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Summary

Hereditary hemochromatosis (HH) is characterized by excess iron deposition. Two mutations
in the HFE gene are associated with HH. Heterozygous carriers of HFE mutations are at
higher risk of developing type 2 diabetes mellitus (T2DM). The aims of our project were to
identify the frequency of C282Y and H63D mutations in a population from the Matopolska
region of south-eastern Poland, and to search for an association of HFE mutations with
T2DM.

We included 391 individuals in this study: 222 T2DM patients and 169 controls. Genotypes
were determined by electrophoresis of the DNA digestion products from SnaBI and DpnlI,
respectively. Differences in distributions between the groups were then analyzed by the chi-
squared test.

The frequency of wild/C282Y alleles was 98.2%/1.8% in T2DM patients and 96.7%/3.2% in
controls (p=0.19). The frequency of wild/H63D alleles was 85.6%/14.4% and 88.8%/11.2% (p=
0.19), respectively. The distribution of genotypes was not statistically different. However, in
stratified analyses based on age of T2DM onset and gender, we observed a higher prevalence
of wild/H63D and H63D/H63D genotypes among T2DM patients diagnosed at = 49 years of
age, the mean age for the entire group (p=0.018), and among male T2DM individuals
(p=0.005) than in controls.

The frequency of HH-associated mutations in this population from south-eastern Poland is
similar to other Caucasians. We found no evidence for the association of the C282Y mutation
with T2DM. The results do suggest, however, that the H63D mutation may play a role in the
pathogenesis of late onset T2DM and in males in this Polish population.
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BACKGROUND

Type 2 diabetes mellitus (T2DM) is a very common
chronic disease that affects almost 200 million people
worldwide [1]. It is characterized by impaired insulin
secretion and alterations in peripheral insulin action.
The phenotype of T2DM is created by an interaction of
both genetic and environmental factors [2]. Several
genes have been associated with rare monogenic forms
of T2DM [3-6]. These monogenic forms of T2DM are
usually characterized by impaired insulin secretion
[3,4,5], with the exception of insulin receptor mutations
that result in extreme insulin resistance [6]. Recently,
some evidence has been found which appears to indi-
cate the association of calpain 10 and peroxisome prolif-
erator-activated receptor (PPAR)-y gene polymorphisms
[7,8] with the more common, complex T2DM forms
that are accompanied by both insulin resistance and
abnormalities in insulin secretion. For the most part,
however, the molecular pathophysiology of T2DM is
not yet fully understood. One of the most interesting
candidates for complex forms of T2DM is the HFE
hereditary hemochromatosis (HH) gene [9]. HH is a
frequent, autosomal recessive metabolic disorder char-
acterized by excess iron deposition in various organs.
This gene is related to the major histocompatibility com-
plex class I family [10,11]; its protein binds to the trans-
ferrin receptor, and in so doing reduces its affinity for
iron-loaded transferrin 5 to 10 times [12]. Recently, two
mutations in the HFE gene, one a substitution of tyro-
sine for cysteine at codon 282 (C282Y) and the second a
substitution of histidine with aspartate at codon 63
(H63D), have been linked to HH [9]. The C282Y muta-
tion affects the HFE protein’s structure and function,
disrupting its ability to transport and present on the cel-
I's surface [11]. The H63D mutation seems to have a less
prominent biological impact, but acts synergistically
with the C282Y mutation [11]. The identification of
HFE as a gene responsible for hemochromatosis has
been confirmed through the development of an animal
model [13]. It is well known that T2DM and HH diag-
noses freqquently coexist [14,15]. Therefore, it would
seem a reasonable hypothesis that not only homozygous
carriers of HFE mutations, but also heterozygous carri-
ers as well, may be at higher risk of developing glucose
metabolic abnormalities. This theory is further support-
ed by the fact that subtle biochemical defects can often
be seen in the heterozygous state. For example, higher
serum ferritin levels and transferrin saturation have
been observed [16].

The studies performed thus far have not provided a
clear answer regarding a possible association of the HFE
gene with T2DM, and substantial differences have been
shown between ethnic groups [10]. Thus it is important
to determine the possible role of this gene in various
populations.

The aims of our study were:
1) To identify the frequency of C282Y and H63D muta-

tions in a population from the Malopolska region of
south-eastern Poland, and

2) To search for an association between HFE mutations
and T2DM in this population.

MATERIAL AND METHODS

We included 391 unrelated individuals in this study:
222 T2DM patients and 169 non-diabetic controls. All
study participants were Caucasians and residents of the
Malopolska region of south-eastern Poland. WHO defi-
nitions and criteria were used during patient recruit-
ment [17]. Patients received a standard questionnaire
that contained questions regarding their age at T2DM
diagnosis, family history, treatment method, and other
medical issues. Only patients with a clinical diagnosis of
T2DM, age of onset later than 35 years, and no insulin
therapy for at least the two years immediately after
diagnosis were recruited. The control group consisted
of individuals with normal fasting glucose and a nega-
tive family history of T2DM among all first-degree rela-
tives. This group primarily constituted spouses of
T2DM patients and volunteers from the Department of
Metabolic Diseases. All participants underwent a basic
physical examination, which included the measurement
of height, weight, and blood pressure. The fasting glu-
cose level was determined by the enzymatic method.
HbA, was measured in the T2DM patient group by the
HLPC method (Biorad). This study was performed in
compliance with the Helsinki Declaration and approved
by the Ethical Committee of the Jagiellonian Univer-
sity’s College of Medicine.

DNA from the examined individuals was isolated from
peripheral blood lymphocytes using GIBCO’s DNAzol
Reagent [18]. This DNA was then used to amplify the
HFE gene fragments containing the described variants.
We used the primer sequences published by Jazwinska
et al. for the C282Y mutation [19], with later modifica-
tion of the reverse primer sequence, as described by
Jeftrey et al, to assure specificity of genotyping [20].
Previously published primers were also used for the
H63D mutation [9]. The PCR products were digested
according to the supplier’s recommendation (Fermen-
tas) using specific restriction enzymes, SnaBI and
Dpnll, to detect mutations at residues 282 and 63,
respectively. The C282Y mutation creates an SnaBI
restriction site, while the H63D mutation abolishes a site
for DpnlI. Digestion products were separated on an
ethidium-bromide stained, 3% agarose gel. The results
were documented digitally and stored as computer files
using Biocapt software (Vilbert-Lourmant).

Statistical analysis

Differences in the distribution of alleles and genotypes
were assessed using the chi-squared test. Hardy-
Weinberg equilibrium was examined with the goodness-
of-fit chi-squared test. Comparisons between study
groups were made with Student’s t-test for quantitative
traits. Qualitative traits were analyzed using the chi-
squared test. For all statistical analyses, STATISTICA
for Windows was used (Statsoft Inc, Tulsa, Oklahoma,
USA).
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RESuULTS

The amino acid variants of the HFE gene at residues 63
and 282 were determined in 391 individuals: 222
T2DM patients and 169 non-diabetic controls. Clinical
characteristics for both study groups can be found in
Table 1. The genotypes were in Hardy-Weinberg equi-
librium for both cases and controls. Details of allele and
genotype distributions are shown in Table 2. In general,
there was no difference between the two groups, but a
trend toward higher frequency of wild/H63D and
H63D/H63D genotypes was observed among T2DM
cases. There was one C282Y homozygote and one com-
pound heterozygote in each group. In addition to the
results shown in the Table 2, we performed two strati-
fied analyses. For this analysis, we divided our patient
group based on age of onset (<49 or =49 years, the
mean age of T2DM onset for the entire patient group)
and gender. In T2DM cases who developed disease
later in life (114 individuals), the frequency of the H63D
allele was 16.7%, while wild/H63D and H63D/H63D
genotypes constituted 32.4% in this subgroup. The
prevalence of the wild/H63D and H63D/H63D geno-

Table 1. Characteristics of the study groups.

Parameters T2DM Controls
Sex (women/men ) 114/108 95/74
Age at examination (years)* 59.8+8.9 55.1+14.7
Age at diagnosis (years)* 49177 N/A**
Duration of the disease (years)* 10.7+6.9 N/A
BMI (kg/m?)* 30.3+56 27.5+5.8
Fasting glucose (mmol/l)* 9.2+9.0 4.8+0.8
HbA1¢ on* 7.8+1.8 N/A**
% on insulin treatment 55.0% N/A**
% with positive family history of T2DM 46.4% 0.0%

in first degree relatives

The high proportion of insulin-treated type 2 diabetes patients was related
to the relatively long mean duration of diabetes. Fasting glucose was measured
in T2DM patients prior to administration of morning dose of antidiabetic

medications.

*Data are given as mean=SD; **N/A = not applicable

types among these T2DM patients was significantly dif-
ferent from controls (1 d.f., x*=5.51; p=0.018).
Similarly, male patients (108 individuals) with T2DM
were characterized by a higher frequency of alleles and
genotypes with aspartate (18.1% and 35.2%, respective-
ly). These values were also significantly different from
the control group (1 df, x*=5.11; p=0.023 and 1 df,
x?=7.7; p=0.005 for alleles and genotypes, respective-
ly). Additionally, we looked at the clinical characteristics
of the H63D allele carriers at residue 63 of the HFE
gene. Overall, there were 61 hetero- or homozygous
carriers of this variant. On average, these patients were
50.9£9.0 years of age at diagnosis, while the remaining
members of the patient group developed T2DM at age
48.9+7.9 (p=0.12). There were significantly more men
in this group than among diabetic non-carriers of the
H63D allele (62.3% vs. 43.5%, p=0.012). BMI among
carriers was 30.3%4.6, very similar to members of the
non-carrier T2DM group (30.4+5.9). The allele and
genotype distributions observed in men and women
from the control group for H63D were similar. The
results from stratified analyses for the mutation at
residue 282 were not significant.

DiscussION

In this case-control study we searched for an association
of two mutations in the HFE gene with T2DM in a
homogenous, Caucasian population from the Matopol-
ska region of south-eastern Poland.

The studies published to date have not provided an
unambiguous answer regarding the role of HFE muta-
tions in the pathogenesis of T2DM. Four studies per-
formed in different Cauciasian populations from
Germany, the UK, France, and New Zealand were not
able to show an association of either mutation with
T2DM [21-24]. However, three other studies suggested
that indeed this gene might influence susceptibility to
T2DM. For example, in one of these studies, involving a
Spanish population, it was observed that the H63D
allele’s frequency at residue 63 of the HFE gene was sig-
nificantly increased in T2DM patients [22]. In two other
Caucasian studies, the C282Y allele at residue 282 was

Table 2. Allele and genotype distribution of the HFE gene in T2DM patients and controls.

Allele Genotype
Codon 63 wt H63D x2=1.7 wi/wt wi/H63D and 72=2.8
H63D/H63D
1.df 1.d.f
p=0.19 p=0.09
T2DM patients 380 (85.6 %) 64 (14.4 %) 161 (72.5%) 61 (27.5 %)
Controls 300 (88.8%) 38 (11.2%) 135 (79.9%) 34 (20.1%)
Codon 282 wt C282y x2=17 wi/wt wt/C282Y and x2=17
C282Y/C282Y
1.d.f 1.d.f
p=0.19 p=0.18
T2DM patients 436 (98.2%) 8 (1.8%) 215 (96.8%) 7 (3.2%)
Controls 327 (96.8%) 11 (3.2%) 159 (94.1%) 10 (5.9%)
wt -wild type
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more prevalent in the T2DM patient groups [23,24].
Interestingly, one of these studies came from a Polish
population originating from the Silesia region [24].
Moczulski et al. have also suggested a possible role of
the H63D allele at residue 63 of the examined HFE
gene in T2DM susceptibility. This prompted us to test
this observation in a population from the neighboring
Malopolska region. In the present study, we were not
able to confirm the previously reported role of the
C282Y mutation in the pathogenesis of T2DM in a
Polish population. In fact, we observed the opposite
trend, towards a higher frequency of this mutation in
controls than in T2DM cases. We did observe, however,
a tendency toward higher prevalence of the H63D allele
in the group of T2DM patients. Additionally, we per-
formed stratified analyses of the data, hypothesizing
that, since HH usually develops during the later stages
of adulthood [10,15], the effects of heterozygous muta-
tions may potentially be detectable in patients with late
onset T2DM. Stratification was further justified consid-
ering that, since iron loss is often associated with menses
and pregnancy, the clinical expression of HFE gene
variants would presumably be more severe in men than
in women [28]. Indeed, we found evidence supporting
the notion that the H63D mutation may constitute a
susceptibility allele for late onset forms of T2DM and in
males. While it has been shown that the H63D mutation
does not have such profound effects on the HFE pro-
tein’s function as the C282Y mutation, it does reduce
the HFE protein’s functional influence on the transfer-
rin receptor [11]. In addition, patients with T2DM who
were heterozygous for the H63D allele have been found
to exhibit some physiological abnormalities, such as
high plasma ferritin level [25]. Thus an iron overload
that leads to decreased p-cell secretion of insulin and to
insulin resistance [29,30] may be one of the mechanisms
of T2DM pathogenesis in these individuals. However,
there is a possibility that another, as yet unidentified
mechanism not associated with iron metabolism exists
through which the H63D mutation of the HFE gene
influences susceptibility to T2DM

Additionally, the difference in terms of the C282Y
mutation observed between two studies using Polish
ethnic population warrants further discussion. While
both projects used a case-control study design, a model
that is sensitive and optimal in the search for association
between a polymorphism and a complex disease [31],
the two studies produced different results in respect to
this mutation. While an association between T2DM and
the tyrosine variant at residue 282 was found in the
Silesia population, the opposite trend was observed in
the study group from the Malopolska region. One possi-
ble explanation for this discrepancy is that the results
from the Silesia study constitute a type 1 error. This
error could have occurred because of population strati-
fication [32,33]. It is well known that case-control analy-
ses may identify spurious associations if case and control
subjects are drawn differentially from two or more sub-
populations, when marker allele frequencies and disease
prevalence differ across these subpopulations. As the
population from the Silesia region experienced several
waves of migration, particularly in the 20% century, and

subsequently ethnic admixtures, this possibility cannot
be entirely excluded. It should also be emphasized that,
with an observed minor allele frequency of 1-2%, the
C282Y mutation represents a relatively poor marker for
examination in complex diseases, such as T2DM [33].
This mutation may also be prone to producing spurious
associations as a result of random variation. These types
of inconsistencies have been previously described, not
only between different races and nations, but also within
the same ethnic groups [7,34,35,36]. These differences
may have occurred not only due to population stratifica-
tion and random variation, as mentioned above, but
also as a result of power differences that are influenced
by the size of the study groups, as well as allele and dis-
ease frequency [33]. We postulate that to fully deter-
mine whether H63D and C282Y alleles are susceptibili-
ty variants for T2DM, additional studies in different
populations are required. It seems likely that, as was the
case for the PPARy Prol2Ala variant, a large meta-
analysis could eventually help to further define the role
of the examined sequence differences [8].

CONCLUSIONS

The frequency of HH-associated mutations in a popula-
tion from the Malopolska region of south-eastern
Poland is similar to that found in other Caucasian popu-
lations. We found no evidence supporting the recently
reported association of the C282Y mutation with T2DM
in this Polish population. The results of our study do,
however, suggest that the H63D mutation may play a
role in the pathogenesis of late onset T2DM and in
males in our population.

Acknowledgments

We are grateful to Prof. Andrzej Krolewski from the
Joslin Diabetes Center, Harvard Medical School,
Boston, MA, USA for scientific discussion, and to
Marcus Pezzolesi for his help in the preparation of this
manuscript.

REFERENCES:

—

. Amos AF, McCarty DJ, Zimmet P: The rising global burden of dia-
betes and its complications: estimates and projections to the year
2010. Diabet Med, 1997; 14(suppl 5): 1-85

2. Kahn CR: Insulin action, diabetogenes, and the cause of type IT
diabetes. Diabetes, 1994; 4: 1066-1082

. Fajans SS, Bell GI, Polonsky KS: Molecular mechanisms and clini-
cal pathophysiology of maturity-onset diabetes of the young. N
Engl | Med, 2001; 345: 971-980

4. Malecki MT, Jhala US, Antonellis A et al: Mutations in
BETA2/NEURODI gene responsible for early-onset type 2 diabetes
mellitus. Nat Genet, 1999; 23: 323-328

. van den Ouweland JM, Lemkes HH, Ruitenbeek W et al: Mutation
in mitochondrial tRNA(Leu)(UUR) gene in a large pedigree with
maternally transmitted type II diabetes mellitus and deafness. Nat
Genet, 1992; 1: 368-371

6. Iwanishi M, Haruta T, Takata Y et al: A mutation (Trp1193—
>Leul193) in the tyrosine kinase domain of the insulin receptor
associated with type A syndrome of insulin resistance. Diabetologia,
1993; 36: 414-422

7. Horikawa Y, N Oda, NJ Cox et al: Genetic variation in the calpain
10 gene (CAPN10) is associated with type 2 diabetes mellitus. Nat
Genet, 2000; 26: 163-175

o

ot

BR94



Med Sci Monit, 2003; 9(2): BR91-95

Matecki MT et al - HFE gene and Type 2 diabetes mellitus

oo

=}

13.

14.

16.

17.

18.

. Altshuler D, Hirschhorn JN, Klannemark M et al: The common

PPAR gamma Prol2Ala polymorphism is associated with decreased
risk of type 2 diabetes. Nat Genet, 2000; 26: 76-80

. Feder JN, Gnirke A, Thomas W et al: A novel MHC class I-like

gene is mutated in patients with hereditary haemochromatosis. Nat
Genet, 1996; 13: 399-408

. Hanson EH, Imperatore G, Burke W: HFE gene and hereditary

hemochromatosis: a HuGE review. Human Genome Epidemiology.
Am J Epidemiol, 2001; 154: 193-206

. Fleming RE, Sly WS: Mechanisms of iron accumulation in heredi-

tary hemochromatosis. Annu Rev Physiol, 2002; 64: 663-680

. Feder N, Penny DM, Irrinki A et al: The hemochromatosis gene

product complexes with the transferrin receptor and lowers its
affinity for ligand binding. Proc Natl Acad Sci U S A, 1998; 5: 1472-
1477

Zhou XY, Tomatsu S, Fleming RE et al: HFE gene knockout pro-
duces mouse model of hereditary hemochromatosis. Proc Natl
Acad Sci USA, 1998; 95: 2492-2497

Turnbull AJ, Mitchison HC, Peaston RT et al: The prevalence of
hereditary haemochromatosis in a diabetic population. QJM, 1997;
90: 271-275

. Pinsky LE, Imperatore G, Burke W: Diabetes and HFE mutations:

cause or coincidence? West | Med, 2002; 176: 114-115

Bulaj Z], Griffen LM, Jorde LB et al: Clinical and biochemical
abnormalities in people heterozygous for hemochromatosis. N Engl

J Med, 1996; 335: 1799-805

Report of a WHO Consultation: Definition, Diagnosis and
Classification of Diabetes Mellitus and its Complications. Geneva:
1999

Chomczynski P, Mackey K, Drews R, Wilfinger W: DNAzol: a
reagent for the rapid isolation of genomic DNA. Biotechniques,
1997; 22: 550-553

19. Jazwinska EC, Cullen LM, Busfield F et al: Haemochromatosis and

HLA-H. Nat Genet, 1996; 14: 249-251

20. Jeffrey GP, Chakrabarti S, Hegele RA, Adams PC: Polymorphism in

21.

intron 4 of HFE may cause overestimation of C282Y homozygote
prevalence in haemochromatosis. Nat Genet, 1999; 22: 325-326

Braun J, Donner H, Plock K et al: Hereditary haemochromatosis
mutations (HFE) in patients with Type II diabetes mellitus.
Diabetologia, 1998; 41: 983-984

. Frayling T, Ellard S, Grove J et al: C282Y mutation in HFE

(haemochromatosis) gene and type 2 diabetes. Lancet, 1998; 351:
1933-1934

23.

24.

no
(&1

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Dubois-Laforgue D, Caillat-Zucman S, Djilali-Saiah I et al:
Mutations in HFE, the hemochromatosis candidate gene, in
patients with NIDDM. Diabetes Care, 1998; 21: 1371-1372

Florkowski CM, George PM, Willis JA et al: Haemochromatosis
gene mutations Cys282Tyr and His63Asp are not increased in
Type 2 diabetic patients compared with the Canterbury (New
Zealand) general population. Diabetes Res Clin Pract, 1999; 43:
199-203

. Fernandez-Real JM, Vendrell J, Baiget M et al: C282Y and H63D

mutations of the hemochromatosis candidate gene in type 2 dia-
betes. Diabetes Care, 1999; 22: 525-526

Kwan T, Leber B, Ahuja S et al: Patients with type 2 diabetes have
a high frequency of the C282Y mutation of the hemochromatosis
gene. Clin Invest Med, 1998; 21: 251-257

Moczulski DK, Grzeszczak W, Gawlik B: Role of hemochromatosis
C282Y and H63D mutations in HFE gene in development of type 2
diabetes and diabetic nephropathy. Diabetes Care, 2001; 24: 1187-
1191

Moirand R, Adams PC, Bicheler V et al: Clinical features of genetic
hemochromatosis in women compared with men. Ann Intern Med,
1997; 127: 105-110

Fernandez-Real JM, Penarroja G, Castro A et al: Blood letting in
high-ferritin type 2 diabetes: effects on insulin sensitivity and beta-
cell function. Diabetes, 2002; 51: 1000-1004

Inoue Y, Nakanishi K, Hiraga T et al: Recovery of pancreatic beta-
cell function in hemochromatosis: combined treatment with recom-
binant human erythropoietin and phlebotomy. Am | Med Sci,
1997; 314: 401-402

Morton NE, Collins A: Tests and estimates of allelic association in
complex inheritance. Proc Natl Acad Sci USA, 1998; 95: 11389-
11393

Altshuler D, Kruglyak L, Lander E: Genetic polymorphisms and
disease. N Engl ] Med, 1998; 338: 1626

Ardlie KG, Lunetta KL, Seielstad M: Testing for population subdi-
vision and association in four case-control studies. Am | Hum
Genet 2002; 71: 304-311

Fingerlin TE, Erdos MR, Watanabe RM et al: Variation in three
single nucleotide polymorphisms in the calpain-10 gene not associ-
ated with type 2 diabetes in a large Finnish cohort. Diabetes 2002;
51: 1644-1648

Iwata I, Nagafuchi S, Nakashima H et al: Association of polymor-
phism in the NeuroD/BETAZ2 gene with type 1 diabetes in the
Japanese. Diabetes, 1999; 48: 416-419

Awata T, Inoue K, Inoue I et al: Lack of association of the
Ala45Thr variant in the BETA2/NEURODI with type 1 diabetes in
Japanese. Diabetes Res Clin Pract, 2000; 49: 61-63

BR95



