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Abstract

It was previously understood that body weight gain
and obesity observed in type 2 diabetes mellitus (T2DM)
could be beneficial since body weight increase elevated
bone mineral density and thus helped maintain the
skeletal framework. However, a humber of recent
findings in humans and rodents have revealed that
T2DM is not only associated with trabecular defects
but also increases cortical porosity, and compromised
bone cell function and bone mechanical properties.
Hyperglycemia and insulin resistance in T2DM may
further induce osteoblast apoptosis and uncoupling
bone turnover. Prolonged accumulation of advanced
glycation end products and diminished activity of lysyl
oxidase, an essential enzyme for collagen cross-link,
can lead to structural abnormalities of bone collagen
fibrils, brittle matrix, and fragility fractures. Our studies
in T2DM rats showed that dyslipidemia, which often
occurs in T2DM, could obscure the T2DM-associated
changes in bone microstructure and osteopenia. Longi-
tudinal bone growth regulated by the growth plate
chondrocytes is also impaired by T2DM since diffe-
rentiation of growth plate chondrocytes is arrested and
retained in the resting state while only a small number
of cells undergo hypertrophic differentiation. Such a
delayed chondrocyte differentiation may have also
resulted from premature apoptosis of the growth plate
chondrocytes. Nevertheless, the underlying cellular
and molecular mechanisms of insulin resistance in
osteoblasts, osteoclasts, osteocytes, and growth plate
chondrocytes remain to be investigated.

Key words: Advanced glycation end products; Chondrocyte

apoptosis; Collagen; Dyslipidemia; Fracture; Growth
plate; Type 2 diabetes mellitus; Osteoporosis
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Core tip: Type 2 diabetes mellitus (T2DM) negatively
affects bone density and strength by inducing cellular
and extracellular matrix failures. Insulin resistance
in T2DM deteriorates osteoblast proliferation and
activity, but enhances osteoclast activity, leading to
uncoupled bone remodeling. Hyperglycemia also
aggravates osteoblast dysfunction, thus contributing
to cellular failure. Extracellular matrix failure is caused
by abnormal collagen synthesis and aberrant collagen
structure and alignment, the latter of which results, in
part, from advanced glycation end products (AGEs).
With hyperglycemia and AGEs, impaired bone strength
may occur despite high bone mineral density. It is,
therefore, concluded that T2DM can be considered a
cause of osteoporosis and/or poor bone mechanical
properties.
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INTRODUCTION

Although type 1 diabetes mellitus (T1DM) is known
to compromise bone microstructure!?, how type 2
diabetes mellitus (T2DM) affects bone metabolism
has long been debate for decades. It was previously
believed that T2DM could be protective against
osteoporosis since a number of clinical studies and
meta-analyses revealed an increase in bone mineral
density (BMD) in T2DM patients . However, several
recent lines of evidence in both humans and rodents
have corroborated that T2DM is indeed detrimental
to bone, leading to impaired osteoblast-mediated
bone formation, accelerated bone resorption, microstr-
uctural defect, and poor bone quality. The previous
controversial data stem from the use of low-resolution
X-ray-based techniques, including measurement
of areal BMD by dual energy X-ray absorptiometry
(DXA), rather than evaluation of high-resolution bone
microstructure or bone mechanical properties. This
article has updated the recent findings of T2DM-related
osteopenia and osteoporosis, as summarized in Table 1.

T2DM INCREASES BONE POROSITY
AND DECREASES MECHANICAL BONE
STRENGTH

Previous investigations in human mostly focus on
trabecular bone changes in T2DM, but recent inves-
tigations have moved to the study of cortical changes
and mechanical properties. By using more advanced
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techniques, such as high-resolution 3-dimensional
computed tomography and microindentation, it was
found that T2DM negatively affected bone strength
despite the presence of relatively high BMD. Several
cross-sectional studies in T2DM patients using high-
resolution peripheral quantitative computed tomography
(HR-pQCT) and magnetic resonance imaging (MRI)
consistently revealed quality defects in both cortical
and trabecular networks that would increase fracture
risk!*®l. For instance, Farr et al®! by assessing bone
quality with HR-pQCT in 30 postmenopausal T2DM
patients at distal radius and distal tibia, found lower
cortical thickness in T2DM was lower than normal
non-diabetic controls, while bone microindentation
testing showed lower bone material strength (BMS) in
T2DM patients. Moreover, the radius quality evaluated
by MRI, showed trabecular network holes being
approximately 10% larger in postmenopausal T2DM
patients than normal controls™. The cortical part was
similarly affected by T2DM™. Patsch et a*! investigated
changes in bone microarchitecture in postmenopausal
T2DM patients with or without fractures at radius and
tibia by using DXA and HR-pQCT. Interestingly, they
found that T2DM patients with fractures had higher
pore-related deficits, i.e., greater cortical pore volume,
cortical porosity, and endocortical bone surface, than
diabetic patients without fractures™, consistent with
the previous report in the radii of T2DM patients that
having greater cortical pore volume (approximately
150%) and cortical porosity (approximately 125%)
than normal individuals'. These cortical defects were
often accompanied by impaired mechanical properties,
such as increased failure load and low bone bending
strength, that led to reduction in overall bone strength
and increase in fracture risk™”.

DYSLIPIDEMIA MIGHT OBSCURE T2DM-
INDUCED OSTEOPOROSIS

Previously it was believed that greater body weight
or obesity associated with T2DM could be beneficial
to the skeletal system through increasing BMD and
bone mass"®!. However, our group recently reported
the possible masking effects of dyslipidemia on
diabetic bone in rats™. In our study, we determined
the effects of dyslipidemia on bone microstructure
were determined in Goto-Kakizaki (GK) diabetic rats
treated with high cholesterol diet compared those fed
with normal diet. The GK rats-a non-obese T2DM rat
model without obesity-induced bone gain-were found
to manifest stable fasting hyperglycemia and insulin
resistance, while cholesterol-fed GK rats exhibited
hypercholesterolemia, hypertriglyceridemia and
hyperglycemia without significant weight gain*”.. Bone
histomorphometry revealed that GK rats with T2DM
manifested several signs of suppressed osteoblast
function, such as decreases in osteoblast surface and
bone formation rate, whereas the osteoclast-mediated
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Table 1 Recent studies on the type 2 diabetes mellitus-related osteoporosis in humans (2010-2014)

Site of bone Technique Subjects Main findings in T2DM group Ref.
Distal radius HR-pQCT 60 postmenopausal women Low cortical thickness and low trabecular number [3]
Distal tibia HR-pQCT Lower cortical thickness

Mid-shaft tibia
Distal radius

Microindentation
DXA, HR-pQCT
fractures
Ultradistal radius
Distal tibia
Ultradistal tibia

DXA, HR-pQCT
DXA, HR-pQCT
DXA, HR-pQCT

80 postmenopausal women with or without

Distal radius MRI 60 postmenopausal women
Distal radius HR-pQCT 38 postmenopausal women
Tibia HR-pQCT

Mid-shaft radius pQCT 1171 men (= 65 yr)
Mid-shaft tibia pQCT

Poor bone quality (low BMS)
Higher cortical porosity in T2DM with fractures

Higher cortical porosity in T2DM with fractures
Lower cortical porosity in T2DM with fractures
Lower BMD and cortical porosity in T2DM with fractures

Greater trabecular network holes [5]

Higher cortical porosity [6]

Higher volumetric BMD and trabecular thickness
Lower bone bending strength

Lower bone bending strength

[7]

BMD: Bone mineral density; BMS: Bone material strength; DXA: Dual energy X-ray absorptiometry; HR-pQCT: High resolution-peripheral quantitative

computed tomography; MRI: Magnetic resonance imaging; T2DM: Type 2 diabetes mellitus.

bone resorption was markedly enhanced. It was noted
that, these microstructural changes disappeared after
16-wk of high cholesterol consumption, suggesting
that high cholesterol diet and perhaps the resultant
dyslipidemia could obscure the T2DM-associated
osteopenia and changes in bone microstructural
defect™. Thus, the difficulty in detecting bone deter-
ioration in T2DM rats with dyslipidemia could explain,
in part, why osteopenia was not observed in some
T2DM studies.

T2DM AND LONGITUDINAL BONE
GROWTH

Up until now, few studies have investigated relation-
ship between T2DM and longitudinal bone growth.
Generally, longitudinal bone growth is controlled by
proliferation and differentiation of chondrocytes in
the growth plate, which is histologically divided into 3
zones, i.e., resting zone (RZ), proliferative zone (PZ)
and hypertrophic zone (HZ). The RZ consists of low
mitotic activity stem-like cells that gradually migrate to
the PZ where chondrocytes proliferate and align into
vertical columns and eventually reach the mature state
in HZ. Thereafter, the hypertrophic chondrocytes in HZ
undergo apoptosis and are replaced by capillaries and
osteoblasts, which later use cartilaginous scaffold as a
template for bone formation and bone elongation™*?,
Since several investigations reported reduced bone
length in diabetic rats compared with normal rats®®'*,
T2DM may be a cause of aberrant growth plate
function. Lapmanee et al’ examined changes in the
growth plate of diabetic GK rats and found impairment
of chondrocyte differentiation as indicated by increased
RZ height and decreased HZ height. It was possible
that differentiation of chondrocyte precursors in
T2DM rats were arrested and cells remained in the
resting state, with only a small number of proliferating
cells undergoing differentiation into hypertrophic
chondrocytes™.
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Aiemlapa et af* further demonstrated the underly-
ing mechanism of delayed growth plate chondrocyte
differentiation. By using terminal deoxynucleotidyl
transferase dUTP nick end labeling (TUNEL) assay
for apoptosis, they found premature apoptosis of
chondrocytes in the HZ and chondro-osseous junction
of GK rats. The massive loss of growth plate chondrocy-
tes was accompanied by an increase in serum IGF-1
level, and overexpression of parathyroid hormone
related protein (PTHrP), runt-related transcription
factor (Runx2) and vascular endothelial growth factor
(VEGF) in the growth plate, all of which might have
been compensatory responses to mitigate excessive
loss of chondrocytes due to premature apoptosis'*.
However, it was possible that the effects of T2DM on
the growth plate might be dependent on animal strain
and model of DM induction. For instance, Wu et a/*!
found acceleration of longitudinal bone growth as
indicated by bone elongation and increased heights
of PZ and HZ in insulin resistant mice induced by
high fat diet. In this model, insulin might remain to
have a stimulatory effect on bone growth in vivo
similar to its reported stimulatory effect on metatarsal
linear growth in vitro!*®!. Furthermore, high fat diet-
induced dyslipidemia could complicate the matter
since 7a-hydroxycholesterol and oxidized low-density
lipoprotein (LDL) have been shown to modulate
osteoblast and osteoclast functions, which, in turn,
could have effects on bone elongation™®*”’,

POSSIBLE CELLULAR MECHANISMS OF

T2DM-RELATED FRAGILITY FRACTURES

The pathogenesis of T2DM-related fragqility fracture
can be looked upon from 2 aspects, i.e., cellular
failure and extracellular matrix failure. At cellular level,
T2DM was associated with diminished activities of
osteoblasts, osteoclasts and osteocytes, and increased
apoptosis of bone cells®'®?!!, A decrease in osteocyte
density (number of osteocyte-occupied lacunae per unit
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area) was conspicuously observed in streptozotocin-
induced diabetic rats®. Hyperglycemia-induced
insulin resistance is another important factor that
cause both osteoblast and osteoclast malfunctions™?.
Since insulin is a suppressor of osteoclast-mediated
bone resorption®®!, T2DM-associated insulin resis-
tance could enhance bone resorption. Moreover, high
plasma glucose concentration can induce glucotoxicity
in cells including osteoblasts, leading to osteoblast
apoptosis™®*. In vivo experiment in transgenic liver-
specific SS503A CEACAM1 mutant (L-SACC1) mice, a
model of impaired insulin clearance in the liver causing
hyperinsulinemia and insulin resistance, suggested that
the abnormally high bone mass in these mice might
have resulted from low bone turnover as indicated by
decreases in double-labeled surface (as determined
by bone histomorphometry) and TRAP-positive
osteoclasts, which represent activities of osteoblast-
mediated bone formation and osteoclast-mediated
bone resorption, respectively®?. In other words,
insulin resistance in this model was associated with
a slowdown in bone turnover, which could eventually
result in inadequate healing of microcracks, poor bone
quality and increased fracture risk'*?. In addition, the
experiment in high fat diet-fed Zucker diabetic fatty
(ZDF) rats also showed impaired osteoblast function
as indicated by downregulation of the expression of
osteoblast-specific genes, e.g., bone morphogenetic
protein-2 (BMP-2), Runx2, osteocalcin and osteopontin.
Suppression of osteoblastogenesis in these ZDF rats
possibly compromised bone regeneration capacity.
Subcritical bone defect regeneration study further
showed that nondiabetic rats filled the defect by 57%,
whereas diabetic rats could fill only 21% of bone defect
in 12 wk™®,

T2DM not only caused deterioration of bone cell
functions (cellular failure), but it also damaged bone
extracellular matrix. Most studies suggested that T2DM
caused abnormality in the structure of collagen, which
is the most abundant protein in organic bone matrix.
Garcia-Hernandez et al*® reported that high glucose
concentration indeed increased biomineralization in
human alveolar bone-derived osteoblasts, but the
mineral quality was lower than that in low glucose-
exposed group. Determination of mineral quality
in term of calcium/phosphate (Ca/Pi) ratio in the
mineralized extracellular matrix nodules by energy-
dispersive X-ray microanalysis (EDX) showed that
high concentration of glucose significantly decreased
Ca/Pi ratio on day 7 and 14 of treatment. Hammond
et al®® further studied nanoscale morphology of
type I collagen in tibiae of ZDF rats by Raman
spectroscopy and reference point indentation (RPI),
the latter of which applied a force to determine bone
mechanical properties by measuring the relative
displacement reference position®®®*”1, RPI analysis
revealed that bone matrix of ZDF diabetic rats was
more resistant to plastic deformation, which might
have resulted from abnormal formation of non-
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enzymatic collagen cross-link, toughening of the
matrix, or the presence of advanced glycation end
products (AGESs).

AGEs are non-enzymatic carbohydrate modifications
of extracellular and intracellular proteins accumulated
in long-lived tissues, such as skin and bone, and are
often present in the plasma proteins of patients with
DM and renal failure®®®®!, A number of investigations
have revealed that AGEs are considered a factor
that provokes fragility fractures in T2DM by inducing
abnormal arrangement of collagen™®*®*°%, By using
scanning electron microscope (SEM) and transmission
electron microscope (TEM), Aoki et a/®® provided
evidence that the rats subjected to adenine-induced
renal failure exhibited AGEs accumulation and suppre-
ssion of osteoblast function, similar to that observed
in T2DM. SEM showed irregularity in collagen fibril
alignment, while TEM revealed a wider diameter of
collagen fibril in adenine-treated rats with renal ost-
eodystrophy™®®. Immunohistochemistry also showed
greater accumulation of AGEs in peritrabecular
osteoblasts of adenine-treated rats than control rats.
Further in vitro study in AGEs-treated MC3T3-E1
osteoblast-like cells showed a decrease in protein
expression of secreted phosphoprotein 1 and lysyl
oxidase, a mature osteoblast marker and essential
enzyme for collagen cross-link, respectively. It was thus
suggested that suppressed osteoblast differentiation
and decreased lysyl oxidase production caused structural
abnormalities of bone collagen fibrils leading to bone
fragility™®.

Collagen is the most abundant protein in bone
organic matrix, and it undergoes intra- and extracellular
post-translational modifications™". To stabilize collagen
fibrils, lysyl oxidase catalyzes intra- and intermolecular
cross-link between collagen molecules essential for
bone strength®®'!, It was reported that glycation of
collagen caused abnormal arrangement of collagen
leading to brittle matrix and fragile bone****%, but
little is known whether a decrease in lysyl oxidase-
dependent collagen cross-link contributes to diabetic
bone fragility and osteoporosis. The underlying
mechanism of AGEs-attenuated lysyl oxidase activity
was explored in mouse and rat primary osteoblasts
and it was found that the carboxymethylated collagen,
a form of AGEs, was not able to promote lysyl oxidase-
mediated cross-linking due to failure of binding
between abnormal collagen and discoidin domain
receptor-27,

CONCLUSION

Currently, it can be concluded that T2DM compromises
bone microstructure by inducing aberrant bone cell
function (cellular failure) and abnormal matrix structure
(matrix failure). Regarding the cellular effect, T2DM
is associated with increased osteoblast apoptosis,
diminished osteoblast differentiation, and enhanced
osteoclast-mediated bone resorption, which, in part,
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resulted from hyperglycemia and insulin resistance.
Prolonged accumulation of AGEs coexisting with a
decrease in lysyl oxidase activity causes abnormal
structure and alignment of collagen, leading to bone
fragility. Several confounding factors in T2DM, parti-
cularly body weight gain, obesity, and dyslipidemia,
are able to mask the detrimental effects of T2DM, and
may delay diagnosis of diabetic osteoporosis. In other
words, bone is already damaged in T2DM despite a
relatively high BMD. Although deleterious effects of
T2DM on bone have been elucidated, the underlying
cellular and molecular mechanisms remain unclear.
For example, how does insulin resistance occur in
osteoblasts and how do phosphorylation of insulin-
receptor substrate isoforms (IRSs) and resultant insulin
resistance in osteoblasts, osteoclasts and perhaps
osteocytes contribute to diabetic bone loss? Indeed,
osteocytes residing inside lacunae play an important
role in bone remodeling in health and disease since
they are responsible for inducing bone loss under
certain conditions, such as during lactation®>**. Further
investigation is required to demonstrate whether
osteocytic dysfunction does exist in T2DM.
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Abstract

Macro and microvascular disease are the main cause
of morbi-mortality in type 1 diabetes (T1DM). Although
there is a clear association between endothelial
dysfunction and atherosclerosis in type 2 diabetes, a
cause-effect relationship is less clear in TIDM. Although
endothelial dysfunction (ED) precedes atherosclerosis,
it is not clear weather, in recent onset T1DM, it may
progress to clinical macrovascular disease. Moreover,
endothelial dysfunction may either be reversed
spontaneously or in response to intensive glycemic
control, long-term exercise training and use of statins.
Acute, long-term and post-prandial hyperglycemia
as well as duration of diabetes and microalbuminuria
are all conditions associated with ED in TIDM. The
pathogenesis of endothelial dysfunction is closely
related to oxidative-stress. NAD(P)H oxidase over
activity induces excessive superoxide production inside
the mitochondrial oxidative chain of endothelial cells,
thus reducing nitric oxide bioavailability and resulting
in peroxynitrite formation, a potent oxidant agent.
Moreover, oxidative stress also uncouples endothelial
nitric oxide synthase, which becomes dysfunctional,
inducing formation of superoxide. Other important
mechanisms are the activation of both the polyol and
protein kinase C pathways as well as the presence of
advanced glycation end-products. Future studies are
needed to evaluate the potential clinical applicability of
endothelial dysfunction as a marker for early vascular
complications in T1DM.

Key words: Endothelial dysfunction; Type 1 diabetes;
Cardiovascular disease
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Core tip: Endothelial dysfunction is an early finding
in the natural history of type 1 diabetes and is
predictive for microvascular disease and premature
atherosclerosis. Decreased nitric oxide due oxidative
stress is the central pathogenetic mechanism. Polyol
pathway activation, protein kinase C (PKC) activation
and advanced glycation product formation are also
important. Long-term hyperglycemia, repeated hypo-
glycemia and microalbuminuria are factors associated.
Intensive glycemic control and exercise training
ameliorate endothelial dysfunction. Statins and renin-
angiotensin system blockers are partially effective
and may be influenced by hyperglycemia. There is a
possible clinical benefit for the use of vitamin E and
vitamin C that are still to be confirmed. PKC inhibitors
are still investigative.

Bertoluci MC, Cé GV, da Silva AMV, Wainstein MV, Boff
W, Puiiales M. Endothelial dysfunction as a predictor of
cardiovascular disease in type 1 diabetes. World J Diabetes
2015; 6(5): 679-692 Available from: URL: http://www.
wjgnet.com/1948-9358/full/v6/i5/679.htm DOI: http://dx.doi.
org/10.4239/wjd.v6.15.679

INTRODUCTION

Micro and macrovascular complications are leading
causes of morbidity and mortality in patients with type
1 diabetes mellitus (T1DM)™*?!, Subjects with TIDM
are prone to accelerated atherosclerosis™ and have
3 to 6 times more risk of cardiovascular death than
individuals without diabetes. Endothelial dysfunction
(ED) is an early event along the natural history of
T1DM, indicating a phenotype in risk for accelerated
atherosclerosis, that may be independent of the
classical cardiovascular risk factors™?!. Interestingly,
traditional cardiovascular risk factors altogether can
not explain the totality of the cardiovascular risk in
T1DM™®”, Chronic hyperglycemia per se, although
an important predictor of microvascular disease, is
a weak predictor of macrovascular complications in
both TIDM and T2DM®, Thus, much of the residual
cardiovascular risk still remains unexplained. In this
context, ED becomes a new important risk factor that
should be debated in the cardiovascular scenario. In
the present review, we discuss recent evidences in the
pathogenesis of endothelial dysfunction, its role as a
risk factor for cardiovascular disease and the potential
interventions for reducing endothelial dysfunction in
T1DM.

THE NORMAL ENDOTHELIUM

The vascular endothelium forms the cell layer that is
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directly in contact with the vascular lumen, separated
from the smooth muscle layer of the basement
membrane. Its role is to maintain the homeostasis
between the blood and the arterial wall through the
synthesis of substances that modulate vascular tone,
inhibit platelet aggregation and control the proliferation
of vascular smooth muscle cells™®.

In endothelial cells, nitric oxide (NO) is essential
for the maintenance of integrity and homeostasis of
endothelium!*, NO is synthesized from L-arginine
by the action of endothelial nitric oxide synthase
(eNOS) in the presence of oxygen, NADP(H) and
the NOS co-factor, tetrahydrobiopterin (BH4)™. The
synthesized NO diffuses itself quickly into the smooth
muscle cell layer and into platelets where it activates
guanylate cyclase (GCA), with consequent production
of cyclic GMP (cGMP). The presence of cGMP, in turn,
promotes vascular relaxation and inhibition of platelet
aggregation, keeping the equilibrium between pro and
anti-thrombotic factors in the blood and arterial wall.
However, as the half-life of NO is very brief, rapidly
oxidizing into nitrate, the continuous activation of eNOS
becomes the key determinant of NO synthesis and
tissue bioavailability™". Normally, eNOs is activated by
the turbulent blood flow against the luminal endothelial
wall (shear-stress) as well as by the stretch of vascular
wall cells and changes in the oxygen tension, promoting
vascular muscle relaxation, an effect known as “endo-
thelial-dependent vasodilation”t**¥,

The stability of the endothelium is also dependent
on endothelial repair and regeneration, which are
determined by migration and proliferation of surrounding
mature endothelial cell resident the vascular wall™®.
Recently it has been demonstrated that circulating
endothelial progenitor cells (EPCs) are important in the
endothelial regeneration. EPCs are circulating bone-
marrow-derived cells characterized by the expression
of varying surface markers that adhere to the damaged
endothelium promoting tissue repair'®. Circulating EPCs
are considered biomarkers of endothelial function and
prognostic indicators of cardiovascular morbi-mortality.
Endothelial dysfunction represents the breakdown of this
endothelium homeostasis, leading to a pro-thrombotic
and pro-inflammatory that may lead to progressive
atherosclerosis.

METHODS FOR ASSESSMENT OF
ENDOTHELIAL FUNCTION

Endothelial function can be investigated through
invasively and non-invasively techniques. Coronary
arteries can be evaluated invasively through angio-
graphy with quantitative measurement of changes
in the vascular diameter in response to infusion of
acetylcholine® and also through invasive venous
occlusion plethysmography!”, which measures
forearm blood flow in response to acetylcholine
infusion in the brachial artery. The invasive nature of
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these techniques, involving artery cannulation and
infusion of vasoactive drugs*, make them unfeasible
to widespread use in clinical practice.

Non-invasive techniques, on the other hand, are
being increasingly used in clinical settings. The flow
mediated dilation (FMD) is the most popular technique
currently used™®?”, The rationale in FMD is based on
reactive hyperemia responsive to shear-stress caused
by turbulent blood flow, causing NO to be released and
promoting endothelium-dependent vasodilation!**,
The measurement of vascular dilation can be done by
capturing images of the brachial artery using high-
resolution ultrasound™®!. Reactive hyperemia occurs
after a period of ischemia, induced by occlusion of the
brachial artery, with a sphygmomanometer cuff inflated
with progressive release of vasodilator mediators such
as adenosine and *H ions from ischemic tissue. When
the release of blood flow occurs, sudden shear-stress
is produced in the brachial vein endothelium, which is
a strong stimulus for releasing NO™!, This mechanism
depends on the integrity of eNOs. The lesser the
dilation the more severe the dysfunction. Definition of
ED is than considered arbitrarily when the increase in
dilation is less than 8%"™,

Other non-invasive techniques are used less
frequently. Peripheral artery tonometry induced by
reactive hyperemia®’ assesses endothelial function
by a combination of flow-mediated dilation and
measurement of the amplitude of the arterial pulse
wave expansion through a pneumatic sensor placed
on the index finger. The microvascular reactivity
on the forearm skin is evaluated with laser Doppler
flowmetry, being the the iontophoresis of acetylcholine
the endothelium-dependent vasodilator stimulus. The
determination of the complacency of the dorsal hand
vein is a minimally invasive method described by
Aellig® in 1981 which has been used by our group®®*.
It consists in a infusion of vasoactive drugs into the
vein surface of the dorsum of the hand to measure
endothelium-dependent vasodilation in response
to acetylcholine, bradykinin or isoproterenol. The
venous occlusion plethysmography can also be used
to measure changes in forearm blood flow in response
to reactive hyperemia. Finally, the measurement of
the thickness of the intima-media layer (IMT) of the
common carotid by ultrasound is a structural marker
of atherosclerosis and correlates inversely with FMD
in the brachial artery®®. Increases in the IMT are
indicative of early atherosclerosis.

ENDOTHELIAL CHANGES IN DIABETES

Chronic sustained hyperglycemia in diabetes promotes
important structural and functional modifications in
the endothelium, as reported in both experimental
and clinical studies®® . In the aorta of rabbits with
alloxan-induced diabetes, endothelial changes are
visible after 2 wk from the onset of hyperglycemia
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and become more severe after 6 wk of the diabetes
onset®, The findings include adhesion of leukocytes,
platelets and fibrin material on the endothelial surface.
In mice, 6 wk after the onset of diabetes induced
by streptozotocin (STZ), it is possible to observe
increased endothelial permeability and endothelial cell
apoptosist’.

In a classic study using samples of human skin
and subcutaneous tissue obtained from autopsies
and biopsies of 24 patients with T1IDM, which were
compared to 9 non-diabetic controls, the most
important finding was the increase in the thickness of
the basement membrane in TIDM patients compared
with non-diabetic subjects™®. In another study™,
the increased thickness of the capillary basement
membrane of skeletal muscle from patients with
12 years of T1DM, could be reversed by intensive
glycemic control during one year®. In studies using
electron microscopy, endothelial cells obtained from
umbilical cord blood from pregnant women with TIDM
show increased mitochondrial area when compared
to pregnant women without diabetes'®, The clinical
significance of these structural changes, however, is
still not clear to predict future atherosclerosis.

Important functional changes occur in the endo-
thelium of T1DM. Hyperglycemia induces excess of
electrons that leak from the oxidative chain and are
captured by oxygen, generating superoxide excess
and oxidative stress. Excessive superoxide production
uncouples eNOS, impairing NO production™!. The net
effect is a reduction of NO production in response to
shear stress in the inner vascular wall. By this way,
the main determinant of ED is the preponderance of
vasoconstrictor factors released by the endothelium in
detriment of vasodilators factors due to the decreased
availability of NOP%. The dysfunctional endothelium
leads to a migration of blood cells into the arterial wall,
inducing proliferation of smooth muscle cells, platelet
aggregation, LDLc oxidation, monocyte adhesion
and synthesis of inflammatory cytokines, all factors
contributing to atherogenesis®".

In patients with T1DM, functional changes in
endothelium occurs very early in the natural history
of diabetes™!. The duration of diabetes is a major
determinant for the presence of endothelial dysfunction
in TIDM, being inversely correlated with the
endothelium-dependent dilation. ED generally occurs
in the first decade of T1DM, earlier than increases in
the carotid intima-media layer thickness (Table 1).

ED is a common finding in T1DM, generally seen
after 4 years of disease. In the study by Singh et
al®¥, 31 adolescents with 6.8 years of TIDM and poor
glycemic control presented both ED and increased
intima-media layer thickness of carotid artery,
compared with individuals without diabetes. The
duration of diabetes was inversely correlated with the
endothelium-dependent dilation®. These results were
confirmed by other authors®* and are in accordance
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Table 1 Studies on Flow-Mediated Dilatation and Nitroglycerin Mediated Dilation in patients with type 1 diabetes

Ref. n Age Time Micro-albuminuria HbA1c FMD NTG
Type 1 diabetes Non-diabetes  Type 1 diabetes Non-diabetes
Clarkson et al® 80  15-40 13 6% 95 58+3.7° 93438 15.6 +5.6° 19.7 +6.6
Lambert et al™ 52 32 15 No 7.9 129+9.8 173499 143 +8.0 17.7+87
Enderle et al™ 17 415 21 No 8.0 82+4.6 7.6+42 163 +4.9 184+64
Lekakis et al®™ 31 32 NO: 13 Yes N: 6.5 NO: 5.8 + 7° 11.0+7 NO:19.0 +6.9° 240+9.0
MA: 20 M: 7.1 MA: 0.7 £2.5° = MA: 15.0 +2.9°
Dogra et al®™ 34 NO:44 NO:20 Yes 8.5-8.7 NO: 5.4 +0.6" 79+0.6 MA: 11.9 £1.1° 200+1.2
MA:48  MA:25 MA: 3.2 0.3 =

Singh et al™ 31 15 7 No 8.6 42+38" 82442 17.0+6.0 18.0+6.0
Jarvisalo etal¥ 45 11 4 No 8.9 44+34° 87+33 = =
Ladeia et al® 18 13 3 80% 9.3 109 £2.0 112+24 = 5

Cé et al® 57 17 7 No 8.6 95465 146 £5.6 223498 293 +4.2

Age: Mean age in years; Time: Time of TIDM (in years); HbAlc: Hemoglobin Alc (%); NO: Normoalbuminuria; MA: Microalbuminuria; FMD: Flow-

Mediated Dilatation; NTG: Nitroglycerin Mediated Dilation. “P < 0.05 vs controls.

to the concept that endothelial dysfunction is predictive
of early atherosclerosis in T1IDM.

More recent data indicate that ED can occur even
before 4 years of onset of TIDM™*?, preceding the
onset of microalbuminuria. Jérvisalo et al** compared
non-obese, poor-controlled, recent onset T1DM
children with age-matched children without diabetes,
with respect to FMD and the thickness of intima-media
carotid. They observed the presence of endothelial
dysfunction in 36% of cases, a lower peak of flow
mediated dilation response and increased intimal-
media thickness compared with controls. The authors
concluded that ED is a common finding in children in
the early years of TIDM and may be a predictor for the
development of premature atherosclerosis.

The presence of ED, however, is not uncommon
before 4 years of TIDM®. We found a prevalence of
35.7% of ED in a sub-group of T1DM patients with less
than 5 years of diabetes™. The data from the above
studies indicates that it ED may begin to occur 3 to 5
years from the onset of T1IDM.

FACTORS ASSOCIATED WITH ED IN
T1DM

Gender

The impact of gender in ED is still undefined, but, in
one study, boys with TIDM seemed to be at increased
risk. Bruzzi et al™” studied 39 children with T1IDM
and 45 healthy age-matched controls, evaluated
longitudinally with FMD at baseline and 1 year of
follow-up™®. At baseline, TIDM boys and girls had
similar FMD values, however, after 1 year, boys had
more endothelial dysfunction than girls. The rationale
of this difference is still unknown since multivariate
analysis did not identify important predictors of
endothelial dysfunction*”.

Acute hyperglycemia
Acute hyperglycemia is capable to induce reversible
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endothelial dysfunction in normal individuals. When
non-diabetic subjects are acutely exposed to high
concentrations of glucose during dextrose infusion for
6 h, there is an attenuation of the arterial endothelium-
dependent vasodilation induced by methacholine
(endothelium-dependent vasodilation) while pre-
serving the vasodilator response to nitroprusside
(non-endothelium dependent vasodilation)*, This
indicates that acute rises in blood glucose in contact
to a previous normal endothelium can cause acute
endothelial dysfunction, but it is not sufficient to
promote vascular smooth muscle dysfunction. In
another study in normal subjects™?, it was also
demonstrated that acute hyperglycemia can cause
significant hemodynamic and rheological changes
such as increases in systolic and diastolic blood
pressure, heart rate and plasma catecholamines,
while decreasing arterial blood flow to the leg. Platelet
aggregation to ADP and blood viscosity also showed
increments. When the authors infused the natural
precursor of NO formation, L-arginine, blood pressure
and artery flow changes were reversed. When they
infused the inhibitor of endogenous NO synthesis, N°-
monomethyl-L-arginine (L-NMMA), hemodynamic
effects of hyperglycemia were reproduced, indicating
that acute hyperglycemia reduces NO availability even
in normal subjects™.

The effect of acute high glucose in normal
endothelium, however, is not observed in all studies.
Houben et al**!, studied the effect of acute glucose
infusion for 24 h in normal individuals and did not
observed changes in vascular dilatation of skin
microcirculation induced by acetylcholine (Ach),
nitroprusside, norepinephrine or nitric oxide synthase
antagonist (L-NMA). The differences between studies
may be due to methodological differences. It is
accepted, however, that insulin can attenuate acute
endothelial dysfunction, promoting compensatory
vasodilation which may have biased the studies. In
other studies, where the action of insulin was blocked
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by octreotide, the effect of acute hyperglycemia alone
was evident™",

Long-term hyperglycemia

The association between HbAlc and flow-mediated
dilation (FMD) is seen in some cross-sectional studies
with patients with TIDM. In the study of Ladeia et
al®®, with 19 normo and microalbuminuric TIDM
patients, there was a moderate positive correlation
between FMD and HbA1c. In another study™*, patients
with T1DM with HbA1lc above 6.0% had significant
impairment of endothelial function compared to
patients with HbA1c below 6%, indicating that chronic
mild increases in mean hyperglycemia are also
associated to ED in T1DM.

We studied the impact of chronic glycemic control
in endothelial function of T1DM in a historical cohort
study™. TIDM adolescents under 5 year of disease
were evaluated for ED and had their mean HbAlc
obtained from medical records in the same institution
since their diagnosis. Considering as a whole, the mean
historical HbA1lc was clearly higher in TIDM patients
with endothelial dysfunction compared with T1DM
without ED. Interestingly, we observed a moderate
inverse correlation between FMD and the historical
mean of HbA1lc in the first 2 years after the diagnosis
of T1DM but not with the more recent HbAlc. The
plausible explanation was that endothelial function
could be more affected by the long-term than by the
short-term glycemic control, supporting the concept of
metabolic memory™!. Glycation of the endothelium in
the first years of TIDM seems, by this way, decisive to
determine future endothelial dysfunction in TLDMP2,

Post-prandial hyperglycemia

The effect of postprandial hyperglycemia in endo-
thelial function was studied by Giugliano et a/**! in
individuals with type 2 diabetes. The combined effect
of postprandial glucose and hypertriglyceridemia was
associated with increased serum concentrations of
adhesion molecules such as ICAM-1, E-selectin and
VCAM-1. Markers of oxidative stress such as nitro-
tyrosine increased sharply after ingestion of 75 g of oral
glucose. This effect was greater when an additional
lipid overload was used, indicating that both acute
hyperglycemia and hyperlipemia can affect endothelial
function in diabetes!*®’,

In another study, the same authors™’' observed
that, after a glucose overload, ED accentuates until the
second hour, but returns to basal level after 4 h from
the beginning of the overload. Though, lipid overload
did not change FMD until the fourth hour. These data
suggests that the effect of postprandial glycaemia in
endothelial function is independent of the postprandial
lipemia, although both might be mediated by increased
oxidative stress.

[47]
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Hypoglycemia

Recently, it was demonstrated that repeated episodes
of hypoglycemia in subjects with TIDM may be
associated with endothelial dysfunction and could be
an aggravating factor for preclinical atherosclerosis.
In a case-control study™®, TIDM with repeated
hypoglycemia episodes were compared with age and
sex-matched T1DM controls who did not have frequent
hypoglycemias. Vascular function was assessed by
FMD, intimal-media carotid artery thickness (IMT)
and endothelial dysfunction markers such as von
Willebrand factor (vWf). The group with increased
hypoglycemia episodes presented lower percentages of
FMD in response to ischemia, increased IMT measures
and higher endothelial function markers. In another
study™!, with cross-sectional design, T1DM children
and age and gender-matched healthy children were
evaluated for vascular function and continuous glucose
monitoring system (CGMS) in order to compare
the impact of glucose variability and hypoglycemia
episodes in vascular function. Subjects with TIDM had
significantly lower FMD compared to healthy children.
However, when comparing CGMS parameters, the
authors found significant inverse relationship between
FMD with hypoglycemia indexes but not with variability
indexes.

The biological rationale for hypoglycemia inducing
endothelial dysfunction in T1DM is that acute hypo-
glycemia can induce rapid pro-inflammatory, platelet
aggregatory, anti-fibrinolytic response, and recurrent
hypoglycemia may induce changes in hemostatic
factors and viscosity which may decrease perfusion in
diabetic microangiopathy™®.

Glycemic variability
Glycemic variability (GV) is a term exclusively related to
blood glucose fluctuations and must be differentiated
from post-prandial glucose (PPG). GV is related to
glucose variability along the day, while PPG is related
to the precise time of glucose rise after a meal. PPG
effect in vascular function can also be influenced by
other confounders such as hypertriglyceridemia.
Whether GV is an important factor to cause ED
is still a matter of debate. The effect of glycemic
variability in ED was studied in TIDM with normal
urinary albumin excretion™". Patients were exposed
to 48 h of good (mean 113 mg/dL) or poor metabolic
control (mean 286 mg/dL) and evaluated with FMD
and serological markers of endothelial function. Both
endothelium-dependent and endothelium-independent
vasodilation were significantly impaired after the poor
control period in relation to good glycemic control.
There was also a significant increase in vWf levels after
the deterioration of control. These results indicate that
endothelial function may suffer significant impact of
acute variability of blood glucose in T1DM, although it
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can be reversed with improvement of glycemic control.
However this effect was not seen in other studies.
In the DCCT study, the GV in glycemic data using
7-point self monitoring blood glucose (SMBG) obtained
every 3 mo did not correlated to macrovascular
complications®®. We were also not able to detect a
relationship between FMD and the standard deviation
(SD) of glycemia in T1DM, using day 7-point SMBG
for 30 d preceding FMD (data unpublished). Finally,
in a cohort study of TIDMP*, the standard deviation
of blood glucose, calculated from self-monitoring
blood glucose data along 11 years of follow up, was
predictive for incident peripheral neuropathy™. The
influence of GV in vascular function and future micro
or macro vascular complications of T1DM is not yet
established.

Microalbuminuria

Microalbuminuria is strongly associated with ED in
T1DM. Dogra et al®* studied long-term T1DM patients
with microalbuminuria with poor glycemic control
who were compared to normoalbuminuric TIDM and
to non-diabetic individuals. FMD was more severely
impaired in T1IDM patients with microalbuminuria being
albuminuria an independent predictor of ED. In another
study, Lekakis et a/® observed lower FMD values in
microalbuminuric compared with normoalbuminuric
patients. In a similar study with children and adolescents
with T1DM with less than 5 years of disease®, there
was a negative correlation between the percent of
endothelium-mediated dilation and albuminuria. Mean
FMD was also significant decreased in microalbuminuric.
ED is also be present in type 2 diabetes patients with
normal albuminuria with long duration T2DM during
chronic poor glycemic control®*. In T1DM patients with
normoalbuminuria ED is less common™®,

MECHANISMS OF ED IN T1DM

Oxidative stress
Children with T1DM have increased oxidative stress
and reduction of anti-oxidant defense compared to
healthy children and to their parents®™* and these
results are similar in adolescents with TIDM®"),
Moreover, endothelial progenitor cells are also reduced
in children with TIDM compared to non-diabetic
controls possibly related to oxidative stress™®,
Hyperglycemia can cause excessive production
of superoxide in the mitochondria oxidative chain
of endothelial cells. The excess of superoxide reacts
rapidly with NO, reducing NO bioactivity and producing
peroxynitrite (ONOO-). Peroxynitrite is a potent
oxidant agent and an activator of the lipid peroxidation
which may impair endothelial function by stimulating
arachidonic acid metabolism™®. The overproduction of
superoxide and NO favors the formation of peroxynitrite
by interfering with the production of the eNOS cofactor,
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tetrahydrobiopterin (BH4)®.

NAD(P)H oxidase is a chief determinant enzyme
of superoxide production in animal models of vascular
diseases, including diabetes®. In arteries of patients
with diabetes who were submitted to artery bypass
surgery, it was demonstrated that the endothelium can
produce superoxide induced by a dysfunctional eNOS.
Dysfunctional eNOS is caused by the oxidation of the
co-factor BH4 into BH2. The enzymatic uncoupling
of eNOS in human endothelium turns eNOS into
dysfunctional eNOS which promotes a transition from
NO production to superoxide production®®®4,

Protein kinase C pathway activation

Protein kinase C (PKC) is a cytoplasmic family of
enzymes with a wide variety of actions in intracellular
signal transduction. The activation of PKC by decreases
endothelium derived nitric oxide synthesis, whereas
its inhibition increases NO release. The beta isoforms
are activated in response to hyperglycemia®. The
activation of PKC system is also associated with increased
albuminuria in rats®®*.

There are several mechanisms in which PKC may
decrease the bioavailability of NO. PKC antagonizes
activation of eNOS, decreases NO concentration, and
induces NAD(P)H oxidase to produce superoxide, which,
in turn, uncouples eNOS, inducing the production of
even more superoxide. PKC is associated with various
vascular disorders such as a decrease of Na*/K* ATPase,
increased extracellular matrix, increased vascular
permeability, contractility and cell proliferation. The
activation of PKC system is also associated with increa-
sed albuminuria in rats®,

In a randomized double-blind placebo controlled
clinical trial, in healthy individuals submitted to acute
hyperglycemia with hyperglycemic clamp technique,
FMD was attenuated by hyperglycemia and reversed
after treatment for 7 d with the PKC beta inhibitor,
LY333531, indicating that the PKC-B system is an
important regulator of hyperglycemia-induced endo-
thelial dysfunction™.

Advanced glycation products

In the presence of sustained hyperglycemia, tissue
proteins such as collagen undergo non-enzymatic
glycation and formation of cross-links, resulting in
advanced glycation end-products (AGEs). AGES
promotes a permanent chemical modification of pro-
teins, stimulating cellular responses through specific
anti-proliferative receptors®®, These receptors were
first observed in experiments in mouse peritoneal
macrophages'®, showing ability to remove modified
glycated proteins. AGEs may reduce the availability of
endothelial NO, and reactive AGE intermediates may
compromise their anti-proliferative effect.
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Polyol pathway activation

Chronic hyperglycemia increases the activity of
aldose reductase enzyme and leads to activation of
polyol pathway, transforming glucose into sorbitol
and subsequently into fructose. It also induces the
consumption of NADP(H), an important cofactor for NO
synthesis®, As NADP(H) is an important cofactor for
NOS to NO synthesis, its depletion leads to reduction
of NO production. It remains uncertain, however, the
magnitude of importance in the prevention of human
atherosclerosis.

ED AS A MARKER OF CARDIOVASCULAR
RISK IN T1DM

Although endothelial dysfunction and chronic low-
grade inflammation have been associated with
atherothrombotic cardiovascular disease, independently
of traditional cardiovascular risk factors in either
individuals with or without diabetes, a clear cause-
effect relationship with atherosclerosis is not yet
established in the natural history of T1IDM.

In non-diabetic patients with coronary disease,
endothelial dysfunction is predictive for increasing risk
of cardiovascular events®”., In an observational study,
157 patients with mild coronary disease were classified
according to the severity of ED, which was defined
by intracoronary ultrasound with vascular reactivity
after administration of acetylcholine, adenosine or
nitroglycerin®®”. They were followed by a mean of 28
mo for the assessment of cardiovascular outcomes.
At the end of follow up, patients with more severe ED
presented 14% of cardiovascular events, while those
with mild or no ED had no cardiovascular outcomes
(P < 0.05)"*”). This study demonstrated, for the first
time, that patients with mild coronary disease but with
severe ED were at increased risk for cardiovascular
events.

Serum markers of ED

The vWf and C-Reactive protein (CRP) are related
to ED and inflammation. In the population-based
cohort study, the HOORN study™®, the predictive
value of the serum ED marker, vWf, was evaluated
for cardiovascular mortality in T2DM patients. The
cohort including 2.484 caucasian individuals with ages
between 50-70 years, in which 27% had T2DM and
27% had impaired glucose tolerance, was followed
by 5 years'®®. Patients with vWf levels in the upper
tertile had a 3 fold increase in cardiovascular mortality
compared to those in the lower tertiles, even after
adjustments for age, sex and glucose tolerance status.
The relative risk for all-cause mortality associated with
vWF was 2.03 (95%CI: 1.19 to 3.47). The predictive
value of vWf was not confirmed in ARIC study™,
however, VWF is also an independent predictor of
cardiovascular mortality in specific populations”®.
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CRP is an inflamatory marker and can be increased
in TIDM patients without clinical macroangiopathy,
compared with healthy subjects”’*!. This increase is
greater in the presence of micro or macroalbuminuria
compared with normoalbuminuric patients indicating
an association between endothelial dysfunction and
vascular inflammation”",

The mechanisms by which the cardiovascular risk
is associated with elevated levels of vWf and CRP are
not completely understood. It may reflect generalized
endothelial dysfunction, increased prothrombotic
state”", inflammation and greater risk for developing
atherosclerosis””?. Von Willebrand factor in combination
with t-PA measurement may also be an index for
endothelial dysfunctiont”.

Markers of endothelial function can also be deter-
minants of inflammation. In the EURODIAB Prospective
Complications Study”™, a nested case-control study of
543 T1DM participants, the levels of serum markers of
ED such as E-selectin, vascular adhesion molecule-1 cell
(VCAM-1) and inflammatory markers were determined.
In this study, endothelial dysfunction was strongly
associated with inflammatory activity suggesting that
endothelial dysfunction may interact with vascular
inflammation in TIDM which potential consequences in
accelerating atherosclerosis'”*.

Flow mediated dilation

Impaired flow mediated dilation (FMD) may also
predispose to early atherosclerosis in TIDM patients,
as seen by the development of increased carotid artery
thickness (IMT). In a cross-sectional study, 45 children
with T1DM and 30 healthy matched in age, gender and
body size were evaluated for FMD and IMT"!, Children
with diabetes presented lower peak FMD response and
increased IMT compared to non-diabetic children. In
another cross-sectional study”™, T1DM adolescents
without diabetes complications were compared with
healthy age-matched controls in respect to FMD
and the presence of diastolic dysfunction with pulse
wave Doppler and tissue Doppler echocardiography
measurements. ED was associated with segmental
diastolic dysfunction. These studies suggest that ED
is associated with indirect evidences of premature
atherosclerosis, however, long-term prospective
studies are still needed to conclude if FMD is predictive
for cardiovasclular events in early TIDM.

CLINICAL MANAGEMENT OF ED IN
T1DM

Intensive insulin therapy and glycemic control

There are compelling evidences indicating that
optimizing glycemic control with intensive insulin
therapy reduces the development and progression of
microvascular complications™. Although endothelial
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dysfunction and oxidative-stress are early changes in
T1DM, both conditions are only partially reversed by
insulin therapy alone. In adults with 8 years of TIDM
who are in poor glycemic control, acute intravenous
insulin infusion can only partially reverse impaired
FMD, even after completely normalizing glycaemia. It
is likely that a more prolonged treatment is necessary
for achieving a reversion to normal functioning of
endothelium-dependent vasodilation in TLDM"®,

In a clinical trial, 92 children and adolescents with
T1DM in conventional insulin therapy were randomized
for either continuing in conventional insulin therapy or
to switch to a more intensive insulin therapy, including
insulin infusion pump and multiple insulin injections.
After 1 year of intensive insulin therapy, the baseline
vascular response to acetylcholine and the levels of
E-selectin improved significantly in the intensive group,
while no effect was seen in the conventional group.
Interestingly, in this study the benefit was independent
of HbA1lc, suggesting that intensive insulin therapy
may confer vascular protection in addition to improving
glycemic control®,

Exercise

Exercise has a great impact in the mitigation of ED in
patients with cardiovascular risk factors both in TIDM
and T2DM. In children with T1DM, 30 min of aerobic
training, two times a week, for 18 wk can significantly
increase flow mediated dilation in around 65%"7”.
In adults with T1IDM, 60 min of aerobic training, 2
times a week, significantly improves flow mediated
dilation in more than 50% after 24 wk®!. In a cross
sectional study, TIDM adolescents who did more than
60 min daily of moderate-to-vigorous physical activity
have higher flow mediated dilation than inactive
patients with diabetes?’. Many other studies also
show improvement of vasodilator response in T2DM
without coronary artery disease, with both aerobic and
mixed aerobic/resistance training with 8 to 12 wk of
duration®®®,

The main mechanism underlying the amelioration
of vasodilation in response to exercise is largely related
to the increased in nitric oxide (NO) bioavailability,
resulted from the increased activity and expression
of the eNOS and the diminished degradation of NO
due to the action of radical oxygen species (ROS).
Cultured cells experiments®! indicate that shear
-tress can induce eNOS expression and activity due to
stabilization eNOS mRNA or increasing its synthesis.
In humans with coronary artery disease, it was also
demonstrated a two-fold increase in eNOS expression
and a 3.2 increase in the phosphorylation of eNOS
after 4 wk of regular training®. The increase in
antioxidant defenses such as the activity of superoxide
dismutase and glutathione peroxidase is another
important mechanism underlying the improvement of
endothelial function by exercise seen in patients with
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heart failure'®.

Exercise training can increase the number of
circulations EPCs in healthy subjects® and coronary
artery disease patients™” after 4 wk of regular training.
EPCs are decreased in patients with TLDM compared
to healthy subjects®*®, The effect of exercise impact
in EPCs in type 1 patients, however, remains to be
clarified.

Anti-oxidants

Experimental studies demonstrated that antioxidants can
modulate the response of the endothelium dependent
vasodilation, endothelium-leukocyte interactions and the
balance of pro and anti-thrombotic factors® ",

In clinical studies, treatment with oral high-dose
vitamin E during 6 mo have yielded conflicting results
in ED improvement in patients with TIDM. In the first
study, Skyrme-Jones et al®® compared the effect of
vitamin E 1000 Ul/d with placebo in a double-blind
randomized clinical trial in patients with TIDM in FMD.
They found significant increases in FMD after 3 mo in
the group receiving vitamin E. They considered that
vitamin E decreased the LDLc oxidant capacity, thus
reducing ED. In a double-blind randomized clinical
trial in adults with both TIDM and T2DM, Beckman
et al® compared the use of a combination of vitamin
E (800 Ul/d) with vitamin C (1000 mg/d) compared
to placebo. After 6 mo, FMD increased significantly
in the T1DM group but not in T2DM. These data are
promising, however, neither all studies confirm these
findings. In a randomized clinical trial, Economides
et al® studied the effect of high-dose vitamin E
(1800 UI) against placebo in TIDM and T2DM along
12 mo but failed to find improvements in ED®*. The
clinical effectiveness of vitamin E in improving ED and
reducing the progression to atherosclerosis remains to
be established in larger trials in TIDM.

Ascorbic acid infused together with intravenous
insulin with near normalization of glycaemia, can
rapidly normalize endothelial dysfunction in TIDM™,
This effect is not completely attained, however,
when either intensive glycemic control with insulin or
ascorbic acid infusions are used alone, indicating that
an additive effect of both treatments exist, an effect
that may be limited to new-onset type 1 diabetes®®,
Ascorbic acid can also decrease transcapillary albumin
escape’ and urinary albumin excretion in T1DM
adults®!, In children with T1DM, the combined use of
ascorbic acid and vitamin E can increase superoxide-
dismutase levels™”.

Low ingestion of antioxidants, especially vitamins, is
associated with increased risk of cardiovascular disease
and atherosclerosis’®’*®., The inverse correlation between
concentrations of antioxidant agents, vitamins and
disease risk could be associated to higher requirement
of antioxidant molecules during inflammatory diseases.
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Insufficient supply with these compounds may further
accelerate disease process’®. On the other hand, these
data are not yet been convincingly established in clinical
trials and are still controversial®%%,

Statins

Statins may have benefic effect on endothelial dys-
function in patients with TIDM. In a clinical trial with
204 long-term T1DM randomized to receive ator-
vastatin 40 mg plus hypolipemic diet or placebo plus
hypolipemic diet for 6 mo, FMD increased 44% and
PAI-1 was reduced in atorvastatin group compared
to placebo®, Similar results were observed in
a small cross-over trial including 16 T1DM with
microalbuminuria™® who received atorvastatin 40 mg
or placebo for 6 wk with a 4-wk period of washout.
FMD and non-endothelium dependent vasodilation
increased significantly while using atorvastatin. In a
meta-analysis of 10 studies including 845 patients
with both TIDM and T2DM™*, statin therapy signi-
ficantly ameliorates FMD in patients with diabetes,
although heterogeneity among trials was found.
Statins however, improved FMD only in patients with
better endothelial function. Factors associated with
improvements were: T1DM, younger age, lower
baseline lipid levels and blood pressure. Mechani-
sms enrolled in this effect are not completely known
but may be related to reductions in LDLc as well as
pleiotropic anti-oxidant effects of statins.

ACE inhibitors

Experimental evidences suggest that ACE inhibition
may have benefic effects to the endothelium in
vitro®'”1 In a clinical trial, quinapril showed benefit
in coronary endothelial function of non-diabetic
patients with CAD!®!, ACE inhibitors improve FMD in
T1DM with microalbuminuria although not in TIDM
with normoalbuminuria™®. In another small trial with
normotensive T1DM patients with microalbuminuria,
ACE-I inhibitors improved both FMD and GTN in the
femoral artery after 1 wk of treatment™,

The direct renin blockade was studied in normo-
albuminuric T1IDM with the use of aliskiren during 4
wk of monotherapy, followed by 4 wk of a combina-
tion of aliskiren and ramipril. In both conditions of
hyperglycemia and euglycemia of short duration, obtain-
ed through euglycemic clamp and hyperglycemic clamp
techniques, ED ameliorated with aliskiren alone and
improved further when in combination with ramipril.
This effect only occurred in the euglycemic phase of the
study. Effects were abolished when patients became

[111]

hyperglycemic .

PKC inhibitors

Ruboxistaurin (RBX) is an orally administered isoform-
selective inhibitor of PKC which was demonstrated
to have beneficial effect in experimental models

Roaishidenge ~ WJD | www.wjgnet.com

687

of diabetic retinopathy!'* and in hemodynamic
retinal abnormalities of patients with diabetes*?,
The studies PKC-DRS™* and PKC DRS2™"** showed
a 50% reduction in vision loss of patients treated
with RBX. The effect of RBX was than studied in 2
combined phase 3 trials: MBDL and MBCU. Both were
randomized, double-blind, placebo-controlled, clinical
trials, including T1IDM and T2DM with ages above 18
years. Patients had HbA1lc below 11%, blood pressure
below 160/90 mmHg and diabetic retinopathy.
Patients were submitted to pan-photocoagulation or
focal photocoagulation after randomization. Patients
were than randomized to RBX 32 mg or placebo and
followed by 36 mo (in MBDL) and 48 mo (in MBCU).
Altogether, 1040 patients were randomized. Sustained
moderate visual loss occurred in 4.4% of placebo vs
2.3% of RBX treated patients (P = 0.045). The results
were promising, indicating a potential reduction in
visual loss of 50% above standard care!''®’. RBX has
also been studied in diabetic neuropathy in other
smaller studies. In a 6 mo clinical trial, RBX vs placebo
in patients with both TIDM and T2DM. Patients who
were randomized for RBX presented improvement of
neuropathic symptoms and ameliorated decreased
skin microvascular blood flow™”). Although promising,
RBX is not available for clinical use.

CONCLUSION

ED should be a concern for clinicians as an early
and common phenomenon in T1DM, which may
be predictive for future microvascular disease and
early atherosclerosis. The clinical use of endothelial
function measurement in clinical practice, specially
FMD, is a potential tool to enhance cardiovascular
risk prediction. Long-term intensive insulin treatment
with optimized glycemic control along with exer-
cise training are essential to prevent ED in these
patients. Drugs such as statins and ACE-inhibitors
are partially effective and may be influenced by the
degree of hyperglycemia, with better response in
microalbuminuric patients. There is also a possible
benefit in using anti-oxidants such as vitamin E and
vitamin C, but there is a clear demand for long-term
randomized clinical trials to define their role in ED
treatment. New agents such as PKC inhibitors are still
investigative, but hold promise for future treatment
of ED in T1DM.
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Abstract

Critical illness in patients with pre-existing diabetes
frequently causes deterioration in glycaemic control.
Despite the prevalence of diabetes in patients admit-
ted to hospital and intensive care units, the ideal
management of hyperglycaemia in these groups is
uncertain. There are data that suggest that acute
hyperglycaemia in critically ill patients without diabetes
is associated with increased mortality and morbidity.
Exogenous insulin to keep blood glucose concentrations
< 10 mmol/L is accepted as standard of care in this
group. However, preliminary data have recently been
reported that suggest that chronic hyperglycaemia may
result in conditioning, which protects these patients
against damage mediated by acute hyperglycaemia.
Furthermore, acute glucose-lowering to < 10 mmol/L
in patients with diabetes with inadequate glycaemic
control prior to their critical illness appears to have
the capacity to cause harm. This review focuses on
glycaemic control in critically ill patients with type 2
diabetes, the potential for harm from glucose-lowering
and the rationale for personalised therapy.

Key words: Diabetes; Critically ill; Intensive care;
Management; Personalised therapy

© The Author(s) 2015. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: With diabetes increasing in prevalence,
the optimal management of glycaemia in critically ill
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patients with pre-existing diabetes remains unknown.
Recent data has highlighted therapeutic uncertainties
specific to these patients with suggestions that targeted
blood glucose concentrations may benefit from consi-
deration of a patient’s premorbid glucose state. In
patients with uncontrolled type 2 diabetes, it may be
safer to target blood glucose concentrations between
10-14 mmol/L, however definitive studies of critically ill
patients with poorly controlled diabetes are required.
In contrast, in patients with CIAH, or those with well-
controlled diabetes (HbAlc < 7.0) have data supporting
a more conservative target (6-10 mmol/L).

Kar P, Jones KL, Horowitz M, Deane AM. Management
of critically ill patients with type 2 diabetes: The need for
personalised therapy. World J Diabetes 2015; 6(5): 693-706
Available from: URL: http://www.wjgnet.com/1948-9358/full/
v6/i5/693.htm DOI: http://dx.doi.org/10.4239/wjd.v6.i5.693

INTRODUCTION

Patients with diabetes mellitus may develop an acute
severe illness that necessitates a level of care that can
only be provided within an intensive care unit (ICU)™.
In the majority of critically ill patients with pre-existing
diabetes, the pathophysiological response to the acute
iliness or injury, and/or the treatments involved, may
lead to deterioration in glycaemic control. Despite
the high and increasing prevalence of diabetes (both
within the community and in the critically ill), the
optimal management of glycaemia in critically ill pati-
ents with pre-existing diabetes remains unknown.
However, recent data has highlighted the therapeutic
uncertainties specific to these patients.

The majority of critically ill patients with diabetes
have type 2 diabetes!®. The limited information
relating to patients with type 1 diabetes precludes
speculation as to whether management of glycaemia
in this group should be different from that in type 2
diabetes. Accordingly, this review focuses on critically
ill patients with type 2 diabetes addressing issues
including prevalence, potential rationale for harm and
evidence for personalised therapy.

PREVALENCE

In the community type 2 diabetes occurs frequently
with global health expenditure estimated at US $376
billion in 2010, which is expected to rise to US $490
billion by 2030 due to increasing prevalence®*. In
Australia it is estimated over the last 15 years, the
prevalence has increased from 8.5% to 12.0%"".
There is a substantial variation in the prevalence
of diabetes between countries, peaking in Nauru
(31%)'®. Factors relating to the increase in prevalence
include increasing obesity, increasing age and racial
region. A limitation in estimating prevalence is that
many patients remain unaware of their diagnosis.
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For example, the estimated prevalence in the United
States is 13% of the population, of which 40% is

unrecognised or undiagnosed”’.

Diagnosis of diabetes

The prevalence of recognised and unrecognised
diabetes varies according to the definitions used,
as well as the location and the populations studied.
The current diagnostic criteria used by the American
Diabetes Association (ADA) involves one of the
following; an HbAlc = 6.5, a fasting glucose = 7
mmol/L, a 2 h post glucose tolerance test following a
75 g oral glucose load of = 11.1 mmol/L, or a random
blood glucose = 11.1 mmol/L with symptoms of
hyperglycaemia'®. These criteria were ratified by the
World Health Organization (WHO) in 2011,

Given each test (HbA1lc, fasting, postprandial or
random blood glucose) reflects different physiological
phenomena, different populations may be diagnosed
when using each criterion!'>'"), Each diagnostic test
has advantages and disadvantages. Both the fasting
glucose and 2 h post glucose tolerance test are
established standards, relatively rapid and easy to
perform, and predict microvascular complications.
However, these tests are subject to day-to-day
variability, require patients to fast and only reflect
glucose homeostasis at a single point in time!*?, HbA1lc
is convenient (with no fasting required), can predict
microvascular complications, is a better predictor
of macrovascular disease (than fasting glucose or 2
h post glucose tolerance test) and has low day-to-
day variability®®*?, Additionally, as the physiological
responses to acute illness cause deterioration in
glycaemia, estimating glucose control prior to the acute
illness - using markers such as HbAlc - to accurately
determine which patients have unrecognised diabetes
and which patients have “stress hyperglycaemia” is
possible*®!. Weaknesses include variations amongst
ethnic groups and age, it may be misrepresentative
in certain medical conditions (such as certain forms of
anaemia and haemoglobinopathies) and the need for a
validated, standardised assay™?.

Prevalence of diabetes in hospitalised patients
Compared to the general population, the prevalence of
diabetes in hospitalised adult patients (i.e., admitted to
general wards) is considered to be greater. Depending
on the population, estimates range from between
11%-35% of all patients (Table 1).

Numerous studies in the critically ill have evaluated
the prevalence of glucose intolerance (Table 1).
However, a limitation of the studies reported is that
investigators were unable to identify those patients
who had so-called “stress hyperglycaemia” (or critical
illness associated hyperglycaemia (CIAH) - the
condition of acute glucose intolerance that is confined
to the period of critical illness) and those who have
unrecognised diabetes. Several studies use either
fasting blood glucose (= 7 mmol/L) and/or random
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Table 1 Prevalence of diabetes in hospital population (chronological order)

Ref. Year R-D UR-D Total study Location Diabetes diagnosed by Unrecognised diabetes diagnosed by
patients
Umpierrez et al'™* 2002 495 223! 1886 Atlanta, United ~ Admission history Fasting blood glucose = 7 mmol/L
(26%) (129%) States Random blood glucose = 11.1 mmol/L x 2
Wallymahmed et al™ 2005 126 13! 1129 Liverpool, Admission history Random blood glucose = 11.1 mmol/L
(11%) (1%) United Hospital records
Kingdom
Wexler et al™ 2008 136 33 695 Boston, United ~ Admission history HbAlc> 6.5
(19%) (5%) States Hospital records
Mazurek et al"™ 2010 342 152 971 New York, Admission history HbAlc = 6.5
(35%) (16%) United States Hospital records
Medication review
Feldman-Billard 2013 355 156" 2141 Multicentre Admission history Fasting blood glucose = 7 mmol/L

et al™ (17%) (7%)

(France)

"May include patients with stress hyperglycaemia/critical illness associated hyperglycaemia. R-D: Recognised diabetes; UR-D: Unrecognised diabetes.

glucose concentrations (= 11.1 mmol/L) for diagnosis
of diabetes!**®,

Investigators have also measured glycated haemo-
globin (HbAlc) on admission to identify hospitalised
patients with unrecognised diabetes. A prospective
observational study of 695 patients in Boston,
Massachusetts!”, selected a cutoff HbAlc of > 6.5%
to diagnose diabetes, with 19% of patients having
diabetes previously diagnosed and 5% having
undiagnosed diabetes. Another study of 971 patients
admitted to the general medical ward of an urban
hospital located in the Bronx, New York™® - which may
be assumed to admit a larger cohort of lower-income
patients - 35% were known to have diabetes, and
16% undiagnosed diabetes, using an HbAlc = 6.5.

In summary, the prevalence of diabetes in hospi-
talised patients varies according to geography. In the
developed world, diabetes is more prevalent amongst
lower socioeconomic groups™®24. Furthermore, diabetes
is a risk factor for certain diseases (e.g., cardiovascular
disease) and prevalence will be greater if a specific
population (e.g., patients presenting with myocardial
ischaemia) is studied™®?.

Prevalence of diabetes in patients admitted to ICU

The prevalence of diabetes in patients admitted to
the ICU is estimated to be between 12%-40% (Table
2). Similar to the prevalence in hospitalised patients,
the wide range reflects the definitions used and the
population studied. Multiple single centre observational
studies from the United States™?"! report prevalence
between 13% and 21%, therefore it is likely that the
true prevalence is close to this range. More recently,
Falciglia et a*® undertook a retrospective cohort study
across 173 ICUs in the United States and reported that
30% of the 259040 patients had a history of diabetes
according to ICD-9 codes'®.,

A single centre, observational study from London,
United Kingdom™!, found 16% of patients had a
history of diabetes. A retrospective observational study
of 4946 patients admitted to one of two hospitals in
Melbourne and Sydney, Australial®®, reported 15%
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had diabetes. While a single, mixed medical/surgical
ICU from Amsterdam, The Netherlands”, found 12%
of 5961 patients admitted had a history of diabetes.
These data indicate that the prevalence in other
developed countries may be similar to, or slightly less
than, the United States.

Data from international studies are consistent with
this concept. Stegenga et a®” utilised data collected as
part of a randomised interventional study™" to evaluate
whether diabetes affects the outcome of sepsis in
patients admitted to one of 164 ICUs across 11 countries
and reported that 23% had pre-existing diabetes. In
retrospective observational data derived from 44964
patients admitted to one of 23 ICUs worldwide!**,
29% had a history of diabetes documented in their
medical records, but the prevalence varied substantially
according to geography. For example, in an ICU from
Geelong, Australia, the prevalence was 14%, while in
a hospital < 100 km away (Melbourne) it was 24%,
whereas patients admitted to Tampa Bay, United States,
the prevalence was 39%.

The prevalence of diabetes in the critically ill varies
across studies. Multiple observational studies estimate
the prevalence at 12%-30%>2%3"3%*1 However, these
studies have significant limitations. Most importantly,
the prevalence may be under represented due to
diabetes that is either unrecognised or not documented.

A number of interventional studies have also
reported diabetes prevalence in ICU patients (Table
2). Two prospective, randomised, controlled studies
of surgical and medical ICU patients admitted into the
ICU in Leuven, Belgium, compared an intensive insulin
therapy (ITT, blood glucose level 4.4-6.1 mmol/L) vs
conventional treatment (insulin started if the blood
glucose was > 12 mmol/L and maintained between
10-11.1 mmol/L)?**"), These studies reported diabetes
at 13% and 17% respectively.

Other interventional studies include single centre
and multicentre trials™**, with the largest being in
2009, the NICE-SUGAR (Normoglycaemia in Intensive
Care Evaluation-Survival Using Glucose Algorithm
Regulation) study. This was conducted across 42 ICUs

[38,39]
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Table 2 Prevalence of diabetes in the intensive care unit population (chronological order)

Ref. Year Study type R-D UR-D Total study Location Recognised DM diagnosis Unrecognised diabetes
patients diagnosed by
Van den Berghe et al™ 2001  Interv 204 (13%) N/A 1548 Leuven, Admission history N/A
Belgium
Finney et al”” 2003  Observ 86 (16%) N/A 523 London, United Unknown N/A
Kingdom
Whitcomb et al™ 2005 Observ 574 (21%) 395" (15%) 2713 Baltimore, Admission history ~ Hyperglycaemia without
United States a history of DM
Van den Berghe et al™ 2006  Interv 203 (17%) N/A 1200 Leuven, Admission history N/A
Belgium
Krinsely™ 2006 Observ 1110 (21%) N/A 5365 Stamford, = Hospital records (ICD-9 N/A
United States  codes) for the first 2 yr
then all available info
Egi et al™ 2008  Observ 728 (15%) N/A 4946 Multicentre Hospital records N/A
(Australia)
Treggiari et al™ 2008 Observ 1361 (13%) N/A 10456  Seattle, United Hospital records N/A
States
Arabi et al® 2008  Interv 208 (40%) N/A 523 Riyadh, Saudi Admission history N/A
Arabia Hospital records
Bronkhurst et al®™ 2008 Interv 163 (30%) N/A 537 Multicentre Unknown N/A
(Germany)
Del La Rosa et al'? 2008  Interv 61 (12%) N/A 504 Medellin, Admission history N/A
Colombia
Finfer et al™" 2009 Interv 1211 (20%) N/A 6029 Multicentre Admission history N/A
(Australia, NZ,
Canada)
Preiser et al'*” 2009  Interv 203 (19%) N/A 1078 Multicentre Admission history N/A
(Europe)
Falciglia et al™ 2009  Observ 77850 (30%) N/A 259040 Multicentre ~ Hospital records (ICD-9 N/A
(United States) codes)
Stegenga et al™” 2010  Observ 188 (23%) N/A 830 Multicentre Admission history N/A
(Worldwide)
Hermanides et al® 2010  Observ 699 (12%) N/A 5961 Amsterdam, Hospital records N/A
Netherlands (computerised system)
Krinsely et al™ 2011 Observ 669 (21%) N/A 3263 Multicentre Hospital records (ICU N/A
(United States, clinical database)
Europe)
Krinsley et al™ 2013  Observ 12880 (29%) N/A 44964 Multicentre Admission history N/A
(Worldwide)
Plummer et al™ 2014 Observ 220 (22%) 55 (6%) 1000 Adelaide, Admission history HbAlc > 6.5 without a
Australia Phone call to GP history of DM
HbAlc = 6.5

'May include patients with stress hyperglycaemia/ critical illness associated hyperglycaemia. Interv: Interventional; Observ: Observational; R-D: Recognised
diabetes; UR-D: Unrecognised diabetes; NZ: New Zealand; N/ A: Not available.

throughout Australia, New Zealand and Canada'",
and noted 20% of its 6029 patients with a history
of diabetes, with the majority (92%) having type 2
diabetes.

It should be recognised that there are limitations to
using data from these interventional studies. Inclusion
into these studies usually requires hyperglycaemia
and therefore leads to selection bias, which artificially
increases any estimate of prevalence. The interventional
trials estimated ICU prevalence at 13%-40%"?%*,

Prevalence of unrecognised diabetes

Patients may have diabetes that is unrecognised
prior to admission™. This may not represent “stress
hyperglycaemia” or CIAH - as the hyperglycaemia is
chronic rather than acute. Unrecognised diabetes is
important as it not only impacts on estimations for the
actual prevalence of the condition, but, as a growing
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body of evidence suggests, chronic glucose control
may have implications on optimal acute glucose ranges
in the critically ill.

Hospital and ICU prevalence of unrecognised
diabetes can be estimated from the studies mentioned
(Tables 1 and 2) along with other studies cited below
(Table 3). Hospital prevalence is estimated to be
between 5%-16%""¢"®*! and ICU prevalence between
6%-14%**". The prevalence in patients with
ischaemic heart disease (e.g., presenting with acute
myocardial infarction) appears to be higher!*>*,

In two European studies, patients with an acute
myocardial infarct and without a history of diabetes
subsequently underwent an oral glucose tolerance
test (OGTT) to diagnose diabetes*>*®, The prevalence
of diabetes was found to be over 30% at discharge,
and between 25%-31% at 3 mo. In London (United
Kingdom), Emergency Department patients were
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Table 3 Prevalence of undiagnosed diabetes in the hospital population (chronological order)

Ref. Year Diagnosis UR-D Total study Location Patient population
patients
Norhammer et al*” 2002 OGTT 51 (31%) at discharge 164 Multicentre (Sweden) Post AMI, Hospital /ICU
36 (25%) at 3 mo 144
George et al'”” 2005 Fasting blood glucose = 13 (3%) 427 London, United Kingdom  Emergency Department
7 mmol/L
Wexler et al"” 2008 HbAlc > 6.5 33 (5%) 695 Boston, United States Hospital
Lankisch et al*” 2008 OGTT 31 (32%) at discharge 96 Wuppertal, Germany Post AMI, Hospital /ICU
19 (31%) at 3 mo 62
Mazurek et al™ 2010 HbAlc = 6.5 152 (16%) 971 New York, United States Hospital
Feldman-Billard et al™ 2013  Fasting blood glucose 156 (7%) 2141 Multicentre (France) Hospital
=7 mmol/L
Plummer et al™" 2014 HbAlc = 6.5 55 (6%) 1000 Adelaide, Australia ICU
Hoang et al*! 2014 HbAlc = 6.5 14 (14%) 102 New Haven, United States Medical ICU
Ochoa et al™ 2014 HbAlc = 6.5 8 (9%) 92 Abilene, United States Hospital

UR-D: Unrecognised diabetes; OGTT: Oral Glucose Tolerance Test; AMI: Acute myocardial infarction.

screened for diabetes via fasting blood glucose!” and

it was reported that 3% patients had unrecognised
diabetes.

We recently performed a single centre observational
study in a mixed medical/surgical ICU in Adelaide,
Australia, and separated patients with diabetes (either
known or unrecognised) and CIAH using HbA1c to
accurately estimate the prevalence of each condition®*.
Of 1000 consecutively admitted ICU patients, 22%
had known diabetes (5% were type 1) and 6% had
unrecognised diabetes (HbAlc = 6.5%). The absence
of previously diagnosed diabetes was confirmed by a
phone call to the patient’s usual local medical officer
(general practitioner).

Subsequently, Hoang et al** also estimated the
prevalence of undiagnosed diabetes in a prospective,
observational study in a single medical ICU™*. All
patients with hyperglycaemia and those with known
diabetes underwent measurement of HbAlc with
diabetes defined as an HbAlc = 6.5%. Sixty-six
percent of the 299 patients enrolled into the study
had a history of diabetes. Of the remaining 102
hyperglycaemic patients without diabetes, 14% had an
HbAlc = 6.5%.

In summary the prevalence of undiagnosed diabetes
is difficult to determine, and as previously noted,
depends on the definitions used and the location of
the patient population. Current “best estimate”, albeit
on limited data from single centres, suggest that the
prevalence of undiagnosed diabetes is either similar to,
or slightly greater than, the background prevalence in
the community.

RATIONALE FOR HARM FROM
HYPERGLYCAEMIA, HYPOGLYCAEMIA
AND GLYCAEMIC VARIABILITY

Hyperglycaemia
Hyperglycaemia in type 2 diabetes reflects the
outcome of factors affecting both insulin secretion,
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with p-cell dysfunction resulting in a relative insulin
deficiency, and insulin resistance as a result of both
environmental and genetic factors®®*?!, However, the
pathogenesis of hyperglycaemia in the critically ill
patient, either with CIAH, or in those with pre-existing
diabetes and experiencing a deterioration in their
glucose control, is complex and poorly understood!?.
Patient predisposition (including insulin resistance
and B-cell function), the underlying illness (which
can result in catecholamine release, stimulation
of the hypothalamic-pituitary-adrenal (HPA) axis,
and the release of inflammatory cytokines) and the
management involved (including glucocorticoids,
vasopressors and nutrition) appear to be of major
relevance™.

The activation of the HPA axis and the sympathetic
system cause the “stress” response. In the majority
of patients “stress” hormones (including cortisol and
catecholamines) markedly increase. In addition, the
underlying illness may stimulate the production of
cytokines (such as TNF-q, IL-1 and IL-6)"°%, These
three components (HPA axis, sympathetic system and
cytokine release) lead to excessive gluconeogenesis,
glycogenolysis and insulin resistance, thereby augmen-
ting stress hyperglycaemia®™. Glucagon is the major
modulator of gluconeogenesis and may be stimulated
by TNF-a, however cortisol and adrenaline (epinephrine)
are also likely to contribute™*>,

Insulin resistance is thought to occur due to a
number of pathways. Glucose enters cells via plasma
membrane glucose transporters (GLUTs), which
are down regulated in times of stress, possibly due
to the presence of TNF-o and IL-1%°, Diminished
glucose uptake by peripheral tissue may occur
due to high cortisol and adrenaline (epinephrine)
concentrationst**. As discussed, acute illness results
in increased level of cytokines, which exacerbates
hyperglycaemia and stimulates inflammation and
oxidative stress™.

It should be considered that acute hyperglycaemia
may represent a “protective” physiological response of

June 10, 2015 | Volume 6 | Issue 5 |



Kar P et a/. Managing ICU patients with type 2 diabetes

NDI S9ES 4O Jpne ue Ul *SjuN aJed SAISUalUI |ed16unsounau pue “d1oeloylolpaed ‘oejpled a3 ul sa3agelp Jo Alojsly e Inoyim sjuaned ul ejwsedAlbiadAy pue Ajjepow
uSaMIaq uopneposse ue papodal ,,NDI Ol paniwpe sjusned €1/ Jo Apnis aAIDRdS0I3R) v "S33eqgeIp Yim sjusijed 0} paiedwiod usym sa3agelp Jnoyum sjusined ul
1932346 Apueoyiubis sem Ajijleow ‘||eIdAQ . S9319qRIP UM sjusied Ul juasge sem [eubis Siy} Ing T1/j0Www 8 < 3JaM S[9A3] 9S00N|6 poojq Usym pasesuoul sem Ajjepow

‘se39gelp umous INOYIM S|enplAlpul ul Jeyy papodad sjusned NDI G827 40 Apnis pajjoJjuod ased e ‘500z Ul *(f 9|geL) Sa1pnis |eUORAISSGO ShoJawnu aJde a4yl
"90UeIa|0jul 9500N|6 3Nk J0 elwaedA|biadAy diuolyd yiim asoyy ojul syusned pasiiobaled J0u aAey sa1pnls 9sayl Jo Ajuolew syl U4SA0U0

*SOW0DIN0 |RISISA0JIUOD pue Ju]sisuodul yum uoneindod NDI oy ul Ayjepow pue Ajpigiow uo ejwaedA|biadAy Jo s1oays syl paulwexs aAey salpnis a|dniiniy
"HVID YIIM 9S0U] J0 S219deIp Pa||043uU0d [[9M IIM 3SOU] IaU3d - elwuaedAlbiadAy 03 aAleu si oym juaied e ueyy Jajealb
ale so|geleA yloq Joj spjoysalyy ayl 1eya yons ‘(mojaq 2as) eiwsedA|bodAy Jo S1aye asiaApe ay) 01 3|qndaosns 1ng eiwaedA|baadAy Jo Juels|o] alow 3q [|IIM ‘OTVgH
ybiy Apuanbasuod pue s|pAs| asoon|b poolq ybiy Jo Aoisiy e yum a1 ‘sajaqelp pajjoaauod Apood yym jusned v elwaedA|biadAy 01 aAleU S| oym Juaned e ul 1eyy wody
Jauip |Im ‘elwisedAlbiadAy ouoayd yum asoyl Apenoiped ‘sazagelp yum juaned e ul pjoysatyy asoon|b syl 1eyl A1 Ajbuiseadoul S 31 ejep Juadal uo paseg ‘pajen|eAs
3|dwes ay3 jo uopodoid [jews e pasudwod Ajuo sa3agelp yim sjusied pue - spoyod snousbolalsy pajodud SARY NSS! SIY} pajen|eAs aAey Jey) saipnis Jo Ajuolew
3yl "(,PRUIWISISP ¢ 0} sulewad Juaied || AJ|edRd SU3 Ul SINdD0 WURY YDIYM e ploysalyl ay3 ‘[njuiiey Apesp si ejwsedA|biadAy s3noe pajjo3uodun sjiym *(,Yesp (|22
jsuiebe bundajoud ‘sAemyied onojdode-nue sjowold pue sswiy [e21RHD e AUdAIRP 9s0on|b aieljpe) Aew elwaedA|b ul asu ajnde uy "10g1SS®41S JO spouad buunp 1soy ayl

*Adexoy) urnsur sarsusiuy 1] 41U I8 dAISUSIU] [€DISINSOIMAN :NDISN AIU[] 918D SAISUSIU] JIDRIOYIOIPILD) (DL UM dIeD) dAISUSIUJ dRIpIe)) :ND]D ‘PIseaIdd(] 09(] ‘pasealou] :ouf

suorje[al asayy} sroduway snyejs onaqerq (1/10Ww OT-7°9) (71/10WWW @' /Z-%'F)
syuanyed DT ur Ajperrouws yprm I9yS1 a19M 3500N[3 POO[q UBYM AJI[erIow 3] 9s00n[3 Poo[q JMO] YIIm AJI[erIowr 23] (s s309330 N MOy
pajenosse Apuapuadapur axe AI[Iqerrea dTadA[3 T/10WW 19-%'% (1/10Ww g/ =) pue) Ajrerowr sa Aqiqerrea oruadA[3
pasearour pue ‘enused£[3odAy ‘enusesAjdrod A  usamiaq 9500n]3 poojq ueaW Y3Lm AJr[erIow du 9s0dn[3 poojq ueaw 1oy3ny yim Areriow sug  pue ‘erweedfj3odAy ‘erweedA[3rodAH  $967F  €10T [l 42 AS[suny
(e00
Amrejrowr onagerp > ) AI[elIoW p ()6 PUe gg dUI YiIM PIjerdosse
s1sdos ur AjpejIouwr 9dUSNUT JOU PIP SAGRI( U0 309330 ou pey erwaedA[3radAy uorsstupy (7 /[ownw T'IT <) eruaedA[3rad Ay uorsstupy s1sdas Jo sawodno s2 N 0€8 010T (oql? 12 BSUR3G
syuanyed
soraqerp uou druwedA[31ad Ay 105 103eard A[erIon (%11) /10w (%1%) 1/10Ww £°9T < 4saySry
CRERGIHD RO [P0 EHIEEIE D £'91 < 159y81y 03 (%9) T/[0WW ['9-6°¢ “950on|3 03 (%8) 1/10ww 1:9-6°¢ ‘2s0on[3 poojq
ur AJI[e)I0W UT )M pajerdosse erwoedA[31odA]  poo[q ueaw }S9MO[ W0 AJI[e}IOW UL OUT P[OJ-g  UBdW }S9MO] w0y AJI[e}Iour Ul dul p[oj-G Aypeyrowr so erwaedA[D) 0F065C  600T oIV 32 RIS
erwaedA[3rad Ay
(¢0= JO S[AJ] [[€ J€ Y3eap JO YO IoMO] /10w ()'g < 9s0on[3 Poo[q Yirm
J) sdnoi3 usamiaq Ajrrerrowr [e3rdsoy ur 9USISJIIP ON Aypeyrowr awiry arow Jurpuads SIOATAINS UOU YJIM -
(200 = q) Lypesrowr N 1Mo :syusryed onaqerq NDI pue erwaedA[310d Ay yym uoneosse oN  erwaedA[31ad Ay yim Lirejrowr ND] JO NSII duf Aypeyrowr so erwaedA[o) 9687 800C sal? #2189
(%92) 1/10WuQT LL13sod pue axd 10°0 > d ‘(111
< 1s9y81y 03 (9% ¢T) /10w G'G-6'¢ “@s0on[3 poo[q  Ayrpeyrowr ur adueyp jueoyrus A[reonsneis oN  -3sod) o H1 01 (LL1-21d) 96T doxp Lo
UBSUWI }S9MO] WOy AJ[e}I0uW Ul DUl P[OJ-g :SO13qeI( /10U (0T /10w g'/,
(%0%) 1/10WwwWQT < < 9s00N[3 POO[q UL Y}IM NSLI AJ[L}IOW U] < dSOON[Z POO[q UL }IM XSLI A}I[e}IouW dU]
45431y 03 (%6) 1/10WW G'G-6°¢ ‘2s001[3 poo[q ueaw /10w G'6-6'¢ /10w £°9-6'¢ Ayperiour
1S9MO] WOy AJ[e}IOW UI dUI P[OJ-G°F :SOIdGRIP-UON] 9500N[3 POO[q UBSW IIM YSII AJ[EIOW D3(]  9SOIN[Z POO[q Ueau YIIm NSLI A} e1Iour 23] readsoy sa 111 3sod pue 111 a1J feleTore 9002 VACSE o |
(00 > d) “(%¢) soneqerp Aypeyrow NDISN Pue NDLLD ‘NDID U Ajeirow sur Ayrreyrow reydsoy-ur sa (7/ounu ieal?

0} paredwod (9(T) soneqerp uou ur dur AJI[EMOJN  IIM PaJeIdosse Jou eruaedA[31od Ay uorssiupy  yiim pajerdosse eruaedA[3rad Ay uorssnupy 111 <) erwaedA[3rad Ay uorsstupy 12 Q00T 10 QUIODITY A

(100 > d) “(%9) sou_qeIp
0y paredwod (9 (T) SOBIqeIP UOU UL DUl Aol /[oWww '] < 950on[3 Poo[q YiIm Ajrjerrowr duy /[oW § < 3s0on[3 poo[q yim Ajferrowr sug Ayrreyrow reydsoy s enuusedA[o) (el*rdA G00T wal? #2 Apey

Jgessaw [[eIAO $9319qeIp YIIM syualed $3)3qEIp INOYIIM SIUdNE] jutod Apnig s3d Apnyg  Jed)x gy

(49pJo [ed1Sojouoayd) erwdedA|31adAy 01 pajejal sSWOIINO pue (d|qeLieA K1euiq e se s33d9qeip) saIpnis [euoneAdsqO 4 dqel

June 10, 2015 | Volume 6 | Issue 5 |

698

WJD | www.wjgnet.com

JRaishideng®



patients evaluated before and after implementation
of an intensive glucose control policy™*, mortality
was increased in patients with hyperglycaemia who
were not known to have diabetes when compared
to those with diabetes. In 2008, Egi et al*® reported
a retrospective study of 4946 patients in which ICU
mortality increased with increasing mean blood
glucose level in patients without diabetes but this
signal of harm was absent in those with pre-existing
diabetes®®.

A retrospective cohort study of 259040 ICU ad-
missions also reported an association between
mortality and hyperglycaemia, with the relationship
far stronger in patients without a diagnosis of diabetes
when compared to those with pre-existing diabetes®®..
A retrospective analysis of a previous study™ included
830 patients admitted with severe sepsis (defined as
sepsis associated with acute organ dysfunction)®”,
and reported that hyperglycaemia was predictive of
subsequent death in those patients not known to have
diabetes. Additionally, a multicentre retrospective
study of 44964 patients divided into 2 cohorts
(with and without known diabetes)®?, reported
increased mortality with higher mean blood glucose
concentrations (= 7.8 mmol/L) when compared
to blood glucose concentrations 4.4-7.8 mmol/L in
patients without diabetes. In contrast, patients with
diabetes were more likely to die when mean blood
glucose concentrations were between 4.4-6.1 mmol/L
when compared to patients with greater blood glucose
concentrations (6.2-10 mmol/L).

A number of interventional studies have evaluated
the relationship between chronic and acute hyper-
glycaemia and outcomes (Table 5). In a pooled
analysis of studies conducted in a single centre in
Leuven, intensive insulin therapy (ITT, aiming for blood
glucose concentrations between 4.4-6.1 mmol/L) was
reported to reduce mortality and morbidity in patients
without a diagnosis of diabetes, but this was not the
case in patients with diabetes, if anything, there was
a trend for harm with intensive insulin therapy in
patients with diabetes such that mortality was non-
significantly greater at a lower mean blood glucose
range (6.1-8.3 mmol/L, 21.2% vs < 6.1 mmol/L,
26.2%, P = 0.4 and > 8.3 mmol/L, 21.6%, P = 0.9)"".

Subsequently, a number of interventional, ran-
domised, controlled trials, containing patients with
diabetes, comparing ITT to more conventional glucose
targets have been published™ ., A trial of 523 mixed
(medical and surgical) ICU patients™® reported no
survival benefit in patients with diabetes with ITT, but
ITT was associated with an increased prevalence of
hypoglycaemia. The Efficacy of Volume Substitution
and Insulin Therapy in Severe Sepsis (VISEP) study
assigned 537 ICU patients with severe sepsis to
either ITT or more conventional glucose targets while
receiving either 10% pentastarch or a modified Ringers
lactate in a two-by-two factorial study™®.. The study
was suspended at interim analysis for safety reasons
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with ITT being associated with increases in episodes
of severe hypoglycaemia and adverse events. De La
Rosa et al*”! also evaluated ITT in 504 ICU patients (61
with diabetes) and there was no mortality or morbidity
benefit observed, but an associated increased risk of
hypoglycaemia, when administering ITT.

In 2009, the NICE-SUGAR study compared ITT
with conventional glucose control in 6029 ICU patients
and established that the observations from the initial
Leuven studies regarding ITT were not generalisable
outside that specialised institution™. However,
amongst the 1211 patients with pre-existing diabetes
in the NICE-SUGAR study the administration of ITT
did not appear more harmful than in patients without
diabetes. The Glucontrol study™”, an international,
multicentre trial involving over 1000 ICU patients-was
stopped early due to protocol violations, and it was,
accordingly, underpowered. However, there was no
evidence to suggest any benefit with ITT and data in
patients with diabetes were not specifically described.

Recently a number of studies have attempted to
measure chronic glycaemia as a dynamic (HbAlc),
rather than a binary, variable (i.e., presence of
diabetes - yes/no) (Table 6). Egi et al*> performed a
retrospective observational study of 415 patients with
diabetes (from two Australian ICUs) in whom glycated
haemoglobin (HbA1lc) had been measured within 3 mo
of their critical illness and evaluated how this measure
of pre-existing glycaemia impacted on the interaction
between acute glycaemia and mortality™®. It was
reported that in patients with elevated preadmission
HbA1lc levels (> 7%) the number of deaths were
significantly fewer when blood glucose concentrations
were > 10 mmol/L.

Consistent with this observation, we recently measured
HbA1c on admission and glucose concentrations for
the first 48 h of ICU admission®" and observed that
acute peak glucose concentrations were associated
with increased mortality only in patients with adequate
premorbid glycaemic control (defined as HbAlc <
7%), but not in patients with chronic hyperglycaemia
(defined as an HbAlc = 7%). This finding was
also supported by Hoang et al**! who assessed the
prevalence of undiagnosed diabetes (i.e., HbAlc =
6.5%) among those with hyperglycaemia in a medical
ICU. Patients with an HbAlc = 6.5% were found to
have significantly lower mortality compared to those
with an HbAlc < 6.5% (11.7% vs 19.3%, P = 0.038),
despite having greater glucose concentrations.

In summary the outcomes of the largest and most
generalisable randomised study are consistent with
the concept that the optimal glucose concentrations
in unselected critically ill patients are between 6-10
mmol/L“". However, observational data, post-hoc
analysis of interventional studies and studies measuring
chronic glycaemia as a dynamic variable suggest that
patients with pre-existing diabetes may warrant higher
targets. Indeed, there is increasing data suggesting
that targets should be personalised depending on both
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Table 6 Observational studies that have recorded chronic glycaemia as a dynamic variable (chronological order)

Ref. Year Study pts Study point Non diabetic patients Diabetic patients Overall message
Egi et al™ 2011 415 Does preexisting N/A Patients with elevated preadmission Relationship between HbAlc
hyperglycaemia modulate the HbAlc levels (> 7%) showed a and mortality changed
association between glycemia mortality benefit when mean ICU  according to the levels of time-
and outcome in ICU patients glucose concentrations were > 10 weighted average of blood
with DM mmol/L glucose concentrations
Plummer 2014 1000 Prevalence of CIAH and 50% had CIAH Well controlled DM (HbAlc < 6%) 22% had recognised DM
et al™ recognized /unrecognized Risk of death inc by and adequately controlled (DM 6% had unrecognised diabetes
DM in ICU and to evaluate  20% for each increase  6%-7%) - risk of death as per non
the premorbid glycaemia on  in acute glycaemia of diabetic patient
the association between acute 1 mmol/L HbAlc = 7% (insufficiently
hyperglycaemia and mortality controlled DM) had no significance
between mortality and acute
glycaemia
Hoanget 2014 299 Prevalance of unrecognized 102 (34%) had no 197 (66%) had a history of DM Lower HbAlc had inc mortality
al* DM amongst those with CIAH history of DM (in this population of CIAH
and the association between 14/102 (14%) had patients) despite lower median
baseline glycaemia and unrecognized DM glucose values and less glucose
mortality (diagnosed with variability
HbAlc = 6.5) Mortality in HbAlc < 6.5 (19%)

vs HbAlc = 6.5 (12%), P = 0.04

Inc: Increased; Dec: Decreased; N/ A: Not available.

hypoglycaemic episode was associated with an
increased risk of mortality (compared with those
without an episode of severe hypoglycaemia). Egi
et al®" reported mild or moderate hypoglycaemia
was associated with mortality in critically ill patients
- with mortality substantially increasing according to
severity of hypoglycaemia - and patients with diabetes
were more likely to suffer from insulin-associated
hypoglycaemia.

The blood glucose threshold that adverse events
occur may be greater in patients with pre-existing
diabetes. In a retrospective multi-centre observational
study™®? increased mortality was reported in 12880
patients with pre-existing diabetes who had mean
glucose concentrations between 4.4-6.2 mmol/L. While
the investigators were not able to differentiate between
patients with well-controlled or poorly-controlled
diabetes, these data support the concept that the
threshold for “hypoglycaemia” may be increased in
critically ill patients with diabetes when compared to
non diabetic patients. For example, if a patient typically
has blood glucose concentrations above 10 mmol/L,
and, in hospital, insulin is administered to achieve
blood glucose concentration of about 6 mmol/L, this
may result in a “relative” hypoglycaemia.

Glycaemic variability

Glycaemic variability (GV) describes the fluctuations
in blood glucose concentrations, as marked fluctua-
tions may be associated with multiple adverse effects
such as apoptosis, cytokine production and increased
markers of oxidative stress®®, Oxidative stress
markers have been shown to increase with glucose
fluctuations®®*, GV may be assessed by a number of
methods. Techniques to quantify variability are reviewed
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elsewhere!®,

Multiple studies in the critically ill have established
as an association with poor outcomes and GV!**®*71,
however the evidence in patients with pre-existing
diabetes is limited and inconsistent (Table 8). In
2006, Egi et al® published a retrospective, electronic
database analysis of 7049 ICU patients in 4 centres
around Australia, using standard deviation as a marker
of glucose variability, and focusing on the association
of blood glucose variability and mortality™®*’, Both
mean and standard deviation of blood glucose were
independently associated with mortality.

A retrospective, single center cohort study of
patients admitted with sepsis reported that GV
was also independently associated with increased
mortality and importantly, that this was independent
of hypoglycaemia and the presence of diabetes!®.
Another retrospective study of 3252 patients reported
that increased GV was associated with mortality®”
and diabetes was associated with greater GV. A
prospective, observational study of 42 patients used
non-lineal dynamics to measure glycaemia in time
series®!. Patients underwent continuous glucose
monitoring system measuring interstitial glucose
concentrations every 5 min for 48 h. The authors
reported greater variability was associated with
increasing mortality, even in patients with diabetes.
However, given the small cohort, these results must be
treated with caution.

Other studies have reported no relationship between
mortality and GV in patients with diabetes. A retro-
spective, observational study of 4084 critically ill
patients (942 with known diabetes)®® reported that
GV was associated with mortality in patients without
diabetes, but not in patients with diabetes. More
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Table 7 Observational studies and outcomes related to hypoglycaemia (chronological order)

Diabetic patients Overall message

Associated with inc risk Mortality in severe

of severe hypoglycaemia hypoglycaemia cohort 56% vs

Ref. Year Study pts Study point Non diabetic patients
Krinsley and 2007 408 Risk factors Severe hypoglycaemia
Grover™ for developing associated with septic shock.
hypoglycaemia in Renal insufficiency, mechanical
ICU and outcomes  ventilation, illness severity and use
of ITT
Egi et al™ 2010 4946 Hypoglycaemia Mild or moderate hypoglycaemia
vs risk of death in was associated with mortality in
critically ill patients critically ill patients
Mortality increases as severity of
hypoglycaemia increases
Krinsely et al™ 2011 6240" Mild hypoglycaemia Mild hypoglycaemia was associated
(blood glucose level with a significantly increased risk of
< 3.9 mmol/L) vs mortality
risk of mortality in
critically ill patients.
Krinsley et al™ 2013 44964 Hyperglycaemia, Inc mortality with higher mean
hypoglycaemia, and blood glucose (= 7.8 mmol/L)

glycemic variability
vs mortality (and
how DM effects this)

Dec mortality with lower blood
glucose (4.4-7.8 mmol /L)

(P <0.01)

DM had no association
with mortality
Diabetic patients more
likely to suffer from
insulin-associated
hypoglycaemia

The association
between hypoglycaemia
and mortality was
independent of diabetic
status

Inc mortality with mean
blood glucose between
4.4-6.1 mmol/L
Dec mortality when
blood glucose were
higher (6.2-10 mmol/L)

control cohort 40%, P < 0.01

22% of total patients had one
episode of hypoglycaemia
Hospital mortality:
hypoglycaemic cohort 37% vs
control cohort 20%, P < 0.01
Inc severity of hypoglycaemia
was associated with inc risk of
mortality
Hypoglycemic patients had
higher mortality regardless of

diagnostic category and ICU LOS

Hyperglycaemia,
hypoglycaemia, and increased
glycemic variability are
independently associated with
mortality in ICU patients
Diabetic status tempers these

relations

!Contains partial data from one prospective RCT (Glucontrol trial) and complete data from two observational cohorts (United States and The Netherlands).

Inc: Increased; Dec: Decrease; LOS: Length of stay.

recently in the study by Hoang et a/** of 299 patients
there was no association between GV and mortality in
their entire cohort, however the group with diabetes
(128 patients) had a lower rate of mortality despite
having a higher GV. Additionally, a retrospective
analysis of 2782 ICU patients, comparing different GV
indices and mean glucose concentrations to predict
mortality and ICU acquired infections”® reported that
while GV was associated with infections and mortality
in patients without pre-existing diabetes, in those with
diabetes GV was greater but was not associated with
either mortality or infection.

In summary, there is a strong relationship between
GV and mortality in critically ill patients that has been
confirmed in multiple studies. However, with respect to
patients with diabetes, data are inconsistent. This may
be due a number of factors, including small numbers
studied resulting in lack of power, or that patients with
chronic hyperglycaemia are protected somewhat by
glycaemic excursions during acute illness. Research
is warranted to further understand whether GV is
harmful in patients with pre-existing diabetes.

RATIONALE FOR PERSONALISED
THERAPY AND THAT THE HARM
FROM EACH OF THESE DOMAINS MAY
VARY ACCORDING TO PRE EXISTING
PHYSIOLOGY

Diabetes is known to be associated with a large burden
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of illness in the outpatient setting and is associated
with increased mortalitym]. Paradoxically, as discussed,
multiple studies exist suggesting that acute hyper-
glycaema in critically ill patients without diabetes
(i.e., patients with CIAH) is associated with increased
mortality and morbidity when compared to those
with known diabetes”?. There is growing evidence
that chronic hyperglycaemia may lead to cellular
conditioning, and that in fact, may be protective
against acute hyperglycaemia mediated damage
during an episode critical illness™. These outcomes
suggest that current target glucose levels in patients
naive to hyperglycaemia, or those suffering from CIAH,
may be harmful to those with chronic hyperglycaemia
or poorly controlled diabetes.

CONCLUSION

This review articulates the need for further research
to be done to identify the ideal glucose targets in
critically ill patient with pre-existing diabetes. Not only
does hyperglycaemia occur frequently in this group,
but, recent data suggests that targeted blood glucose
concentrations may benefit from consideration of a
patient’s premorbid glucose state.

Our recommendations are to avoid treating patients
with diabetes as a homogenous group. Treatment of
the critically ill patient with type 2 diabetes should
be personalised to their internal milieu. There is
preliminary evidence suggesting that higher blood
glucose concentrations (e.g., up to 14 mmol/L) in
patients with uncontrolled type 2 diabetes may not be
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Abstract

The co-occurrence of celiac disease (CD) and type 1
diabetes (T1DM) has been reported as 5-7 times more
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prevalent than CD alone. The clinical presentation and
natural history of CD in patients with TIDM may vary
considerably. Less than 10% of patients with T1DM
and CD show gastrointestinal symptoms. Therefore,
experts support screening for CD in TIDM patients,
though there is no consensus as to the recommended
frequency of screening. When stratified by time since
CD diagnosis, longer follow-up and coexistence of CD
are associated with significant increased risk of diabetic
associated morbidity and mortality. Early CD diagnosis
and treatment with a gluten-free diet are essential.

Key words: Type 1 diabetes mellitus; Celiac disease;
Glycemic control; Gluten free diet; Pediatrics

© The Author(s) 2015. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: Increased prevalence rates of celiac disease
(CD) are described among individuals with type 1 dia-
betes mellitus (T1DM). Specifically celiac disease is
more prevalent in females with TIDM. Less than 10%
of patients with TIDM and CD show gastrointestinal
symptoms therefore screening is hecessary. The significant
increase of diabetic associated morbidity and mortality,
emphasize the importance of early diagnosis of CD and
appropriate treatment with gluten-free diet.

Akirov A, Pinhas-Hamiel O. Co-occurrence of type 1 diabetes
mellitus and celiac disease. World J Diabetes 2015; 6(5): 707-714
Available from: URL: http://www.wjgnet.com/1948-9358/full/
v6/i5/707.htm DOI: http://dx.doi.org/10.4239/wjd.v6.i5.707

INTRODUCTION

Celiac disease

Celiac disease (CD), previously known as celiac sprue,
affects 0.6%-1.0% of the population worldwide, with
wide geographic variation, for unknown reasons!.
The autoimmune disorder is triggered in genetically
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predisposed patients by gluten ingestion™™*!, Symptoms
of CD include malabsorption and malnutrition, vitamin
deficiencies, iron deficiency anemia, failure to thrive,
short stature, diarrhea, anorexia, constipation, vomiting,
and abdominal distension. Other complications asso-
ciated with untreated CD include osteoporosis, obste-
tric complications, and neurologic disorders, as well
as enteropathy-associated T-cell lymphoma and ad-
enocarcinoma of the jejunum'®. However, several
reports in the literature state that many cases of CD are
asymptomatic or associated with mild symptomst™.
Diagnosis of CD is based on intestinal biopsy and the
presence of specific antibodies; however, most cases
of CD remain undiagnosed™®'!l. Currently, the only
effective treatment for CD is a lifelong gluten-free diet
(GFD), which results in resolution or improvement for
most individuals™.

Epidemiology of TIDM and CD

The association between CD and T1DM was first
described in the late 1960s'"*. Studies published
during the last few years have demonstrated elevated
prevalence rates of CD among individuals with T1DM:
4.4% in the United Kingdom, 3.7% in Israel, 4.8% in
Greece, and 6.4% in Germany; and as high as 10.5%
in Brazil and 11.1% in India**?.

The incidence of T1DM is rapidly increasing in
children and adolescents, with a reported increase
of 3% annually®®?". Similarly, a longitudinal study
documented an increase in the prevalence of CD in the
mid 1990s, from 3.3% to 10.6%, most probably due
to changes in environmental factors®®?,

CD is a female predominant disease, and is 2-3
times more common among females”?. Although
there is no gender difference in the prevalence rates
of T1IDM, CD is also more prevalent in females than
in males with TLDM. The etiological risk factors for
developing antibodies against the small bowel are
thought to be different from those for TIDM2*2%,

Genetics

Genetic background plays a key role in the predisposition
to CD, as suggested by higher prevalence among family
members and higher concordance rates in monozygotic
than dizygotic twins (over 80% compared with 11%)%",

The human leukocyte antigen (HLA) plays a key
role in the genetic predisposition to CD, as there is a
strong association between both HLA-DQZ2 and HLA-
D@8, and between CD. The negative predictive value
of HLA typing is high, as CD is extremely rare in
patients carrying neither DQ2 nor DQ8 alleles®®*”,

An overlap in the genetic susceptibility conferred
by HLA-DQZ2 is the basis for the increased prevalence
of CD in patients with TIDM. Over 90% of those with
CD express HLA-DR3/DQ2 haplotype, as well as 55%
of those with T1DM, compared with less than 25% of
the general population®™, Bakker et a/" confirmed
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the high prevalence of HLA-DQ2 haplotypes in patients
with both T1DM and CD, and reported that HLA-
DQ2 homozygosity confers the highest risk for CD
among patients with CD. DQ2 has been cited by a
number of studies as the major susceptibility factor
for CD. HLA-DQ8, another important allele for CD, is
considered a stronger susceptibility factor for T1DM.
DQ8 heterozygosity is claimed to be the strongest risk
factor for the development of TIDMP**¥, Trynka et
al** reported 57 independent CD association signals
from 39 non-HLA genes that confer a predisposition
to CD. However, although genetic predisposition is
essential, it is not sufficient for the development of CD,
as the pathogenesis of CD involves an external trigger,
namely gluten.

SCREENING AND DIAGNOSIS

In the general population

According to the modified guidelines of the European
Society of Pediatric Gastroenterology, Hepatology and
Nutrition (ESPGHAN)!"?, testing for CD is recommended
in children and adolescents with otherwise unexplained
signs and symptoms suggestive of CD, and among
asymptomatic children and adolescents with an increa-
sed risk for CD, such as patients with TIDM or first-
degree relatives with CD.

Diagnosis of CD is based on the presence of villous
atrophy and crypt hyperplasia by intestinal biopsy
and the presence of antibodies against tissue transglu-
taminase (TTG) or endomysium (EMA). The diagnosis is
confirmed by an antibody decline to a GFD. According
to ESPGHAN guidelines, in patients with suspected CD
and certain conditions (typical symptoms, high titer
of TTG antibodies and predisposing HLA genotypes),
there is no obligation to complete duodenal biopsy and
histology™®'.

Finally, potential CD, a term coined by Ferguson in
the 1990s, refers to patients with positive CD-asso-
ciated antibodies, but with normal, or almost normal,
jejuna mucosa’®. These patients usually have mild
symptoms, if any, of CD. The number of patients diag-
nosed with potential CD is increasing, following the
raised attention for CD and screening tests of high-
risk populations®®. Numerous studies in the general
population demonstrate that CD is often only diagnosed
after several years of CD related complaints®”>°!, Some
reported that diagnosis of irritable bowel syndrome
preceded the correct diagnosis of CD in many pati-
ents%*Y,

CD in T1DM patients

Less than 10% of patients with TIDM and CD show
gastrointestinal symptoms™*?. Therefore, most profe-
ssional societies recommend screening of patients
with T1DM for CD. However, there is no consensus
regarding the recommended screening tests and the
frequency of screening™.
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Recommended screening test: Most guidelines
support screening based on TTG IgA (confirmed by
EMA), or TTG IgG in patients with IgA deficiency,
because of its high sensitivity and specificity™****!. Most
experts argue that in patients with CD-associated
antibodies, it is mandatory to perform esophagoduo-
denoscopy with small bowel biopsies to confirm the
diagnosis™®.

Timing and frequency of screening: Neither in the
guidelines issued by ESPGHAN nor those issued by the
National Institute for Health and Clinical Excellence, is
the timing of screening specified. As for the frequency of
screening, ESPGHAN guidelines recommend retesting
at intervals, with no firm evidence, but opinion is every
2-3 years"?. NICE guidelines state that the evidence
is insufficient to make a recommendation regarding
the frequency of screening for CD in patients with
T1DM!™*“®) The International Society for Pediatric
and Adolescent Diabetes recommends screening for
CD at diagnosis of T1DM, every year in the first five
years of follow-up, and less frequently in successive
yea I,5[4,47,48] ]

Bakker et a®" reported that almost 50% of T1DM
patients diagnosed with CD in adulthood had CD related
complaints for over 5 years prior to the diagnosis of CD.
Furthermore, their findings demonstrated a bimodal
distribution of the age of diagnosis of CD in patients
with T1DM, with peak incidence rates at the ages of 10
and 45 years.

CLINICAL PRESENTATION OF CD IN
PATIENTS WITH T1DM

CD diagnosis most often follows the diagnosis of
T1DM, and only a minority of patients were diagnosed
first with CDV~>"*,

Age of onset

The mean age at onset of T1DM is younger in those
with both T1DM and CD, than in those with only
T1DMP**% In an observational cohort study of 4379
people aged < 18 years from Australia, the mean
age at T1DM onset was 6.6 £ 4.0 years in those with
T1DM and CD, compared with 8.4 + 4.1 years in those
without CDPY.

Signs and symptoms

The natural history of CD in patients with TIDM may
vary considerably, as the diagnosis of CD can precede
the diagnosis of T1DM, or be established at the onset
of T1DM, during routine screening tests at follow-up.
Accordingly, the presentation of CD varies greatly,
from asymptomatic or mild symptoms to poor growth
and considerable morbidity”**¥. In individuals with
diabetes, symptoms of CD may be divided into two
main categories, those directly associated with CD and
those related to the impact of CD on diabetes.
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Signs and symptoms directly associated with CD

These include malabsorption and malnutrition, vitamin
deficiencies, iron deficiency anemia, failure to thrive,
short stature, diarrhea, anorexia, constipation,
vomiting, and abdominal distension.

Growth in children with CD and T1DM compared
to children with T1DM alone: As stated above,
differences between reports may be due to whether
CD diagnosis results from routine screening or is
prompted from signs and symptoms.

Body weight was found to be significantly lower
among children with TIDM with screening-identified
CD compared to those with T1DM only; however, there
was no difference in height™®. Of 41951 children and
adolescents surveyed in Germany, only 22273 (53%)
had been screened for CD. Those with both T1DM and
CD had a significantly lower weight standard deviation
and height standard deviation score (SDS)*°. In a
subgroup of 183 patients, those with both diseases
had significantly lower height and weight SDS after
5-year follow-up'!. Previously, we demonstrated
a higher prevalence of growth impairment among
patients with both CD and T1DM, compared to patients
with T1DM alone. Patients with CD were, on average,
significantly shorter than their genetic target height
potential, compared to patients with T1DM alone.
Furthermore, poor adherence to GFD resulted in
continuous growth impairment, compared to steady
improvement among those with good adherence to a
GFD™®!, Of note, patients with CD who do not improve
their growth velocity after GFD should be evaluated for
growth hormone deficiency secondary to autoimmune
hypophysitis™*.

Signs related to the impact of CD on diabetes at
diagnosis of CD

Glycemic control: Data remain inconsistent regarding
glycemic control in patients with dual diagnosis of CD
and T1DM. Data may differ based on the points of time
HbA1c levels were assessed (at diagnosis vs at follow-
up), whether diagnosis was based on routine screening
or on symptoms, and in longitudinal studies whether
adherence to GFD was assessed in parallel.

(1) HbA1c levels at diagnosis of CD. Malabsorption
of nutrients may cause a reduction in HbA1lc levels.
In a controlled study in children mean age 10 years
with T1DM duration of about 4 years, HbAlc levels at
baseline did not differ significantly between patients
with TIDM and CD, and between those with T1DM
alone® ., Yet, among adult TIDM patients who were
newly diagnosed with CD, glycemic control was
significantly worse than for those with TIDM alone,
8.2% vs 7.5%, P = 0.05"%. The difference between
these studies may reflect the impact of delayed
diagnosis of CD.

(2) HbA1c levels at follow-up. In a controlled
prospective 2-year follow-up study, mean HbAlc
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levels did not differ significantly between patients with
both TIDM and CD and between those with T1DM
alone®”. Similarly, in a large cohort from 297 centers
in Germany and Austria, no statistically significant
differences were found in mean HbA1c levels, between
children with and without CD, mean age of 13.7 after
5 years of follow-up™.

Acute events-hypoglycemic and diabetes keto-
acidosis: CD is associated with mucosal changes that
may interfere with the absorption of carbohydrates,
even without leading to true malabsorption. An
increased risk for symptomatic hypoglycemia was
reported in the 6 mo before and after diagnosis of
CD"®. However, during long-term follow-up and under
GFD, no differences were found in the numbers of
severe hypoglycemic episodes®®. There are no reports
of increased risk of DKA episodes in individuals with
both T1DM and CD™.

Insulin requirements: One study reported significantly
lower insulin requirements among patients with T1IDM
and CD than among those with T1IDM alone™; yet
the mean insulin requirement increased significantly
from 0.88 to 1.1 units/kg per day after 12 mo GFD.
In another study, there was no difference in insulin
dosage per kilogram per day between patients with
both T1DM and CD, mean CD duration of 3 years, and
those without CD".

Other autoimmune diseases: Patients with CD are
at increased risk for other autoimmune diseases, such
as autoimmune thyroid disorders. Thyroid disorders
have been reported to be an important risk factor
for the development of CD among patients with
T1DMM%,

COMPLICATIONS IN PATIENTS WITH
T1DM AND CD

Complications may be divided into two main categories,
those directly associated with CD and those related to
the impact of CD on diabetes.

The long term complications associated with untrea-
ted CD include osteoporosis, obstetric complications,
and neurologic disorders, as well as enteropathy-
associated T-cell ymphoma and adenocarcinoma of the
jejunum™®,

Diabetes associated complications in patients with CD
As for long-term complications among patients with
T1DM and CD, the data are conflicting: some report
that CD increases rates of complications®™, some show
no difference, and others suggest lower incidence of
complications'®"!. These discrepancies may be due to
differences in duration of undiagnosed CD.
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Prevalence of complications in patients with TIDM and

newly diagnosed CD

Among adults with T1DM duration of over 20 years,
those with newly diagnosed CD had worse glycemic
control and a significantly higher prevalence of
retinopathy (58.3% vs 25%), nephropathy (41.6%
vs 4.2%), and peripheral neuropathy (41.6% vs
16.6%)P%. In contrast, Picarelli et al**"! reported
significantly lower prevalence of nephropathy and
retinopathy among adult TIDM aged about 50 years,
with T1DM duration of about 18 years and newly
diagnosed CD. The difference between these studies
may be due to the unknown duration of undiagnosed
CD, and to the difference in HbA1lc levels between
studies. In the latter, only those with HbAlc levels <
7.5% were included.

The prevalence of complications in patients with T1DM
and CD: Long-term follow-up

A lower prevalence of retinopathy was reported
in individuals with median durations of TIDM and
CD of 27 and 3 years respectively, compared with
controls (38.7% vs 67.4%). However, no difference
in the prevalence of nephropathy was found between
the groups®. The duration of CD was found to be
correlated with the risk of diabetic retinopathy. When
stratified by time since CD diagnosis, individuals with
T1DM and CD were at a lower risk of retinopathy in the
first 5 years after CD diagnosis, followed by a neutral
risk in years 5 to 10. However, with longer follow-
up, coexisting CD was a 2.83 increased risk factor for
diabetic retinopathy at 10 to 15 years of follow-up, and
a three-fold risk after 15 years of follow-up™?.

Patients with both T1IDM and CD were reported
to have more severe subclinical atherosclerosis than
those presenting with only T1DM or CD. Among patients
with both T1IDM and CD, mean age of 39 years, mean
T1DM duration of 18 years and CD duration of 8.5
years, carotid intima-media thickness was significantly
greater in those with both TIDM and CD than in those
with either T1IDM or CD, suggesting that the association
of these autoimmune diseases might accelerate the
atherosclerotic process®®,

Finally, mortality in patients with both T1IDM and
CD was studied in 960 individuals aged 30 years,
compared with 4608 with T1DM alone, matched for
sex, age and disease duration. CD was not a risk factor
for death in patients with T1DM during the first 5 years
after CD diagnosis, but thereafter the hazard ratio for
mortality increased as a function of follow-up time.
Having a CD diagnosis for > 15 years was associated
with a 2.80-fold increased risk of death in individuals
with T1IDM™,

TREATMENT
The standard therapy for CD is GFD, which requires
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avoiding wheat, rye, barley and oats. Patients with CD
must follow this strict diet for their entire life. Delay
in starting GFD increases the risk of osteoporosis,
gastrointestinal malignancies, iron deficiency anemia,
infertility, and other autoimmune disorders. Adherence
to GFD augments the restrictions required by a diabetic
dietary regimen.

GFD impact on glycemic control

Good glycemic control is essential to reduce the risks of
T1DM related complications. However, many specially
prepared gluten-free foods have high glycemic indices,
and thus affect glucose levels, insulin requirements,
lipid profiles and body mass indices (BMI). GFD may
worsen glycemic control and can thus increase the
difficulties of disease management for patients with
T1DM and CD™”. Numerous studies have evaluated
the effect of CD and GFD on the metabolic control of
patients with TIDM. Some reported better metabolic
control with GFD among CD patients with T1DM!®>%¢],
Others did not show any change in HbAlc levels with
GFD™"7?1, and some reported worse glycemic control
with GFDV?.,

GFD impact on weight and height

Data on weight gain in patients with CD are inconsistent.
Some studies report that treatment with GFD promotes
a significant catch-up growth while others show no
difference. The time of follow-up, age and stage of
puberty of patients in different studies may explain the
discrepancies. Twelve months after commencement
of GFD, one study showed no statistically significant
change in the SDS for height, weight and BMI of the
23 children assessed”. In a separate study, children
with TIDM and CD had lower SDS for height and
weight at CD diagnosis. After 2 years of follow-up, SDS
was significantly increased for weight, and for height in
prepubertal children®™".

Adherence to GFD

The compliance rates to GFD among patients with CD
and T1DM is less than 60%, compared with about
80% among those with CD only”. The more severe
problems of GFD adherence usually occur during
adolescence!*,

QUALITY OF LIFE IN CHILDREN WITH

T1DM

Families of children with both CD and T1DM report
a higher burden than those affected by T1DM only.
Similarly, health care providers perceived family
burden to increase over time"”®. Yet, among children
aged 8-18 years, no significant differences in quality
of life were observed. However, parents of children
with both CD and T1D did express greater concern
about their children’s social functioning. Adults (mean
age 49 years) with both CD and T1DM scored lower in
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general health perception, social functioning and role
limitation, as a result of physical health and emotional
problems. In addition, concerns about diabetes related
and social problems were significantly higher in those
with both diagnoses'””.
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Abstract

Diabetic complications including diabetic nephropathy,
retinopathy, and neuropathy are as major causes
of morbidity and mortality in diabetes individuals
worldwide and current therapies are still unsatisfactory.
One of the reasons for failure to develop effective
treatment is the lack of fundamental understanding for
underlying mechanisms. Genetic studies are powerful
tools to dissect disease mechanism. The heritability (4°)
was estimated to be 0.3-0.44 for diabetic nephropathy
and 0.25-0.50 for diabetic retinopathy respectively.
Previous linkage studies for diabetic nephropathy
have identified overlapped linkage regions in 1q43-44,
3q21-23, 3926, 10p12-15, 18q22-23, 19913,
22q11-12.3 in multiple ethnic groups. Genome-wide
association studies (GWAS) of diabetic nephropathy
have been conducted in several populations. However,
most of the identified risk loci could not be replicated
by independent studies with a few exceptions including
those in £LMO1, FRMD3, CARS, MYO16/IRS2, and
APOL3-MYH9 genes. Functional studies of these genes
revealed the involvement of cytoskeleton reorganization
(especially non-muscle type myosin), phagocytosis of
apoptotic cells, fibroblast migration, insulin signaling,
and epithelial clonal expansion in the pathogenesis
of diabetic nephropathy. Linkage analyses of diabetic
retinopathy overlapped only in 1936 region and
current results from GWAS for diabetic retinopathy are
inconsistent. Conclusive results from genetic studies for
diabetic neuropathy are lacking. For now, small sample
sizes, confounding by population stratification, different
phenotype definitions between studies, ethnic-specific
associations, the influence of environmental factors,
and the possible contribution of rare variants may
explain the inconsistencies between studies.

Key words: Microvascular complications; Nephropathy;
Retionopathy; Neuropathy; Diabetes
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Core tip: Most risk genetic loci identified by genome-wide
association studies (GWAS) for diabetic nephropathy
could not be replicated by independent studies with
a few exceptions including those in £LMO1, FRMD3
CARS, MYO16/IRS2, and APOL3-MYH9 genes. These
findings highlighted the importance of cytoskeleton
reorganization, phagocytosis of apoptotic cells, fibroblast
migration, insulin signaling, and epithelial clonal
expansion in the pathogenesis of diabetic nephropathy.
Conclusive results from GWAS for diabetic retinopathy
and diabetic neuropathy are currently lacking.

Chang YC, Chang EYC, Chuang LM. Recent progress in the
genetics of diabetic microvascular complications. World J
Diabetes 2015; 6(5): 715-725 Available from: URL: http://www.
wjgnet.com/1948-9358/full/v6/i5/715.htm DOI: http://dx.doi.
org/10.4239/wjd.v6.i5.715

INTRODUCTION

The prevalence of diabetes mellitus is increasing
globally, especially in developing countries™. This
surge of diabetes mellitus prevalence poses a serious
threat to the public and diabetic complications are
ranked as major causes of morbidity and mortality
worldwide. Several common mechanisms underly-
ing these microvascular complications including the
polyol pathway, advanced glycation end products
pathway, protein kinase C pathway, the hexosamine
pathway, and cytokines such as nuclear factor-xB, tumor
growth factor-B, and vascular endothelial growth
factor are well described and the unifying mechanism
of superoxide production have been proposed.
Nevertheless, therapies targeting these pathways have
not been very successful®®, One of the reasons is
the lack of fundamental understanding for underlying
mechanisms.

Genetic studies provide a powerful tool to the
understanding of disease mechanism. Previous family
linkage analyses have successfully identified mutations
responsible for high-penetrating monogenetic disease.
Some discoveries, for example, the identification of
PCSK9 mutation through linkage analyses in hyper-
cholesterolemic families, have resulted in major
breakthroughs in therapy®”), However, family linkage
analysis is generally not adequately powered to
detect genetic loci of complex disease. Over the last
few years, the advent of genome-wide association
studies (GWAS) have launched a great leap toward
the genetic basis of complex diseases such type 2
diabetes mellitus, cancers, and psychiatric diseases.
Intriguingly, many of the identified genetic loci were
not previously considered to be related to these
diseases and the discoveries indeed illuminated
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important pathophysiological pathways to these
complex diseases. Diabetic microvascular complications
are complex traits influenced by both environmental
and genetic factors, and compelling evidences
indicate that diabetic microvascular complications are
heritable® %, Here in this review, we only summarized
the progress in the genetics for diabetic microvascular
complications.

GENETICS STUDIES OF DIABETIC
NEPHROPATHY

Linkage studies of diabetic nephropathy

The heritability (h*) of diabetic nephropathy (DN)
defined by reduced glomerular filtration rate (GFR) or
albuminuria was estimated to be 0.3-0.44 in multiple
Caucasian diabetic populations®*?, Previous linkage
studies have repeatedly identified linkage region
in 1g43-44, 3921-23, 3926, 10p12-15, 18q22-23,
1913, 22g11-12.3 in multiple ethnic groups (Figure 1,
Table 1)"*?%, However, these linkage regions usually
spanned over megabases and therefore exact locus
or risk gene is unclear. In contrast, the resolution of
linkage disequilibrium mapping (also called association
mapping) is much higher than linkage studies. The
distinction between linkage and association mapping is
that family linkage mapping use the small amount of
recombination events that occurs in each generation
within a pedigree to localize a chromosomal region,
which usually contains hundreds of genes; while
population-based case-control association mapping
uses large amount of recombinations that occurred
during the evolutional history of a population to locate
the risk loci, which generally did not extend over a
few genes. However, population-based case-control
association studies are susceptible to the population
stratification and independent replication is essential to
confirm the result of association studies.

Association studies of DN in type 2 diabetic patients

Several GWAS of DN have been conducted in several
ethnic populations (Table 1, Figure 1). ELMO1 (the
engulfment and cell motility 1 gene) was first found
to be associated with diabetic nephropathy in a GWAS
in Japanese 2 diabetic patients (546 DN cases and
334 type 2 diabetic controls)™®!, Replication studies
in the GoKinD collection (558 DN cases and 820 type
2 diabetes controls)®, two African American cohorts
[1136 end-stage renal diseae (ESRD) diabetes cases
and type 2 diabetic 1160 controls]®”}, a Chinese
population (123 DN cases and 77 type 2 diabetic
controls)®, and a Caucasian GWAS (547 ESRD and
549 type 1 diabetic controls)’ confirmed this finding
although the risk SNPs are not exactly the same with
those reported in the original Japanese population
(intron 16-20 in original Japanese GWAS, intron 16-20
in GoKinD, intron 13 in African Americans, intron 18
in Chinese). In a large meta-analysis of the GENIE
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Table 1 Genome-wide linkage studies for diabetic nephropathy and retinopathy

Ethnicity and sample size Type of diabetes Phenotype definition Linkage region (LOD score or P-value or MLS) Ref.
Diabetic nephropathy
954 African American, 781 American Indians, 614 1+2 Estimated GFR 10p12.31' (LOD: 2.16), 143" (2.26), 2q31.3 (1.91), [13]
European American, 1611 Mexican Americans 3p12.1 (2.19), 7q11.22 (2.19), 10p14' (2.16), 15q12
(FIND) (2.84), 20q11.11" (3.34)
218 African American, 335 American Indians, 1+2 Urine ACR 7q21.3 (P=8.6 x 10'5), 10p15.3] (1.29 x 10'5), [14]
119 European American, 469 Mexican Americans 14q23.1 (7.8 x 10™), 18q22.3' (2.17 x 10°)
(FIND)
3972 Americans (African American, American 1+2 DN defined by DN: 1q43' (LOD: 2.00), 6p24.3 (2.84), 7p21.3 (2.81), [23]
Indians, European American, Mexican Americans) macroalbuminuria or ESRD, ~ 10p15.1' (2.10), 11p15.3 (2.28), 15q21.1 (2.04)
(FIND) ACR ACR: 24223 (2.04), 3p13 (2.76), 7q21.2 (2.96),
16q13 (2.31), 22q12.3' (2.29)
882 American (African American, American 1+2 eGFR 1g43' (LOD: 1.87), 7q36.1 (4.23), 8q13.3 (2.75),  [24]
Indians, European American, Mexican Americans) 15q22.3 (2.08), 18q23.3 (1.40)
(FIND)
100 United States sibling pairs (Joslin Study on 1 Proteinuria or ESRD 1q44' (MLS: 1.6), 2q14.1 (2.1), 3p13 (0.6), 5q14.2  [15]
Genetics of Diabetic Nephropathy) (2.7),10g26.1 (2.4), 17p13.1 (1.9), 19q13.43" (3.1),
20p12.1 (1.8)
63 extended United States families (Joslin Study 2 GFR 2q33.3 (LOD: 4.1), 10g23.31 (3.1), 18p11.22 (2.2)  [19]
on Genetics of Diabetic Nephropathy)
556 Finnish, Danish, and French (FinnDiane) 1 Macroalbuminuria or ESRD  3q21-25' (LOD: 0.76), 6p21 (2.31), 9p21.2, 16p12, [16]
19q13' (1.61), 22q11 (2.78)
83 Finnish sibling pairs 1 Macroalbuminuria or ESRD 3g21.3-23"' (MLS: 2.67) [21]
18 Turkish family + 101 sibling pairs of Pima Macroalbuminuria 18922.3-23' (max LOD:6.14) [17]
India
201 Pima India sibling pairs 2 Macroalbuminuria or ESRD  3g26.1" (LOD: 1.48), 7q32.3 (2.04), 20p12.3 (1.83) [18]
206 African American sibling pairs 2 ESRD 3q13.3' (LOD: 4.55), 7p21.1 (3.59), 18q22.1" (3.72) [22]
691 West African 2 GFR 7p12.2 (LOD: 1.84), 16q24.1 (3.56), 17p13.2 (2.08) [20]
Diabetic retinopathy
282 Mexican American sibling pairs 2 Non-proliferative DR and 3q12.3 (LOD: 2.41), 12p13.31 (2.47), 20q13.12  [45]
proliferative DR (4.47), 6p24.1 (2.28), 15426.3 (2.53), 19q13.42 (2.21)
725 Pima Indian sibling pairs 2 Worse eye score 1p36.13 (LOD: 3.1) [46]
210 Pima Indian sibling pairs 2 Hemorrhage, 3q26.31 (LOD: 1.36), 9q22.33 (1.46) [18]

microaneurysm, and

proliferative DR

'Overlapped region. MLS: Maximum LOD score; DN: Diabetic nephropathy; ESRD: End-stage renal disease; GFR: Glomerular filtration rate; ACR:

Albumin-to-creatinine ratio; DR: Diabetic retinopathy.

APOL3 (apolipoprotein L, 3), and MYH9 (myosin, heavy
chain 9, non-muscle) genes as risk loci®. Among
them, the association of MYH9 risk variants has been
replicated in another study involving 1963 European
Americans diabetic patients®!., Compelling evidence
demonstrated that APOL3-MYH9 gene clusters are also
associated with non-diabetic nephropathy including
focal segmental glomerulosclerosis and hypertensive
nephropathy in African American as well as other ethnic

populationst®®3#,

Association studies of DN in type 1 diabetic patients

A large GWAS in a initial set of 820 DN cases and
885 type 1 diabetic controls in the GoKinD study and
a replication set of 1304 participants in the Diabetes
Control and Complication Trial/Epidemiology of
Diabetes Control and Complication (EDIC) identified
FRMD3 (FERM domain containing 3), cysteinyl-tRNA
synthase (CARS), carboxypeptidase, vitellogenic-like
(CPVL)/chimerin 2, and intergenic region at 13933.3
between MY016 and insulin receptor substrate 2 (IRS2)
associated with DNP?, Interestingly, another genome-
wide linkage analysis and regional association fine
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mapping in 1007 general Mongolian also identified
SNPs in the FRMD3, glycine amidinotransferase, and
spermatogenesis associated 5-like 1 genes associated
with estimated glomerular filtration rate™”. A family-
based candidate-gene association study involving
798 type 2 diabetic members in the Joslin Study of
Genetics of Nephropathy replicated the association
of SNPs in the FRMD3, CARS, and 13q33.3 between
MYO016 and IRS2 genes*". Another GWAS in 547
Caucasian ESRD cases and 549 type 1 diabetic controls
identified ZMIZ1 (zinc finger, MIZ-type containing 1)
gene is associated with DN™', This study also observed
significant association of 13q33 variant near the
MYO16/IRS2 genes™. However, in a large replication
study of 1535 Japanese type 1 and 2 diabetic patients,
only variants in 13g33.3 between MYO16/IRS2 gene
but not those in FRMD3, CPVL/CHNZ2, or CARS are
significantly associated with DN™?!, Furthermore, a
large meta-analysis of the GENIE consortium (UK-
ROI, FinnDiane, and GoKinD US) involving 2966 type
1 diabetic cases with DN and 3399 type 1 diabetes
controls failed to replicate the association between
SNPs in the FRMD3, CARS, and 13933 loci near MYO16
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Table 2 Genome-wide association studies for diabetic nephropathy, retinopathy, and neuropathy

Patients Ethnic Case Control Gene Ref. Replication studies Non-replication studies
Diabetic nephropathy

T2DM Japanese 459 DN 242 ELMOT1" [25]  26,27,28,29,30 31,32

T2DM European 105 ESRD 102 PVTI [33]

T2DM African American 965 ESRD 1029 SASH1, RPS12,AUH, MSRB3, LIMK2-  [34] 35

SKI1, APOL3-MYH9'
T1DM Caucasian (GoKinD, 820 ESRD 885 FRMD3', CARS, CPVL/CHN?2, 13q3 [39] 40,41, 42 42,30
DCCT/EDIC) between MYO16/IRS2'
T1DM Caucasian 547 ESRD 549 ZMIZ1 [29]
T1DM GENIE (UK- Stage 1: Stage 1: 8568 AFF3, RGMA/MCTP2, ERBB4 [43]
ROJ, FinnDiane, 4315 ESRD  Stage 2: 6656
GoKinUS) +9 Stage 2:
follow-up studies 1880 ESRD
T1IDM Caucasian 5675 T1IDM PSD3, SH2D4A [44]
(FinnDiane +7  Urine albumin
follow-up studies) excretion rate

Diabetic retinopathy

T1DM Caucasian (GoKinD 2829 PDR and 1856 AKT3/ZNF238, LEKR1/CCNL1, [47]

and EDIC) macular edema KRT18P34/VEPH1, A2BP1
T2DM Taiwanese 174 NPDR and 575 MYSM]1, FSTL5, C5orfF21, PLXD2, [48]
PDR ARHGAP22, HS65T3
T2DM Taiwanese 437 PDR 570 TBC1D4-COMMD6-UCHL3, LRP2- [49]
BBS5, and ARL4C-SH3BP4

T2DM Mexican-American 103 severe DR 183 CAMK4, FMN1 genes [50]
Diabetic neuropathy

United United Kingdom 572 diabetic 2491 GFRA2 [51]

Kingdom (GoDART) neuropathic

pain

"Loci that could be replicated in independent studies. TIDM: Type 1 diabetes mellitus; T2DM: Type 2 diabetes mellitus; DN: Diabetic nephropathy; ESRD:
End-stage renal disease; GFR: Glomerular filtration rate; DR: Diabetic retinopathy; NPDR: Non-proliferative diabetic retinopathy; PDR: Proliferative

diabetic retinopathy.

and IRS2 genes™™.,

A recent huge meta-analysis involving 4315 type
1 diabetic nephropathy and ESRD cases and 8568
type 1 diabetic controls of the GENIE consortium and
subsequent replication analyses in 9 independent
cohorts (1880 cases and 6656 controls) revealed
risk SNPs in the AFF3 (AF4/FMR2 family, member 3)
and ERBB4 (v-erb-b2 avian erythroblastic leukemia
viral oncogene homolog 4) genes and an intergenic
SNP between RGMA (repulsive guidance molecule
family member a)/MCTP2 (multiple C2 domains,
transmembrane 2) genes'*. Another large GWAS for
24-h urine albumin excretion rare in type 1 diabetic
patients including an initial set of 1925 patients
(FinnDiane) and 3750 additional patients from 7 follow-
up studies (Steno Diabetes Center, Italian individuals
from the Milano region, Umea Diabetes Study from
Sweden, Scania Diabetes Registry, NFS-ORPQ, UK-
ROI) identified the strongest signal from the PSD3
(pleckstrin and Sec7 domain containing 3)/SH2D4A
(SH2 domain containing 4A) genes™,

Collectively, current data from GWAS are not very
consistent and only genetic loci in the ELMO1, FRMD3,
APOL3-MYH9, CARS, and 13g33 between MYO16
and IRS2 genes have been successfully replicated in
independent studies.
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GENETIC STUDIES OF DIABETIC
RETINOPATHY

Linkage studies of diabetic retinopathy

The heritability of diabetic proliferative retinopathy is
estimated to be 0.25-0.50 in Caucasian populationst**2,
Previous results of three family linkage analyses for
diabetic retinopathy (DR) are summarized in Table
1 and Figure 11®**%® However, the only overlapped
region is 1g36 between Pima Indians (LOD: 3.1) and
Mexican Americans (LOD: 1.24) studies™**,

Association studies of DR

Four GWAS of DR have been published till now (Table
2, Figure 1). A large meta-analysis of GWAS in the
GoKinD and EDIC cohorts involving 2829 cases of
severe diabetic retinopathy defined by proliferative
retinopathy and macular edema and 1856 type
1 diabetic controls identified several possible loci
including intergenic SNPs between AKT3/ZNF238,
LEKR1/CCNL1, KRT18P34/VEPH1 and SNP in the A2BP1
genes with P-value less than 10°*”), After excluding
cases with concomitant nephropathy to identify DR-
specific genes, SNPs in the intergenic region between
LOC728275/L0OC728316, the CCDC101/NUPR1/
SULT1A2/SULT1A1 gene clusters, the FAM18B,
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Figure 2 Possible molecular mechanisms. Possible molecular mechanisms by which ELMO1 (A), IRS2 (B), and MYH9 (C) regulate diabetic nephropathy. TRIO:
Triple functional domain (PTPRF interacting); RhoG: Ras homolog family member G; GDP: Guanosine diphosphate; GTP: Guanosine triphosphate; MMP: Matrix
metalloproteinases; Crk II: V-Crk Avian Sarcoma Virus CT10 Oncogene Homolog II; TGF-B: Transforming growth factor beta; AKT: Protein kinase B; mLSTS:
Mammalian lethal with SEC13 protein 8; mTOR: Mammalian target of rapamycin; mTORC2: Mammalian target of rapamycin complex 2; mSin1: Mammalian SAPK
interacting protein; PKC: Protein kinase C; SGK1: Serum- and glucocorticoid-induced kinase 1.

AKAP11/FABP3P2/TNFSF11 gene cluster, and intergenic
region between COX5BL1/LOC441026, ZNRF1, PCSK2,
C10o0rf112 genes were found to be associated with
DR™1, A GWAS for DR involving 174 Taiwanese
type 2 diabetic non-proliferative and proliferative
retinopathy cases and 575 controls identified several
genetic loci with P-value less than 107, including
MYSM1, FSTL5, C5orfF21, PLXD2, ARHGAP22, and
HS6ST3"¥. Another GWAS in Taiwanese identified
three risk loci in TBC1D4-COMMD6-UCHL3, LRP2-
BBS5, and ARL4C-SH3BP4 genes in the initial set of
437 cases of proliferative retinopathy and 570 type
2 diabetic controls. However, none of them were
replicated in another 585 Hispanic diabetics™®!. A
smaller GWAS comparing 103 Mexican-American
type 2 diabetics with severe retinopathy and 183
type 2 diabetics identified suggestive signals in the
CAMK4 and FMN1 genes™ . However, the results
from these 4 GWAS did not overlap with each other.

GENETIC STUDY OF DIABETIC
NEUROPATHY

There was no heritability estimation for diabetic
neuropathy in human and no family linkage study for
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diabetic neuropathy. Only GWAS comparing 572 diabetic
neuropathic pain cases defined by treatment for
diabetic neuropathic pain and positive monofilament
test and 2491 diabetic controls in the Genetics of
Diabetes Audit and Research Tayside (GoDARTS)
identified potential signals from GFRA2 genel®!! (Table 2,
Figure 1).

PHYSIOLOGICAL INSIGHT FROM
GENETIC STUDIES

The ELMO1 gene encode for a signaling molecule
involved in phagocytosis of apoptotic cells®***, fibroblast
migration®**>*!, cytoskeleton reorganization™®, and
lymphocyte infiltration™” through interaction with
DOCK2 and DOCK180 (Figure 2A). ELMO1 expression
was found to be elevated in cells cultured under high
glucose conditions and in the kidney of diabetic mice,
but was weakly detectable in tubular and glomerular
epithelial cells in normal kidney™..

The FRMD3 gene encodes for a member of the
protein 4.1 superfamily. FRMD3 has been demons-
trated to be silenced in lung cancer tissue in genomic
screening. FRMD3 overexpression in different epithelial
cell lines decreased clonal expansion, indicating FRMD3

June 10, 2015 | Volume 6 | Issue 5 |
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as a potential tumor suppressor gene®®, The CARS
encodes for a cysteinyl-tRNA synthetase, which is a
frequent gene fusion partner of anaplastic lymphoma
kinase found in anaplastic large-cell lymphoma and
inflammatory myofibroblastic tumor®®®, However,
the link between FRMD3 or CARS and diabetic
nephropathy is currently poorly understood.

The 13933 risk loci lie between the MYO16 and
IRS2 genes. The MYO16 gene encodes a novel
unconventional myosin with divergent tails that is
presumed to bind to membranous compartments and
interact with actin filaments. MYO16 has also been
shown to be expressed during brain development
and regulate neuronal morphogenesis through inter-
action with protein phosphatase and modulation of
phosphoinositide 3-kinase signaling™". A GWAS for
autism has identified risk loci within an intergenic region
between the MYO16 and IRS2 genes'®™. A genome-
wide linkage study and regional fine mapping for
schizophrenia®! and another GWAS of the Framingham
Heart Study for pulse pressure® have identified MYO16
as risk loci, indicating MYO16 may play pleiotropic
functions.

The IRS2 gene encodes for an adaptor protein
that interacts directly with the insulin receptors and
the insulin-like growth factor I receptor and is a key
mediator of insulin signaling. IRS2 was expressed
in renal epithelial and tubular cells. Deletion of Irs2
causes reduced kidney size and reduced glomerular
number in mice'®!. A study of transcriptome and
metabolome profiles of the primary cultured inner
medullary collecting duct cells grown in hyperosmolar
culture medium identified IRS2 levels to be significantly
altered™®. IRS2 expression in kidney tubules has also
been shown to be elevated nine fold in human diabetic
nephropathy patients'. Transforming growth factor
(TGF)-B1 is the primary cytokine shown to induce
fibrosis. IRS2 has been shown to mediate TGF-p1
signals in kidney epithelial cells™. IRS2 has also been
shown to interact with nuclear complex of rictor to
regulate albuminuria in diabetic mice'® (Figure 2B).

Mutations in MYH9 results in a familial autosomal
dominant syndrome characterized by a variety of
clinical features, including macrothrombocytopenia,
deafness, nephritis, and cataract®. GWAS also
identified common MYH9 polymorphism as risk loci for
non-diabetic nephropathy including focal segmental
glomerulosclerosis and hypertensive nephropathy™**”..
MYH9 encodes the non-muscle myosin heavy chain 9,
which, with other subunits, forms myosin II . Myosin II
is @ motor protein that binds actin to regulate cellular
motility. MYH9 is expressed in the podocytes, as well
as in mesangial cells and arteriolar and peritubular
capillaries in kidneys”*.. Classical deletion of Myh9
in mice results in embryonic lethality due to loss of
cell-cell adhesion and loss of cell movement during
gastrulation. Podocyte-specfic deletion of Myh9 in
C57BL/6 mice results in susceptibility to experimental
doxorubicin hydrochloride glomerulopathy’*. Several
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strains of Myh9 knockin mice showed macrothrom-
bocytopenia, premature cataract formation, kidney
abnormalities, including albuminuria, focal segmental
glomerulosclerosis and progressive kidney disease,
and mild hearing loss”>”? (Figure 2C).

LIMITATIONS AND PROSPECTIVE

The major limitation of family linkage studies is
their low resolution and power to detect variants
with small effects, especially for complex genetic
diseases. GWAS is a hypothesis-free and unbiased
tool with finer resolution and greater power to detect
risk loci. However, false positivity often results from
population admixture or stratification in GWAS.
Therefore, independent replications are essential for
genetic association studies. However, current results
from GWAS are not consistent since most identified
loci are not reproducible except for a few genes
such as ELMO1, CARS, FRMD3, MYO16/IRS2, and
APOL3/MYH9. Small sample sizes, different phenotype
definitions between studies, population-specific
associations, and strong influence of environmental
factors (medications, co-morbidities) may explain
the failure of GWAS for diabetic complications. While
GWAS are usually designed for common variants, rare
variants with intermediate effects within should also
be pursued with next-generation sequencing. The
interaction with environmental factors should also be
taken into account.
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Abstract

Mdller cells are macroglia and play many essential
roles as supporting cells in the retina. To respond to
pathological changes in diabetic retinopathy (DR), a
major complication in the eye of diabetic patients,
retinal Miller glia produce a high level of vascular
endothelial growth factor (VEGF or VEGF-A). As VEGF
is expressed by multiple retinal cell-types and Miiller
glia comprise only a small portion of cells in the retina,
it has been a great challenge to reveal the function of
VEGF or other globally expressed proteins produced by
Miiller cells. With the development of conditional gene
targeting tools, it is now possible to dissect the function
of Miller cell-derived VEGF /n vivo. By using conditional
gene targeting approach, we demonstrate that Miller
glia are a major source of retinal VEGF in diabetic mice
and Miller cell-derived VEGF plays a significant role in
the alteration of protein expression and peroxynitration,
which leads to retinal inflammation, neovascularization,
vascular leakage, and vascular lesion, key pathological
changes in DR. Therefore, Miiller glia are a potential
cellular target for the treatment of DR, a leading cause
of blindness.

Key words: Miiller glia; Vascular endothelial growth
factor; Protein modification; Inflammation; Blood-retina
barriers; Diabetic retinopathy

© The Author(s) 2015. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: Diabetic retinopathy is a disorder of blood-
retina barriers (BRBs) and neurons. Anti-vascular
endothelial growth factor (VEGF) drugs are explored
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for treating BRB breakdown in the disease. As VEGF is
also potentially beneficial, it is essential to understand
the cellular and molecular mechanisms of VEGF action
in the retina. Discussion is centered on the usefulness
of conditional gene targeting mice in dissecting the
function of globally expressed VEGF and in identifying
significant roles for Miiller glia-derived VEGF in diabetes-
induced changes in protein expression/modification,
inflammation, and BRB lesions and leakage.

Wang JJ, Zhu M, Le YZ. Functions of Miiller cell-derived
vascular endothelial growth factor in diabetic retinopathy. World J
Diabetes 2015; 6(5): 726-733 Available from: URL: http://www.
wjgnet.com/1948-9358/full/v6/i5/726.htm DOI: http://dx.doi.
org/10.4239/wjd.v6.15.726

INTRODUCTION

Mdaller cells, the principal macroglia of mammalian
retina, span from the vitreal surface to subretinal space
and cover all retinal layers. This structural arrange-
ment is ideal for them to serve as major supporting
cells in regulating physiological and pathological
responses in retinal vasculature and neurons. In
the retina, Mdller glia play many essential roles in
metabolism, functions, maintenance, and protection
by providing trophic factors, removing metabolic
wastes, controlling extracellular space volumes and
ion and water homeostasis, participating visual
cycles, releasing neurotransmitters, regulating blood-
retina barrier (BRB) function, and modulating innate
immunity™. Miller glia is also a major respondent
to various stresses by reactive gliosis which involves
in morphological, biochemical, and physiological
changes. Under some pathological conditions, uncon-
trollable alteration in growth factor production, such
as overexpression of vascular endothelial growth
factor (VEGF-A or VEGF) in diabetic retinopathy (DR),
results in a detrimental effect and causes vision loss.
In this mini-review, we will discuss the general role
of VEGF in DR and the function of Mdller cell-derived-
VEGF (MCD-VEGF) in protein expression/modification,
inflammation, BRB function, and vascular and neuronal
integrity in diabetic animals.

DIABETIC RETINOPATHY

DR is a leading cause of blindness in working-age
people in industrialized countries and is traditionally
regarded as a microvascular complication in the eye
of diabetic patients due to an apparent breakdown
of the endothelial barrier, which is formed by orderly
arranged tight junction proteins. The structural
interactions between these tight junction proteins
control the fluid flow through the barrier'™, Patients
with endothelial barrier breakdown demonstrate
the following key clinical characteristics: retinal
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hemorrhages, microaneurysms, cotton-wool spots,
lipid exudates, macular edema, capillary occlusion,
and retinal neovascularization™. Studies with retinal
pigment epithelium (RPE) barrier by others and us
suggest that the breakdown of the tight junctions
in the RPE barrier may contribute substantially to
diabetes-induced blood-content leakage™™', which is
responsible for at least some form of macular edema®.
Therefore, DR is not just a microvascular disease, but
rather a disorder of BRB. Macular edema resulted
from BRB breakdown and retinal neovascularization
are two most devastating causes of vision loss in
diabetic patients. On the other hand, it is increasingly
recognized that the loss of retinal neuronal function
and viability occurs before the onset of BRB abnor-
malities in diabetic patients and in experimental ani-
mals” . Perhaps neuronal and BRB disorder is a more
appropriate description for DR.

VEGF IN REGULATING BLOOD-RETINA

BARRIER FUNCTION

VEGF-A or VEGF, a heparin-binding homodimeric
glycoprotein**, belongs to a family of seven
members, including VEGF-A to -F and placental
growth factor and (PIGF). Each of them may also
have several isoforms due to alternative splicing,
which affects their solubility, and thus is responsible
for their cellular localization. The most intensively
studied and predominant isoform of VEGF-A in
humans is VEGF-Aiss. VEGFs exert their function
through complicated receptor- and co-receptor-
mediated signaling cascades, which involves VEGF
receptor-1 (VEGFR1), VEGFR2, VEGFR3, neuropilin-1,
neuropilin-2, vascular endothelial cadherin, and
integrin™**, Much of the literature information regarding
VEGFs in the eye is centered on the pathobiology of
VEGF-A due to its high relevance to the pathogenesis
of DR, retinopathy of prematurity (ROP), and age-
related macular degeneration (AMD), leading causes of
blindness.

VEGF is a potent mitogenic factor for endothelial
proliferation and migration and tube formation during
vessel development and is a major stimulator for
embryogenesis, vasculogenesis, and angiogenesis™>*,
Disruption of a single VEGF allele is lethal in mice at
embryonic day 11-121"*"), VEGF is a major regulator
of pathological neovascularization in proliferative
DR™®. VEGF blockade has been shown to inhibit
hypoxia-induced retinal angiogenesis™®?', Due to
its potent activity in inducing blood barrier hyper-
permeability!®®?*, VEGF is regarded as a major
contributor to the high level of blood-content leakage
in DR®*?’), Overexpression of VEGF or its receptors,
which causes disorganization of endothelial and RPE
tight junctions!®?®*? is associated with diabetic
macular edema.

A major regulator for VEGF signaling is oxygen
tension and VEGF expression is induced by hypoxia,
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a pathological condition occurrs after early stages of
DRP. While hypoxia-inducible factor-1 (HIF-1) is a
critical regulator in this response!®”, its degradation
is controlled by von-Hippel-Lindhal (VHL) suppressor
protein®*. Therefore, HIF-1 (perhaps other HIFs)
and VHL are key upstream regulators for VEGF-
induced BRB breakdown in DR through VEGFR2™*>34,
Although VEGF signaling may be a major pathogenic
mechanism for DR, various growth factors, inflam-
matory cytokines, and prostaglandins may also affect
the disease through VEGF signaling-dependent or
independent mechanisms™>®. As a result of intensive
effort in VEGF pathobiology and pharmacology, anti-
VEGF agents are utilized as a major strategy for
the treatment of retinal neovascularization, BRB
breakdown, and macula edema in DR.

CONDITIONAL VEGF DISRUPTION IN
MULLER GLIA

VEGF is produced by several retinal cell-types. Miller
glia and RPE cells are thought to produce high levels
of VEGF™., Indirect evidences obtained from in vivo
localization and molecular biology approach with
cell cultures suggest a significant role for VEGF in
regulating BRB function in DR“**!!, However, the
importance of MCD-VEGF in DR remained unclear for
a long time after the initial discovery of VEGF as a
potential pathogenic factor in DR. A major reason for
this is that Muller glia only comprise a small portion
of retinal cells and VEGF is expressed by multiple cell-
types, which makes it difficult to detect Miller cell-
specific VEGF expression by immunohistochemistry
(IHC) or immunoblotting (IB). Additionally, more
and more “new” VEGF functions have been identified
since the discovery of its involvement in BRB function
in the mid-1990s™"*). While other retinal cells may
not produce a high level of VEGF at a given time, it is
almost impossible to pinpoint the local effect of VEGF
produced by these cells, if VEGF action is blocked
globally by genetic, immunological, biochemical, or
pharmacological approaches. Therefore, cell-specific
approach may be the “only” way to delineate the
precise function of Miller cell-derived VEGF (MCD-
VEGF). As Miller glia play such a critical role in
general health and functions of the retina, a better
understanding of their biology is paramount to the
prevention and treatment of retinal diseases**!. For
this purpose, several laboratories developed cell-
specific genetic tools for Miiller glia™", which is very
helpful for dissecting the specific function of globally
expressed proteins, such as VEGF, in Mdiller cells.

In a serendipity fashion while developing inducible
Cre/lox system for the RPE using the promoter of human
vitelliform macular dystrophy-2 (Vmd2) gene!***°,
we identified one transgenic founder mouse that was
capable of carrying out productive Cre-mediated excisive
recombination in Muller glia. This transgenic Cre-drive
line provides an opportunity to generate conditional VEGF
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Table 1 Alteration in protein expression/modification in

diabetic or hypoxic Miiller cell-specific KO mice

Model/time Proteins/modification Alteration

STZ-induced diabetes/6 mo Albumin Decrease (59%)
STZ-induced diabetes/2 mo ICAM1 Decrease (62%)
STZ-induced diabetes/2 mo Nitrotyrosine Decrease (19%)
STZ-induced diabetes/6 mo Occludin Increase (60%)
STZ-induced diabetes/2 mo pNEF-kB p65 Decrease (48%)
STZ-induced diabetes/2 mo TNFla Decrease (53%)
STZ-induced diabetes/6 mo VEGF Decrease (51%)
STZ-induced diabetes/6 mo z01 Increase (130%)
Oxygen-induced retinopathy Albumin Decrease (56%)
Oxygen-induced retinopathy VEGF Decrease (45%)
Oxygen-induced retinopathy Occludin Increase (35%)

STZ: Streptozotocin; VEGF: Vascular endothelial growth factor; ICAMI:
Intercellular adhesion molecule-1; TNFo: Tumor necrosis factor-o; NF:
Nuclear factor; ZO1: Zonula occludens-1.

knockout (CVKO) mice that disrupt VEGF expression
mainly in Mdller glia. The CVKO mice were generated
by breeding this Miiller glial Cre-drive line with a mouse
line carrying loxP-flanked VEGF gene (VEGF"), called
floxed VEGF mice!****®, The degree of VEGF disruption
in the Miller glia was assessed by IB with primary
Muiller cell cultures derived from the CVKO mice, which
reduced VEGF production by 66%. This degree of VEGF
knockout (KO) caused a near 50% reduction of total
retinal VEGF in CVKO mice under normal conditions™***%,
To ascertain whether the production of MCD-VEGF
was substantially decreased in CVKO mice in disease
models'*®, we examined VEGF expression in diabetic and
hypoxic models (see detail below). While diabetes and
hypoxia doubled retinal VEGF in WT mice, the deletion
of MCD-VEGF caused a near 50% decrease of VEGF
overexpression in the retina under hypoxic or diabetic
conditions (Table 1). These data were corroborated by
IHC with CVKO mice!***), Considering the fact that Miller
cells only comprise a small portion of retinal cells, our
data undisputedly suggest that Miller glia are a major
cellular origin of VEGF in mouse retinas.

MULLER CELL-DERIVED VEGF IN
PROTEIN EXPRESSION/MODIFICATION

AND RETINAL INFLAMMATION

To determine whether deletion of MCD-VEGF resulted
in any significant changes in DR-associated gene
expression, we performed IB analysis with retinal
extracts from CVKO mice after diabetes was induced
with streptozotocin (STZ). HIFla is a major parameter
for oxygen tension and the induction of HIFla contri-
butes to the increase in VEGF™®. To delineate the
regulatory mechanisms between HIF1la and VEGF, we
examined the expression level of HIF1la in hypoxic
and diabetic CVKO mice. Although HIFla was up-
regulated significantly in hypoxic retinas at P14 (see
detail below) and diabetic retinas (two month post-
STZ injection) in WT controls, there was no apparent
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Table 2 Pathological changes in diabetic or hypoxic Miiller

cell-specific KO mice

Model

STZ-induced diabetes
STZ-induced diabetes
STZ-induced diabetes
STZ-induced diabetes
Oxygen-induced retinopathy

Alteration

Decrease (75%)
Decrease (60%)
Decrease (45%)
Decrease (60.0%)
Decrease (34%)

Pathological changes

Leukocytosis
Vascular leakage
Acellular capillaries
Vascular leakage
Pre-retinal
neovascularization
Oxygen-induced retinopathy =~ Neovascularization =~ Decrease (40%)

area
Oxygen-induced retinopathy Vaso-obliteration area Decrease (30%)

STZ: Streptozotocin.

difference in the levels of retinal HIFla between
the CVKO mice and WT controls under hypoxic and
diabetic conditions'***”, suggesting that hypoxia/HIF1c
is an upstream regulator of VEGF produced by Miller
glia.

Nuclear factor-kappa-B (NF-xB) is a transcription
factor and a major player in inducing early pathological
changes, such as inflammation, in DR"***?!, To explore
if MCD-VEGF regulated NF-xB in diabetic retina, we
examined the expression/phosphorylation of NF-xB
p65 subunit. While there was no detectable change
in the total NF-xB p65 level between the CVKO mice
and WT controls, the loss of MCD-VEGF caused a
dramatic decrease (48%) of phosphorylated (activated)
NF-xB p65 in the retina 2 mo after STZ-injection
(Table 1). This result suggests that activated p65 is
downstream of MCD-VEGF in DR, Nitric oxide (NO)
is an important inflammatory mediator and its level
is a representation of oxidative stress in the retina
of diabetic patients and animals'™®>%. Peroxynitrite
is a highly reactive oxidant, which is formed by the
rapid combination of NO with superoxide. Increased
peroxynitrite formation may be directly linked to
diabetes-induced VEGF overexpression and there
is a possible loop effect of VEGF signaling and
peroxynitrite formation®*”), To determine the role
of MCD-VEGF in protein nitration, we examined the
level of nitrotyrosine, a biomarker of peroxynitrite, in
retinal protein extracts from CVKO and control mice
2 mo after STZ-injection. The retinal extracts from
diabetic CVKO mice demonstrated a 19% decrease of
proteins with nitrotyrosine (Table 1), indicating that the
disruption of MCD-VEGF reduced oxidative stress.

Inflammation is an early pathological response
in DR. To identify the role of MCD-VEGF in retinal
inflammation in DR, we examined the levels of pro-
inflammatory markers in CVKO mice by IB analysis
for intercellular adhesion molecule-1 (ICAM1) and
tumor necrosis factor-a (TNFa), 2 mo after STZ-
injection. Compared with controls, the CVKO mice
showed 62.3% and 52.9% reduction of ICAM1 and
TNFo (Table 1), respectively. These results suggest
that the deletion of MCD-VEGF substantially inhibits
inflammation in diabetic retinas*”. This notion is
reinforced by the result from the leukostasis assay
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showing a 75.0% reduction of adherent leukocytes, a
cardinal feature of retinal inflammation in DR, in the
retinal microvasculature of the CVKO mice 2 mo after
STZ injection (Table 2). Collectively, these data point to
a major role for MCD-VEGF in developing inflammation
in DR.

MULLER CELL-DERIVED VEGF IN BRB
FUNCTION AND INTEGRITY

As diabetic rodents usually do not develop retinal
neovascularization™®, the closest way to investigate this
is to utilize oxygen induced retinopathy (OIR), a model
mimicking an infant blinding disease, ROP. To examine
the effect of MCD-VEGF on BRB function, the severity
of retinal neovascularization was examined in CVKO
mice subjected to OIR. The CVKO mice were placed
in hyperoxia (75% oxygen) from postnatal day 7 (P7)
to P12 and were then kept under normoxia for up to
5 d. In OIR model, the retina was relatively hypoxic
at P14 (compared with that at P7-12), as judged by
the abundance of HIFla. The level of retinal VEGF in
hypoxic CVKO mice was decreased by 45% (Table
1). At P17, fluorescein angiography was performed
and OIR-treated CVKO mice demonstrated 40%
and 30% reductions in areas of retinal neovasculari-
zation and of vaso-obliteration, respectively (Table
2). Retinal sections from OIR-treated CVKO mice also
showed a 34% reduction in the number of pre-retinal
neovascular endothelia (Table 2). As a consequence
of decreasing retinal neovascularization and unhealthy
microvasculature, we observed a 56% reduction of
OIR-induced vascular leakage in CVKO mice (Table
1), judged by IB for albumin. This observation was
supported by IHC data'®.

IB analysis with retinal and vitreous extracts prepared
from PBS-perfused diabetic WT mice demonstrated a
1.5-fold increase in extravascular albumin 6 mo after
STZ-injection. However, the disruption of MCD-VEGF
caused a near 60% reduction of albumin leakage in
age-matched diabetic mice (Table 1). Such a reduction
can be visualized in the retinal flat-mounts of diabetic
CVKO mice by intravenously injected fluorescein
isothiocyanate-labeled albumin™®’,

To delineate the mechanistic insights of MCD-VEGF
in diabetes-induced vascular leakage, we analyzed
the levels of occludin and Zonula occludens-1 (Z01),
two major tight junction proteins, in the retina™.
While diabetes resulted in 39% and 58% decreases
of occludin and Z01, respectively, in WT animals,
no alteration in occludin and ZO1 expression was
observed in diabetic CVKO mice. As a result, the
diabetic CVKO mice had 60% and 130% upregulation
of occludin and ZO1 (Table 1), compared with that
of diabetic WT controls. Our data indicated that the
disruption of MCD-VEGF resulted in a significant
reduction of diabetes-induced retinal vascular leakage
by attenuating the depletion of occludin and ZO1. This
result was supported by a 36% increase in the level
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Figure 1 A simplified schematic diagram for the potential roles of Miiller
cell-derived-vascular endothelial growth factor in diabetic retinopathy.
Alteration in pathological characteristics caused by MCD-VEGF is indicated in
italic. Potential functions without direct proof by experimental and clinical data
are indicated with a question marker. MCD-VEGF plays a significant role in
causing retinal inflammation, neovascularization, vascular leakage, vascular
lesion, and protein alteration and modification in the pathogenesis of DR. MCD-
VEGF: Miiller cell-derived-VEGF; DR: Diabetic retinopathy; VEGF: Vascular
endothelial growth factor.

of occludin in the retina (Table 1) and by qualitative
evidence from IHC in hypoxic CVKO mice generated
with OIR™, Collectively, our data suggest that MCD-
VEGF was a major inducer of vascular leakage in OIR-
treated hypoxic mice and in diabetic mice through
VEGF signaling-induced decrease of tight junction
integrity.

To assess retinal vascular lesions in diabetic CVKO
mice, the number of acellular capillaries in trypsin
digested retinal flat-mounts was examined 6 mo after
diabetes was induced®’. The diabetic CVKO mice had
45% fewer acellular capillaries than that in controls
(Table 2), suggesting that the loss of MCD-VEGF had
a protective effect on retinal microvasculatures, which
reduced vascular leakage through the endothelial
barrier in DR.

MULLER CELL-DERIVED VEGF IN RETINAL

DEVELOPMENT AND INTEGRITY

Disruption of MCD-VEGF in the CVKO mice did not
affect the development of retinal and choroidal
vasculatures and overall retina™*®, as determined by
morphological analysis in retinal sections with light
microscopy, functional test with electroretinography,
and retinal and choroidal vascular density and mor-
phological examination in retinal and RPE/choroidal
flat-mounts with IHC and fluorescein angiography.
Although negative results from conditional gene KO
studies are not conclusive, our observation is somewhat
expected as Miller glia are one of the last few cell-
types to develop and KO of VEGF in neural retina during
embryonic development results in abnormal retinal
vessels®, In our study, the loss of MCD-VEGF did not
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affect retinal integrity in the aging CVKO mice under
normal and diabetic mice!*®!. This result is seemly
contradictory to the observation that VEGF is a survival
factor for retinal ganglion cells, photoreceptors, and
Miller glia®®®, The following may account for the
“discrepancy”: the disruption of MCD-VEGEF in the
CVKO mice did not remove VEGF completely as several
types of retinal cells produce permeable VEGF and a
basal level of VEGF may be sufficient for physiological
VEGF function, such as neuronal function and integrity
in the retina. In addition, our studies did not blocked
VEGF signaling in any retinal cells. However, the
result that MCD-VEGF had no apparent role in retinal
development and integrity provides an advantage to
investigating the role of MCD-VEGF in CVKO mice.
Since there was no distinguishable defect in the
animals under normal conditions, any phenotypical
difference between the CVKO and control mice can be
attributed to the defects from deleting MCD-VEGF.

CONCLUSION

Work from others and our laboratories demonstrated
a major role for MCD-VEGF in DR, as summarized in
Figure 1. Our data clearly pinpoint that MCD-VEGF
plays a major role in protein alteration/modification,
inflammation, neovascularization, vascular leakage,
and vascular lesion in DR. Our study also suggests
that MCD-VEGF may be a downstream regulator of
DR-related master regulator, such as HIFla/hypoxia,
but upstream regulator for others, such as NF-kB and
peroxynitrite. We also need to keep in mind that DR
is a multifactorial disease. Other growth factors and
pro-inflammatory mediators may be involved in devel-
oping DR in a VEGF-independent manner. A better
understanding of VEGF-dependent and -independent
pathways is the key to new therapeutic strategies
for intervening multiple drug targets simultaneously,
since anti-VEGF strategy alone cannot prevent DR
completely. The CVKO mice provide an excellent
animal model in this new endeavor.

VEGF is a neural protectant and it has been
shown to modulate neuronal function in the brain'®’.
Potentially, MCD-VEGF may also be involved in regu-
lating neuronal integrity. With the development of tools
in studying Miller glia and their relationship with
neuronal survival in diabetes and hypoxiat**®%*,
the role of MCD-VEGF in neuroprotection in the retina
should be sorted out shortly. Current literature sug-
gests that MCD-VEGF may have a critical role in
maintaining Mdller glia through autocrine in hypoxia
and diabetes. However, it is not clear whether MCD-
VEGF acts solely as trophic factor in the maintenance
of Mdller glia. Other mechanism, such as proliferation
(Miller cell self-renew), may also be potentially
important to the maintenance of retinal integrity. In
principles, mammalian Mdller cells are capable of
dedifferentiation, proliferation, and differentiation into
various retinal neurons under various conditions and
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are considered as a major retinal stem cell®. It will
be fascinating if MCD-VEGF can act similarly as other
growth factors in differentiating Mdiller cells to neurons
for neuro-protection!®®,

Although there are many publications on VEGF
or MCD-VEGF in DR, little is known about its actually
signaling pathways. As discussed earlier, the pre-
sence of at least seven VEGF receptors and co-
receptors accounts for the difficulties in revealing
their mechanisms. Additionally, VEGF is a secreted
protein and loss of VEGF produced by a single cell-type
can be compensated by others. Delineating detailed
mechanisms may greatly enhance our understanding
to the pathogenesis, treatment, and neuronal function
in DR, which is critical to the improvement and safety
of current anti-VEGF strategy and to the design of new
treatments for the disease.
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Abstract

In the epidemiologic context of maternal obesity and
type 2 diabetes (T2D), the incidence of gestational
diabetes has significantly increased in the last decades.
Infants of diabetic mothers are prone to various
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neonatal adverse outcomes, including metabolic and
hematologic disorders, respiratory distress, cardiac
disorders and neurologic impairment due to perinatal
asphyxia and birth traumas, among others. Macrosomia
is the most constant consequence of diabetes and
its severity is mainly influenced by maternal blood
glucose level. Neonatal hypoglycemia is the main
metabolic disorder that should be prevented as soon
as possible after birth. The severity of macrosomia and
the maternal health condition have a strong impact
on the frequency and the severity of adverse neonatal
outcomes. Pregestational T2D and maternal obesity
significantly increase the risk of perinatal death and birth
defects. The high incidence of maternal hyperglycemia
in developing countries, associated with the scarcity
of maternal and neonatal care, seriously increase the
burden of neonatal complications in these countries.

Key words: Birth defects; Hypoglycemia; Respiratory
distress; Preterm; Perinatal mortality; Type 2 diabetes;
Obesity

© The Author(s) 2015. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: Increased mortality and morbidity are histo-
rically attributed to neonates of diabetic mothers. A
discerning analysis of the literature shows that these
adverse outcomes are uncommon among infants
born from “pure” gestational diabetes mellitus (GDM)
mothers, well managed during pregnancy. Macrosomia
is the predominant adverse outcome and the main
factor linked to neonatal complications. Poor maternal
glycemic control, especially in the context of maternal
type 2 diabetes and obesity increases the risk of all
adverse neonatal outcomes, most strikingly the risk
of perinatal mortality and birth defects. Developing
strategies for screening and managing women with
GDM must be encouraged notably in middle and low
income countries and, also to limit the adverse effects
on global health population in the future.
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INTRODUCTION

Gestational diabetes mellitus (GDM) is defined as
a glucose intolerance of any degree with onset or
first recognition during pregnancy. In high income
countries, but also in middle and low income countries,
because of the spreading of industrialized lifestyle, the
incidence of obesity and type 2 diabetes (T2D) has
dramatically increased, and subsequently the incidence
of GDM™,

In high-resource countries, progress has been made
during the past fifty years regarding preconceptional
care, screening and management of GDM. However, in
low and middle-income countries, quality of antenatal
care to detect and manage GDM, are often poorly
available. As a consequence, the prenatal and neonatal
burden of GDM may be paradoxically higher in these
countries, although this point is not well documented'®.

Much of the currently available knowledge on the
consequences of maternal diabetes on the offspring
has been provided by studies on type 1 diabetes (T1D),
while the risks related to GDM, which is much more
frequent, need to be clarified in order to improve and
to adapt neonatal management®. Moreover, extensive
data suggest that the offspring of diabetic mothers is
furthermore exposed to an increased risk of developing
chronic, non-communicable diseases at adulthood™.

Neonatologists are facing first-line this new epide-
miologic setting. This review addresses the currently
available knowledge on short term consequences of GDM
in neonates and focuses on situations with increased
risks of neonatal adverse outcomes.

SHORT TERM OUTCOMES

Macrosomia

Macrosomia is the most constant complication in GDM.
The concept of excessive fetal growth is expressed
either by the word “macrosomia” or by the expression
“large for gestational age” (LGA). Macrosomia is
defined by a birth weight (BW) of 4000 or 4500 g
and more, depending on the authors. However, in
this definition, gestational age (GA) is not taken into
account. The term LGA corresponds to a BW = 90"
percentile or > +2SD (> 97" percentile) for GA. This
definition allows premature newborns with excessive
fetal growth to be identified. Macrosomia in newborns
of diabetic mothers is characterized by excess body
fat, an increased muscle mass and organomegaly,
without increase in brain size.
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The Pedersen-Freinkel’s hypothesis, expressed
sixty years ago, suggested that fetal overgrowth is
related to increased transplacental transfer of maternal
glucose, which stimulates the release of insulin by fetal
pancreatic beta cells™. Insulin is a major factor of fetal
growth and it up-regulates the Insulin-like Growth
Factor (IGF) system, subsequently leading to fetal
macrosomia. According to this hypothesis, different
studies have characterized the link between maternal
glycemia and neonatal macrosomia or fat mass®”..

The HAPO study showed a continuous, positive
association between maternal glycemia, fetal hyper-
insulinism and BW'™. A linear and continuous rela-
tionship between body fat percentage in newborns,
maternal glycaemia and fetal insulin levels has been
found in this study™. More recently, other mechanisms
that may also contribute to fetal overgrowth were
evoked, like maternal metabolic environment and
placental modifications!'®. In particular, maternal lipids
availability and transport to the fetus may be enhanced
in case of maternal diabetes!".

Hence, all types of maternal diabetes are risk factors
for macrosomia. As discussed below, macrosomia is per
se a cause increased neonatal adverse outcome and
this point emphasizes the importance of recognizing the
excess of growth, even in preterm infants. Treatment of
GDM significantly reduces the rate of macrosomia**!,

Preterm birth

A number of studies have reported an increased risk
of preterm births in case of diabetes. However, data
are not always available on the respective proportion
of induced and spontaneous births, considering the
increased maternal and fetal morbidity of diabetes
during pregnancy. The benefits of early delivery to
avoid fetal death or shoulder dystocia must be balan-
ced against the morbidity linked to preterm birth,
especially the respiratory morbidity.

The link between GDM and spontaneous preterm
birth is still controversial. Hedderson et a/'**! showed
in a large cohort study that GDM was an independent
risk factor for spontaneous preterm birth (RR =
1.42, 95%CI: 1.15-1.77). On the other hand, Yogev
et al'™ found that the rate of spontaneous preterm
delivery was not increased in GDM compared to non-
GDM patients. Nevertheless, both studies found a
relationship between higher glucose values in the oral
glucose tolerance test (OGTT) or higher mean blood
glucose levels and preterm birth.

Metabolic disorders

Hypoglycemia: The link between macrosomia,
increased cord C-peptide levels that reflects fetal
insulin secretion, and neonatal hypoglycemia has long
been known. The data collected by the HAPO study
confirmed this relationship: neonatal hypoglycemia
was strongly associated with elevated cord serum
C-peptide levels™®, The infant of a diabetic mother is
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at risk of transient hyperinsulinism, which prevents
at birth the normal activation of metabolic pathways
producing glucose and ketone bodies, and causes
increased glucose consumption by tissues™”.

The exact incidence of hypoglycemia in case of
maternal diabetes is difficult to assess due to the
various definitions used for neonatal hypoglycemia
in the literature. The rate of intravenously treated
hypoglycemia was reported between 5% to 7% in
two large studies!'®*!. Comparisons with the risk
observed in healthy newborns are difficult also because
monitoring of blood glucose at birth was different
according to the mother was diabetic or not in most
of the studies. At last, in many studies, blood glucose
level in neonates is checked soon after birth, although
the pathologic significance of low blood glucose levels
immediately after birth, in the absence of specific
symptoms, is still questioned. Indeed, an immediate
fall in blood glucose concentration is observed after
birth because of the interruption of placental supply,
reaching a nadir between 1 and 2 h in healthy term
infants™®’. Normal levels at this period cannot be
distinguished from abnormal ones in asymptomatic
infants and the incidence of hypoglycemia is likely to
be overestimated™ . From 3 h of age, blood glucose
then rises spontaneously, even in the absence of any
nutritional intake, due to the activation of metabolic
regulatory pathways. Therefore, in the absence
of abnormal clinical signs, the first blood glucose
measurement is recommended after the second feed,
which generally allows infants who cannot manage
adequate early glucose homoeostasis to be identified™"’.

There is currently no consensus on the indications for
systematic glucose blood monitoring in asymptomatic
infants born to diabetic mothers. It seems reasonable
to consider that LGA or growth restricted infants (<
10™ percentile) born to diabetic mother may benefit
from blood glucose concentration check at 3 to 6 h
intervals during the first day of life. On the other hand,
normal-grown infants of mothers with diet-controlled
GDM should not be monitored®”.

For newborns with no clinical signs, therapeutic
intervention can be considered starting at a threshold
value of 0.36 g/L (2.0 mmol/L). Early and frequent
breastfeeding remains the key in preventing hypo-
glycemia, whatever the infant’s BW, as far as he/she
is able to feed autonomously. Therefore, infants of
diabetic mothers should be kept aside their mother,
in the absence of significant complications requiring a
transfer to a special care neonatal unit. Even in mildly
or moderately symptomatic infants with low blood
glucose levels, sustained breastfeeding, or eventually
formula supplements should be tried first, provided a
satisfactory clinical response is obtained””. In case the
infant is unable to feed, an IV glucose supplementation
(3-6 mg/kg per hour) should be provided at constant
rate of infusion, in order to avoid rebound hypoglycemia.

Hypocalcemia: Hypocalcemia can be defined by
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plasma calcium concentration below 2 mmol/L or
ionized calcium concentration below 1.1 mmol/L,
regardless of GA or BW. Transient neonatal hypo-
calcemia has been mainly reported in neonates of pre-
gestational insulin dependent- diabetic mothers and
may be partly related to maternal hypomagnesemia
and subsequent fetal hypomagnesemia. The severity
of hypocalcemia also appeared to be related to the
severity of maternal diabetes, as calcium concentration
in the neonates was negatively related to maternal
HbA1c levels'®?.

It seems that hypocalcemia is rarely of clinical
significance, particularly in case of GDM, unless other
complications are associated™.

The mechanism is still unclear but seems to involve
an abnormal calcium phosphorus metabolism during
pregnancy with a decrease in calcium and vitamin D
concentrations especially during the third trimester.
Some studies have reported an association between
GDM and low maternal vitamin D status, particularly
with poor blood glucose control. Conversely, there are
growing evidences that women who develop GDM are
more likely to be vitamin D deficient®. Other factors
like prematurity and perinatal asphyxia can contribute
to low calcium levels™!,

Therefore, there is no indication to screen healthy
baby for hypocalcemia and hypomagnesemia. When
treatment is indicated, it consists to give oral vitamin
D supplements and calcium gluconate orally or
intravenously (40-60 mg/kg per day) and magnesium
treatment according to plasma level.

Hyperbilirubinemia: Hyperbilirubinemia is more
frequently observed in infants born to diabetic
mothers. It is not a serious complication if non-toxic
levels are diagnosed and treated, which is usually
the case. The risk of nuclear icterus, the severe
form of hyperbilirubinemia, is not reported in cases
of diabetes as being more frequent. In the HAPO
study, hyperbilirubinemia was weakly associated with
maternal blood glucose levels®®. Polycythemia could be
one of the reasons, but additional mechanisms, such
as preterm birth, poor liver conjugation are likely to be
involved.

Hematologic disorders

It has been reported that infants of diabetic mothers
may have polycythemia [hematocrit (Ht) higher than
65%]. Mechanisms evoked are reduced transplacental
oxygen transport to the fetus and increased fetal
oxygen consumption due to fetal hyperinsulinism.
This may lead to fetal hypoxia and increased levels of
fetal erythropoietin. However, no consistent correlation
between plasma erythropoietin level and polycythemia
has been reported in human. Increased insulin
and IGFs levels can also increase red blood cells
production. A strong positive correlation between
maternal B-hydroxybutyrate levels and polycythemia
was observed in a small observational study”".
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Normovolemic polycythemia seen in infants from
diabetic mother can lead to hyperviscosity. Early
symptoms are unspecific, feeding problems, plethoric
aspect, acro-cyanosis, lethargy, hypotonia, respiratory
distress, jitteriness and irritability, seizure (due to
multiple cerebral infarcts), necrotizing enterocolitis,
hyperbilirubinaemia and hypoglycemia have all been
found associated. Polycythemia may also favor deep
vessels thrombosis. Hypoglycemia may be aggravated
in infants from diabetic mothers in case of polycythemia,
due to increased glucose consumption by the increased
red cell mass. Partial exchange transfusion with saline
solution should be performed in symptomatic infants
according to the formula (volume exchanged in mL):
(Ht-55) x weight (kg) x 80/Ht.

Respiratory disorders

The rate and the risk of respiratory distress syndrome
(RDS) in cases of GDM cannot be accurately established,
due to insufficient precise data™. In a recent study
from the French birth cohort in 2011, including 474
614 births, the risk for neonatal respiratory disorders
was slightly but significantly increased in case of GDM
[OR adjusted on mother’s age and gestational age, 1.2
(1.1-1.3)] (personal data not yet published).

It is generally recognized that, besides RDS, infants
born to diabetic mothers are exposed to increased risk
of transient tachypnea of the newborn. This is more
likely to happen after caesarian section due to delayed
reduction of alveolar fluid at birth and when the infants
have macrosomia. This was clearly showed in infants
of T1D motherst.

Diabetes, but also maternal body mass index (BMI),
is associated with a higher risk of persistent pulmonary
hypertension (PPH). However, other independent risk
factors like macrosomia and caesarean deliveries
might be in the causal pathway between diabetes,
overweight and PPHP.,

Cardiac disorders
Hypertrophic cardiomyopathy: Fetuses exposed
to maternal hyperglycemia and hyperinsulinism, are
prone to develop hypertrophic cardiomyopathy. It
primarily affects the interventricular septum, but can
extend to the myocardium in more severe cases™".,
Myocardial hypertrophy has been reported in both
pregestational diabetes and GDM with a wide range
of frequencies (between 25% to 75% of infants born
to diabetic mothers)®***!, The incidence was lower
in case of pure GDM comparing to pregestational
diabetes™*. The most recent studies showed that good
maternal glycemic control does not entirely prevent
interventricular septum hypertrophy and minor fetal
cardiac function impairment, regardless of the type
of diabetes!®?®, Although myocardial hypertrophy
is associated with an overall decrease in ventricular
compliance and an increase in contractility of the left
and right ventricles, it is most often asymptomatic. It
can sometimes lead to severe morbidity and mortality,
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according to the severity and the extension of cardiac
hypertrophy. Major septal hypertrophy can lead to
subaortic stenosis and secondary mitral insufficiency. It
is usually considered that heart hypertrophy resolves
anatomically within few months. However, the long
term effect of diabetic cardiomyopathy on heart
function remains to be elucidated.

Cardiac malformations: Some data supports that
GDM carries a small but significantly increased of
congenital defects (ORs between 1.1 and 1.3), but
it is much lower than in women with pregestational
diabetes””!. The malformations described are similar
to those reported in pregestational diabetes, especially
cardiovascular defects and anomalies involving the
musculo-skeletal and central nervous systems™*>%,

The most commonly reported cardiac malformations
include transposition of the great arteries, double
outlet right ventricle, truncus arteriosus, hypoplastic
left heart syndrome and ventricular septal defects™®.

Antenatal ultrasounds play an important role
in monitoring fetal cardiac anatomy and function.
Antenatal diagnosis of cardiac malformation is helpful
to decide the place of birth when specific neonatal
cardiologic care is needed. Babies of women with GDM
should have an echocardiogram in the presence of
clinical signs at birth associated with congenital heart
malformations (cyanosis, murmur) or cardiomyopathy
(heart failure).

Neurological impairments

Infants of diabetic mothers are prone to neurologic
impairments, mainly due to perinatal asphyxia, birth
traumas and metabolic disorders.

Perinatal asphyxia: Increased risk of perinatal
asphyxia has been reported in diabetic pregnancies in
a number of studies. The risks of perinatal asphyxia
are increased in case of macrosomia, particularly
when there is a shoulder dystocia®®*!, Impaired fetal
environment characterized by fetal hypoxia has also
been evoked as a contributing factor.

However, in cases of GDM, the incidence of perinatal
asphyxia, defined by a 5-min Apgar score < 7, was
very low (1%-2%) in a study including more than a
thousand neonates of GDM mothers™®. In another
study, umbilical arterial pH < 7.2 was about 15% in
GDM group, comparable to the non-diabetic group™?.
In both studies, the incidence was not influenced by
the treatment of maternal diabetes.

Metabolic disorders: Glucose is the main energy
substrate for the brain. In newborns, hypoglycemia can
lead to the situation where brain energy metabolism
cannot be sustained. The consequences of low blood
glucose levels depend on the availability of other
substrates, such as lactate and ketone bodies also
used by the brain to provide energy. These alternative
substrates are not routinely measured, and the normal
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threshold values are unknown. Their availability also
depends on the clinical and nutritional status of the
infant.

For infants presenting with clinical signs compatible
with hypoglycemia, like apnoea, hypotonia, jitteriness,
apathy, hypothermia, tremors and seizures, treatment
must ensure that blood glucose levels remain above
0.45 g/L (2.5 mmol/L). An IV bolus dose of glucose
(150-200 mg/kg) should be administered urgently,
followed by a constant rate infusion. It is necessary
to check that thereafter blood glucose concentrations
stabilize within normal ranges (20). In case of clinical
signs, Cornblath et a/'**! have suggested that the
Whipple triad should be fulfilled: a low blood glucose
concentration; signs consistent with hypoglycemia; and
resolution of signs and symptoms after restoring blood
glucose concentrations to normal values. Therefore, if
symptoms persist despite adequate treatment, other
causes should be investigated, since these symptoms
are not specific.

Symptoms from hypocalcemia are similar to those
observed in hypoglycemia, but usually present later,
between 24-72 h of life®®"!. Then, blood calcium con-
centration should also be measured in the presence of
symptoms suggestive of hypocalcemia.

Brachial plexus injuries: The spinal cord is vulnerable
to birth trauma with symptoms related to palsies of
the brachial plexus.

The most common type of brachial plexus injury,
also called Erb’s palsy, involved the cervical roots
C5 to C7. The infant presents with internally rotated
arm and flexed wrist. The second most common
type called total plexus palsy involves cervical roots
C5-C8 and sometimes thoracic root T1. The infant
presents with a flaccid and insensitive arm and with
clawed hand. Paralysis of the hemi-diaphragm is also
observed when phrenic nerve is involved, leading to
respiratory insufficiency and requirement of mechanical
ventilation™.

Incidence of brachial plexus palsy in newborns
of diabetic mothers is low, between 0.2% and 3%.
As a consequence, the risk could not be accurately
measured®®,

Poor suckling: It has been shown in the early nineties
that maternal GDM may impair neonatal behavior,
leading to lethargy and hypotonia related to delayed
neural maturation. More recently, poorer suckling
patterns were found at day 3 only among infants of
insulin-managed GDM mothers, but not in the diet-
managed mothers'*?. This study confirmed some
degree of neurologic immaturity during the early
neonatal period.

Digestive impairment

Apart from the difficulties to feed because of poor
suckling pattern, neonates of diabetic mothers may
also exhibit neonatal small left colon, a cause of
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functional lower intestinal obstruction that can mimic
Hirschsprung disease. The pathophysiology is unknown
but it is significantly associated with maternal diabetes.
The treatment is always conservative as long as
intestinal perforation does not happen. Contrast enema
is both diagnostic (abrupt transition zone at the splenic
flexure) and curative, promoting the evacuation of
meconium relieving the intestinal obstruction®,

FACTORS THAT INFLUENCE THE SEVER-
ITY OF NEONATAL ADVERSE OUTCOME
IN GDM

The adverse neonatal outcomes described above are
not constant in all cases but they are significantly influ-
enced by the quality of maternal care and by maternal
health. Furthermore, most of these complications are
more likely to happen in macrosomic infants.

Maternal conditions and neonatal outcomes

Impact of maternal blood glucose levels and
pregestational T2D on neonatal outcomes:
Perinatal death, malformations and prematurity are
mainly influenced by maternal glucose levels. As
discussed above, there is also a linear relationship
between glucose maternal level and the frequency of
macrosomia™. Furthermore, the analysis of the risk
of fetal malformation and perinatal death in case of
GDM shows that undiagnosed pre-pregnancy T2D
has a substantial impact on these serious perinatal
complications.

There is a relationship between the malformation
rate and maternal fasting blood glucose level®®*”, This
risk also increases with maternal BMI, and when GDM
is diagnosed during early pregnancy*®*?. Most major
malformations occur very early in gestation during
the embryonic stage. In diabetic pregnancies, they
are attributable to unstable periconceptional glycemia.
Maternal hyperglycemia results in excess glucose
metabolism in the developing embryo that may alter
various molecular chain reactions: (1) altered cell lipid
metabolism, notably the production of prostaglandin
E2 involved in the patency of the ductus arteriosus
in utero®™”; (2) high glucose levels induce an excess
production of reactive oxygen species which has been
shown to cause oxidative stress and subsequently
increase the risk for fetal malformations, notably
neural tube defect”™; and also (3) high glucose
levels induce the activation of many proteins involved
in apoptotic cell death, including members of the
caspase families®™. Although data on the molecular
basis of diabetic embryopathy have improved during
the last years, mechanisms are still incompletely
understood™?.

These clinical and physiopathologic data suggest
that the increased risk of congenital defects in GDM
reported in some studies is likely to be related to the
inclusion of women with undiagnosed T2D in the GDM
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groupst®,

Unlike in pregestational diabetes, the increased
rate of fetal deaths in the 2™ and 3™ trimesters of
pregnancy is debatable in cases of GDMP*®, In a
large cohort study, the rate of mortality was 16.2/1000
in the GDM group vs 12.5/1000 in the general
population. Six weeks after delivery, women diagnosed
with GDM were re-classified by a post-partum glucose
tolerance test. Women having diabetes on post-
partum test were considered as “newly presenting
T2D"”. When those women were excluded from the
GDM group, perinatal mortality was 8.9/1000 in the
“true” GDM group, which was similar to the general
population. Mortality was the highest in the groups
with T2D diagnosed before and after pregnancy
(respectively, 39.1/1000 and 56.2/1000)""1, These
data demonstrated that the increased risk of perinatal
death reported in case of GDM in some studies, seems
to be attributable to undiagnosed T2D.

Prematurity is one of the leading causes of neonatal
death. As discuss above, higher maternal glucose
levels were observed in case of prematurity in GDM
pregnancies. Furthermore, one of the main causes of
induced preterm delivery is maternal pre-eclampsia
which is more commonly associated with T2D preg-
nancies®®.

Impact of maternal obesity in the complications
of GDM: Maternal obesity is associated with worse
perinatal outcome even in glucose-tolerant women.
Macrosomia is the main complication reported in
overweight or obese women, independently of
diabetes®®*?, It is well recognized that neonates born
to obese women, even if normal glucose tolerant, have
increased fat mass®®. As in GDM, increased adiposity
at birth is related to maternal excess of glucose and
lipids availability, and placental transfer to the fetus™*.

The risk of fetal and infant deaths are two to three
times greater for women with preconceptional obesity,
after excluding pregnancies affected by congenital
anomalies or pregestational diabetes'®. It was recently
showed that even modest increases in maternal BMI
were associated with increased risk of fetal death,
stillbirth, and neonatal, perinatal, and infant death.
The relative risk per 5-unit increase in maternal BMI
ranged from 1.15 to 1.24'%!. Maternal obesity is
also associated with an increased risk of a range of
structural anomalies, with the higher risk for neural
tube defects®®”), It is interesting to note that the risk
of particular malformations such as omphalocele and
diaphragmatic hernia is increased in obese pregnant
women, but not in case of diabetes!®®!,

There is a tight link between maternal obesity
and diabetes in pregnancy. Indeed, the risk of GDM
increases with maternal BMIV®., The overall population-
attributable fraction of GDM related to overweight was
estimated at 46.2%""".

The benefit effect of treatment of diabetes on
neonatal outcomes is lower in obese women, even
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if targeted levels of glycemic control are achieved.
Furthermore, when GDM is untreated or poorly
controlled, overweight and obese women have a
higher risk of poor neonatal outcome, compared to
normal weight GDM women™*7,

The combination of GDM and obesity shows a
greater impact on pregnancy outcomes than either
GDM or obesity alone. This cumulative risk was
shown for macrosomia, newborn percent body fat and
birth traumal”!. It was also reported for a composite
neonatal outcome (BW > 4000 g, birth trauma,
shoulder dystocia, hypoglycemia, or jaundice).

Effects of macrosomia on neonatal outcomes

It has long been reported that the delivery of
macrosomic infants is associated with a higher risk
for adverse neonatal morbidity such as birth injury,
respiratory distress and hypoglycemia. Macrosomia
(BW > 4500 g), regardless of the cause, is also in itself
a risk factor for asphyxia and perinatal death”™.

Macrosomia increases the risk of shoulder dystocia,
regardless of the cause. In the study by Zhang et al””,
the risk of birth injury was the highest for infants with
a birth weight 4500-4999 g and = 5000 g, [ORs 2.4
(2.2-2.5) and 3.5 (3.0-4.2), respectively].

In the case of GDM, there is a particularly high risk
of respiratory distress in newborns with a BW = 4000
g, compared to those with a BW of less than 4000 g [OR
= 3.1 (1.11-8.65)]"%. In the other study, the risk of
respiratory complications increased with increasing BW
= 4000 g, irrespective of maternal diabetic status'.
Furthermore, it seems that clinically significant
hypertrophic cardiomyopathy without concomitant
fetal macrosomia is rarely observed™”,

The analysis of the data collected by the HAPO
study showed that neonatal hypoglycemia was
strongly related to elevated cord C-peptide levels. High
C-peptide levels are related to the importance of fetal
hyperinsulinemia that favors fetal excess of growth.
Therefore, infants with excessive size at birth are prone
to develop hypoglycemia™!. It was shown that when
BW was = 4000 g the risk of hypoglycemia increased,
but the risk was higher when BW = 4000 g was
associated with maternal GDMY®., In another study,
the risk of hypoglycemia increased with increasing BW,
irrespective of maternal diabetic status””’.

SIZE OF THE BURDEN IN LOW INCOME
COUNTRIES

The prevalence of risk factors for diabetes during
pregnancy are increasing all around the world because
of increasing incidence of T2D and obesity and the shift
of age at onset of diabetes to younger age groups.
T2D is an occult disease that can remain undiagnosed,
especially in young women of reproductive age. A
recent study reported an estimated global prevalence
of hyperglycemia in pregnancy worldwide of 170/1000
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live births in 2013. A majority of cases occurred in low
and middle income countries (91.6%). The prevalence
varies widely around the world. The South-East Asia
region had the highest prevalence with 23% of live
births, followed by the Middle East and North Africa
region with 22%"%,

A community-based prospective program in India,
with universal screening for GDM, showed that the
prevalence of GDM was 13.9%. The frequency varied
widely across urban, semi-urban and rural areas,
respectively 17.8%, 13.8% and 9.9%. The prevalence
also varied according to maternal BMI. For BMI =
25 mg/m?, the incidence was up to 28.4%, 23.8%
and 16.1% in urban, semi-urban and rural areas,
respectively”®.

A recent analysis of data from World Health Orga-
nization (WHO)’s Global Survey on maternal and perinatal
outcomes in 23 developing countries described the
prevalence of macrosomia, one of the main com-
plications of maternal diabetes and obesity®®. There
was a large variation in the prevalence of babies with
BW = 4 kg, ranging from 0.5% in India, to 15% in
Algeria. Maternal diabetes and increased gestational
BMI were significantly associated with macrosomia
in all regions. For example, in Algeria, where 15% of
the babies had a BW = 4 kg, 25% of the mothers
were obese (BMI = 30 kg/m?). In in Latin America
countries, frequency of maternal obesity was more
than 30% (Argentina, Mexico, and Paraguay).

It can then be estimated that the burden of neo-
natal complications is higher in developing countries
than in high-income countries, because of the high
incidence of maternal hyperglycemia and the absence
of screening and treatment of maternal diabetes, and
finally because of substandard neonatal care. This is
probably even worst within the rural areas, because of
limited financial and human resources.

CONCLUSION

It is indisputable that diabetes during pregnancy
exposes the fetus and the neonates to increased
adverse outcomes. These risks mainly depend on
maternal health condition. Thus, awareness of maternal
health prior and during pregnancy is essential to
pediatricians to anticipate the severity of neonatal
adverse outcome. Health systems in low income
countries are often insufficiently structured to provide
adequate screening and care to diabetic mothers. Such
situations seriously increase the burden of adverse fetal
and neonatal outcomes, probably still underestimated.
The current definition of GDM does not allow
identifying pregestational diabetes from true GDM.
The WHO recently proposed new criteria for the
diagnosis and definition of hyperglycemia first de-
tected in pregnancy which distinguishes the more
serious diabetes in pregnancy from GDM®Y, This is a
considerable advance as we say that risks of serious
complications for fetuses and the neonates are much
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higher in true diabetes than in GDM. This will help
to better understand the burden of hyperglycemia
in pregnancy and its relationship with the growing
prevalence of T2D. This will also probably allow in the
future to determine precisely the risks linked to GDM
compared to those linked to T2D. Such distinction
will subsequently help better identifying risks in the
neonatal period, but also later in life. Indeed, offspring
of diabetic and obese women, or macrosomic infants,
are more likely to be obese and to have diabetes and
cardiovascular diseases in adulthood™*. These long-
term consequences of diabetes in pregnancy are going
to be the burden of further generations.
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Abstract

Type 2 diabetes mellitus and Alzheimer’s disease are
both associated with increasing age, and each increases
the risk of development of the other. Epidemiological,
clinical, biochemical and imaging studies have shown
that elevated glucose levels and diabetes are associated
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with cognitive dysfunction, the most prevalent cause
of which is Alzheimer’s disease. Cross sectional studies
have clearly shown such an association, whereas
longitudinal studies are equivocal, reflecting the many
complex ways in which the two interact. Despite
the dichotomy, common risk and etiological factors
(obesity, dyslipidemia, insulin resistance, and sedentary
habits) are recognized; correction of these by lifestyle
changes and pharmacological agents can be expected
to prevent or retard the progression of both diseases.
Common pathogenic factors in both conditions span a
broad sweep including chronic hyperglycemia per se,
hyperinsulinemia, insulin resistance, acute hypoglycemic
episodes, especially in the elderly, microvascular disease,
fibrillar deposits (in brain in Alzheimer’s disease and in
pancreas in type 2 diabetes), altered insulin processing,
inflammation, obesity, dyslipidemia, altered levels of
insulin like growth factor and occurrence of variant forms
of the protein butyrylcholinesterase. Of interest not only
do lifestyle measures have a protective effect against the
development of cognitive impairment due to Alzheimer's
disease, but so do some of the pharmacological agents
used in the treatment of diabetes such as insulin
(especially when delivered intranasally), metformin,
peroxisome proliferator-activated receptors y agonists,
glucagon-like peptide-1 receptor agonists and dipeptidyl
peptidase-4 inhibitors. Diabetes must be recognized as
a risk for development of Alzheimer’s disease; clinicians
must ensure preventive care be given to control and
postpone both conditions, and to identify cognitive
impairment early to manage it appropriately.

Key words: Cognition; Insulin resistance; Insulin; Butyryl-
cholinesterase; Dementia

© The Author(s) 2015. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: Type 2 diabetes mellitus is a risk factor for
future development of Alzheimer’s disease, the most
prominent cause of cognitive failure in the elderly.
Common pathogenic mechanisms underpin both
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conditions. Therapeutic strategies in prevention (lifestyle
changes) and pharmacological agents (biguanides,
intranasal insulin, thiazolidinediones, glucagon-like
peptide-1 receptor agonists and dipeptidyl peptidase-4
inhibitors could also be useful against Alzheimer’s
disease.

Sridhar GR, Lakshmi G, Nagamani G. Emerging links between
type 2 diabetes and Alzheimer’s disease. World J Diabetes
2015; 6(5): 744-751 Available from: URL: http://www.
wjgnet.com/1948-9358/full/v6/i5/744.htm DOI: http://dx.doi.
org/10.4239/wjd.v6.i5.744

INTRODUCTION

The prevalence of diabetes mellitus is inexorably
rising as evidenced by data from local, national and
international studies™ ™. Improved care of diabetes as
well as general increase of longevity are predictive of
greater proportion of elderly in the general population.
It is well known that the critical problems of the aged
relate to impaired activities of daily living and of
cognitive decline. It is also recognized that compared
to persons without diabetes, those with diabetes have
dementia two to three times more commonly™. The
economic and social burden on the health-care system
as well as on care-providers would be enormous. It
is essential if methods are available, to prevent or
postpone the onset of both conditions; lifestyle changes
appear to be effective in preventing both conditions'’.

CAUSES OF DEMENTIA

Dementia may be broadly classed into Alzheimer’s
disease, vascular dementia, dementia with Lewy bodies
and frontotemporal dementia™. Of these, Alzheimer’s
disease is the most common type'®.

Dementia in diabetes: Epidemiological studies

A number of epidemiological studies have shown an
association of dementia with diabetes. In the Hisayama
study (1995), the relative risk (RR) of Alzheimer’s
disease was 2.18 (95%CI: 0.97-4.9) and of vascular
dementia 2.77 (95%CI: 2.59-2.97)". A later publication
from the same study group (2011) showed an RR of
2.05 (95%CI: 1.18-3.57) for Alzheimer’s disease and
1.82 for vascular dementia (95%CI: 0.89-3.71)®.. The
Rochester Study (1997) reported differences in the
risk of Alzheimer’s disease based on gender: RR was
2.27 for men (95%CI: 1.55-3.31) and 1.37 for women
(95%CI: 0.94-2.01)®), The well cited Rotterdam Study
(199) showed a relative risk of 1.9 for Alzheimer’s
disease (95%CI: 1.2-3.1)"% (Table 1).

Conflicting results: Cross sectional vs longitudinal
studies
Although there is a consensus from cross-sectional
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Table 1 Dementia and diabetes

Relative risk of AD Relative risk of vascular dementia Ref.
218 2.77 7]
2.05 1.82 [8]
1.9 - [10]

AD: Alzheimer’s disease.

studies that hyperglycemia causes cognitive impairment,
results from longitudinal studies are conflicting™. Two
recent longitudinal studies show up differences in
the occurrence of Alzheimer’s disease and glucose
tolerance.

The Baltimore Longitudinal Study of aging prospec-
tively assessed a cohort of community-dwelling
individuals. An investigation was made to relate serial
glucose intolerance, insulin resistance with brain
B amyloid burden measured in vivo using carbon
11-labelled Pittsburgh Compound B. The latter is
utilized to image p-amyloid (AB) in vivo with PET
scan; ''C-Pittsburgh compound-B (11C-PiB), a PET
AB ligand, is widely employed for early diagnosis of
Alzheimer disease. It allows quantitative analysis
of AB burden. Derived as a carbon-11 labelled
thioflavin-T amyloid dys, it binds to Ap plaques with
high specificity and affinity. *'C-Pittsburgh compound-B
(11C-PiB), correlates with the rate of cerebral
atrophy. Pathological process for Alzheimer’s disease
was established at autopsy™!!. Analysis was carried
out using grouped and continuous mixed-models
analyses. The key result of the study was, there was
no significant correlation of brain markers of Alzheimer
with insulin resistance or glucose intolerance during
the follow up period of 22.1 years (SD:8.0)"".

In contrast, a group from the University of Washington,
which evaluated whether higher glucose levels increase
the risk of dementia in those without diabetes, found
that they did™*?\. Participants, without dementia were
drawn from the Adult Changes in Thought study (839
men, 1228 women, mean baseline age 76 years).
In all 35264 glucose levels and 10208 glycosylated
hemoglobin levels were analyzed. They were followed
up for a median of 6.8 years. 524 subjects developed
dementia (74 of 243 with diabetes and 450 of 1228
without diabetes). Higher levels of average glucose
levels were related to development of dementia in both
groups, ie those with and without known diabetes. The
authors conclude that “higher glucose levels may be a
risk factor for dementia, even among persons without
diabetes"™,

Can the conflicting results of these two rigorous,
well-designed studies be resolved? The Baltimore
study used both neuroimaging as well as autopsy
to identify Alzheimer’s pathological processes. The
Adult Changes in Thought study performed a 6 year
follow up in a large group of well-defined elderly. In
the former, insulin resistance and glucose intolerance
were not a risk factor for Alzheimer’s changes; in the
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latter, higher glucose levels even among those without
diabetes may be a risk factor for dementia.

The apparent differences can be attributed to the
variety of pathological changes in diabetes leading
to dementia including Alzheimer’s disease: chronic
hyperglycemia, hypoglycemia (acute and recurrent),
glycosylated of proteins, vascular disease, endothelial
dysfunction, inflammation, altered blood brain barrier,
dyslipidemia, insulin resistance, genetic predisposition,
amyloid deposition and depression, among others™.
More sensitive methods of measuring brain volume
as a surrogate of cognitive function may throw light!*..
In addition, there is a flaw in using brain markers
such as plaques in diagnosis of Alzheimer’s disease:
subjects may have amyloid plaques, yet display no
symptoms of Alzheimer’s disease throughout their life.
This discrepancy between the presence of plaques and
Alzheimers could play a role for a lack of finding a link
between diabetes and Alzheimer’s disease.

Hyperglycemia

Hyperglycemia is a recognized risk factor for cognitive
impairment as shown by the ACCORD-MIND study
and others™***!, Biological reasons for such changes
were ascribed to neural damage following advanced
glycosylated end products and oxidative stress,
osmotic stress damaging the blood brain barrier and
resultant leak of toxic substances leading to further
damage of nervous structures™. In addition to chronic
hyperglycemia as assessed by glycated hemoglobin,
glycemic variability was also proposed to contribute to
cognitive dysfunction. Measurements by continuous
glucose monitoring revealed cognitive function was
better correlated with diurnal variation in blood glu-
cose!™®, Post prandial glucose levels could also be a
contributing factor, acting via oxidative stress™,

Hypoglycemia

Although severe hypoglycemia was shown to be associa-
ted with dementia in the elderly™”, when hypoglycemia
is avoided by careful treatment as in the DCCT/EDIC
study, there was no association between hypoglycemia
and cognitive dysfunction™, In the elderly however,
hypoglycemia, when coupled with atherosclerosis leads
to organic brain damage which is often irreversible!™..

Role of insulin in brain

Cognition may be affected not only by alterations in
the level of glucose, but also via the action of insulin.
Upon transport through the blood brain barrier, insulin
binds to its receptors, and is involved in modulating
cognitive function. A large number of insulin receptors
occur in brain areas related to memory such as the
hippocampus and cerebral cortex. In addition it also
aids the release of p-amyloid peptide extracellularly,
and increases the expression of the enzyme which
degrades insulin, insulin degrading enzyme (IDE)™.
As the latter also degrades B-amyloid peptide, insulin
deficiency results in accumulation of -amyloid peptide.
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Both hyperinsulinemia and hyperglycemia were shown
to increase neuritic plaque formation*?.,

Information is being available about the origin of
insulin in the brain and its role in cognition. Originally,
brain was considered to be insulin insensitive because
insulin did not influence the glucose uptake by the
bulk brain. However insulin has been shown to be a
neuroregulatory peptide playing a role in food intake
and in monitoring the energy stores of the body™.
Interestingly a role for insulin in modulation of memory
and cognition is also emerging. Its action has been
observed in regions associated with reward recognition
such as hippocampus, and in global cognition and
memory. Rather than passing across the blood brain
barrier from the periphery, insulin appears to be
produced locally for action as a neurotransmitter,
regulated by glucose levels. In addition a para-
arteriolar pathway for transport at the level of micro-
vasculature has been proposed™®.

The role of insulin in the pathogenesis of Alzheimer
disease has been described. Insulin can modulate
AB peptide in vitro. The peptide is well known as
a neuropathological hallmark of AD. Low levels of
insulin in the brain can decrease the AB release into
extracellular compartments. In addition hypoinsulinemia
in the central nervous sytem can lower the levels
of insulin-degrading enzyme, thereby impairing AB
clearance. In all, chronic hyperinsulinemia in the
peripheral circulation, along with decreased uptake of
insulin into the brain can lead to dysregulation of A and
inflammation!®%,

Role of microvascular disease in cognitive decline
Studies have shown that retinopathy and nephropa-
thy are associated with impairment of cognition®>**.,
Small vessels in both organs arise from a similar
embryonic antecedent and share similar structures;
it is conceivable therefore that insults (e.g., increased
polyol pathway activity, myo-inositol dysmetabolism)
result in similar adverse reactions in frontal lobe of
the cerebral cortex leading to cognitive decline™.
However, evidence is not unequivocal. Retinopathy is
related to microvascular changes in diabetes. Because
the retina shares many features with the brain, both
developmental, anatomical (e.g., microvascular bed)
and physiological (e.g., blood-tissue barrier), changes
in retina were suggested to presage brain pathological
processes. Alzheimer’s disease is known to involve the
retina, such as the macula and the optic disc. It has
been suggested that pathological changes in the retina
such as macular deposits, reduced thickness of retinal
nerve, cupping of optic disc and retinal microvascular
changes may be related to cognitive dysfunction and
Alzheimer disease™".

Insulin resistance and Alzheimer’s disease

Downstream insulin signaling acts through a complex
interplay involving phosphatidylinositol 3-kinase
(P13K0 and mitogen activation protein kinase (MAPK).
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The latter is associated with most metabolic effects
of insulin. Unlike its peripheral effects, the action of
insulin in the central nervous system is dependent on
its crossing the blood brain barrier via direct transfer™®
through an insulin receptor protein, which is selectively
distributed. In addition there is also local synthesis of
insulin in the CNS. Unlike peripheral insulin receptors,
those in the CNS differ in terms of structure, function
and size. They are highly populated in the olfactory
bulb, hypothalamus, cortex, cerebellum, hippocampus
and are expressed in both neurons and glia®®®..

The physiological effects of insulin in the brain are
unlike those in the periphery: in an animal model it
suppressed food intake and increased the level of
glucose®®”, acting in a way as its own counterregulation™.
Compared to its weight, the brain depends on a larger
amount of glucose for its metabolic needs compared
to other tissues. Glucose reaches it via facilitated
diffusion transported by glucose transport proteins.
In the brain, insulin does not have a major effect on
either the transport of glucose to the brain or its basal
metabolism™®®?°!, While it is not a major regulator of
glucose metabolism in the brain, insulin indirectly
affects neurons by modulating neurotransmitter
release, neural growth, tubulin activity, nerve survival
and synaptic plasticity™®®. In humans, insulin improves
cognition independent of its effects on peripheral
glucose™”,

Whereas acute increases of insulin improve cog-
nition, chronic hyperinsulinemia can adversely affect
neuronal function in vitro by increasing susceptibility
to toxin and stress-induced effects®'!, Glycated
proteins and inflammatory mediators could also have a
pathogenic role!,

Protein aggregation, diabetes and Alzheimer’s disease
Protein aggregation has been suggested to be an
underlying pathogenic factor between type 2 diabetes
and Alzheimer’s disease®”. A number of hypotheses
were proposed to explain why a biological protein
can be transformed into a pathological entity with the
ability to self-assemble: aging, high concentrations of
the protein, mutation of amino acids or abnormal post-
translational modification, modulated by environmental
factors®?.

Alzheimer’s disease is associated with accumulation
of neurofibrillary tangles and amyloid fibers leading
to neuronal cell loss. Amyloid B peptides form from
cleavage of amyloid B-protein precursor seen in
plaques. It is organized as amyloid fibrils, which are
linear aggregates™. Diabetes is also characterized
by localized and progressive amyloid deposition in
the pancreatic p cell islets”*. Common features of
amyloid deposited in both Alzheimer’s disease and
diabetes include: linear appearance, with a beta-
sheet structure, which begin to form from spherical
oligomers that can self-assemble™". The islet amyloid
peptide is secreted by B cells of the pancreas and
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consists of 37 amino acids.

ApoE-<4

Expression of ApoE-g4, which is related to diabetes
as well, increases the risk of early onset Alzheimer’s
disease. It has increased ability to deposit Ap, which is
neurotoxic, and also impair its clearance™. ApoE-z4
is less protective against oxidative stress and leads to
cholinergic dysfunction seen in Alzheimer’s disease,
besides modifying the cholesterol transporter protein
ABCAL.

Other potential associations

In addition other associations are also being recog-
nized as risk factors for both diabetes and Alzheimer’s
disease: weight gain, acting perhaps through defective
leptin signaling and increased formation of advanced
glycation end products, which could have a pathogenic
role in the amyloid plaques deposited in the brain®?.
Other emerging associations include disturbances in
sleep and the circadian rhythm™**”, and iron overload
in brain among persons with obesity!*®,

Insulin like growth factor

Animal studies have provided intriguing evidence that
loss of insulin-like growth factors, along with insulin
could lead to age-dependent brain atrophy with cognitive
decline®. Insulin and its growth factors maintain brain
protein content; their replacement can prevent brain
protein loss, cell degeneration and demyelination.
Lack of insulin and growth factors, which are common
to type 2 diabetes and to Alzheimer’s disease could
therefore play a role in their pathogenesis and provide
therapeutic targets in their treatment™.

Butyryicholinesterase

Butyrylcholinesterase, belonging to the esterase family
of enzymes that also contain acetylcholinesterase!*”’
has been evaluated in relation to insulin resistance,
cardiovascular disease, obesity and dyslipidemia®®.
Variant forms of the enzyme with little or no activity exist
in isolated geographic populations* with apparently
no adverse health effects™?. Butrylcholinesterase was
studied in relation to both type 2 diabetes mellitus and
to Alzheimer’s disease*!, with studies suggesting a
possible protective effect against Alzheimer’s disease
and risk for fronto-temporal dementia'*!.

A number of hypothesis were put forward for
the association of butyrylcholinesterase with type
2 diabetes mellitus and Alzheimer’s disease!*”®,
Plaques in the brains of individuals with dementia had
higher levels of butyrylcholinesterase, which is also
localized in neurofibrillary tangles. It was also shown
to attenuate amyloid formation™”.

Similarly in type 2 diabetes, butyrylcholinesterase
may modify the expression of insulin resistance or
by way of amyloid fibril deposition in B cells of the
pancreas™®, It was shown to interact with amylin
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Figure 1 Links between Alzheimer’s disease and type 2 diabetes mellitus.

and attenuate the formation of amylin fibril as well
as its oligomer. When applied to cultured B cells,
it was protective against amylin cytotoxicity”.
Butyrylcholinesterase was shown to participate in
the progression of metabolic syndrome to type 2
diabetes mellitus. A majority of subjects with type 2
diabetes show extracellular deposits formed by islet
amyloid polypeptide (IAP), adjacent to the B cells.
Elevated levels of IAP are found in conditions of insulin
resistance. Disturbed balance of sympathetic and
parasympathetic nervous system could participate in
metabolic syndrome. Lower vagal activity could in part
be caused by increased hydrolysis of acetylcholine
mediated by increased butyrylcholinesterase!®!,
Lowering of acetylcholinesterase results in reduced
parasympathetic signals and increased ratio of
sympathetic signals'*®. In addition BChE was reported
to attenuate the formation of AB amyloid fibrils™*"..
Essentially subjects with metabolic syndrome had
elevated levels of BChE compared to those with type 2
diabetes and with controls. In vitro interaction of BChE
was observed with amylin. It interacted with amylin,
and attenuated the formation of both amylin fibril
and oligomer formation, showing that it can protect
cultured B cells from cytotoxicity due to amylin®”’, Thus
increased BChE seen in metabolic syndrome could
protect pancreatic B cells by reducing toxic amylin
oligomer formation™”.

A bioinformatics study suggested the following
sequences (E < e) were associated with both type 2
diabetes and Alzheimer’s disease: butyrylcholinesterase
precursor K allele (NP_000046.1), acetylcholinesterase
isoform E4-6 precorsor (NP_000656.1) and apoptosis-
related acetylcholinesterase (1B41|A). In an animal
study, streptozotocin-induced diabetes was associated
with elevated butyrylcholinesterase activity, lowered
superoxide dismutase and impaired cognitive function
assessed by Morris water maze method™”. Being low-
grade inflammatory conditons, both type 2 diabetes
mellitus and Alzheimer’s may be target conditions for
utilization of butyrylcholinesterae as a biomarker™”, as
well as a treatment target™,

The principal drugs currently available to manage
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Alzheimer’s disease act via modifying butyrylcholines-
terase levels. Renewed interest in the possible role of
“missing genes” in people who are apparently healthy may
aid in uncovering new treatment modalities”". Individuals
with variant butyrylcholinesterae activity genes may be
a potential group for such long-term follow up studies
vis a vis their propensity or protection against diabetes
and Alzheimer’s disease!*”,

THERAPEUTIC IMPLICATIONS

The interest of linking type 2 diabetes mellitus and
Alzheimer’s disease lies not in science, but more
in translational science: how understanding the
common pathogenesis can help in prevention and
treatment of both conditions. Other than the scope
for future therapies, evidence is now available for the
currently available drugs used in diabetes™ to have
a modulatory effect on the cognitive decline due to
Alzheimer’s disease.Along with its action on AMPK,
metformin has been recently shown to influence
the incretin system by increasing the secretion of
glucagon-like peptide-1 (GLP-1)®’\. GLP-1 and GIP
receptors are known to be expressed in the brain, and
direct activation of these receptors may be a potential
strategy to treat Allzheimer’s disease®. In addition,
metformin also influences gut microbiome along
with its other putative actions in the management of
diabetes mellitus™!. The use of drugs used in diabetes
mellitus such as metformin, GLP-1 mimetics (exenatide
and liraglutide) and peroxisome proliferator-activated
receptors y agonists may all be of potential benefit
in the prevention and management of Alzheimer
disease™®.

When a theoretical basis for insulin to affect brain
responses was studied in clinical practice, a recent
review of 8 published studies on effect of intranasal
insulin on cognition, comprising 328 participants
showed first of all, no significant adverse effects.
Generally the authors concluded that “the limited
clinical experience suggests potential beneficial
cognitive effects of intranasal insulin”®”. In a single
study, use of 20 IU intranasal insulin showed improved
immediate recall in Apoe4(-) subjects but not in
Apoe4(+) subjects.

Other than correcting hyperglycemia, some of
the conventional antidiabetic agents were shown to
affect cognition. Metformin protected brain against
oxidative stress in rats, and by preventing apoptosis®*.
However caution must be exercised because of met-
formin leading to increased biogenesis of Alzheimer’s
amyloid peptides™® and increased risk of cognitive
impairment™®, Thiazolidinediones, which act at the
nuclear receptors of insulin-sensitive tissues, affect
transcription of genes affecting lipid and glucose
metabolism. Early studies suggested that this group of
drugs may favourably affect cognition, before the clinical
use tapered due to their adverse drug effect profile.

Pharmacological agents modulating the incretin
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system have now become mainstream in many markets
world-wide. Pathological studies showed that sitagliptin
lowered APP and Ap deposition in the hippocampus
of transgenic Alzheimer’s disease mice™. However
whether it does so by lowering glucose levels or
independently remains to be clarified. Interest arises
because liraglutide, another drug in the same group
had similar protective effects (Figure 1).

CONCLUSION

In conclusion, diabetes mellitus and Alzheimer’s disease
are both common and increasing in incidence in the
aging population. Recent evidence has shown common
pathogenic factors operating in both conditions. Thereby
common preventive and therapeutic agents may be
used in their prevention and treatment. Physicians
caring for the elderly must be aware of the increased
risk of the other when one condition is present.
Common pathogenesis and therapeutic agents make
it possible to manage both using similar lifestyle
changes and pharmacological agents.
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Abstract
AIM: To study the acceptability of incentives for behavior
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changes in individuals with diabetes, comparing financial
incentives to self-rewards and non-financial incentives.

METHODS: A national online survey of United States
adults with diabetes was conducted in March 2013 (»
= 153). This survey was designed for this study, with
iterative testing and modifications in a pilot population.
We measured the demographics of individuals, their
interest in incentives, as well as the perceived challenge
of diabetes self-management tasks, and expectations
of incentives to improve diabetes self-management
(financial, non-financial and self-rewards). Using an
ordered logistic regression model, we assessed the
association between a 32-point score of the perceived
challenge of the self-management tasks and the three
types of rewards.

RESULTS: Ninety-six percent of individuals were
interested in financial incentives, 60% in non-financial
incentives and 72% in self-rewards. Patients were less
likely to use financial incentives when they perceived
the behavior to be more challenging (odds ratio of using
financial incentives of 0.82 (95%CI: 0.72-0.93) for each
point of the behavior score). While the effectiveness of
incentives may vary according to the perceived level of
challenge of each behavior, participants did not expect
to need large amounts to motivate them to modify
their behavior. The expected average amounts needed
to motivate a 5 Ib weight loss in our population and
to maintain this weight change for a year was $258
(interquartile range of $10-100) and $713 (interquartile
range of $25-250) for a 15 Ib weight loss. The difference
in mean amount estimates for 5 Ib and 15 Ib weight loss
was significant (P < 0.001).

CONCLUSION: Individuals with diabetes are willing to
consider financial incentives to improve diabetes self-
management. Future studies are needed to explore
incentive programs and their effectiveness for diabetes.
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Core tip: Patient incentives have shown potential in
modifying behaviors such as smoking cessation or
weight loss. This online survey for individuals with
diabetes explores their attitude towards incentives
(financial, non-financial and self-rewards) for diabetes
self-management. Although nearly all participants
showed positive expectations about financial incentives,
they favored financial incentives for less challenging
behaviors, and non-financial incentives for more
challenging behaviors. This survey also enquired about
expected amount of incentives, in particular for a 5 Ib
weight loss, maintained over a year.

Blondon KS. Patient attitudes about financial incentives for
diabetes self-management: A survey. World J Diabetes 2015;
6(5): 752-758 Available from: URL: http://www.wjgnet.
com/1948-9358/full/v6/i5/752.htm DOI: http://dx.doi.
org/10.4239/wjd.v6.15.752

INTRODUCTION

Behavioral changes are key part of diabetes self-
management!), but they are difficult to implement
and maintain. Setting goals is a key step to behavior
change. Findings from a group of Swedish investigators
about patients’ willingness to pay to improve their
diabetes self-management emphasize the importance
of certain goals for patients, such as weight loss, less
frequent or severe hypoglycemic events and lower
HbA1c levels®.,

Financial incentives have shown potential in suppor-
ting patients to modify their behaviors™, such as for
smoking cessation® or weight loss'>®. Acceptability
and feasibility of incentives may vary with different
health behaviors, as the complexity of the behaviors
vary widely. The effect and type of incentives for one-
time vaccinations”! may differ from incentives for
repeated, constant efforts for weight loss™®. Financial
incentives for health and wellness are being used by a
rapidly growing number of employers, with nearly 90%
companies using such measures in the 2013 survey
from Fidelity Investments and the National Business
Group on Health (57% increase since 2009)™,
While some authors have suggested using financial
incentives for diabetes self~-management behaviors,
evidence for incentivized diabetes self-care is still
scarce!’®, There is to our knowledge only one study
on patient incentives for diabetes self-management,
comparing incentives to peer mentors or usual care!''’,
Although this study did not find a significant benefit,
the sample was small and the reward design was
solely based on the outcome (change in HbA1c value).
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Incentives programs can reward different types
of goals. Some programs provide outcome-based
incentives, where rewards are given for achieved
final results (e.g., HbAlc or BMI, body mass index).
These outcome-based rewards can favor individuals
who are healthier at baseline. Other programs reward
the total amount of behavior change-related results,
thus favoring individuals who are more obese, for
example, who then have more weight to lose. Finally,
some incentive programs reward the process, such
as attendance at group sessions, or tracking and
reporting results. These are more equitable, because
it is more attainable for all participants. Furthermore,
prior research suggests that process-based rewards
may be more effective than outcome-based rewards,
and that associating them could have an additional
effect.

Incentives programs also differ in the rewards that
are given. Some programs have financial incentives,
others offer vouchers and discounts'?, and yet others
propose badges and stars without financial stakes.
Self-rewards are another type of reward, which
one gives oneself for reaching self-defined goals.
Rewards are typically used to address present bias,
the tendency to value small immediate rewards over
large rewards in the distant future. Controversies
about using financial incentives for long-term behavior
change have been raised due to the “undermining
effect!**'”, Long-term behavior changes are driven by
intrinsic motivation, or inherent motivation, rather than
by extrinsic motivation, which are rewards that are
external to the behavior™. Prior studies on rewards
have shown that the removal of extrinsic rewards can
results in a decrease in intrinsic motivation, the so-
called undermining effect!>4.,

The goal of this study was to explore patients’
expected responses to financial and non-financial
incentives to improve their diabetes self-management.
We hypothesized that expected responses to the type
of incentive (financial, non-financial or self-reward)
would differ with the perceived level of challenge of the
incentivized behavior. We also wanted to explore the
amount of money participants considered necessary
to motivate behavior change. These results can help
guide the creation and implementation of new patient-
centered approaches for diabetes self-management.

MATERIALS AND METHODS

Setting
The survey was developed by the authors through
an iterative process of editing and was tested on
two groups of altogether 15 students and faculty at
the University of Washington. The feedback led to
modifications to simplify the survey, and resulted in
a final set of 10 questions in addition to demographic
information. Two individuals of the test groups had
diabetes. The survey was available in English.

This online survey was launched to a panel of
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Table 1 Overview of survey questions

Survey question themes

Three most difficult and three easiest diabetes self-management tasks:
Tracking health parameters
Choosing foods
Adapting medications or insulin
Affording healthcare
Adjusting meds and diet around unexpected events
Perceived challenges for living with diabetes (detailed in Table 2)
Perceived helpfulness of incentives for motivating healthier behaviors:
Cash rewards (weekly, monthly or yearly)
Tangible rewards, e.g., vouchers (weekly, monthly or yearly)
Decrease in future insurance premium
Non-financial rewards (badges, stars)
Social support (sharing with friends)
Self-reward (setting money aside for a self-set goal)
Potential sources of funding for the rewards (employer, insurance, self-
paid)
Estimated amount needed to lose weight and keep it off for a year:
To lose 5 1b
To lose 15 1b

three hundred members of a commercial survey
website in March 2013. This company has a large
panel of international volunteer members who can
be filtered according to personal information such as
age or country of residence. Eligible members receive
recruitment emails, and choose freely whether to
respond or not. All participants gave their informed
consent prior to their inclusion in the study. Participants
who complete the proposed surveys receive website
points, which can be exchanged for tangible gifts.

Recruitment

Our survey was administered in English, and was
restricted to United States residents. It was open
until 300 participants responded. We also filtered out
individuals younger than 18 years old. The survey was
open to individuals with type 1 or type 2 diabetes, but
excluded those with gestational diabetes. We did not
offer any supplementary compensation for completing
the survey. (We had no involvement with the reward
points that are part of the website). The study was
approved by the Institutional Review Board of the
University of Washington.

Measures

Participants completed the 10-question survey on
diabetes self-management, goals and barriers (Table
1). We asked them to identify the three most difficult
and the three easiest barriers among the following
diabetes self-management tasks: tracking health,
choosing foods, cooking appropriate meals, adapting
medications or insulin, affording healthcare, adjusting
meds and diet around unexpected events. We then
asked them which diabetes-related behaviors were
challenging: structuring a daily routine around diabetes
management, impact on social relationships, thinking
about diabetes all the time, social support from
family, friends and workplace, changing foods, seeing
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how others think of them, and understanding the
relationships between glucose, diet and exercise.

We asked the participants to anticipate their
responses to different rewards to help improve
diabetes self-management: financial rewards, non-
financial rewards and self-rewards. For the financial
rewards, we asked participants to estimate the
helpfulness of rewards, according to their frequency
(weekly, monthly or annual) and type (cash, vouchers
or reduced annual insurance premium) to improve
their health behaviors. We used a 4-point scale with
our predicted small sample to avoid having a neutral
option. For the non-financial rewards, we enquired
about the anticipated effect of receiving stars or
badges, or sharing results with friends, in helping
improve their behavior. Finally, we asked participants
about the helpfulness of self-paid rewards (e.g., setting
money aside for a self-set goal) in improving health
behaviors.

We explored who the participants thought should
pay for the rewards to improve their health behaviors
(health insurance companies, employers or self-
paid rewards). We adapted two questions from Long
et al"®s survey instrument, which were: “If you
were overweight, how much money would you need
to receive to persuade you to lose 5 pounds and
keep it off for 1 year?” and likewise for a 15-pound
weight loss. Finally, we explored their use of mobile
technology (in general and for diabetes).

Statistical analysis
We conducted descriptive analyses describing means
and distributions. We defined financial incentive as any
cash incentive (weekly, monthly or yearly), any voucher
or reduction in insurance premium. We considered
recognition by badges or stars and sharing results
with friends as a non-financial incentive. Helpfulness
of incentives was a binary variable, defined as not
helpful or helpful (somewhat helpful to very helpful).
To explore associations between diabetes tasks and
type of reward, we used a logistic regression model
to compare expectations of self-management tasks
perceived as difficult or easy. We proceeded similarly
for the behaviors that are related to diabetes self-
management, separating not helpful or somewhat
challenging behaviors from those that are challenging.
We then created a score ranging from 0 (easy) to 24
(hard) based on how difficult these behaviors were
perceived to be (Table 2). Using a logistic regression
model, we studied the association between the score
and the three types of reward. In this model, we
also analyzed the effect of age and of weight loss
motivation, using the estimated amount needed to
lose 5 Ib and keep it off during a year. We used a
cutoff of $30000 to avoid bias from outliers in these
analyses.

The percentage of complete cases was 76%.
Missing covariate data were infrequent (< 3%) other
than for income (7%). Missing data were multiple-
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Table 2 Challenges of diabetes self-management behaviors

Behavior n (%)
Having to structure my daily routine around diabetes 77 (50.3)
management

Coping with the impact of diabetes on my social 64 (41.8)

relationships

Thinking about diabetes all the time 74 (48.4)
Having insufficient support from family and/ or friends 52 (34.0)
Having insufficient support from my workplace 51 (33.3)
Seeing how other people think of me 88 (57.5)
Having to change what I eat 49 (32.0)
Understanding the relationships between glucose, diet and 72 (47.1)
exercise

Overall mean 65.9 (43.1)

For the score, each behavior was rated 0 to 3 points (total of 0 to 24 points).

Table 3 Participant characteristics by type of diabetes

Diabetes Type1  Type2' P-value
Value 17 (11.1) 136 (88.9)

Female 6 (35.3) 71(52.2) 020
Age () 39.6+35 448+13 018
United States. region 0.06

West 1(5.9) 26 (19.1)

Midwest 4(23.5) 29 (21.3)

Northeast 9 (52.9) 30 (22.1)

South 3 (17.6) 51 (37.5)
Hispanic 1(7.6) 13 (9.3) 0.80
White race 14 (84.7) 120(88.9) 0.14
Education (highest attained level) 0.98

High school 8(47.1) 61 (44.9)

College 5(29.4) 40 (294)

Graduate school 4(235) 35(25.7)

Income > $50000/ yr 7(429) 72(529) 045
Current smoker 4(218) 32(235) 087
Smartphone user 14 (80.6) 53 (38.8)  0.005

'Limited to white and black race. Data are expressed as mean + SD or 1 (%).

imputed with 10 imputed datasets using imputation
by chained-equations™*”, The imputation model included
the covariates used in all our analysis (with dependent
variables), as well as the region of residence. Categorical
variables were compared using 4 tests. P values from
regression models were derived from Wald tests with
robust standard errors. A P-value < 0.05 determined
statistical significance. No interaction was tested.
All analyses were conducted on Stata 11 (Stata
Corporation, Texas).

RESULTS

Out of the 300 responders, 153 participants were
eligible and consented to participate. Excluded
participants differed from the inclusion group only by
the higher proportion of female individuals (69.4% vs
50.4%). Age, region of residence, race, ethnicity, type
of education and income were not statistically different
among inclusion and exclusion groups.

The included participants had a mean age of 44.2
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+ 1.2 years, with 50.4% women. Graduate school
education was achieved by 25.5%, and 34.1% had an
annual income of > $75.000/year. Nearly a quarter
of the participants were smokers (23.0%) at the time
of the survey. Smartphone ownership was 43.7%.
We present the detailed participant characteristics
by type of diabetes in Table 3. There were 11.1%
individuals with type 1 diabetes and 88.9% individuals
with type 2 diabetes. Although the mean age was not
statistically different, participants with type 1 diabetes
were significantly more likely to have a smartphone.
Individuals with type 1 diabetes were located more in
the northeast area of the United States. and less in the
West and South areas.

Almost all participants (96.7%) had positive expec-
tations from the use of incentives (financial or non-
financial) to improve their diabetes self-management.
Only six individuals were not interested in incentives.
There was no significant difference in demographic
characteristics (age, gender, race/ethnicity, education,
income) among those interested in incentives or
not. While all individuals with type 1 diabetes were
interested in incentives, six individuals who were not
interested in incentives had type 2 diabetes. Forty-five
percent of participants with an interest in incentives
were smartphone users, although there was no signi-
ficant difference in smartphone use between those
with or without interest in incentives.

Overall, the participants expected financial incentives
to motivate themselves more than non-financial
rewards (96.0% vs 60.0%), and 70.2% of individuals
expected self-rewards to be helpful in improving
diabetes self-management. The self-management
tasks rated as the three easiest were: keeping track of
health parameters, making food choices and cooking
appropriate meals. The tasks considered most difficult
were: affording diabetes costs, and adjusting diet and
medications around unexpected events. Participants
expected financial incentives to help improve food
choices and healthcare costs the most, whereas self-
rewards were expected to help improve adjustments to
unexpected events the most. Non-financial incentives
were expected to help improve adapting insulin doses
the most.

We studied the participants’ responses to the
three types of incentives according to whether these
factors were considered a challenge for diabetes self-
management or not. We found that overall, 94%
expected a positive outcome with financial incentives,
compared with 60% with non-financial incentives, and
69% with self-rewards. Participants expected financial
incentives to help improve the food habit changes
the most, whereas non-financial incentives and self-
rewards were expected to improve support from the
workplace and impact on social relationships the most.

We assess the association of perceived level of
challenge (0 is easy, 24 is challenging) and type of
incentive (financial, non-financial and self-rewards) in
Table 4. We found in the unadjusted analysis that for
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Table 4 Effect of behavior score on the 3 types of rewards

Score OR financial incentive ~ P-value OR non-financial incentive P-value OR self-reward P-value
(95%CI) (95%CI) (95%CI)

Score 0.82 (0.72-0.93) 0.002 1.06 (1.01-1.10) 0.01 1.00 (0.96-1.04) 0.98

Score adjusted for age 0.82 (0.72-0.93) 0.002 1.06 (1.01-1.11) 0.01 1.00 (0.96-1.05) 0.94

Score adjusted for weight loss motivation' 0.83 (0.73-0.95) 0.005 1.07 (1.02-1.11) 0.006 1.01 (0.96-1.05) 0.75

"Estimated amount needed to lose 5 1b and maintain it for a year.

an increase in the behavior score by one point, the
odds ratio comparing expected response to financial
incentives with no response to financial incentives
would be 0.82 (P = 0.002). When comparing expected
responses to non-financial incentives to no response to
these incentives, we found an OR of 1.05 (P = 0.01).
The level of perceived difficulty with these behaviors
was not associated with expecting to respond to self-
rewards in our dataset (OR = 1.00, P = 0.98). We
obtained similar results when adjusting for age or for
the weight loss motivation (assessed by the amount
needed to lose 5 Ib and keep it off for a year). This
means that when these behaviors are perceived to be
more difficult, the participant less expected to respond
to financial incentives. Yet for non-financial incentives,
when more behaviors are perceived to be difficult,
participants expected to respond more to non-financial
incentives.

We asked participants to provide an estimated
amount needed to motivate losing 5 and maintaining it
for a year, and the amount for a 15 Ib weight loss. We
excluded 2 outliers for each analysis, using a $30000
cutoff. To motivate a 5 Ib weight loss, participants
gave estimates that ranged from $0 (12 participants)
to $2.15 billion. On average, the estimated amount
to motivate people to lose 5 |Ib was $258, with a
median of $50 and interquartile range of $10 to 100.
When asked how much money participants needed
to lose 15 Ib and keep it off for a year, the range of
responses was identical. They expected themselves to
be motivated with an average of $713 (median of $100,
IQR $25-250). Only 8 participants responded with $0
for this question. The difference between these two
estimates was statistically significant (P < 0.001).

DISCUSSION

In this national web-based survey of individuals with
diabetes, we explored perceptions of financial and
non-financial incentives to improve diabetes self-
management. We found that nearly all surveyed
individuals were interested in incentives, with no
difference in socioeconomic status, or demographic
features (age, race, gender and SES). In fact, the only
significant difference was in the type of diabetes, as
all individuals with type 1 diabetes were interested in
incentives.

Smartphones offer a unique opportunity to monitor
behaviors™™® and provide rewards. Smartphone use was
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reported by nearly half of surveyed individuals interested
in incentives and smartphone adoption is increasing
rapidly!*®. The easy availability of smartphones creates
opportunities for low-effort tracking and immediate
gratification through smartphone applications with
reward systems. This short delay favors the efficacy
of feedback for behavior changes®”, and is a unique
possibility offered by these devices. Many applications
already exist for diabetes management®*?, including
applications with non-financial reward systems'?.
Applications with financial rewards are also available
to motivate users to exercise, and recent develop-
ments like near field communication technologies
facilitate money management on mobile devices.
Using a smartphone app could also allow for better
individualization of the reward program, by adapting
to each user’s stage of disease and self-management,
and by identifying areas that are more challenging for
each person.

Individuals overall were optimistic about the
effectiveness of incentives, and expected financial
incentives to be a stronger motivation than non-
financial incentives for behavior change. Furthermore,
when considering how difficult behavior changes were
perceived to be, using a 32-point score, we found that
participants expected to be significantly less likely to
use financial incentives for more challenging behavior
changes in the unadjusted analysis. In fact, partici-
pants were more likely to use non-financial incentives
when facing the difficult behaviors. Interestingly, the
perceived level of difficulty for behavior change was not
associated with the use of self-rewards. These findings
persisted after adjusting for age and weight loss
motivation.

Our findings suggest that financial incentives
could have a potential role to play in motivating select
behavior changes for diabetes self-management. The
different response by perceived level of challenge
suggest that perhaps a combination of incentives
is needed to improve the various self-management
skills. In Polonsky et al®’s recent study about
perceived obstacles for glucose self-monitoring,
avoidance behaviors (including forgetting, lack of time
or reminders of diabetes) were predictors of a low
frequency of glucose testing. Whether avoidance also
predicts low success of other self-care behaviors is
uncertain. Based on our findings, avoidance behaviors
that are perceived to be less challenging could have a
positive response to financial incentives, while more
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challenging behaviors would require the use of non-
financial incentives.

The amounts of financial incentives are important
to consider. An interesting finding from our survey is
the relatively low amounts of money that participants
expected as incentive for weight loss ($258 for the
5 Ib weight loss and $713 for the 15 Ib weight loss),
particularly if we consider that current out-of-pocket
costs for diabetes are estimated at $350-500/mo'>>?%,
This concurs with findings from another study which
explored the use of financial incentives in diabetes,
where participants suggested $25 per month for
tracking and reporting glucose results®”’. Employers
typically employ similar amounts for action-based
incentives, or rewards for taking action (joining a
weight loss program, for example) after going through
a risk assessment™. Prior research has found that
very large amounts can lead to lower performances,
because the individual feels pressure to perform well.
Likewise, amounts that are too small lead to lower
performances, even lower than those who do not have
any incentive™, These considerations suggest that
our participants’ intuitions about the reward amounts
are in the right ballpark, although this needs to be
evaluated empirically.

The strengths of our study include its focus on the
use of incentives, both financial and non-financial, in a
diabetic population. Although the relatively moderate
number of participants may limit its generalizability, its
web-based modality allowed us to recruit nationwide.
This modality however also has its limitations, as
the participants are self-selected, and received
tokens in exchange for taking part in the survey (no
compensation was given by the investigators, this
was solely a feature of the survey company). Our
population may therefore be disproportionately biased
in their interest in incentives. A final limitation to
our study lies in its design as a survey, as we assess
the participants’ expected response to incentives,
which may differ from them their actual response to
incentives. Future studies are needed to confirm our
findings, and to further explore the acceptability and
feasibility of incentives for diabetes self-management
in a larger population.

According to our nationwide survey, patients with
diabetes are willing to consider using incentives, both
financial and non-financial, to improve diabetes self-
management. While the financial incentives may be
more effective for behavior changes that are perceived
as less challenging, non-financial incentives may be
useful for the more challenging behaviors. Participants
did not expect to need large amounts to motivate them
to modify their behavior. Our findings suggest that the
effectiveness of incentives could vary, and may depend
on the perceived difficulty of the incentivized task.
Future studies are needed to confirm these results in
interventional studies on larger populations.
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Background

Financial incentives have shown potential for modifying behaviors such as
smoking cessation. Diabetes self-management requires many behavior
changes, which may benefit from such incentives. Little is known about patient
attitudes in response to incentives for diabetes self-management.

Research frontiers

Although incentives have been studied for certain behaviors, the current
research hotspot is patient acceptance of incentives for diabetes self-
management, in particular for the goals, type (financial, non-financial or self-
reward) and amount of incentives.

Innovations and breakthroughs

Beyond patient attitudes and expectations about their response to incentives,
this survey provides suggestions about goal-setting in reward programs, in
relation to the perceived level of challenge of certain behaviors. Individualization
of goals and rewards could be feasible with the exponential adoption of mobile
devices, which could both track and reward behaviors ubiquitously.

Applications

The results of this study can help guide future interventional studies with
incentives, both in goal-setting in terms of types of behaviors, types of rewards,
and amounts for financial incentives.

Terminology

Financial incentives include all rewards relating to monetary rewards or
equivalents such as vouchers (cash or discount for a future purchase, for
example). Non-financial incentives are rewards such as badges or stars in
social networks that provide recognition from others for an achieved feat.
Self-rewards are rewards that a person gives themselves when they reach a
predefined goal, often planned as small rewards that accumulate to reach a
large, final reward.

Peer-review

In this well-written paper, the author investigates the patient willingness to
change diabetes self-management behaviors in response to rewards. The
reviewers found this approach to improve patient engagement interesting. The
results can help guide the creation and implementation of new patient-centered
approaches for diabetes self-management.
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Abstract

AIM: To determine the prevalence and incidence of
diabetic nephropathy in Africa.

METHODS: We performed a systematic narrative
review of published literature following the MOOSE
Guidelines for Meta-Analysis and Systematic Reviews
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of Observational Studies. We searched PubMed-
MEDLINE for all articles published in English and French
languages between January 1994 and July 2014 using
a predefined strategy based on the combination of
relevant terms and the names of each of the 54 African
countries and African sub-regions to capture the largest
number of studies, and hand-searched the reference
lists of retrieved articles. Included studies reported on
the prevalence, incidence or determinants of chronic
kidney disease (CKD) in people with diabetes within
African countries.

RESULTS: Overall, we included 32 studies from 16
countries; two being population-based studies and
the remaining being clinic-based surveys. Most of the
studies (90.6%) were conducted in urban settings.
Methods for assessing and classifying CKD varied
widely. Measurement of urine protein was the most
common method of assessing kidney damage (62.5%
of studies). The overall prevalence of CKD varied from
11% to 83.7%. Incident event rates were 94.9% for
proteinuria at 10 years of follow-up, 34.7% for end-
stage renal disease at 5 years of follow-up and 18.4%
for mortality from nephropathy at 20 years of follow-
up. Duration of diabetes, blood pressure, advancing
age, obesity and glucose control were the common
determinants of kidney disease.

CONCLUSION: The burden of CKD is important
among people with diabetes in Africa. High quality data
from large population-based studies with validated
measures of kidney function are still needed to better
capture the magnitude and characteristics of diabetic
nephropathy in Africa.

Key words: Diabetes; Diabetes nephropathy; Chronic
kidney disease; Epidemiology; Prevalence; Incidence;
Mortality; Africa; Systematic review

© The Author(s) 2015. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: Chronic kidney disease is a serious health
threat for people with diabetes in Africa, with prevalence
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figures ranging from 11% to 83.7%. The incidence
estimates suggest that 95% of people with diabetes
may have proteinuria after 10 years from diabetes
diagnosis; about 35% may develop end-stage renal
disease after 5 years and 18% die from nephropathy
after 20 years of disease duration. Hypertension,
obesity, poor glycemic control and diabetes duration are
the main risk factors of chronic kidney disease among
diabetic patients in Africa. High quality data are needed
to refine the epidemiology of diabetic nephropathy on
the continent.

Noubiap JIN, Naidoo J, Kengne AP. Diabetic nephropathy
in Africa: A systematic review. World J Diabetes 2015;
6(5): 759-773 Available from: URL: http://www.wjgnet.
com/1948-9358/full/v6/i5/759.htm DOI: http://dx.doi.
org/10.4239/wjd.v6.15.759

INTRODUCTION

Africa, like the rest of the world, is experiencing an
increasing prevalence of diabetes alongside other
non-communicable diseases, mainly as a result of
urbanization, sedentary lifestyles, obesity and popu-
lation growth and ageing'. Estimates for 2013 by
the International Diabetes Federation (IDF) indicate
that the number of adults with diabetes in the world
will expand by 55%, from 381.8 million in 2013 to
591.9 million in 2035%\. The largest increase of the
population with diabetes will occur in sub-Saharan
Africa, with a projected growth of 109.6%, from 19.8
million in 2013 to 41.5 million in 2035%.

Diabetes causes significant morbidity, disability
and early mortality. Diabetes has been identified
as a major contributor in several other important
diseases, both non-communicable diseases such
as cardiovascular disease and renal disease®*, and
communicable diseases such as invasive bacterial
infections™®!, Mortality attributable to diabetes in sub-
Saharan Africa was estimated to account for 8.6%
of the total death in 2013"". Diabetic nephropathy
(DN) is one of the most common complications of
diabetes. The prevalence of DN is increasing steeply
along with the diabetes epidemic®®. Approximately one
third to half of patients with diabetes develops renal
manifestations®'"). DN is associated with increased
premature mortality, end-stage renal disease and need
to renal replacement therapy, cardiovascular diseases,
and escalating health-care costs'®.

DN has been suggested to be more frequent
among patients with diabetes in Africa as compared
to those in the developed world due to delayed
diagnosis, limited screening and diagnostic resources,
poor control of blood sugar and other risk factors, and
inadequate treatment at an early stage’****!. However,
evidence to support the burden of kidney diseases in
people with diabetes in Africa remains very patchy, and
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we are not aware of any effort to synthesize existing
data on the occurrence of kidney disease in African
populations with diabetes. Accordingly, the aim of this
review is to provide a comprehensive overview of the
published evidence on the occurrence of nephropathy
in African people with diabetes.

MATERIALS AND METHODS

Data sources and search strategy

A systematic narrative review of published literature
was performed following the MOOSE Guidelines
for Meta-Analyses and Systematic Reviews of
Observational Studies'*. We searched MEDLINE via
PubMed for articles published in English and French
on DN in Africa between January 1994 and July 2014,
using a predefined strategy based on the combination
of relevant terms and the names of each of the 54
African countries and African sub-regions to capture
the largest number of studies. The data search was
limited to human studies. The last search date was
October 22, 2014. Search histories are provided in
Table 1. Once duplicate references were removed the
titles and abstracts of the references were screened.
The references of included articles were scanned to
identify additional articles of interest.

Study selection and data extraction

We included cross-sectional, case-control or cohort
studies of subjects with diabetes mellitus resident in
African countries reporting the prevalence or incidence or
progression of DN. We excluded studies of populations
of African origin residing outside Africa; case series
(sample size less than 50 subjects), letters, comments
and editorials; studies not published in English or
French. Two investigators (JJNN, APK) independently
identified articles and sequentially screened them for
inclusion (Figure 1). Disagreements were solved by a
third investigator (JN). Full text articles were reviewed
by two investigators (JJNN and APK) who independently
extracted data regarding study setting and design,
study population characteristics and prevalence or
incidence of DN.

RESULTS

We identified 730 articles, of which 73 were reviewed
in full-text; 32 met the inclusion criteria (Figure 1),

Characteristics of included studies
Characteristics of the included studies are summarized
in Table 2. The 32 studies were performed in 16
countries, with a geographical distribution covering
all the African regions. However, more than half the
studies [18 (56.3%)] were from South Africa (five),
Nigeria (four), DR Congo (three) and Ethiopia (three).
Only two population-based studies were identified.
In Democratic Republic of Congo, between March
and April 2007, Makulo et a/*® studied pathologic
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Table 1 Search history PubMed
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Search Search terms Hits

1 Diabetes[tw] OR Diabetes mellitus[tw] OR Type 1 diabetes[tw] OR Type 1 diabetes mellitus[tw] OR TIDM][tw] OR Type 2 diabetes[tw] 445204
OR Type 2 diabetes mellitus[tw] OR T2DM[tw] OR Hyperglycemia[tw] OR Glucose intolerance[tw]

2 Renal insufficiency[tw] OR Renal failure[tw] OR Renal injury[tw] OR Renal disease[tw] Kidney insufficiency[tw] OR Kidney failure[tw] 154354

OR Kidney injury[tw] OR Kidney disease[tw] OR End-stage renal disease[tw] OR End-stage renal failure[tw] OR End-stage kidney
disease[tw] OR End-stage kidney failure [tw] OR End stage renal disease[tw] OR End stage renal failure[tw] OR End stage kidney
disease[tw] OR End stage kidney failure [tw] OR Microalbuminuria [tw] OR Micro-albuminuria OR Macroalbuminuria [tw] or Macro-

albuminuria [tw]

#1AND #2

Diabetic nephropathy [MeSH Terms]
#30R#4

A U = W

20388
19406
34221

((((("Africa"[MeSH] OR Africa*[tw] OR Algeria[tw] OR Angola[tw] OR Benin[tw] OR Botswana[tw] OR "Burkina Faso"[tw] OR 354928

Burundi[tw] OR Cameroon[tw] OR "Canary Islands"[tw] OR "Cape Verde"[tw] OR "Central African Republic"[tw] OR Chad[tw] OR
Comoros[tw] OR Congo[tw] OR "Democratic Republic of Congo"[tw] OR Djibouti[tw] OR Egypt[tw] OR "Equatorial Guinea"[tw]
OR Eritrea[tw] OR Ethiopia[tw] OR Gabon[tw] OR Gambia[tw] OR Ghana[tw] OR Guinea[tw] OR "Guinea Bissau"[tw] OR "Ivory
Coast"[tw] OR "Cote d'Ivoire"[tw] OR Jamahiriya[tw] OR Jamahiryia[tw] OR Kenya[tw] OR Lesotho[tw] OR Liberia[tw] OR Libya[tw]
OR Libia[tw] OR Madagascar[tw] OR Malawi[tw] OR Mali[tw] OR Mauritania[tw] OR Mauritius[tw] OR Mayote[tw] OR Morocco[tw]
OR Mozambique[tw] OR Mocambique[tw] OR Namibia[tw] OR Niger[tw] OR Nigeria[tw] OR Principe[tw] OR Reunion[tw] OR
Rwanda[tw] OR "Sao Tome"[tw] OR Senegal[tw] OR Seychelles[tw] OR "Sierra Leone"[tw] OR Somalia[tw] OR "South Africa"[tw] OR "St
Helena"[tw] OR Sudan[tw] OR Swaziland[tw] OR Tanzania[tw] OR Togo[tw] OR Tunisia[tw] OR Uganda[tw] OR "Western Sahara"[tw]
OR Zaire[tw] OR Zambia[tw] OR Zimbabwe[tw] OR "Central Africa"[tw] OR "Central African"[tw] OR "West Africa"[tw] OR "West
African"[tw] OR "Western Africa"[tw] OR "Western African"[tw] OR "East Africa"[tw] OR "East African"[tw] OR "Eastern Africa"[tw]
OR "Eastern African"[tw] OR "North Africa"[tw] OR "North African"[tw] OR "Northern Africa"[tw] OR "Northern African"[tw] OR
"South African"[tw] OR "Southern Africa"[tw] OR "Southern African"[tw] OR "sub Saharan Africa"[tw] OR "sub Saharan African"[tw] OR
"subSaharan Africa"[tw] OR "subSaharan African"[tw]) NOT ("guinea pig"[tw] OR "guinea pigs"[tw] OR "aspergillus niger"[tw])))))

7 #5AND # 6

8 #4 Limits: 1994/01/01 to 2014/10/22 and studies done in Humans

1065
918

918 articles retrieved from
MEDLINE and screened based
on title and abstract

836 articles did not meet
inclusion criteria

7 full-texts of
potentially relevant
articles were not found

75 full-text articles
assessed for eligibility

6 articles from review of
bibliographies

| 49 articles excluded ‘

32 articles included in the
systematic review

Figure 1 Flow diagram of study selection.

albuminuria among 81 diabetic patients identified
through a population-based survey on the prevalence
of diabetes involving 1898 participants®. Pruijm
et al* in Seychelles in 2004, conducted a large-
scale population-based estimate of the prevalence
of microalbuminuria among 1218 adults. All other
studies were clinic-based surveys conducted mostly in
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diabetic clinics. There were three cohort studies (two
prospective and one retrospective), one case-control
study and the other 28 studies were cross-sectional
with non-random sampling. Only three (9.4%) studies
were conducted in rural settings.

Methods of assessment and classification of chronic
kidney disease (CKD) varied widely. The studies
assessed kidney function by urine protein [20 (62.5%)
studies], urine albumin-to-creatinine ration (ACR) [9
(28.1%) studies], and estimation of glomerular filtration
rate (GFR) by Cockcroft-Gault formula [3 (9.4%) studies]
or by MDRD formula [4 (12.4%) studies]. Six studies
(18.8%) measured kidney function by two methods,
and renal biopsy was not performed in any study.

Prevalence of CKD

As depicted in Table 3, the overall prevalence of CKD
varied from 11% in Tunisia to 83.7% in Tanzania®***'. In
studies where proteinuria was used to assess CKD, the
prevalence varied from 5.3% in South Africa to 53.1% in
Cameroon (study with a small sample size)®**!. When
considering the estimation of the GFR, the prevalence
ranged from 4.6% in Tanzania to 43.1% in Nigeria (study
with a small sample size)™**?,

Incidence of CKD

A study in South Africa investigated the long-term
incidence of proteinuria among T2DM patients. After
12 years of follow-up or death, 94.9% (56/59) had a
proteinuria with a mean duration from diabetes onset
to proteinuria of 9.7 (5.9) years™. In another study in
South Africa, found that 18.4% of T1DM patients had
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Table 3 Prevalence and incidence of chronic kidney disease in people with diabetes across studies in Africa

Ref. Country Sample Type of Duration of Diagnostic criteria for CKD Prevalence Incidence Comments
size  diabetes follow-up
Motala et South 219 TIDM 16.10 (4.9) Persistent proteinuria (dipstix =~ Not applicable 24.6%
al™, 2001 Africa and  TIDM;18.6 proteinuria on three or more
T2DM (5.7) T2DM;  consecutive occasions over
at least 10 18 mo in the at absence of
yr infection or cardiac failure)
Elbagir et Sudan 128 Insulin- Not Proteinuria (= 30 mg/dL) 22% Not applicable
al”, 1995 treated  applicable
Sobngwiet  Cameroon 64 TIDM Not Proteinuria 53.1% Not applicable
al™*, 1999 and applicable
T2DM
Katchunga et DR Congo 98 T2DM Not MDRD: CKD stage = 2 18.1% Not applicable
al®, 2010 applicable  according to the National
Kidney
foundation
Choukem et Cameroon 420 T2DM Not Proteinuria (30 mg/24 h) 31% Not applicable
al®, 2012 applicable
Keeton et South 59 T2DM 12yr Urine Albumin-to-Creatinine After 12 yr of 83% (49/59) had an
al™, 2004 Africa Ratio (no detail) follow-up or death,  elevated SCr at

94.9% (56/59) had  the end of the study

a proteinuria with and in 66.1% (39/59)
a mean duration the SCr level had

from diabetes onset doubled during the

to proteinuria of 9.7 study
(5.9) yr
Pruijm et Seychelles 1218 All types Not Microalbuminuria: Urine 36.1% Not applicable
al®, 2008 applicable  Albumin-to-Creatinine Ratio
3.4-33.9 mg albumin/mmol
creatinine
Alebiosu™,  Nigeria 342 TIDM Not Persistent proteinuria 28.4% Not applicable
2003 and applicable
T2DM
Bouaziz et Tunisia 73 T2DM Not Microalbuminuria: < 2.8 11% Not applicable
al®™, 2012 applicable  g/mol for women and < 2.3
g/mol for men
Ajayi et al™,  Nigeria 65 T2DM Not MDRD: eGFR < 60 mL/min 43.1% Not applicable
2014 applicable per 1.73 m*
Levittetal™,  South 243  T2DM Not Urine Albumin-to-Creatinine 36.7% Not applicable
1997 Africa and applicable Ratio > 3.4 mm/mmol
T1DM Persistent proteinuria (for at 5.3%
least 3 consecutive visits)
Majaliwa et ~ Tanzania 99 TIDM Not Proteinuria (no detail) 29.3% Not applicable
al®, 2007 applicable
Marshallet ~ Rwanda 286 T1DM Not Microalbuminuria: Urine Microalbuminuria: Not applicable
al™, 2013 applicable Albumin-to-Creatinine Ratio = 21%;
30-299 mg/g Macroalbuminuria:
Macroalbuminuria or overt 5%
nephropathy: Urine Albumin-
to-Creatinine Ratio = 300
mg/g
Alebiosu et Nigeria 465 T2DM Not Proteinuria and eGFR 41.1% Not applicable The method for the
al™, 2003 applicable estimation of the
GEFR is not indicated
Gill et al®, South 88 TIDM 20 yr Persistent dipstick proteinuria Death of renal ~ Death due to chronic
2005 Africa cause after 20 yr = renal failure after 20
18.4% (9/49) yr of follow-up was
9/49 (after exclusion
of lost to follow)
Djroloetal®™,  Benin 152 T1IDM Not Proteinuria (no detail) 20% Not applicable
2001 and applicable
T2DM
Rotchford et South 253 T1DM Not Microalbuminuria > 2.5 mg/ 46.4% Not applicable
al*, 2002 Africa and applicable mmol in men or 3.5 mg/mmol
T2DM in women
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Rissassi et DR congo
al™, 2009

Rahlenbeck  Ethiopia
et al™, 1997

Wanjohi et Kenya
al™, 2002

Nambuyaet Uganda
al™, 1996

Rasmussen et Zambia
al™", 2013

Bentata et Morocco
al™, 2013

Gill et al™, Ethiopia
2008

Bouzid et Tunisia
al™, 2011

Janmohamed Tanzania
et al®, 2013

Danquah et Ghana
al™, 2012

Lutale et al™, Tanzania
2007

JRaishideng®

181

170

100

252

101

72

105

689

369

671

244

T1DM

T1DM
and
T2DM

T2DM

T1DM
and
T2DM
T1DM
and
T2DM

T1DM

T1DM
and
T2DM

T2DM

T1DM
and
T2DM

T2DM

T1DM
and
T2DM
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Not Microalbuminuria: Urine 21.9% Not applicable
applicable Albumin-to-Creatinine Ratio = (microalbuminuria)
30-299 mg/g and 7.3%
Macroalbuminuria: Urine  (macroalbuminuria)
Albumin-to-Creatinine Ratio
=300mg/g
Not Microalbuminuria: > 30 mg/L T1DM: 32% Not applicable
applicable Macroalbuminuria: > 300  (microalbuminuria)
mg/L and 15%
(macroalbuminuria)
T2DM: 37 %
(microalbuminuria)
and 20%
(macroalbuminuria)
Not Proteinuria = 20 mg 26% Not applicable
applicable
Not Proteinuria (no detail) 17.1% Not applicable Newly diagnosed
applicable patients
Not Microalbuminuria: ACR Microalbuminuria: Not applicable There were 33
applicable = 3.5-35.0 for women and 23.8% patients with
2.5-25.0 mg/mmol for men  Macroalbuminuria: diabetes alone,
Macroalbuminuria were ACR 8.9% and 68 patients
> 35.0 for women and > 25.0 with diabetes and
for men hypertension
Syr Microalbuminuria: albumin At the time of The incidence of ~ Urinary assays done
excretion rate 30-300 mg/24 h enrollement end stage renal on
Macroalbuminuria: albumin ~ Microalbuminuria: ~ disease after 5 yr: admission were
excretion rate > 300 mg/24 h 48.6% 34.7% repeated on three
Nephrotic proteinuria: Macroalbuminuria: specimens at
albumin excretion rate = 3000 36.1% three-monthly
mg/24 h Nephrotic intervals
Renal failure: eGFR <60 mL/  proteinuria: 15.3%
min (MDRD)
Not Nephropathy: ACR Nephropathy: 2% Urinary ACR levels
applicable >25.0 mg/mmol and Microalbuminuria: (to
retinopathy present 51% assess
Microalbuminuria: ACR microalbuminuria
> 2.5 and < 25.0 mg/mmol in and nephropathy)
men and > 3.5 and were done on
< 25.0 mg/mmol in women 59 patients, as those
with haematuria
and/or urinary
infection were
excluded
Not CKD: eGFR < 60 mL/min per CKD: 19.8% Not applicable Macroalbuminuria
applicable 1.73 m* (Cockroft-Gault) Microalbuminuria: was significantly
Microalbuminuria: albumin 13% associated with CKD
excretion rate 30-300 mg/24 h Macroalbuminuria: (P < 0.00001)
Macroalbuminuria: albumin 10.1%
excretion rate > 300 mg/24 h
Not CKD: eGFR < 60 mL/min per CKD: 83.7% Not applicable
applicable ~ 1.73 m” (Cockroft-Gault) or ~ eGFR < 60 mL/min
microalbuminuria (> 20 mg/L) per 1.73 m* 24.7%
or overt protienuria Microalbuminuria:
45.8%
Overt proteinuria:
34.1%
Not Proteinuria = 20 mg/L 43% Not applicable
applicable
Not Microalbuminuria: AER Microalbuminuria: Not applicable
applicable 20-200 pg/min 12.1% (T1DM); 9.8%
Macroalbuminuria: AER > 200 (T2DM)
pg/min Macroalbuminuria:
Renal failure: eGFR <60 mL/ 1.1% (T1DM); 7.2%
min per 1.73 m’: (T2DM)

765

Renal failure:
4.6% (TIDM); 22%
(T2DM)
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Worku et Ethiopia 305 T1DM Not Proteinuria (no detail) 15.7% Not applicable
al™, 2010 (38%)  applicable
and
T2DM
(62%)
Makulo et DR Congo 81 No Not Microalbuminuria: ACR Microalbuminuria: Not applicable
al®, 2010 precision applicable 30-299 mg/g 43.5%
Macroalbuminuria: ACR =  Macroalbuminuria:
300 mg/g 12%
Renal failure: eGFR < 60 mL/ Renal failure: 21.4%
min per 1.73 m’
Eghanetal™, Ghana 109 TI1DM Not Microalbuminuria: ACR 43.1% Not applicable
2007 and applicable 30-300 mg/g
T2DM
Alebiosu et Nigeria 162 T2DM Not Not applicable Not applicable Not applicable The study did
al™, 2004 applicable not assess the

prevalence or
incidence of diabetic
nephropathy, but its
predictors

ACR: Albumin-to-Creatinine Ratio; TIDM: Type 1 diabetes mellitus; T2DM: Type 2 diabetes mellitus; CKD: Chronic kidney disease; eGFR: Epidermal

growth factor receptor.

died from renal nephropathy after 20 years of follow-
up®®. In a recent study in Morocco, the incidence of
end-stage renal disease after 5 years was 34.7%"".

Risk factors of CKD

Twenty studies (62.5%) reported factors associated
with CKD in diabetic patients (Table 4). However, in
most studies the method to assess this association
was imprecise. In cross-sectional studies, correlates of
CKD included systolic and diastolic high blood pressure,
long duration of diabetes, older age, dyslipidemia,
Obesity[16—22,25,26,29—31,33,36,40,42—44,46]. In a Study in Cameroon,
T2DM patients with systolic hypertension and diastolic
hypertension were respectively 1.45 (95%CI:
1.15-1.84; P = 0.006) and 1.33 (95%CI: 1.06-1.66;
P = 0.026) times more likely to have nephropathy®?.
Two studies in Rwanda and South Africa respectively
showed that a one year increase in the duration of
T1DM increased by 0.86 (95%CI: 0.77-0.96; P =
0.008) the odds of microalbuminuria®®®!, and that T1DM
and T2DM patients with a duration of diabetes greater
than 10 years were 4.19 times (95%CI: 1.93-9.10;
P < 0.001) more likely to have microalbuminuria™®.
Poor glycemic control as measured by HbA1lc was also
a strong predictor of nephropathy. For instance, HbAlc
level greater than 10% and 14% were respectively
associated with a 2.6 fold (95%CI: 1.1-6.4) and a 4.69
(95%CI: 1.65-13.3; P = 0.004)">*1, A 1 g/dL decrease
in hemoglobin level has been found to be associated
with end-stage renal disease (OR 3.18, 95%CI:
1.47-6.87; P = 0.003)™, Studies in Nigeria showed
that left ventricular hypertrophy, stroke, myocardial
infarction and peripheral arterial disease were more
frequent in T2DM patients with nephropathy, especially
those with advanced stages'’®,

DISCUSSION

Diabetic nephropathy is a common and morbid com-
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plication of diabetes and the leading cause of CKD
in the developed world. The lack of renal registries
means that there are no reliable statistics about
the burden of CKD in people with diabetes in the
majority of African countries. The current systematic
review identified 32 relevant studies published over
the last 20 years on kidney diseases in people with
diabetes residing in Africa. Prevalence rates ranged
from 11% to 83.7% for the overall CKD, 5.3% to
53.1% for CKD based on proteinuria, and 4.6% to
43.1% for CKD based on eGFR. Incident event rates
were 94.9% for proteinuria at 10 years for follow-up,
34.7% for ERSD at 5 years of follow-up and 18.4%
for mortality from nephropathy at 20 years of follow-
up. Diagnosed duration of diabetes, blood pressure
variables, advancing age, obesity and to some ext-
end glucose control were the common determinants
of kidney disease in people with diabetes. Studies
were overwhelmingly hospital-based studies; half of
them originated from four countries while variable
definitions and methods for assessing nephropathy
had been used across studies.

The most recent overview of CKD in populations
within Africa was completed in 2012, and was
restricted to sub-Saharan African Countries™*”). This
review identified 90 articles representing data from
21 countries, with over half of the studies originating
from South Africa, Nigeria and Ethiopia alones. Across
21 studies deemed to be of medium to high quality
by the investigators, the pooled prevalence of CKD
was 13.9% (95%CI: 12.2-15.7), with substantial
heterogeneity across studies. The prevalence in
people with diabetes ranged from 4% to 24% based
essentially on proteinuria defined CKD™”. In our review
without applying quality criteria, we found much higher
prevalence of CKD, regardless of the definition. In four
studies published in 2013 for instance, the prevalence
of microalbuminuria ranged between 21% and 45%.
Although issues with the quality of the studies preclude
direct comparisons, it is likely that nephropathy is
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more frequent in population with diabetes within Africa
than in developed countries. The review by Stanifer et
al*”! also identified many challenges and limitations,
which largely apply to the current study.

The most important aspect in assessing incidence
and prevalence of diabetic nephropathy in Africa is
currently different diagnostic criteria for CKD. There
are no clear definitions on DN. The 2012 KDIGO CKD
classification assesses diabetes related kidney changes
according to urinary albumin-to-creatinine ratio based
on early morning spot urine samples*®. Quantification
of proteinuria in assessing CKD is controversial as
no optimal test exists. The National Institute for
Health and Clinical Excellence (NICE) guidance has
recommended that an early morning urinary ACR
should be preferred to other tests of proteinuria,
because ACR offers greater sensitivity for the detecting
lower, but clinically significant, levels of proteinuria™*.
Almost all the studies included in our review utilized
urine tests to diagnose CKD, but only nine studies
used ACR. Inconsistencies in the way and manner of
reaching a diagnosis of DN in Africans are explained
at least in part by issues relating to availability and
accessibility of screening or diagnostic tools. Swanepoel
et al*® have reviewed in detail some of the problems
associated with nephrology in Africa and discussed the
role of lack of amenities in diagnosing renal diseases.
Another challenge to making the diagnosis of diabetic
nephropathy in Africa is the degree to which other
causes of chronic kidney disease have been excluded.
A standard armamentarium of tests would include
tests looking for HIV, hepatitis B and C, brief collagen
screen, syphilis exclusion and other tests would have
to be based on history and physical exam.

The classification of CKD is important in the definition
of DN and has a few limitations that are universally
acknowledged: eGFR underestimates kidney function
and there is discordance in the estimates across different
estimators™"; isolated microalbuminuria is a normal
feature of aging, inflammation, vascular pathologies,
smoking, diet and obesity which are all frequent in
diabetes; decline in kidney function is an expected
phenomenon with advanced age, just like diabetes
risk increases with age. Further considerations to CKD
classifications and DN definition limitations is that
current guidelines take no notice of the single most
important risk factor associated with CKD namely
hypertension, which is present in over 50% of people
with type 2 diabetes.

Risk factor association was not assessed in 12 of
the 32 studies, however common risk factors included
were hypertension, raised BMI, HbAlc and duration
of diabetes. Despite advances in management over
the last three decades, many people with diabetes
still develop CKD. This may be partly explained by
the poor achievement of blood pressure and blood
glucose targets. Recently the JNC 8 guidelines have
added to the controversy of various blood pressure
targets needed for diabetic patients that would
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assist in preventing progression to CKD. Optimal
targets when reached, however have shown to aid
in progression to progression. Another risk factor
pertinent to the developing world is the socioeconomic
status of individuals in the causative role of diabetic
nephropathy. Weil et ai*”, in 2010 reviewed factors
associated with disadvantage that may increase the
risk of diabetic kidney disease, and the barriers to
care that hinder attempts to provide an adequate
therapeutic response®®.

Several mechanisms underlying the pathogenesis
of diabetic nephropathy have been suggested and
include glomerular hyperfiltration; hyperglycemia and
the increased production of advanced glycation end
products; hypoxia-inflammation and the activation of
cytokines. Hyperfiltration commonly occur in early in
the course of diabetes and involves glucose-dependent
dilation of the afferent arteriolar dilation, and the
enhanced filtration area secondary to the increase
in the number of mesangial cells and capillary loops.
Molecular level action involves vasoactive mediators
like insulin-like growth factor 1, transforming growth
factor beta, nitric oxide, prostaglandin, glucagon and
vascular endothelial growth factor®®. Other hallmarks
of diabetic nephropathy include nodular diabetic
glomerulosclerosis and diffuse glomerulosclerosis,
mediated at least in part by inflammatory processes
and immune cells activity™. Interstitial fibrosis and
tubular atrophy are also seen early in DN, with the
underlying pathogenetic mechanism being similar to
those in progressive non diabetic renal disease!™".

Diabetic nephropathy ultimately occurs only in
susceptible individuals with diabetes; which suscep-
tibility is determined by the combined effect of gene-
tic predisposition and non-genetic factors. Genetic
susceptibility to diabetic nephropathy is by nature
polygenetic. Whole-genome scanning studies have
identified several chromosomal regions linked with
diabetic nephropathy; however, the pathophysiologic
function of such genetic regions has yet to be fully
elucidated. Genetic polymorphisms may explain the
familial clustering of diabetic nephropathy™. Some
studies have suggested some detrimental effect of the
double-deletion (DD) polymorphism of the angiotensin-
converting enzyme (ACE) genotype on disease
progression®®. Non-genetic determinants of diabetic
nephropathy include among others socioeconomic
factors, dietary factors, poor hyperglycemic control,
hypertension, obesity and early life factors®>%,
Hypertension appears to be a strong correlate of
disease progression in Black people®,

The current review has some limitations. Included
studies were mostly based on small samples, with
different study designs and most of the studies were
cross sectional with only two being retrospective
cohorts and one case-control. A large proportion
were based in urban clinics with and most of the
populations studied were that attending a general
diabetic clinic and the results may not be generalizable
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to primary care populations. Ideally chronic kidney
disease should not be diagnosed on the basis of single
measurements of serum creatinine and albuminuria,
and standard baseline investigations are needed to
exclude other causative kidney disease, although there
is precedence for this in other studies in the West as
well. Finally, detection of microalbuminuria was one
the most frequent method to assess the presence
of diabetic nephropathy. As microalbuminuria is
more a quantitative estimate of endothelial/vascular
dysfunction than of diabetic nephropathy, the incidence
and prevalence rate of diabetic nephropathy have
probably been overestimated when assessing kidney
function by urine protein.

In conclusion, the current review gives a small
glimpse of the larger numbers of CKD in diabetics
in Africa compared to Western society. CKD is a
substantial health burden among diabetic patients
on the African continent, with prevalence varying
from 11% to 83.7% depending on the method of
assessment. Estimates suggest that 95% of diabetics
may have proteinuria after a 10 years duration of
diabetes, about 35% may have an end-stage renal
disease after 5 years and 18% die from nephropathy
after 20 years of disease duration. Risk factors of CKD
include mainly hypertension, obesity, poor glycemic
control and disease duration. Better surveillance of
diabetes is a necessary first step toward its prevention
and control, which is now recognized as an urgent
priority. An electronic database in African regions would
be ideal to assist in this entity although it is presumed
that we are light years away from that. At a primary
care level it is very plausible that with early detection,
proper screening, and management, the impact of
diabetic nephropathy may be better mitigated to
lessen its impact on society and healthcare.

COMMENTS

Background

African countries are experiencing an epidemics of diabetes mellitus. Diabetic
nephropathy is one the most frequent complications of diabetes mellitus.
Several studies on the epidemiology of diabetic nephropathy have been
conducted in Africa, but there is no previous published work which synthesizes
evidences from this study to provide an overview of the disease on the
continent.

Research frontiers

Epidemiological data on diabetic nephropathy in Africa are sparse. These
data are important to quantify the magnitude of the disease and assist the
formulation of strategies to reduce the impact of nephropathy on people with
diabetes in Africa.

Innovations and breakthroughs

This review is the first to synthesize relevant data on diabetic nephropathy in
Africa. The authors performed extensive electronic and manual bibliographic
searches to determine the prevalence and incidence of diabetic nephropathy
on the continent. Although the quality of data was not optimal, estimates
suggest that the prevalence of diabetic nephropathy vary between 11%-83.7%.
About one third of diabetic patients have end-stage renal disease after 5 years
and about one fifth die from nephropathy after 20 years of disease duration.
Hypertension, obesity, poor glycemic control and disease duration are the main
risk factors of chronic kidney disease among diabetic patients in Africa.
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Applications

This review shows that the burden of chronic kidney disease is important
among people with diabetes in Africa. The findings will have implications for
policy, practice and future research on diabetic nephropathy on the continent.
Terminology

Diabetic nephropathy is an alteration of the function of the kidneys due to
diabetes mellitus. It is associated with substantial morbidity and mortality.
Peer-review

The authors of the present manuscript performed extensive electronic and
manual bibliographic research to determine the prevalence and incidence
of kidney disease in people with diabetes mellitus within countries in Africa.
Overall the review is well written.
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