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Abstract: Background — Melasma is a chronic acquired localized hypermelanosis, causing aesthetic problem for women and impairing 
their quality of life. Evidence has suggested that hyperpigmentation can occur as a result of iron deficiency anemia and vitamin B12 

deficiency.  
Aim — We aimed to evaluate the serum parameters of iron profile in melasma patients. 
Material and Methods — This case-control study investigated 51 adult non pregnant women with melasma, compared with 51 controls, 
from patients referred to the Hospital, Tehran, Iran, 2017–2018. Melasma was diagnosed clinically according to the melasma area and 
severity index (MASI) score was calculated and recorded by the physician. The groups were compared in terms of vitamin B12, folate, serum 
iron, hemoglobin (Hb), mean corpuscular volume (MCV), total iron binding capacity (TIBC), and ferritin.  
Results — The mean and standard deviation of the women’s age was 36.89±8.88 years, significantly higher in the group of patients with 
melasma. Comparing the serum parameters between the groups indicated no statistically significant difference in terms of mean levels of 
ferritin, Hb, MCV, iron, vitamin B12, TIBC, and folate. The women in melasma group had a higher frequency in below normal range of 
ferritin and serum iron compared to the control group. None of the serum parameters were correlated with MASI. 
Conclusion — The higher frequency of below normal range of ferritin and serum iron levels in women with melasma compared to the 
control group showed a possible association between these serum parameters and melasma. 
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Introduction  

Melasma is a chronic acquired disease of the skin, caused by 
melanogenesis dysfunction [1], resulting in localized hypermelanosis 
[2]. Although medically considered a benign lesion, the aesthetic 
complication of melasma can impair women’s quality of life and 
raise psychological concerns in the affected patients [3]. As to the 
evidence, melasma occurs in all races, ethnic populations, and 
geographic areas; however, the incidence of melasma in the 
generalpopulation is not clear and most studies describe the 
prevalence only according to the dermatologic visits [2, 4]. 
Generally, a higher prevalence is reported in populations with a 
darker skin phenotypes (Fitzpatrick III and IV), including Hispanic and 
Latin Americans, Asians, Middle Eastern and Africans [5] and a 
prevalence of about 40% is reported in Iranian women [6].  

Although the exact pathogenesis of melasma is uncertain, a 
combination of genetic predisposition, in addition to environmental 
factors, like sun exposure, have been suggested to play a role in its 
higher incidence in summer on exposed parts of the body [4]. The 
higher incidence in women, especially during pregnancy, is also 
attributed to the role of female hormones on occurrence of 
melasma [7]. Hence, as melasma requires long–term treatment and 

the exact etiology is still unclear [8], research has focused on the 
underlying and attributing factors [9] in order to take a step towards 
a better understanding of the disease. In this regard, several serum 
parameters, like zinc, iron, copper, and magnesium, have been 
associated with skin lesions and melasma [10, 11]. Vitamin B12 
deficiency is also associated with hyperpigmentation [12] and vitiligo 
[13]. However, its association with melasma is doubted [14].  

Iron deficiency anemia is a public health problem with the 
highest prevalence in women of reproductive age [15] the same 
population susceptible for melasma. Evidence has suggested that 
hyper pigmentation can occur as a result of iron deficiency anemia 
and patients with melasma have been reported to have a lower 
serum levels of hemoglobin (Hb), iron, ferritin and total iron binding 
capacity (TIBC) [14, 16, 17]. Hence, these studies had several 
limitations, such as limited sample size and not controlling the effect 
of confounders, like endocrine disorders and using medications like 
oral contraceptives, which could affect the results. Therefore, for a 
definite conclusion, we aimed to compare the serum levels of 
vitamin B12, folate, serum iron, Hb, mean corpuscular volume (MCV), 
TIBC, and ferritin between nonpregnant women with and without 
melasma controlling for confounders. 

mailto:elhamvafaeim@gmail.com


 

ISSN 2304-3415, Russian Open Medical Journal 2 of 5 

2020. Volume 9. Issue 2 (June). Article CID e0202 
DOI: 10.15275/rusomj.2020.0202 

Dermatology 

 

[ 

© 2020, LLC Science and Innovations, Saratov, Russia www.romj.org 
 

Table 1. Comparing serum measurements between melasma and control groups adjusted for age in linear regression  

Variant Normal range, laboratory measurement method and device name Melasma Control P–value 

Ferritin, ng/ml 10–90, BT 3000 35.11±38.13 36.73±24.68 0.274 
Hemoglobin, g/dl 12–16, Full diff Sismex 13.05±0.98 13.07±0.79 0.986 
MCV, fl 77–97 femtoliter 86.93±4.95 84.88±5.61 0.589 
Serum iron, micg/dl 40–155, Full diff Sismex 65.90±31.90 61.72±24.39 0.403 
TIBC, micg/dl 230–440, BT 3000 337.47±49.12 316±49.44 0.055 
Vitamin B12, pg/ml 211–946, electrochemiluminescence, (ECL, made in Germany, 2010) 341.45±212.56 374±146.56 0.491 
Folate, ng/ml 4.6–34.8, electrochemiluminescence, (ECL, made in Germany, 2010) 11.01±6.25 13.13±6.04 0.058 

Data presented as mean with standard deviation – M±SD. 

 

 

Table 2. Comparison the characteristics of the women in melasma and 
control group 

M±SD – data presented as mean with standard deviation; n (%) – data 
presented as numbers and percentages. 

 

 

Material and Methods 

Study sample 

The present case-control study investigated women with 
melasma who referred to the Dermatology Ward of the Rasoul 
Akram Hospital, Tehran, Iran, during 2017–2018.  

The sample size was calculated at 51 in each group based on 
the mean serum iron level of the study by Qazi and colleagues [17], 
considering type I and II error of 0.05 and 0.20, respectively. 
Accordingly, a total of 102 women were investigated in two groups: 
51 patients in the case group and 51 patients in the control group. 
The inclusion criteria for both groups consisted of adult non–
pregnant women aged 20 to 50 years old, with normal body mass 
index (BMI) (18.5–25 kg/m2), without autoimmune, thyroid or 
cardiac disease, pernicious anemia, celiac disease, Crohn’s disease, 
leukemia, or cancer, and without history of hormone replacement 
therapy, alcohol use, smoking, oral contraceptive pills (OCP), 
phototoxic drugs, phenytoin, spironolactone, vitamin B12, and folic 
acid during last six months, who referred to the selected hospital’s 
ward during the study period. Furthermore, the participants 
without vegetarian habit were included. 

The participants of the case group were selected from patients 
with melasma by convenient sampling method from who referred to 
the Dermatology Ward of the hospital and participants of the control 
group were selected from patients who referred to other wards of the 
hospital, rather than dermatology, who were included by matching 
each control with each case. Patients were included into the study, 
after the researcher explained the study objectives and methods to 

the participants and asked them to read and sign the written informed 
consent, if they desired to participate in the study. They were ensured 
that all their information will be kept confidential and analyzed 
without revealing their personal information.  

 

Melasma diagnosis 

For the case group, all patients were visited by the clinic’s 
physician and diagnosis of melasma was made clinically, by wood 
lamp, after ruling out other dermatologic/inflammatory disorders 
[18]. Also, themelasma area and severity index (MASI) score [19] 
was calculated by the physician and recorded in the study checklist.  

 

Variables 

For measurement of vitamin B12, folate, serum iron, Hb, MCV, 
TIBC, and ferritin, 15 cc venous blood sample was taken from 
participants of both groups, kept in refrigerator, and sent to the 
hospital’s laboratory immediately. Normal range of the serum 
parameters, the laboratory measurement techniques, and devices 
used are shown in Table 1. 

 

Statistical analysis 

Numbers with percentage and mean with standard deviation 
(M±SD) were used to describe qualitative and quantitative 
variables, respectively. Independent sample t–test was used to 
compare the quantitative variables with normal distribution. 
Kolmogorov-Smirnov test was used to investigate normality 
assumption. The comparison of the serum parameters between 
groups adjusted for significant covariates were done using multiple 
linear regression and logistic regression. Pearson’s correlation 
coefficient was calculated to evaluate the association between the 
MASI scores and the serum parameters. The statistical software 
IBM SPSS Statistics for Windows, Version 22.0 (IBM Corp. Released 
2013. Armonk, NY: IBM Corp), was used for statistical analysis. P-
value less than 0.05 were considered significant. 

 

Results 

This study was completed by 51 women in the case group (with 
melasma) and 51 women without melasma (as the control group). 
The mean ±SD of the women’s age was 36.89±8.88 years. Table 2 

shows that the characteristics of the women in melasma and 
control group were homogenous (P>0.05) except women’s mean 
age which had a statistically significant difference between case 
and control groups (41.45±6.18 vs. 32.33±8.86, respectively) 
(P<0.001). Quantitative variables did not deviated from normality 
assumption (P>0.5). 

 

P–value Control Melasma  Characteristic 
<0.001 32.33±8.86 41.45±6.18 - Age, year, M±SD 
0.074    Family history of melasma 

 20 (39) 29 (57) Yes 
 31 (61) 22 (43) No 

0.192    Using sunscreen, n (%)  
   19 (37) 29 (57) Yes 

 32 (63) 22 (43) No 
0.685    Employment, n (%) 

 30 (59) 32 (63) housewife 
 21 (41) 19 (37) Employed 

0.308    Marital status, n (%) 
 50 (98) 48 (94) Married 
 1 (1) 3 (6) Single 

0.295    Duration expose to sun 
(hour), n (%)  16 (32) 10 (19) <1 

 30 (60) 34 (67) 1-2 
 4 (8) 7 (14) >2 
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Table 3. Odds Ratio (95% confidence interval (CI)) for each serum 
parameter between the case and control groups adjusted for age 
Serum 
parameter 

Categories Melasma Control Odds Ratio (95% 
CI) 

P-
value 

Ferritin, 
ng/ml 

<10 17(33) 5(9.8) 4.07 (1.2, 13.8) 0.023 
10–90* 29(56.9) 44(86.3) 1  
>90 5(9.8) 2(3.9) 0.93 (0.11, 7.53) 0.940 

Hemoglobin,  
g/dl 

<12 5(9.8) 5(9.8) 1.22 (0.27, 5.63) 0.791 
>12 46(90.2) 46(90.2) 1  

MCV, fl <77 1(2) 3(5.9) 0.73 (0.06, 8.5) 0.800 
77–97* 49(96.1) 48(94.1) 1  
>97 1(2) 0(0) -  

Iron, 
micg/dl 

<40 11(21.6) 5(9.8) 3.99 (1.04, 15.25) 0.042 
40–155* 39(76.5) 46(90.2) 1  
>155 1(2) 0(0) -  

TIBC,  
micg/dl 

<230 1(2) 2(3.9) 1.4 (0.09, 21.8) 0.814 
230–440* 49(96.1) 49(96.1) 1  
>440 1(2) 0(0) -  

Vitamin B12,  
pg/ml 

<211 13(25.5) 5(9.8) 3.47 (0.95, 12.6) 0.058 
211–946* 36(70.6) 46(90.2) 1  
>946 2(3.9) 0(0) -  

Folate,  
ng/ml 

<4.6 4(7.8) 1(2) 5.7 (0.51, 63.1) 0.158 
4.6–34.8* 47(92.2) 50(98) 1  
>34.8 0(0) 0(0) -  

* Normal range was considered as the reference group, † Significant 
difference, in the case of zero frequency, the associated cell is omitted in 
the logistic regression modelling. 

 

Table 4. The Pearson’s correlation coefficient between the MASI score 
and the serum parameters 
Variant  Correlation P-value 
Ferritin  -0.11 0.45 
Hemoglobin  -0.10 0.48 
MCV 0.20 0.15 
Iron 0.03 0.81 
TIBC -0.15 0.29 
Vitamin B12 0.16 0.24 
Folate  -0.03 0.83 

 

 

The patients’ serum parameters are compared between the 
groups in Table 2. As indicated, there was no statistically 
significant difference between the groups in mean serum levels 
offerritin, Hb, MCV, iron, vitamin B12, TIBC, and folate adjusted for 
female age (P>0.05). 

The serum parameters were categorized based on the normal 
range of each serum parameter and compared between the 
groups as shown in Table 3. It was showed that the odds of 
melasma for the female with below normal range of ferritin level 
(<10) was 4.07 (1.2, 13.8) than the odds of melasma for the female 
with normal ferritin level (P=0.023). The female with below normal 
range of iron level had the risk of melasma 3.99 (1.04, 15.25) than 
the female with normal iron level (P=0.042). In addition, below 
normal range level of MCV decreased risk of female’s melasma, 
however, it was not statistically significant (Table 3, P=0.814). It 
was observed that the risk of melasma was higher in females with 
below normal range level of HB (P=0.79), Vitamin B12 (P=0.058), 
and folate (P=0.158) in comparison to the females with that of in 
normal range. It was observed that the risk of melasma was lower 
in females with below normal range level of TIBC (P=0.814) and 
MCV (P=0.8) in comparison to the females with that of in normal 
range. 

Table 4 shows the assessment of the correlation between 
MASI and serum parameters in which none of the serum 
parameters were significantly associated with MASI (P>0.05).  

 

Discussion 

This study showed a higher frequency of below normal range 
ferritin level and serum iron levels in women with melasma, 
compared to the control group. Risk of melasma for the female 
with below normal range of ferritin level as well as iron was 
significantly higher than that of the patients with normal level 
which could imply the role of these serum parameters on 
melasma. 

According to the evidence, hyperpigmentation is a symptom of 
vitamin B12 deficiency, presenting prior to neurologic symptoms 
[20]. Vitamin B12 is an important cofactor for methionine 
synthaseand its deficiency results in impaired methylation and 
DNA synthesis of haemoglobin and accumulation of homocysteine 
[21]. In melanogenesis, hyperpigmentation occurs due to 
depletion of intracellular glutathione, which inhibited tyrosinase 
activity [12]. Babaie and colleagues tested the serum level of 
vitamin B12 in melasma and reported that only 1/70 had a deficient 
vitamin B12 level, while in the present study 13/51 women (25.5%) 
had a deficient vitamin B12 level. This discrepancy between the 
results of the studies can be due to the different inclusion and 
exclusion criteria, as we excluded all patients who have used folic 
acid or vitamin B12supplementation, as well as different cut-off 
levels determined for vitamin B12 deficiency. In addition, Babaie et 
al did not compare the results with a control group. In our study, 
comparing the frequency of vitamin B12 deficiency between the 
case and controls revealed a nonsignificant association between 
melasma and vitamin B12 deficiency. Although studies have 
determined the role of vitamin B12 deficiency in different skin 
lesions and hyperpigmentation) [12, 13, 22], no other study has 
determined its deficiency in patients with melasma, and this study, 
as far as the authors are concerned, is the first to compare its level 
with a control group with nonsignificant association. 

Moreover, it was found that the mean serum levels of Hb, 
MCV, iron, vitamin B12, TIBC, and folate were not different 
between the groups. Moreover, Hb, MCV, vitamin B12, TIBC, and 
folate these serum parameters were not associated with melasma 
risk. 

TIBC represents the sum of all iron binding sites on transferrin, 
which tightly binds to the cell receptor and controls iron release 
into plasma; serum iron will be used by various cells and excess 
levels of iron will be stored as metabolically inactive form, ferritin 
[23]. TIBC is thus measured in diagnosis of iron deficiency anemia, 
iron overload, and chronic inflammatory disorders [24, 25]. The 
higher TIBC level in women with melasma showed lower iron 
storage, although the majority of the patients in both groups was 
within the normal range of TIBC. The lower iron storage of the 
patients with melasma was confirmed by a higher frequency of 
below normal range ferritin level. The results of the present study 
indicated that women with melasma have a higher frequency of 
anemia, and also have a lower iron storage. Also, the nutritional 
habits of patients can significantly affect the serum levels of these 
parameters, although we excluded vegetarians to minimize the 
confounding effect of nutrition on melasma and iron profile. 
Behrangi and colleagues compared the iron profile of 33 women 
with melasma with a control group and reported no significant 
difference between the groups in serum iron, ferritin or TIBC [16]. 
Their results confirmed that of the present study on no difference 
between the patients with melasma and the control group in 
terms of TIBC, but were inconsistent with the results of the 
present study in terms of serum ferritin and serum iron levels. This 
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discrepancy could be due to the difference of the baseline serum 
level of ferritin and serum iron in the study population. In the 
present study, we tried to exclude any patients with chronic 
diseases or supplementation use to control the confounders 
affecting TIBC, serum iron, and ferritin levels. Babaie et al reported 
low Hb and serum iron levels in 14.3% and 8.6% of women with 
melasma [14], while in the present study, 9.8% of patients with 
melasma had low Hb level and 21.6% had low serum iron level. 
This difference can be attributed to the different frequency of 
anemia in different populations and may also differ according to 
the underlying diseases and different age groups of the studied 
population [15]. In the present study, the mean age of the groups 
had significant differences, which could also be attributed to 
different iron profile, so we adjusted the analysis regarding the 
age difference. The study by Qazi et al (2017), comparing 70 
nonpregnant women with melasma and the control group, 
showed a lower mean serum iron and ferritin levels, beside a 
higher TIBC in the case group [17]. These results showed a higher 
frequency of anemia and lower iron storage in women with 
melasma, which was consistent to the results of the present study, 
although the Hb and TIBC levels did not differ between the groups 
in our study and lower iron storage, was indicated by the lower 
mean serum iron and higher frequency of below normal range 
ferritin level. These results could indicate that women with 
melasma had low iron levels and storage, but as far as evident in 
thevitaminB12 and folate although mean levels were lower in 
melasma group but they were not expressive enough, which could 
be followed by future studies. 

In the present study, all variables were tested for association 
with MASI, but the results showed no significance. On the contrary 
to these results, Qazi et al stated a positive correlation between 
MASI score and iron profile [17], which could be also due to the 
lower mean serum iron in the study by Qazi et al, while only 
reduced iron storage was detected in the patients of the present 
study.  

Anemia is a prevalent health problem, especially in women of 
reproductive age [15], who are the main target population of 
melasma, a disturbing skin disease in women, impairing patients’ 
quality of life [3]. The target population of the highest frequency of 
anemia and melasma are the same. Furthermore, the frequency of 
melasma seems to be higher in pregnant women due to the 
increased levels of placental, ovarian and pituitary hormones, 
which results in increased transcription of tyrosinase and 
dopachrome tautomerase and pigmentation during pregnancy [2, 
26]. The same population, pregnant women, have a high 
frequency of anemia [27]. These two, the higher frequency of 
anemia and melasma during pregnancy, may be associated with 
each other, which have to be further investigated. In the present 
study, we did not include pregnant women, due to the complex 
situations and hormone secretion in pregnancy, which may affect 
this association. 

The present study could successfully compare all these 
parameters between the case and control groups, while the one 
study investigating all these parameters had the major limitation 
of a small sample size. Like any other study, our study could also 
have several limitations. First, the participants did not match with 
each other in terms of demographics. Second, all participants were 
selected from one center that reduce the generalizability of the 
results. Furthermore, the case-control nature of the study limited 
confirming causal relationships, although there was no statistically 
significant association between the variables. Meanwhile, as the 

first valid study to investigate this association in an Iranian 
population, the present study could provide valuable information 
for the researchers and clinicians. 

 

Conclusion  

The results of the present study showed that the iron profile of 
women with melasma is different from that of controls. The higher 
frequency of below normal range ferritin and serum iron levels in 
the case group showed the possible role of anemia in melasma.  

 

Limitations 

Although lower frequency of above normal range vitamin B12 
and folate showed a lower iron storage in women with melasma, 
the initial hypothesis of the study (the association of melasma as 
hyperpigmentation with vitamin B12 and serum folate deficiency) 
was not confirmed, as hemoglobin and MCV levels were not 
different between the groups. Although we excluded possible 
factors that could affect vitaminB12 and serum folate levels and 
pathogenesis of hyperpigmentation and melasma, there could be 
several factors affecting the two multifactorial diseases, vitaminB12 
deficiency and melasma, which could not be controlled in the 
present study. Future randomized clinical trial or cohort studies 
can shed light on the association between serum folate and 
vitaminB12 and melasma. 
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