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Abstract

Type 1 diabetes comprises autoimmune-mediated and idiopathic beta-cell destruction of the pancreatic islets of
Langerhans¢ resulting to absolute insulin deficiency. Susceptibility to T1D is influenced by both genetic and envi-
ronmental factors. It is generally believed that environmental agents, such as viral infections, dietary factors in
early infancy or climatic influences, trigger disease development in genetically susceptible individuals. Many can-
didate regions for diabetes genes have been reported, the insulin, glutamic acid 65, insuloma associated antigen
2, and zinc transporter ZnT8 genes being among the most important. The destruction of b cells is mediated main-
ly by cellular mechanisms; antibodies seem to reflect the ongoing autoimmune process only, not being directly
involved in tissue damage. They, however, appear prior to the onset of insulin deficiency what makes us to profit
from in prevention of the disease.
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INTRODUCTION

Diabetes mellitus is a group of metabolic disorders characterised by chronic hyper-
glycemia, with disturbances of carbohydrate, fat, and protein metabolism resulting from
defects in insulin secretion, action, or both. Diabetes mellitus (DM) is a leading cause of
blindness, amputations and end-stage renal disease, and is a major factor contributing to
cardiovascular diseases and premature death. In 1979, the first general institutionalised
classification of DM was accepted from ADA (American Diabetes Association), EASD
(European Association for the Study of Diabetes) and NIH (National Institutes of Health).
The insulin-dependent DM and non-insulin-dependent DM forms of diabetes mellitus
became accepted. Later, the classification was updated. The four categories were proposed:
type 1, type 2 (with a major component of insulin resistance, defined as non-insulin
dependent diabetes mellitus), other types of diabetes (e.g. the maturity-onset diabetes of
youth) and gestational diabetes (1) (Table 1).

Type 1 diabetes mellitus (T1D) is a condition caused by an autoimmune response against
insulin-secreting b-cells of the pancreas resulting in their destruction. This autoimmune
destruction is irreversible and the disease incurable. If new pancreas or islets are trans-
planted they too are destroyed, unless heavy immunosuppression is applied. T1D is usual-
ly characterised by acute onset and dependence on exogenous insulin for survival. In chil-
dren, beta cell destructions is almost complete, in adults there remains a residual cell func-
tion for some years; this form was denominated “latent autoimmune diabetes” (LADA)
(2,3,4).
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Table 1 Diabetes mellitus classification
(ADA 2010, modified)

I. Type 1 diabetes

A, Immune mediated
B, Idiopathic

II. Type 2 diabetes

III. Other specific types

A. Genetic defects of beta cell function
1. - 6. MODY1 - MODY 6

7. Mitochondrial DNA

8. Others

B. Genetic defects in insulin action

C. Diseases of the exocrine pancreas
D. Endocrinopathies

E. Drug or chemical-induced

F. Infections

G. Uncommon forms of immune-mediated diabetes
1. “Stiff man” syndrome

2. Anti/insulin receptor antibodies

H. Other genetic syndromes

IV. Gestational diabetes mellitus
MODY - maturity onset diabetes of youth

GENETICS

Type diabetes mellitus is a genetically determined disease and many genes or genetic
regions were found to be associated with its induction (for reviews see 5,6,7,
www.tldbase.org). Several genome-wide linkage studies have been conducted to identify
candidate regions that may contain unidentified susceptibility genes. About 50 candidate
regions for diabetes genes have been reported in linkage studies of affected sib pairs. Most
of the known or suspected susceptibility loci have been designated IDDM, e.g. IDDM1 refers
to genes mapping to the HLA region at 6p21, IDDM2 to the insulin region at 11pl5, etc. (8,9)
(Table 2).

HLA genes account for approximately 40% of the genetic risk for the T1D development.
The major determinant of genetic susceptibility to autoimmune diseases resides in the HLA
class II region. Individuals with the highest risk for type 1A diabetes express both predis-
posing haplotypes: DQA1*05:01-DQBI*02:01 (DQ2), which is almost always inherited with
DRBI*03:01 (DR3) and DQA1*03:01-D@BI *03:02 (DQ8), inherited with DRBI*04:01 or
DRBI*04:02 (DR4) (9,10,11,12). These individuals have been referred to as DR3/DR4,
DQ2/D@8 heterozygotes. The genotype, DQ2/DQ8 (DR3/DR4), is commonly observed in
type 1 diabetics. Individuals who carry this high risk haplotypic combination have ~ 5%
absolute risk of T1D, however within affected families, this genotype shows ~ 20% risk;
approximately 40% of diabetic children possess this genotype compared to 2% of children
in the healthy population (7,10,13). Observations of transmission frequencies of particular
haplotypes have helped to illustrate the importance of certain haplotypes in contributing to
diabetes susceptibility. For example, analysis of the Human Biological Data Interchange
(HBDI) family collection has revealed that DQA1*05:01-DQB*02:01 and DQA1*03:01-
DQB1*03:02 are transmitted to more than 80% of diabetic children (9).

HLA-alleles have also been associated with protection from type 1A diabetes, esp. the hap-
lotype DQA1*01:02/D@QB1*06:02/DRB1*15:01 (DQ6, DRI15) confers strong protection.
Evidence suggests that such protection may be mostly encoded by the DQB1*06:02 allele;
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Table 2 T1D susceptibility loci

Locus Region Locus Region
IDDM1 6p21 IDDM11 14q24.3-14q31
(HLA)
IDDM2 11p15 IDDM12 2q31-q33
(CTLA4)
IDDM3 15q26 IDDM13 2q34-q35
IDDM4 11q13 IDDM15 6g21
IDDM5 6q25 IDDM16 14932
(GH)
IDDM6 18q12-q21 IDDM17 10925
IDDM7 2q31-33 IDDM18 5q33
(IL-12p40)
IDDM8 6q27
IDDM9 3q21-q25 PTPN22 1p13
IDDM10 10pll-ql1 ? 7925
? 16q22-q24
? 1q42
? 8q22-q24

CTLA-4 - cytotoxic T lymphocyte antigen 4, HLA — major histocompatibility

complex of man, IDDM - insulin dependent diabetes mellitus, IgH — heavy chain of immunoglobulins, IL - inter-
leukin, INS - insulin, PTPN - protein tyrosine

phosphatase non-receptor type 22

even in individuals heterozygous for one of the major HLA T1D-associated genes. Further,
the rare T1D subject who does carry DQB1*06:02 tends to develop disease at a later age,
even in subjects who are positive for T1D autoantibodies (7,14). To summarise, as some HLA
haplotypes are associated with high, moderate, low risk and even “protection”, their identi-
fication is useful in disease prediction (Table 3).

There are also some reports on associations between the last group of class II HLA alleles
and T1D. HLA-DPB1*0101, -DPB1*0301, and -DPB1*0202, respectively, were reported to be
positively and HLA-DPB1*0402 negatively associated with (15,16,17).

The major role of HLA-associated genetic susceptibility is related to their central role in
recessive (central) tolerance induction, antigen presentation and activation of T helper cell
mediated immune response. High probability for loss of tolerance to specific islet peptides
appear to depend upon the manner in which specific peptides bind to class [I-presenting
molecules and are recognised by T cell receptors. Poor peptide binding due to only partial-
ly filling the MHC groove is probably responsible for escape of autoreactive T cells from the
thymus. In the periphery, an abundance of particular self-antigens, such as insulin in the
islets, or modification of the antigen, should allow for sufficient presentation of odd binding
epitopes to autoreactive T cells (18).

The second well established T1D susceptibility locus was mapped to the chromosome
11p15.5, to the insulin promoter region (IDDM2). The region is typical by its variable num-
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Table 3 Spectrum of diabetes risk HLA haplotypes

High risk haplotypes

DR3 DRB1#03:01 DQA1*05:01 DQA1#05:01
DR4 DRB1%04:01 DQA1*03:01 DQA1#03:01
DRB1*04:02 DQA1*03:01 DQA1#03:01
DRB1*04:05 DQA1*03:01 DQA1#03:01

Moderate risk haplotypes

DR1 DRB1*01 DQA1*01:01 DQ@B1*05:01

DRS8 DRB1*08:01 DQA1*04:01 DQB1*04:02

DR9 DRB1*09:01 DQA1*03:01 DQB1*03:03
Protective haplotypes

Strong protection

DR2 DRB1*15:01 DQA1*01:02 DQB1*06:02
DR6 DRB1*14:01 DQA1*01:01 DQB1%05:03
DR7 DRB1*07:01 DQA1*02:01 DQB1*03:03

Moderate protection

DR5 DRB1#*11:01 DQA1*05:01 DQB1#03:01

Weak protection

DR4 DRBI*04:01 DQAI*03:01 DQ@BI*03:01
DRBI*04:03 DQAI*03:01 DQ@B1#03:02
DR7 DRB1#07:01 DQAI*02:01 DQ@BI*02:01

ber of tandem repeat (VNTR) polymorphism. There are three classes of the VNTR polymor-
phism: VNTR I contains 26-63 repeating units (5'- - - ACAGGGGTGGTGGGG - - - 3), VNTR
II 80 units, and VNTR III 140-210 units, respectively. Homozygous individuals with short
VNTR elements develop T1D more likely than those with VNTR III; VNTRII is associated with
resistance to the disease induction. The VNTR III genotype is associated with high expres-
sion of thymic proinsulin in thymic medullary epithelial cells, suggesting a correlation
between antigen level and negative selection of high-avidity autoreactive T cells, consistent
with a prominent role for recessive (central) tolerance in protection from insulin autoimmu-
nity (6,14). Recently, it has also been demonstrated that these individuals harbour a high-
er frequency of insulin-specific T cells by tetramer analysis when compared to individuals
with the protective insulin VNTR element (19).

The next T1D susceptibility genetic region, IDDM12, is located on the long arm of chro-
mosome 2 (2q33) and contains the gene coding for CTLA-4 (cytotoxic T lymphocyte antigen-
4). CTLA-4 plays an important role in regulation of the immune response, esp. in suppres-
sive activities of FOXP3*CD4*CD25* T regulatory cells. The genetic analyses and correlation
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of CTLA-4 gene haplotypes with messenger RNA levels suggest that it is a reduction in the
amount of soluble CTLA-4 that is responsible for the increased susceptibility to T1D in T
cells (20), including nTreg cells (21).

PTPN 22 (Protein tyrosine phosphatase non-receptor type 22; chromosome 1pl3) is the
fourth well established human DM 1A susceptibility gene. It encodes a lymphoid protein
tyrosine phosphatase playing an important role in negative control of T cell activation and
development (22,23). In particular, it is critically involved in signaling of cytokines, such as
IL-2 and IL-15. The T1D-associated variant of PTPN2 leads to diminished phosphorylation
of STAT5 in T cells, interfering with cytokine signaling, raising the possibility that this vari-
ant may interfere with nTreg cell survival, which is highly dependent on IL-2 activity (24).

Interleukin 2 (IL-2) has paradoxical functions in T cells homeostasis, acting as a potent T
cell growth factor during the initiation of immune responses and having a crucial function
in the termination of T cell responses and maintenance of self-tolerance. The latter functi-
on has been proposed to be due to a requirement for IL-2 signaling for the development and
function of natural regulatory T cells. IL-2 could therefore take part in T1D pathogenesis.
Really, it was reported that the region containing CD25 (IL-2RA; a chain of IL-2 receptor) on
chromosome 10p14 was associated with the T1D (25). It is of interest that human linked
T1D susceptibility segregates with 30%-50% decrease in the expression of CD25 pre-mRNA
and surface protein on activated-memory T cells and, to a lesser extent, nTreg cells.
Moreover, lower expression of CD25 in memory T cells from individuals with IL2RA sus-
ceptibility genotypes is associated with lower IL-2 secretion, which might synergise with
lower expression of CD25 on nTreg cells to impair their function (26,27). Because IL-2R sig-
naling plays a key role in nTreg cell biology (28) and both the murine IL-2 and human IL-
2RA associations to T1D correlate with reduced expression of IL-2 and IL2RA, respectively,
they may both operate by impairing nTreg cell development or function. Really, a recent
study supports it as it found that defects in functional IL-2 signaling had an effect of FOXP3
expression (24). Thus, CD25 defects in patients with T1D may be mapping to a similar path-
way as that, which leads to T1D in subjects with IPEX!.

More recently, the TLR7-TLR8 region of chromosome Xp22.2 has been mapped in T1D (7,
www.t1dbase.org). These genes encode intracellular receptors for viral RNAs and for DNA
and RNA from apoptotic cells (29). This finding suggests that a variety of viral infections
could, via increased type 1 interferon levels, enhance susceptibility to autoimmune b cell
destruction and T1D, provided that susceptibility alleles at other loci are present. Seasonal
differences in viral infections, combined with other seasonal effects such as reduced vita-
min D levels in more northern countries during the winter months (30), could help to
explain the well-established seasonality of T1D diagnosis itself.

A role of viruses in T1D development is further supported by the report of its association
with IF1H1 (interferon induced with helicase C domain 1) gene (31). IF1H1 codes for the pat-
tern recognition receptor MDAS (melanoma differentiation associated gene 5). It recognises
certain types of double stranded RNAs, which are commonly produced during the replica-
tion of some RNA viruses. MDAS is triggered also by enteroviruses, known as possible envi-
ronmental triggers or accelerators of islet autoimmunity leading to type ldiabetes (32).

The association of enteroviruses (including entero-, echo- and coxsackie viruses) with
T1D has attracted attention when reported that enterovirus infections had been diagnosed
in 51% of cases and 28% of controls in the six months before the development of islet anti-
bodies (33,34). It was suggested that these viruses could stimulate a b-cell autoimmune
response. Sequence similarity exists between the Coxsackie viral protein 2 (amino acid
residues 249-279) and GADG65. This amino acid sequence homology is highly conserved in

I IPEX is an immunodeficiency syndrome caused by mutations in FOXP3 gene (Xp11.23-
q13.3.), which results to a breakdown of natural regulatory T cells (nTregs) development. It
manifests itself by various autoimmune disorders, among them also with T1D.
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Coxsackie B4 isolates, and the relevant peptide has been found to bind to HLA-DR3 but not
HLA-DR4 (9,35). It was thought that these viruses induced activation and proliferation of T
cells specific for the viral epitope that mimics a protein unique to b cells (phenomenon of
molecular mimicry) causing cytotoxic T cells to respond to the b cells autoantigens.
However, further studies have proved that enteroviruses could be potentially causal at DM
1A onset, but not at the initiation of islet autoimmunity (36,37). The work of Winkler al al.
(2011) further confirms this opinion (31). They, by examining individual islet autoantibod-
ies, found no association with the development of IAAs or GADAs, which appear early in the
disease process, and borderline association with 1A-2As (31). It seems therefore that the
development of T1D autoantibodies is strongly influenced by the HLA class II genotype,
whereas progression to diabetes is rather connected to infections. So initiation of autoim-
munity and progression to disease might be mediated by different mechanisms, first by fail-
ure of tolerance induction and second by molecular mimicry:.

There are also some genes that confer resistance to T1D development. Except already
mentioned HLA-DQ6, there is a form of IL-7R alpha gene (38) and a delta 32 variant of CCR5
(39) that were reported to be associated with protection, from T1D.

Genes not associated with T1D can also inform on its immunopathogenesis. In Crohn’s
disease, psoriasis, and other diseases a set of susceptibility loci encoding candidate genes
with known functions in the T, 17 pathway have been reported (40,41) . Using T1D database
(www.tldbase.org) and the current SNP association results, however, there is no evidence
that these “T,;17 genes” are associated with T1D. Hence, there is no support for a primary
etiological role for this T cells subset in T1D. Also other genetic regions, such as 4p15.5,
6q22.32, 7p15.2, 7p12.1, 10g23.31, 14q24.1, 16g23.1, 19q13.32, 20p11, 22q12.2, and Xq28
are known not to contain T1D functional candidate genes (7).

There are reports on other associations and one can expect that the genetic T1D map will
be completely filled up in the near future.

AUTOIMMUNE MECHANISMS IN DESTRUCTION OF BETA CELLS OF PANCREAS

Type 1 diabetes mellitus results from progressive loss of pancreatic islet mass through
autoimmunity targeted at diverse molecules that are expressed in the pancreatic f§ cells.
This chronic destructive process involves both cellular and humoral components of immu-
nity. Once autoimmunity appears (evidenced by islet autoantibodies and progressive loss of
insulin secretion) decades can elapse before the appearance of hyperglycaemia (9,42) .

The two distinctive features of type 1A diabetes are the infiltration of pancreatic islets by
macrophages and lymphocytes and the presence of autoantibodies to various b cells anti-
gens in the plasma (43,44). Islet inflammation or insulitis is the hallmark lesion of T1D.
Mononuclear cells, initially macrophages and dendritic cells accumulate first around the
islets. Subsequently, B and T cells (both helper and cytotoxic) arrive and form a periinsuli-
tis. Insulitis occurs when macrophages and activated T cells invade the islets of
Langerhans¢ in the pancreas and attack the insulin-secreting f cells. Insulitis occurs dur-
ing the pre-diabetic phase ultimately leading to the complete depletion of f cells (35,45).

By far, T cells have been the one immune cell population that has consistently been shown
to be critical for disease pathogenesis (46). T cells are known to infiltrate the islets in both
rodent models of disease (NOD and BB) and constitute a substantial fraction of infiltration
observed in humans (47). Removal or the complete absence of mature T cells in the two
rodent models prevents diabetes (48,49). The pathogenic process is largely believed to be
dependent upon the presence of autoreactive CD8" and CD4* T cell subsets. It is thought
that CD8* T cells may be more important during the early phases of pathogenesis, where-
as CD4* T cells are required throughout (42,48,50).

Infiltration of autoreactive T cells into the islets is essential for the development of dia-
betes. Studies performed in NOD mice have revealed that the influx of T cells into the pan-
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creas is associated by de novo formation of lymphoid follicles what is a prototypic feature of
a chronic progressive inflammation. The experimental results show that the interaction
between membrane lymphotoxin (LTalp2) of T cells and its receptor (LTPR) in membranes
of stromal cells is essential for the development and maintenance of this lymphoid microen-
vironment. Lymphotoxin knockout mice and wild-type mice treated with LTf receptor-
immunoglobulin fusion protein (LTPR-Ig) reverse insulitis and prevent the formation of lym-
phoid follicles, even when insulitis is well established (51). This effect is likely caused by
a failure to induce lymphoid tissue chemokines and adhesion molecules (52). In humans,
LTA gene is polymorphic. From this point of view is interesting that LTA*1 allele is in a link-
age disequilibrium with HLA-A1, -B8, -DR3, the haplotype predisposing its carriers to T1D
development (53).

The autoimmune process is initiated by activation of autoreactive T cells that escaped
thymic negative selection and populated the peripheral lymphoid organs. Unknown insults
trigger cell autoantigens shedding into the milieu. Antigen-presenting cells (APCs, i.e. den-
dritic cells, macrophages, and B cells) engulf them and start to migrate to the pancreatic
lymph nodes (LNs). During their migration they process autoantigens and their split prod-
ucts, peptides, bind to groove of HLA molecules. When in LNs, they prime naive autoreac-
tive CD4* and CD8* T cells. CD8* T cells recognise peptide-HLA class I (pHLA) complexes in
membranes of APCs and in the presence IL-2 and other cytokines, produced by autoreac-
tive CD4* T helper cells, become activated. They expand, differentiate into mature cytotox-
ic T cells, and migrate via the bloodstream into pancreatic islets, where they cause cell
damage (18).

The resolution of severe insulitis by LTpR-Ig treatment (51) suggests that migration of
inflammatory cells into the islets is a dynamic process in which these cells may constantly
move in and out of the target tissue what results in continuous activation of autoreactive T
cells by previously unrecognised autoantigens (epitope spreading) and tissue damage.

Many individuals with immunological markers of pre-clinical T1D do not progress to clin-
ical disease. A possibility exists that such individuals may develop a successful regulatory
immune response. However, a number of contradictory observations are reported in this
field. Regulatory T cell numbers have been reported to be decreased or normal in T1D
(54,55,56), and functional assays have similarly described low, slightly decreased, or nor-
mal regulatory activity (57,58,59). Much of these controversial findings results probably
from methodological differences in various laboratories.

Macrophages by their production of reactive oxygen species and nitric oxide may have
a destructive effect too. Activated macrophages produce also proinflammatory cytokines,
esp. TNF and IL-1 (60), which are directly cytotoxic to f§ cells (61). Moreover, 5 cells them-
selves may be a source of IL-1 too, particularly in response to glucose, suggesting a destruc-
tive cycle in which hyperglycemia induces expression of the inflammatory mediators that
results in immune activation and a further f cell destruction (62).

Type I interferons (IFNs) secreted during early viral infection act in a paracrine manner to
lower the permissiveness of neighbouring and distant cells to viral infection. During certain
viral infections, early innate production of IFN-y may also contribute to the transition to an
antiviral state. However, the IFN response not only lowers -cell permissiveness to viral (e.g.
Coxackie viruses B4) infection, but also contributes to the escape from NK cell-dependent
killing. These data raise the possibility that -cell responses elicited by interferons preserve
self-tolerance of NK cells to pancreatic cells during a viral infection. Defective cell antivi-
ral defences could therefore augment cellular damage and the release of otherwise
sequestered cell antigens, providing a rich pool of epitopes to prime self-reactive lympho-
cytes and initiating autoimmunity (63).

iNKT cells are a population of T cells that share some characteristics with natural killer
(NK) cells. The key features characteristic of iNKT cells include heavily biased T-cell recep-
tor gene usage (Va24JoQ and VP11, so called Va24i-NKT cells), CD1d restriction and high
levels of cytokine production, particularly IL-4 and IFN-y. Because of this property, NKT
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cells participate in regulation of the immune response; they can skew it into either T, 1 or
T,2 direction and so substantially contribute to the development of autoimmune processes.
Several reports on iNKT cell analysis in type 1 diabetic patients have been published and
there is no consensus since some authors described a decreased frequency and function of
iNKT cells in these patients but it has not been confirmed by other investigators (64,65).
Despite this complexity of iNKT cell analysis in humans, it has been extensively shown that
manipulations of iNKT cells prevent and even cure T1D in various mouse models (66).

Although T cells are the main players in the T1D field, B cells contribute to its pathogen-
esis too. NOD mice deficient in B cells, but displaying normal numbers of T cells, are pre-
vented from developing disease (67). Treatment of both man (68) and NOD mice displaying
the human CD20 molecule (69)with a B cell-specific anti-CD20 antibody alters progression
to diabetes, again demonstrating the importance of B cells. Since B cells cannot transfer
neither insulitis nor diabetes, they have been considered to fulfil a non-destructive, func-
tion. The role of B cells by way of their function as antigen-presenting cells in T1D etiology
is now widely accepted (68). Nevertheless, autoantibodies can be detected in the plasma in
80% of patients; their appearance reflects the progression of autoimmunity to § cells, their
number is positively correlated with the evolution rate of autoimmune destruction. The
presence of autoantibodies to just one of the four antigen groups alone is associated with
only a marginal increase in risk. However, T1D risk is markedly increased when islet
autoantibodies to two or more of the antigen groups are found in a child. In young, first-
degree relatives the 5-year risk of diabetes is of the order < 25%, 25-50%, and > 50% if they
have autoantibodies to one, two, and three islet autoantigens, respectively. In particular, the
presence of antibodies to IA-2 (or ICA512 or IA-2b or PHOGRIN) is associated with highest
risk (14,42,70) (Table 4).

Table 4 Type 1 diabetes risk

Risk categories

Low Intermediate High Very high
Single islet antibodies Single islet antibodies with | Two or three islet Four islet antibodies;
with low affinity high affinity antibodies higher titers
Older age Young age Young age Young age
Non-susceptible HLA Susceptible HLA genotype Susceptible HLA Susceptible HLA genotype
genotype genotype

Impaired glucose tolerance

Moreover, the earlier autoantibodies appear, the faster the rate of progression to diabetes
(71). Longitudinal studies of children born with high genetic risk of T1D showed that circu-
lating autoantibodies to islet antigens can be seen as early as 6 months. A large proportion
of childhood cases has seroconverted by the age of 3 years, and almost all cases by the age
of 7 years, even although median age-at-diagnosis is approximately12 years (4).

There is, however, no evidence that autoantibodies play a direct role in the pathogenesis
of T1 D. Evidence against autoantibodies contributing directly to 3-cell damage comes from
studies of infants born to mothers with type 1 diabetes: anti-islet autoantibodies of moth-
ers are transferred to the infants transplacentally, yet these infants do not develop disease.
Moreover, about 10% of patients have no detectable antibodies at diagnosis (9).

Pancreatic  cell components that are recognised by autoantibodies include mainly insulin
or proinsulin, GAD65, IA-2, and ZnT8. Insulin was the first autoantigen identified in T1D
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and is still the only  cell-specific. Insulin is derived from the enzymatic removal of a con-
necting peptide (C-peptide) from proinsulin within islet secretory granules and C-peptide is
secreted along with insulin. In general, autoantibodies react to mature insulin, whereas
specific proinsulin autoantibodies have been difficult to demonstrate. Antibodies against
insulin (IAA) are ones of the earliest clinical markers of prediabetes. They can be detected
in the sera of some 60% of newly diagnosed patients prior to insulin therapy. The presence
of IAA is inversely correlated with age of diabetes onset, with almost 100% of newly diag-
nosed children less than 5 years of age expressing IAA, compared to less than 20% of those
diagnosed after 15 years of age. Moreover, the levels of IAA are associated with the rate of
the autoimmune destruction of the b cells making their detection an important aspect of
diagnosis and prevention (42).

Glutamic acid decarboxylase of M_65,000 (GADG65) is an enzyme that converts gluta-
mate to y-amino butyric acid (GABA). It is expressed in human § cells (but also by o, and 6
cells of the islets) and represents the major target autoantigen in type 1 diabetes. Antibodies
to GADG5 can be detected in the sera of 75% of new-onset T1D patients. When GAD65 anti-
bodies coexist with additional diabetes specific antibodies, they indicate a high risk; only
GADG65-positive patients are slow progressors. LADA patients present frequently anti-
GADG65 antibodies only (72).

60-75% of new-onset T1D patients have autoantibodies against the islet cell antigen
512(ICA512 or 1A-2), compared to only 2% of healthy controls. ICA512 is a tyrosine phos-
phatase-related molecule (it has no enzymatic activity) expressed in the pancreas and the
brain. The molecule is produced in two alternative splice variants, with the variant usually
termed IA2b (phogrin). Autoantibodies usually react with both variants, although about
10% of sera of new-onset patients reacts with one or the other (9). The presence of anti-
bodies to IA-2 is associated with highest risk (14).

Zinc transporter ZnT8 was reported as a new T1D specific autoantigen recently. The
ZnT8 molecule is within the membrane of islet f§ cell secretory granules and transports zinc
where it forms a complex with insulin. Autoantibodies were detected in 60-80% of new-
onset T1D compared with < 2% of controls. Individuals followed from birth to T1D showed
ZnT8 antibodies as early as two years of age and generally emerged later than GADA and
IAA. The combined measurement of ZnT8A, GADA, IA-2, and IAA raised autoimmunity
detection rates to 98% at disease onset, a level that approaches that needed to detect a pos-
sible development of the disorder in a general children’s population (73).

The above-mentioned autoantibodies appear in a sequential manner rather than simulta-
neously, with insulin and GAD65 usually appearing first. This appearance reflects the pro-
gression of humoral autoimmunity to f cells. Longitudinal studies of children born with
high genetic risk of T1 D showed that circulating autoantibodies to islet antigens can be
seen as early as 6 months. A large proportion of childhood cases has seroconverted by the
age of 3 years, and almost all cases by the age of 7 years, even although median age-at-diag-
nosis is approximately12 years (7). The earlier autoantibodies appear, the faster the rate of
progression to diabetes (71).

Childhood diabetes is characterised by early appearance of autoantibodies. Observations
show that a second peak incidence period appears around puberty. The characteristics of
the islet autoantibody profiles seen in "late” autoantibody-positive children are heteroge-
neous, and the typical profile is different compared to that seen in the 1 to 2 year olds.
Autoantibodies to single antigen groups, typically, insulin or GAD65, without spreading to
other islet proteins, is common. Lower-affinity IAAs or GAD65 antibodies are also more
common, as are antibodies directed against atypical epitopes. Whereas early autoantibody
development is strongly linked to T1D-associated HLA class II genotypes, the distribution of
HLA class II genotypes in children who develop islet autoantibodies late is less dominated
by HLA-DRB1*04; DQB1*03:02 genotypes. This trend toward less HLA dominance and more
heterogeneous antibody profiles is also pronounced in older individuals developing autoan-
tibodies who lack a family history of T1D (14) (Table 5). One interpretation of the differences
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Table 5 Comparisons of neonate and puberty autoimmunity

Neonate autoimmunity Puberty autoimmunity
Insulin/proinsulin reactive Single antibodies to insulin or GAD65
DR3/DQ@2 or DR4/DQ@Q8 more common Lower DR3/DQ2 or DR4/DQ@Q8 prevalence
Early and frequent autoantibodies to Less IA-2 and ZnT8 autoantibodies
GADG5, IA-2, and ZnT8

High affinity IgG1 autoantibodies Presence of low affinity autoantibodies

associated with age of islet autoantibody appearance is that aetiology and immunisation are
different, i.e. events that lead to an insulin-dominant spreading autoimmunity at the age of
1 year are different from those that lead to a GAD65-restricted autoimmunity at the age of
11 years or later. An intriguing possibility is that immune response thresholds for islet
autoimmunity during childhood are programmed during foetal life.

CONCLUSION

It is now clear that T1D is caused by a complex autoimmune process that is triggered by
ill-defined environmental factors in permissive genetic backgrounds. A constellation of gene
variants scattered throughout the genome, generally operating via relatively small changes
in expression and/or function, provides the basis for series of immune events that involve
virtually every cell type of the immune system and eventually culminate in near complete
loss of p cells. Understanding this complexity is essential in the quest for a cure. Arrival of
sophisticated technologies, techniques, refinement of statistical methods will surely bring
new knowledge and will bring us to this goal.
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