic
disorders (augmented FBG, fasting insulin, HOMA-IR, and also
signs of hyperlipidaemia, acanthosis nigicans, axillary and
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Table 4 Comparison of continuous variables across genotypes of MC4R variant rs17782313“
MC4R rs17782313 genotypes

TT (N = 90) CT (N = 130) CC (N = 50)

Mean SD Mean ranks Mean  SD Mean ranks Mean  SD Mean ranks Chi-square p-Value
Weight (kg) 63.52 15.63 114.36 71.54 21.12 142.82 73.29 21.58 154.52 10.71 0.005*
Height (cm) 157.19 5.59 132.90 157.92 5.22 141.15 156.75 6.24 125.48 1.61 0.448
BMI (kg mfz) 25.76 6.42 114.10 28.65 8.20 141.71 29.80 8.15 157.87 11.69 0.003*
WC (cm) 91.44 17.07 112.93 99.71 20.39 144.92 101.74 21.16 151.63 11.55 0.003*
HC (cm) 101.94 11.56 113.89 107.05 14.07 142.78 109.30 14.43 155.45 11.29 0.004*
WHR 0.89 0.092 115.64 0.93 0.095 145.33 0.93 0.1 145.69 8.73 0.013%*
Bicep SFT (mm) 15.56 8.44 118.89 18.31 8.92 144.96 17.86 8.92 140.81 6.22 0.045%*
Triceps SFT (mm) 23.21 8.59 122.27 25.38 9.90 137.89 26.79 8.68 153.10 5.25 0.072
Subscapular SFT (mm) 24.14 11.62 119.05 27.35 12.46 139.65 29.41 11.57 154.31 7.27 0.026*
Abdominal SFT (mm) 31.73 12.97 123.08 34.75 14.07 139.01 36.24 14.07 148.74 3.98 0.137
Thigh SFT (mm) 33.44 14.22 115.04 37.25 12.85 144.72 36.63 10.24 148.36 9.35 0.009*
Supra-iliac SFT (mm) 22.21 10.01 121.76 24.25 9.89 139.27 26.12 10.69 150.44 4.93 0.085
% BF 27.14 9.84 117.78 30.51 9.13 143.79 30.57 8.76  145.84 6.97 0.031*
SBP (mmHg) 111.77 15.55 134.70 111.81 15.87 131.62 114.20 14.28 147.02 1.49 0.475
DBP (mmHg) 73.91 10.55 130.12 74.81 10.61 132.62 76.60 10.42 152.67 3.31 0.191
FBG (mg del) 101.63 13.85 124.58 106.25 21.72 139.11 104.56 11.09 145.76 2.90 0.234
Insulin (uIU mlfl) 23.01 12.85 132.73 106.25 21.71 136.13 104.56 11.09 138.83 0.212 0.899
HOMA IR 5.92 3.71 130.34 6.03 3.49 137.55 6.39 3.73  139.46 0.611 0.737

¢ Continuous variables are taken as mean rank and compared for differences across MC4R rs17782313 genotypes by Kruskal Wallis test. *A p-value <
0.05 was considered significant. Abbreviation; BMI: body mass index, WC: waist circumference, HC: hip circumference; WHR: waist-to-hip ratio,
SFT: skin-fold thickness, % BF: percentage body fat, SBP: systolic blood pressure, DBP: diastolic blood pressure, FBG: fasting blood glucose,
HOMA-IR: homeostatic model assessment for insulin resistance, TT: wild-type genotype.

abdominal striae) with overweight and obese phenotype. Simi-
larly, obesity has been linked with the development or
progression of a wide range of disabling musculoskeletal
disorders including joint problems in adults accountable for
impaired quality of life.* Substantial evidence also exists for
obesity giving rise to increased depression and less consistent

data subsists for depression leading to obesity.>> Moreover,
studies have provided evidence for the association between
obesity and menstrual cycle irregularity in young adult
women.*** In agreement, our study demonstrated a signifi-
cantly higher percentage of OW/OB individuals experiencing
joint problems, depression, and menstrual cycle irregularities

Table 5 Multiple pair-wise comparisons of MC4R rs17782313 genotypes for continuous variables®

Genotypes Test statistic Std. error Std. test statistic p-Value Adjusted p-value
Weight (kg) CT vs. TT 28.46 10.71 2.66 0.008 0.024*
CCuvs. TT 40.16 13.78 2.92 0.004 0.011*
BMI (kg m™~?) CT vs. TT 27.61 10.71 2.58 0.010 0.030*
CCuvs. TT 43.77 13.77 3.18 0.001 0.004*
WC (cm) CTvs. TT 31.99 10.71 2.99 0.003 0.008*
CCuvs. TT 38.69 13.77 2.81 0.005 0.015*
HC (cm) CTvs. TT 28.89 10.70 2.69 0.007 0.021*
CCuvs. TT 41.56 13.77 3.02 0.003 0.008*
WHR CTvs. TT 29.68 10.71 2.77 0.006 0.017*
CCuvs. TT 30.05 13.77 2.18 0.029 0.087
Biceps SFT (mm) CTvs. TT 26.07 10.69 2.44 0.015 0.044*
CCuvs. TT 21.92 13.76 1.59 0.111 0.333
Thigh SFT (mm) CTvs. TT 29.67 10.70 2.77 0.006 0.017*
CCuvs. TT 33.32 13.77 2.42 0.016 0.047%*
Sub-scapular SFT (mm) CTvs. TT 20.60 10.70 1.93 0.054 0.163
CCuvs. TT 35.26 13.77 2.56 0.010 0.031*
% BF CTvs. TT 26.01 10.71 2.43 0.015 0.045*
CCuvs. TT 28.06 13.77 2.04 0.042 0.125

¢ Multiple pair-wise comparisons of MC4R rs17782313 genotypes were made by Dunn-Bonferroni post-hoc analysis for continuous variables which
were found significantly different across MC4R rs17782313 genotypes by Kruskal Wallis test. *A p-value < 0.05 was considered significant.
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(females) as compared to their corresponding normal weight
controls. OW/OB subjects, especially women, are prone to
pronounced stigmatization and discrimination because of their
weight.***® In accord, a considerable percentage of OW/OB
persons in our study reported about experiencing weight
stigma with more OW/OB females were found to be stigmatized
as compared to OW/OB males. The recent data in human
subjects suggest that the timing of food consumption can
substantially affect weight regulation with specific mealtimes
have implications in preventing weight gain.*” Similarly, food
health consciousness has been reported as one of the most
important predictors of restrained eating®® and individuals with
a lower ECI (Eating Choices Index that differentiates between
healthy and unhealthy eating choices) score are more likely to
be overweight or obese.** Dietary fat persuades over-
consumption and weight gain through its high caloric density
and low satiety properties. OW/OB individuals demonstrate
a tendency towards liking and selection of energy-dense foods
that may contribute to expression and continuation of these
conditions.* In addition, physical activity plays an important
role in the prevention of becoming OW/OB in childhood and
adolescence, and reducing the risk of obesity in adulthood.** In
our study, along the same lines, a significantly higher number
of OW/OB subjects reported random mealtimes, high TFDF,
and low physical activity as compared to NW subjects whereas
a significantly higher number of OW/OB males reported of not
being diet conscious as compared to NW males. Research
evidence largely suggests that inadequate sleep increases the
risk of becoming obese by increasing the time available for
eating and it does not permit the renewal of a hormonal profile
facilitating appetite control.*>** Moreover, irregular sleep-wake
patterns including variability in nocturnal sleep duration and
daytime napping have also been associated with obesity inde-
pendent of mean sleep duration in both men and women.****
Recently, studies have also demonstrated that overweight and
obesity are more common in shift-workers than day workers
possibly as an outcome of physiological maladaptation to
chronically sleeping and eating at abnormal circadian times.***
In the similar manner, our study also demonstrates significant
association of inadequate sleep, irregular sleep-wake timings,
and shift-work with obesity. Genetic studies have provided
evidence that overweight and obesity can run in families and
obesity risk is two to three times higher for a person with
a family history as opposed to a person with no family history of
obesity.*® Similarly, parental consanguinity can be considered
as one of the possible risk factors for the occurrence of obesity.*
Further, married men and women are generally more likely to
be OW/OB than never married persons.**" Likewise, a signifi-
cant association of FHO and marital status (being married) with
overweight and obesity has been observed in our study. The
possible reason in our society for association between marital
status and obesity may be that people do care about their
physical fitness for marriage purposes but once they get married
they do not care about their fitness and health anymore.
However, no significant association between parental consan-
guinity and obese phenotype has been found in our study that
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conforms to the study by Saraswathi et al (2012) in South
India.>*

The MAF of MC4R rs17782313 observed in our study (42%) is
substantially higher as compared to those seen in American,***
European,®™” East Asian,’**® and even Indian populations®>®
but comparable to that of Irani population.®* These disparities
in MAF from different studies might be attributable to different
regional, racial, and ethnic backgrounds. In context of the
current study, the gender specific association of MC4R
rs17782313 with overweight and obesity, and obesity-related
anthropometric traits (weight, BMI, WC, HC, WHR, thigh SFT,
sub-scapular SFT, biceps SFT, and % BF) observed in females of
our population may partly explain widening gender gap in
excess weight with 10% more women gaining weight than men
in Pakistan.?® Sedentary life-style of most females and all times
access to food while residing at home in our society can serve to
facilitate the expression of this variant particularly in females.
Moreover, the aforementioned association remained significant
in only adult females (>20 years) upon age-based stratification.
However, after this age-based stratification, sample size
considerably reduced in =20 years of age group. Thus, further
investigation of this association involving Pakistani children
and adolescents (=20 years) can be carried out to validate this
observation. Congruent to our observation, some other studies
also reported association of rs17782313 with obesity and/or
obesity-related traits in adult females.?***%*% Recently, it has
been demonstrated that before bariatric surgery extremely
obese women carrying MC4R variant rs17782313, are more
unlikely to reach non-obesity BMI (<30 kg m ?) and tend to
maintain a BMI > 35 kg m ™~ during 60 months after surgery that
characterize treatment failure.*® In contrast to our study,
a number of studies reported association of rs17782313 with
obesity and related anthropometric traits in both children and
adults without any gender specific effect®>*® while some studies
showed association in female adults and children only.*” In
addition, some studies reported association in girls only.®®
Furthermore, some studies reported association in adult
males.*” This implies that this variant affects obesity or weight
gain in terms of gender and age differently in different
populations.

Many studies have reported association of rs17782313 with
risk of developing metabolic disorders like diabetes™”* and
insulin resistance.”>”® In contrast to this, we found no associa-
tion of rs17782313 with glucose-related metabolic disturbances
(aberrant FBG, fasting insulin levels, and HOMA-IR) indepen-
dent of obesity in whole and gender stratified population. This
observation indicates involvement of rs17782313 in engen-
dering susceptibility of our population to obesity but not to
diabetes. However, it must be noted that our cases involved OW/
OB subjects who never got checked themselves for diabetes
whether they were diabetic or not. In agreement to our results,
a number of other studies also did not find any association of
this variant with diabetes and related metabolic distur-
bances.””® Our study also reports no association of this variant
with blood pressure in our population. In agreement to our
study, Timpson and colleagues did not find any association of
this variant with blood pressure.”” On the other hand,

n
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significant association of this variant was reported with an
increased nocturnal BP in Chinese Han population.” We did
not find any association of MC4R rs17782313 with eating
behaviours like tendency towards fat dense food and diet
consciousness. Similarly, Hasselbalch and colleagues reported
no role of this variant in food intake and preference for specific
food items.” In contrast, many studies have reported associa-
tion of this variant with disordered eating, and dietary fat and
high energy intakes.®**“* However, association of MC4R
rs17782313 with random eating timings was observed in the
current study but we could not find any parallel study in liter-
ature that investigated the association of this variant with
random eating timings like ours. We did not find any associa-
tion of MC4R rs17782313 with PA levels, depression, sleep-wake
timings, and sleep duration in our study population. Similarly,
no association of MC4R rs17782313 with PA was found in
Iranian population.®* In contrast, a recent study revealed that
the carriers of C allele (MC4R rs17782313) were considerably
less physically active than those with the TT genotype.** More-
over, contrary to our observation, Yilmaz et al. reported that the
MC4R rs17782313 variant has been associated with an increase
in depressed mood but the effect of rs17782313 on BMI was not
through depression.* Another study reported that Korean
adults with MC4R minor alleles had a higher risk of obesity in
high stress states independent of other obesity related factors.”
We could not find any related study like ours that investigated
the association of rs17782313 with sleep-wake timings and
sleep duration though no such association was found in our
study. In nutshell, the differences in genetic predisposition to
obesity across different populations highlight the limitations of
a ‘one size fits all’ approach and emphasize the importance of
population-specific studies for association between genetic
variants and risk for obesity and related traits as we move from
large genetic data to precision medicine for all.

5. Conclusion

The current study significantly contributes to the knowledge of
the genetic predisposition of obesity in Pakistani females and
compare this with other populations. This could also be helpful
for forthcoming meta-analysis studies elucidating which vari-
ants are truly associated with the susceptibility to develop an
obese phenotype. In addition, the higher risk of developing
various cardio-metabolic disorders observed for overweight and
obese subjects of the current study advocates the need for
effective community-based interventions for weight manage-
ment in Pakistani population. Similarly, higher percentage of
stigmatized overweight and obese subjects particularly females
observed in our study point towards the need of immediate
social and legal initiatives to combat weight discrimination.
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