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ABSTRACT 
The pathogenetic mechanisms underlying type 2 diabetes (T2D) and prediabetes involve an 
interaction between β-cell dysfunction and insulin resistance (IR). The resulting 
hyperglycemia, as well as other clustered cardiovascular (CV) risk factors in T2D, constitutes 
a severe hazard for development of complications to the disease. To optimally treat these risk 
factors, it is vital to antagonize the mechanisms of the metabolic disorder. This thesis presents 
results from studies aiming to understand the mechanisms and effects of some interesting 
modes of intervention in subjects with T2D, prediabetes and IR. 

Study I: The effects of exercise training for twelve weeks, with or without the addition of the 
α-glucosidase inhibitor acarbose, were examined in 48 subjects with T2D and moderate 
hyperglycemia. Exercise training augmented insulin sensitivity, and improved body 
composition and blood pressure, but glycemic control was unchanged. When exercise and 
acarbose were combined, glycemic control was significantly improved, in addition to similar 
benefits as with exercise alone.  Moreover, the overall CV risk factor profile was probably 
improved with the combination therapy, suggesting it to be an interesting treatment 
alternative. 

Study II: The associations between changes in mRNA expression in skeletal muscle of 
selected key genes, involved in muscle adaptation to exercise, and individual response to 
physical training were assessed in 19 individuals from study I. The expression of vascular 
endothelial growth factor (VEGF) was associated with change in insulin sensitivity and 
glycemic control. This could constitute a mechanism that contributes to the known variation 
in the individual adaptation to exercise. 

Study III: The impact of dual endothelin-1 (ET-1) receptor blockade infusion was 
investigated in eleven males with IR. The study showed that the dual blockade increased 
glucose uptake in skeletal muscle, both in the basal and the insulin-stimulated state. The 
finding supports that endogenous ET-1 is important in regulating muscle glucose uptake in 
IR. Moreover, in vitro studies in cultured skeletal muscle cells demonstrated that ET-1 
inhibits glucose uptake by a receptor dependent mechanism, indicating a direct impact on 
muscle cells by ET-1. 

Study IV: Intervention with high-dose vitamin D3 treatment for eight weeks was studied in 
43 individuals with prediabetes or drug-naïve T2D, especially with respect to change in β-cell 
function. No significant effect was seen in first-phase insulin secretion, nor could we detect 
any effects on second-phase insulin secretion, IR or glycemic control. The study gives no 
support for treatment with vitamin D in subjects with abnormal glucose homeostasis. 

In conclusion, combined treatment with exercise and acarbose proved superior to exercise 
alone. Further, a favorable response to physical training could involve increase in VEGF. In 
IR, ET-1 seems to be directly involved in muscle glucose uptake. And finally, we found no 
effect of vitamin D treatment on insulin secretion or IR in prediabetes and mild T2D. 



 

 

POPULÄRVETENSKAPLIG SAMMANFATTNING PÅ 
SVENSKA 
Mekanismerna bakom typ 2 diabetes (T2D) och förstadier till sjukdomen består av en 
kombination av minskad förmåga till insulinproduktion från bukspottskörteln och motstånd 
mot insulinets effekter i kroppen, så kallad insulinresistens. Detta orsakar förhöjt blodsocker, 
som tillsammans med andra riskfaktorer som är vanliga vid T2D, ger en påtagligt ökad risk 
för hjärtkärlsjukdom (t.ex. hjärtinfarkt och stroke). För att på bästa sett kunna behandla denna 
risk är det viktig att motverka mekanismerna bakom sjukdomen. Den här avhandlingen består 
av ett antal studier där jag har försökt förstå mekanismer och effekter av några olika 
intressanta behandlingar. Jag har undersökt dessa på personer med T2D, förstadier till 
diabetes samt hos dem med insulinresistens. 

Studie I: Jag studerade effekten av fysisk träning, med eller utan tillägg av en medicin som 
fördröjer upptaget av socker från tarmen (akarbos). Träning ensamt minskade 
insulinresistens, kroppsfett och blodtryck, men inte blodsockret. När träning kombinerades 
med akarbos såg jag samma positiva effekter, men även en sänkning av blodsockret. Troligen 
så blev flera andra riskfaktorer också bättre med den kombinerade behandlingen, som därför 
verkar vara ett intressant sätt att behandla T2D. 

Studie II: Olika personer får olika bra effekt av träning. Jag undersökte om det kunde bero av 
hur vissa gener kopplas på i musklerna. Jag fann att genen för en faktor som är viktig för att 
bilda nya kärl (VEGF) verkade vara viktig för om träningen gav mindre insulinresistens och 
bättre långtidssocker. 

Studie III: Endothelin-1 (ET-1) är ett kroppseget ämne som framförallt drar ihop kärl. 
Genom att blockera effekten av endothelin-1 kunde vi se att upptaget av blodsocker i muskler 
ökade. I odlade muskelceller minskade också ET-1 sockerupptaget, vilket tyder på att ET-1 
har en direkt effekt på cellerna. 

Studie IV: Det finns en del forskning som har talat för att D-vitamin skulle kunna påverka 
blodsockret. Jag lottade personer till en hög dos D-vitamin eller placebo (overksam medicin). 
Undersökningen kunde inte visa att D-vitamin hade någon effekt på insulinproduktion, IR 
eller blodsockerkontroll. 

Sammanfattningsvis så var kombinationsbehandling med träning och akarbos bättre än 
träning ensamt. Att få bra effekt av träning kan till viss del bero av faktorn VEGF i 
musklerna. ET-1 verkar ha en direkt effekt på blodsockerupptaget i muskelceller. Och 
slutligen så kunde jag inte se några positiva effekter av D-vitamin på mekanismer bakom 
blodsockerbalansen. 
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1 INTRODUCTION 

1.1 TYPE 2 DIABETES AND PRE-DIABETES 

Type 2 diabetes mellitus (T2D) is a state of hyperglycemia which, in combination with 
associated cardiovascular risk factors, constitutes a severe hazard of developing several health 
complications. It is by far the most common variant of diabetes, accounting for almost 90% 
of all diabetes in the world [1]. Both genetic and environmental factors are known to 
contribute to the development of the disease. Among environmental factors, obesity is 
considered the most important. In addition, physical inactivity, poor diet, tobacco and work 
stress can be mentioned among other independent risk factors [2-5]. The combination of 
heredity for T2D and obesity could be especially unfavorable, at least in men [6, 7]. 

Since hyperglycemia evolves gradually, and the fact that glucose levels just below the cut-off 
levels for T2D also are associated with increased risk of cardiovascular disease (CVD) and of 
developing manifest T2D [8, 9], pre-diabetic categories have been created. Impaired glucose 
tolerance (IGT) was acknowledged by the World Health Organization (WHO) already in 
1985, but impaired fasting glucose (IFG) much later. If IFG and IGT co-exist, the risks of 
CVD and manifest diabetes are even further increased [8]. 

1.1.1 Definitions 

The definitions and diagnosis of diabetes mellitus and pre-diabetes are based on plasma 
glucose levels. The cut-off levels have been lowered over time, in the aspiration of an earlier 
diagnosis to prevent complications. The current levels were set in 1999 [10]. Fasting plasma 
glucose levels ≥7.0 mmol/l and/or ≥11.1 mmol/l in the two-hour sample during an oral 
glucose tolerance test (OGTT) are the diagnostic cut-off levels for diabetes. Glycated 
hemoglobin (HbA1c) can also be used as a diagnostic tool according to new guidelines [11]. 
IFG is present if the fasting glucose level is 6.1-6.9 mmol/l. IGT is defined by a two-hour 
plasma glucose level of 7.8-11.0 mmol/l during an OGTT. 

1.1.2 Pathogenesis 

The pathogenesis of T2D is founded on two mechanisms: 

• Β-cell dysfunction or the insufficient capability of the β-cells in the pancreas to 
release sufficient amounts of insulin to maintain normoglycemia. 

• Insulin resistance (IR) that infers a diminished ability of insulin to exert its effects on 
different target cells, including in the liver. 

When there is a reduction in the secretion and action of insulin, the result will be a decreased 
glucose uptake in peripheral tissues, as well as an increased glucose output from the liver and 
dyslipidemia [12]. The two mechanisms contribute in different extents to hyperglycemia at 
the individual level. Further, in men with normal fasting glucose, both acute insulin response 
and IR interacted on the risk of acquiring manifest T2D 10-20 years later [13]. Moreover, 
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hyperglycemia and hyperlipidemia are hypothesized to per se further deteriorate β-cell 
function and cell responsiveness to insulin, referred as 'glucolipotoxicity' [14, 15]. 

1.1.2.1 Β-cell function 

A primary event in the disease is the reduced ability of the β-cells in the pancreas to produce 
and release sufficient amounts of insulin to maintain normoglycemia. When the insulin levels 
reached no longer can compensate for the increased demand due to IR, hyperglycemia will 
evolve. The first-phase insulin response seems to be most important in this respect [15]. The 
ability to secrete insulin decreases gradually during the course of the disease, exacerbating the 
hyperglycemic state [16]. Gene variants known to be associated with T2D are in a majority 
linked to β-cell dysfunction [17]. 

1.1.2.2 Insulin resistance 

The other major pathogenetic element in T2D is the diminished ability of insulin to exert its 
effects on different cell types in the human body. Genetic susceptibility in the combination 
with several environmental factors contribute to IR [12, 14]. The environmental factors are 
largely in common with risk factors for T2D, like abdominal and truncal obesity [18] and 
physical inactivity [19]. Further, there is evidence that IR escalates over time [20]. On a 
general level, fuel overload and decreased energy turnover have been proposed as concepts 
[14, 21]. Several mechanisms have been found to be potentially important, of which some 
will be discussed below. 

1.1.2.2.1 Skeletal muscle insulin resistance 

Skeletal muscle accounts for approximately 85% of the insulin-mediated glucose uptake in 
the human body [22] and thus constitutes the most important tissue when IR is studied. As to 
mechanisms, especially accumulation of lipid derivatives, defects in insulin signaling, as well 
as impaired blood flow in muscle are thought to contribute. Another important mechanism 
involves mitochondrial function and defects in oxidative phosphorylation [23], which will be 
discussed in the exercise section (1.2.3). Moreover, fat tissue derived adipokines and 
cytokines, such as leptin, adiponectin, interleukin-6 and tumor necrosis factor-α has attracted 
much interest in this field [14], but will not be discussed in the scoop of this thesis. 

1.1.2.2.1.1 LIP ID ACCUMULATION 

Skeletal muscle lipid content is associated to insulin resistance [24]. But muscle fat content is 
also high in well trained athletes, which have a high insulin sensitivity. This finding is 
referred to as 'the athlete paradox', and may point out that energy turnover is of greater 
importance than fat content [21]. Another related theory implicates that incomplete fat 
oxidation in the mitochondria results in mitochondrial dysfunction and subsequent IR, which 
was shown in a rodent model overfed with fat. Interestingly, exercise could reverse these 
metabolic defects [25]. Finally, several candidate pathways by which abnormalities in lipid 
metabolism could interfere with insulin signaling has been proposed [14]. 
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1.1.2.2.1.2 INSULIN SIGNALING 

The mechanisms of insulin signaling are complex. Insulin exerts its effects by binding to the 
insulin receptor. Simplified, this activates two major pathways: 1) Activation of the 
phosphatidylinositol-4,5-bisphosphate 3-kinase (PI3-kinase) pathway, leading to increased 
translocation of the glucose transporter GLUT4 to the cell surface and increased glycogen 
synthesis, and 2) Activation of the mitogen-activated protein kinase (MAP-kinase) pathway, 
stimulating cell growth [26]. GLUT4 is recruited from intracellular storage vesicles to the 
plasma membrane. The molecular steps from the binding of insulin to the insulin receptor and 
the result of GLUT4 translocation have been extensively investigated, in the context of IR. 
Interference with signaling at three different levels have mostly been considered: 1) reduction 
in insulin receptor kinase, 2) decreased phosphorylation of insulin receptor substrate 1 
(IRS1), and 3) reduced activation of PI3-kinase [12]. Especially, interest has been focused on 
different defects at the IRS1 level in the PI3-kinase pathway, but there are data suggesting 
that defects independent of IRS1 are of importance [27, 28]. 

1.1.2.2.1.3 BLOOD FLOW 

Impaired blood flow is another corner stone in the pathogenesis of IR. If blood flow is 
reduced, the delivery of insulin and glucose to the target cells will be lower. Accordingly, 
there is an association between capillary density in human skeletal muscle and insulin 
sensitivity, measured by euglycemic clamp in non-diabetic subjects [29]. Capillary density is 
also associated with glucose tolerance [30, 31]. This suggests that the diffusion distance 
between the capillaries and muscle cells is of importance. 

However, the contribution of diminished blood flow to IR has been difficult to estimate and 
has therefore  been questioned [32]. One difficulty is that insulin per se has vasoactive 
properties and augments blood flow [33]. This is caused by a vasodilatory ability, that is 
nitric oxide (NO) dependent [34], and also by capillary recruitment [35]. In healthy men, ~ 
20-30% of the insulin-mediated glucose uptake has been estimated to depend on the 
vasodilation induced by insulin [36]. Additionally, both vasodilation and capillary 
recruitment by insulin are probably impaired in T2D [37]. But there are conflicting results in 
studies. For example, local hyperinsulinemia in healthy and hypertensive individuals did not 
increase forearm blood flow, but augmented endothelium-dependent vasodilation (Taddei, 
Virdis et al. 1995). In healthy individuals, systemic but not local hyperinsulinemia raised 
forearm blood flow, suggesting that the vasodilatory property of insulin is not only mediated 
by direct action (Cardillo, Kilcoyne et al. 1998). 

1.1.2.2.2 Hepatic insulin resistance 

An impaired hepatic ability to react to insulin, i.e. hepatic insulin resistance, will result in an 
increased endogenous glucose production by the liver. This was showed to be the most 
important factor determining the glucose excursion during an OGTT, in middle-aged men 
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with different levels of glucose tolerance [38]. As to mechanisms, accumulation of lipid 
metabolites contributes to the hepatic IR, as in muscle tissue. A main regulator is malonyl 
coenzyme A, which by inhibition of carnitine palmitoyltransferase 1 decrease the import of 
fatty acids into the mitochondria [39]. In turn, this can lead to development of non-alcohol 
hepatic steatosis, which notably can be reversed in T2D subjects by a low-fat diet and weight 
reduction [40]. 

1.1.3 Cardiovascular risk factors 

In addition to hyperglycemia, other cardiovascular risk factors such as hypertension, 
dyslipidemia and obesity are abundantly present in T2D. IR has long been regarded as the 
major underlying component of this cluster of risk factors [41]. For example, in Sweden the 
prevalence of pharmacologically treated hypertension in T2D subjects in primary care is 75% 
according to data from the National Diabetes Registry in Sweden. For dyslipidemia, the 
figure is 60% [42]. The constellation of these different elements have been considered as part 
of a syndrome, first named syndrome X by Reaven [43]. Later, the terms insulin resistance 
syndrome or metabolic syndrome became predominant. Different components have been 
proposed to be included in the syndrome by different organizations. However, the major 
components consist of hyperglycemia, abdominal obesity, hypertension and dyslipidemia – 
all independent risk factors of CVD. But the expression syndrome has been questioned by 
major opinion leaders in the field [44]. Additionally, low cardiorespiratory fitness, measured 
as maximal oxygen uptake (VO2max), is often present in T2D and is likewise an independent 
risk factor for CVD [45-47]. 

1.1.4 Complications 

Besides the complications of acute severe hyperglycemia, the major concern in T2D has been 
the late complications that often develop after several years with the disease. The major 
complications can be divided into: 

• Microangiopathy 
 Retinopathy 
 Nephropathy 
 Neuropathy 

• Macroangiopathy 
 Ischemic heart disease 
 Cerebrovascular disease 
 Peripheral artery disease 

• Neuropathy 
 Peripheral polyneuropathy 
 Autonomic neuropathy 
 Mono- or multifocal neuropathy 
 Compression neuropathy 
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Hyperglycemia induced oxidative stress in the endothelium is thought to be one of the 
main components, driving the development of these complications [48]. 

1.1.5 Burden of the disease 

422 million people in the world were calculated to have diabetes in 2014 according to WHO 
[49]. The prevalence has doubled in the adult population since 1980, from 4,7% to 8,5% in 
2014. It is difficult to assess the proportion of type 1 and type 2 diabetes in many 
international registries but the overall increase is founded on an increased prevalence of risk 
factors for T2D, such as overweight and physical inactivity. In recent years, the increase in 
diabetes prevalence has been greater in low and middle-income countries compared to high-
income countries. In Sweden, the total prevalence of diabetes in 2012 was 4.7%, according to 
a recent nation-wide register-based study. During the years 2005 to 2013, a modest increase 
in prevalence and a simultaneous decrease in incidence was demonstrated [50]. 

The impact of T2D on morbidity and mortality is huge. The risk of different vascular 
diseases, including coronary heart disease, ischemic and hemorrhagic stroke and vascular 
death, is approximately doubled in diabetes patients [51]. These increased hazards are 
independent of other cardiovascular risk factors. In patients reaching end-stage renal disease, 
diabetes is regarded the primary cause in 12 to 66% in world-wide comparisons [52]. 
Proliferative diabetic retinopathy (DR), which is potentially vision-threatening, is prevalent in 
7% of diabetes patients [53]. Further, rates of lower extremity amputations are 10-20 fold 
higher in populations with diabetes, in contrast to populations without [54]. Promisingly, the 
frequency of these complications are declining in several instances [49]. On the other hand, a 
recent meta-analysis showed that blindness and visual impairment due to DR had risen. In 
2010, DR accounted for 2.6% of all blindness and 1.9% of all visual impairment worldwide 
[55]. 

1.1.6 Treatment 

1.1.6.1 Target levels 

The aim of the treatment in T2D is to lower, or if possible normalize, glucose levels. But the 
target level of HbA1c should be individualized, taking into account risk of hypoglycemia, 
disease duration, life expectancy, comorbidities, patient attitudes and resources etc. [56].  
Moreover, other risk factors of CVD as obesity, physical inactivity, hypertension and 
dyslipidemia should be addressed. The target levels for these components have changed over 
time and are under constant evaluation and debate. The following treatment target levels have 
been proposed in Swedish National Guidelines from the National Board of Health and 
Welfare (Socialstyrelsen) and the American Diabetes Association in 2015 [57, 58] (Table 1). 
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 Socialstyrelsen 2015 ADA 2015 

HbA1c < 52 mmol/mol < 53 mmol/mol  

Blood pressure < 140/85  < 140/90 

LDL-cholesterol Not used as target, treatment 
according to estimated total CVD 
risk 

Not used as target, treatment 
according to estimated total CVD 
risk 

Urine 
albumin/creatinine 
ratio 

No recommendation < 3.4 mg/mmol  

 

Other Smoke stop Exercise > 150 min/week 

Table 1. Treatment targets in diabetes proposed by the Swedish National Board of Health 
and Welfare (Socialstyrelsen) and the American Diabetes Association (ADA). Both 
organizations emphasize individualization of the target levels. LDL: low-density lipoprotein. 

1.1.6.2 Lifestyle 

Targeting lifestyle factors, such as improved diet and increased physical activity is the 
foundation of the treatment in T2D and is advocated in guidelines [59]. A Cochrane meta-
analysis found that exercise alone lowered HbA1c by about 7 mmol/mol. Positive effects on 
visceral adipose tissue and triglycerides in blood were also detected [60]. Studies on diets are 
difficult to interpret due to the vast number of different diets used. For weight-loss, diets of 
low-carbohydrate, low-fat and calorie-restricted, as well as Mediterranean diets have proved 
efficacy up to two years [59].  

More appropriate in a clinical perspective could be to evaluate the effects of combined 
lifestyle modification, including diet, physical activity and education. A meta-analysis on this 
subject, including16 studies, demonstrated significant benefits on HbA1c, body mass index 
(BMI) and blood pressure, but not on cholesterol levels [61]. 

In prevention, lifestyle intervention with diet and physical exercise has been shown to 
decrease the risk of progression from IGT to manifest diabetes [62, 63]. In two later studies, 
the relative progression rate could be reduced by 58% [64, 65], which has been evaluated as 
highly cost-effective in a society perspective [66]. Notably, the preventive effect was lower 
(28%) in an Indian study [67]. Moreover, it could be discussed if this reflects a true 
preventive effect or if the disease is masked due to an effective lifestyle treatment.  

In the Look AHEAD trial, a great effort was made to evaluate if lifestyle modification could 
have an impact on cardiovascular morbidity and mortality in T2D. More than 5000 T2D 
subjects were randomized to intensive lifestyle modification, with the goal of a weight 
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reduction of > 7% and increased physical activity, or to a control group receiving basic 
lifestyle education. However, the study was terminated in advance after a mean follow-up of 
9.6 years, since the probability of a significant group difference within the planned study-
length of 13.5 years was less than 1% [68]. This was in spite of that the intensive lifestyle-
modification group had a greater weight loss, fitness increase and a higher rate of remission 
of their diabetes than the control group after 4 years [69]. The study results were greatly 
discussed, especially concerning if the study was under-powered, since the reduction in 
weight and waist was moderate (6 % and 2 cm, respectively), and the fact that more intensive 
pharmacological treatment became clinical routine during the study period. 

1.1.6.3 Pharmacological 

1.1.6.3.1 Oral anti-diabetic agents (OADs) 

Metformin is recommended in most guidelines as the first-line pharmacological treatment in 
T2D [56]. This is chiefly founded on the cardiovascular protective effect seen in a sub-group 
in the United Kingdom Prospective Diabetes Study (UKPDS) [70] Metformin has also been 
shown to decrease the relative risk of developing T2D in IGT subjects by 26-31% [65, 67]. 
Interestingly, one of the mechanisms by which metformin have its effects is by stimulating 
AMP-kinase [71]. 

Other OADs include sulfonylureas, glinides, acarbose, thiazolidinediones, dipeptidyl 
peptidase-4 (DPP-4) inhibitors and sodium-glucose cotransporter-2 (SGLT2) inhibitors. 
Special interest has lately been shown in the SGLT2 inhibitors, since one compound, 
empagliflozin, recently showed a pronounced cardio-protective effect [72]. 

1.1.6.3.1.1 ACARBOSE 

Acarbose is an α-glucosidase inhibitor that decreases post-prandial hyperglycemia by 
delaying carbohydrate absorption from the small intestine [73]. It lowers HbA1c in mean by 
9 mmol/l according to a Cochrane meta-analysis, without significant impact on body weight 
or serum lipids [74].  
Further, in a meta-analysis of trials on acarbose treatment in T2D, acarbose was associated 
with a 35% reduction of CVD [75]. The evaluated outcomes were collected from adverse 
events registered in each study, and thus the studies included were in fact not designed for 
evaluation of cardiovascular (CV) events. Notably, acarbose treatment significantly 
improved several CV risk factors such as glycemic control, triglyceride levels, BMI and 
blood pressure. In a secondary analysis of the STOP-NIDDM trial, acarbose treatment was 
associated with a significant absolute risk reduction in cardiovascular events by 2.5% in a 
IGT population [76]. The trial was criticized for using a “modified” intention-to-treat group 
for the analysis, excluding subjects who discontinued very early [77, 78]. It has been 
proposed that the mechanism behind the benefits of acarbose on CV risks could be lowering 
of oxidative stress, secondary to the decrease of postprandial glucose by the compound [79]. 
Moreover, acarbose was also shown to decrease the progression from IGT to T2D in the 
STOP-NIDDM study [80]. However, the effect was smaller than in lifestyle intervention 



 

 16 

trials. Further, when all study subjects were put on placebo at the end of the study and re-
examined three months later, the progression to diabetes was rather high in the formerly 
acarbose-treated group. 

1.1.6.3.2 Insulin 

Insulin has long been an effective treatment option in T2D. Insulin is often necessary in long-
standing disease when β-cell function has declined considerably. Different insulin 
formulations and adjustments to the insulin molecule have provided several variants for 
treatment with either short or long-acting properties. 

1.1.6.3.3 Glucagon-like petide-1 (GLP-1) analogues 

A fairly new treatment option is founded on the incretin hormone GLP-1. As opposed to the 
DPP-4 inhibitors, that achieve an increase in endogenous produced GLP-1, these agents 
create higher plasma levels by exogenous administration of modified variants of the 
hormone. They are at present made for subcutaneous injection only. Interestingly, some of 
these compounds have been attributed substantial cardio-protective effects in recent trials [81, 
82]. 

1.1.6.4 Multifactorial treatment 

Given the high frequency of several CV factors in T2D, the importance of multifactorial 
treatment is recommended by most organizations. The impact of such a strategy has been 
evaluated, establishing a great advantage in risk reduction in diabetes-related complications. 
In the Steno-2 trial, T2D subjects with microalbuminuria were intensively treated for tight 
glucose regulation, as well as optimal control of other CV risk factors. Compared to 
conventional treatment, the intensive multifactorial approach for 7.8 years significantly 
decreased the risk of cardiovascular disease (hazard ratio 0.47) and microvascular outcomes 
[83]. Observational data for an additional 13 years showed sustained benefits, as well as 
lower rates of total and cardiovascular mortality. A gain of nearly eight years in lifespan 
could be demonstrated [84]. 

1.2 PHYSICAL EXERCISE IN TYPE 2 DIABETES AND AT-RISK 
POPULATIONS 

As mentioned before, physical activity has long been emphasized as part of the lifestyle 
treatment in T2D, and also as an element in preventing the disease in high risk subjects. 

1.2.1 Effect on hyperglycemia and other cardiovascular risk factors 

An early meta-analysis on the effect of exercise in T2D subjects revealed an average decrease 
in HbA1c of 7 mmol/mol, despite of the absence of weight loss [85]. In the two included 
studies also using diet co-intervention, the effect on HbA1c was more pronounced. A similar 
effect was seen in the Cochrane review mentioned previously [60]. The effect of exercise on 
insulin resistance is often pronounced [86]. There is some evidence that exercise may 
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improve β-cell function, when measured as disposition index during an intravenous glucose 
tolerance test [87]. 

Moreover, significant effects on abdominal (or visceral) obesity, serum triglycerides and 
blood pressure are often accomplished in exercise studies [60, 88]. 

1.2.1.1 Mode of exercise 

No association between exercise intensity or volume and effect on HbA1c could be 
confirmed in two different reviews [85, 89]. However, later Boulé et al. did found evidence 
that exercise intensity was more important than exercise volume in improving VO2max and 
HbA1c [90]. The highly intensive exercise in fairly young T2D subjects (mean age 45 years) 
at 75% of VO2 peak, two sessions/week, and interval exercise one session/week in the study 
of Mourier et al. decreased HbA1c from 8.5 to 6.2% and increased VO2 peak by 41% [91]. 
However, intense exercise might be hazardous and screening for CVD has been 
recommended in high risk individuals [92]. 

The most common exercise modalities studied in T2D and other populations are aerobic 
exercise, resistance training or the combination of both. In a meta-analysis, aerobic exercise 
alone, or in combination with resistance training, appeared more effective than resistance 
training alone. These modalities improved glycemic control, systolic blood pressure and 
triglycerides. Waist circumference was reduced by resistance training or the combined 
exercise [88]. The combined mode of exercise was also more effective in improving insulin 
sensitivity in sedentary adults [86]. 

1.2.1.2 Differences in response 

The individual response to exercise training shows a large variation when measured as insulin 
sensitivity in a healthy sedentary population. In addition, men seem to respond better [93]. 
The response in respect of VO2max also displays a wide variation [94]. Moreover, changes in 
gene expression are associated with the individual response to the exercise [95, 96]. It has 
been postulated that this individual response should be considered in studies evaluating 
effects on gene expression by physical exercise [94]. 

Moreover, there are studies showing that subjects with, or at-risk of, T2D respond less to 
exercise intervention than healthy individuals. Thus, first-degree relatives to subjects with 
T2D did not respond as well as those without heredity to a seven months’ exercise program, 
when measured as VO2max, weight and waist circumference, taking exercise volume into 
account [97]. This was associated to a lesser increase in expression of genes involved in 
oxidative phosphorylation and metabolism, compared to those without heredity [97]. 

1.2.2 Effects on cardiovascular outcomes 

Observational data supports that an active lifestyle decreases the risk of adverse CV events 
and mortality in T2D [46, 98, 99]. A high level of physical activity at baseline, assessed by 
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pedometer, was associated with a less increase in measure of arterial stiffness after four years 
[100]. 

On the other hand, when subjects were randomized to intensive lifestyle modification in the 
Look AHEAD study, no impact was seen on hard end-points as CV morbidity or mortality 
[68]. 

1.2.3 Mechanisms 

The mechanisms behind the positive impact of exercise on hyperglycemia and other 
cardiovascular risk factors are complex and not fully understood. Exercise training affects the 
expression of more than 500 genes [95]. Since most of the glucose uptake in the human body 
occurs in skeletal muscle, research has focused on understanding the mechanisms in this 
tissue.  

Acute exercise induces translocation of GLUT4 through an insulin-independent mechanism. 
This was demonstrated in mice with a muscle-specific knock-out of the insulin receptor. 
These mice had a normal exercise-induced glucose uptake in muscle despite no 
responsiveness to insulin [101]. The GLUT4 translocation is probably mediated through 
several mechanisms. AMP-kinase [102] and Ca2+/calmodulin-dependent protein kinases are 
of importance, as well as more downstream targets, such as AS160 and TBC1D1, that are 
shared with insulin signaling pathways [103]. 

In chronic exercise training, blood flow/angiogenesis as well as mitochondrial activity will be 
of importance. This will be discussed in the sections below. 

1.2.3.1 Angiogenesis 
Activation of angiogenesis in response to exercise training is probably of great importance for 
the different effects seen in metabolism. Early studies demonstrated that endurance training 
increases capillary density, or capillaries per fibre ratio, in human skeletal muscle [104]. This 
would in turn improve exchange of gas and substrate by increased surface area and blood 
residence time, as well as decreased diffusion distance. The favorable result of this could be 
increased glucose uptake, lipoprotein metabolism, insulin sensitivity and enhanced glucose 
tolerance [105]. 

1.2.3.1.1 Vascular endothelial growth factor (VEGF) 
VEGF and its receptors are major angiogenetic factors [106]. There are several different 
isoforms of VEGF, where isoform A (VEGF-A) is the most relevant [107]. Henceforth, 
VEGF will be equivalent to VEGF-A in this text. VEGF exerts its effects by binding to the 
receptors VEGFR-1 and VEGFR-2 that are mainly expressed in endothelial cells [108]. 
Expression of the VEGF gene is greatly stimulated by exercise [109], especially in untrained 
muscle [110]. Blockade of the VEGF receptors reduce capillary density in rats [111]. 
Further evidence of the importance of VEGF was seen in a muscle-specific VEGF knock-
out mouse-model that resulted in a 60% decrease in capillary density, accompanied by a 
56% reduction in insulin stimulated glucose uptake [112]. 
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1.2.3.1.2 Angiopoietin 
The angiopoietin pathway has also been shown to be of importance, in association with 
VEGF, in the exercise-induced angiogenic response of skeletal muscle in rat [113] and in 
humans [114]. In humans, the angiopoietin related genes were especially activated in those 
who improved their VO2max the most [94]. 

1.2.3.1.3 Other factors 
Some other important factors and stimuli in exercise-induced angiogenesis include nitric 
oxide (NO), mechanical stress and perhaps hypoxia [105, 114]. Remodeling of the 
extracellular matrix, by in particular matrix metalloproteinases, is probably of importance 
as well [115]. 

1.2.3.2 Mitochondrial function and PGC-1α 

Genes involved in oxidative phosphorylation and peroxisome proliferator-activated receptor-
gamma coactivator 1α (PGC-1α) are downregulated in muscle of diabetic subjects [116], and 
likewise in those with heredity for T2D [23]. PGC-1α was first described as an important 
factor in mitochondrial thermogenesis [117]. Further studies proved PGC-1α to be involved 
in energy metabolism and muscle adaptation to exercise [118]. Exercise activates the AMP-
kinase pathway, which in turn probably regulate and activate PGC-1α [119].  More recently, 
PGC-1α has also been shown to regulate angiogenesis and VEGF expression, in response to 
hypoxia and nutrient deprivation, in animal muscle [120]. This was also demonstrated in 
exercise-induced angiogenesis, where the effects of PGC-1α on VEGF expression were 
mediated through the estrogen-related receptor alpha [121, 122]. 

1.3 ENDOTHELIN-1 IN TYPE 2 DIABETES 

The endothelin-1 (ET-1) system seems to be activated in conditions such as obesity, T2D and 
metabolic syndrome. This activation has a negative effect on endothelial function and insulin-
induced vasodilatation, which seems to be normalized by blockade of ET receptors. Drugs 
targeting the ET-1 pathways could be interesting to prevent vascular complications in 
obesity-linked disorders [123]. 

1.3.1 Basic physiology 

ET-1 is a potent vasoconstrictor peptide, first isolated from porcine aorta. ET is first released 
as the propeptide Big ET (1-38 amino acids), which is then cleaved into ET (1-21) and a C-
terminal fragment (22-38) [124]. ET is present in three different isoforms, where ET-1  is 
considered the most important in regard to cardiovascular effects [125]. It is mainly produced 
by endothelial cells, but can be produced by several other cell types in pathophysiological 
conditions. It is considered as an important factor in the evolution of vascular dysfunction and 
CVD [126]. 

ET-1 exerts its effects via two different receptors, endothelin receptor A (ETA) and B (ETB) 
[125]. ETA is predominantly present on vascular smooth muscle cells, where its activation 
induces vasoconstriction. In contrast, ETB is mainly located on endothelial cells, but can also 
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be expressed on vascular smooth muscle cells. It mediates vasodilatation through release of 
NO and prostacyclin [127]. Hence, the effect of ET-1 will be a result of the balance between 
these two receptors. Normally, the net effect will be vasoconstriction by the ETA receptor, 
that in part will be balanced by the vasodilatory effect of ETB [126]. 

1.3.2 Endothelin-1 and insulin resistance 

Research has suggested that ET-1 could be an important factor in insulin resistance. 
Circulating ET-1 levels are increased in subjects with insulin resistance and hyperglycemia 
[128]. Further, basal ET-1 levels were negatively correlated to total glucose uptake in a clamp 
study on men with T2D [129]. 

In rats, administration of ET-1 for 5 days led to a 30% reduction in total insulin-stimulated 
glucose disposal [130]. Likewise, ET-1 infusion in humans decreased insulin sensitivity by 
approximately 30%, without influencing blood flow in skeletal muscle [131]. Infusion of the 
precursor Big ET-1 also reduced insulin sensitivity in healthy humans [132]. 

1.3.3 Endothelin-1 and endothelial dysfunction 

Endothelial dysfunction could be described as an imbalance between vasodilatory factors, 
where NO is most important, and vasoconstrictive factors, such as ET-1 [133], as well as pro-
atherogenic oxygen-derived free radicals [134]. It is hypothesized that endothelial 
dysfunction is an early defect in the arteriosclerosis process. Endothelial dysfunction has been 
detected in subjects with T2D or insulin resistance, and also in those at risk of developing 
T2D [135]. 

Several mechanisms by which insulin resistance could be connected to endothelial 
dysfunction have been proposed, including influence on NO production, oxidant stress, ET, 
the renin-angiotensin system, as well as cytokines produced in adipose tissue [136]. 

1.3.4 Endothelin-1 receptor blockade 

Blockade of the endothelin-1 receptors has been used to study the impact of the ET-1 system. 
Endothelium-dependent vasodilatation improved with ETA receptor blockade in patients with 
atherosclerosis [137]. In obese individuals, selective ETA receptor blockade enhanced insulin-
stimulated glucose uptake, by increasing both blood flow and glucose extraction in the leg. 
Lean subjects did not show these effects [138]. Further, ETA receptor blockade augmented 
blood flow in the forearm in T2D subjects more than in controls. Dual ETA/ETB blockade did 
not further increase this response [139]. Consequently, the ET-1 system seems to be of more 
importance for vasoconstriction in T2D than in non-diabetic subjects.  

Dual ETA/ETB receptor blockade might be of greater advantage than selective blockade of the 
ETA receptor. In subjects with insulin resistance, dual blockade increased endothelium-
dependent vasodilatation. That was in contrast to selective ETA receptor blockade, that had no 
effect compared to placebo [140]. Moreover, dual blockade acutely increased insulin 
sensitivity, measured by hyperinsulinemic clamp, in insulin resistant subjects. Conversely, 
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ETA blockade did not show any effect [141]. But some studies have not proven dual blockade 
to be superior. As mentioned above, dual blockade in the study by Cardillo et al. did not 
augment the response on blood flow more than ETA-blockade alone in T2D subjects [139]. 

A clinical placebo-controlled trial evaluating dual endothelin blockade (bosentan) have 
shown improved peripheral endothelial function in patients with long-standing T2D and 
microalbuminuria. No effects on glycemic indices were seen, but most of the subjects had 
more advanced treatment including insulin [142]. 

1.3.5 The complex interplay between insulin and endothelin-1 

In the endothelium, insulin stimulates NO production by activation of the PI3-kinase 
dependent pathways, and thereby promoting vasodilatation. But ET-1 production, with its 
mainly vasoconstrictive effect, is also stimulated by insulin [143], but via the MAP-kinase 
dependent pathways [144]. Consequently, ET-1 levels in blood increased during 
hyperinsulinemic clamp in T2D individuals [129]. 

Interestingly, ET-1 can influence the insulin pathways. In arterial smooth muscle cells, ET-1 
diminished PI3-kinase activity, suggesting interference with insulin signaling [145]. In 
adipocytes pre-treated with ET-1, insulin signaling through both the PI3-kinase and MAP-
kinase pathways were impaired [146]. In later in vitro studies, the insulin resistance evoked 
by ET-1 seemed to involve the phosphatidylinositol 4,5-bisphosphate (PIP2)/actin system 
[147], which impaired GLUT4 translocation [148]. 

Insulin and ET-1 counteract each other in the vasoconstrictor system. In perfused hindlimb of 
rat, insulin blocked the vascular effects of ET-1 by its vasodilatory effect [149]. Moreover, in 
arteries from insulin-resistant rats, ETA blockade normalized the vasodilatory response to 
insulin [150]. This suggest an increased activity of ET-1 in insulin resistance. 

1.4 VITAMIN D IN TYPE 2 DIABETES 

The inference of an impact of vitamin D status on T2D and related conditions emanates 
mainly from observational data. In cross-sectional observational studies, there is a fairly 
consistent association between low 25-hydroxy-vitamin D3 (25(OH)D) levels and prevalence 
of T2D or the metabolic syndrome [151]. 

1.4.1 Basic vitamin D physiology 

Classical effects of vitamin D includes regulation of calcium and phosphate homeostasis, as 
well as bone mineralization. Its active form 1,25-dihydroxy-vitamin D3 (1,25(OH)2D) binds 
to the nuclear vitamin D receptor and exerts its effects by influencing gene expression. 

Sources of vitamin D are conversion in the skin of 7-dehydrocholesterol in two steps to 
vitamin D3 by UV-light, or by foods containing or fortified with vitamin D2 or D3. Vitamin 
D3 are subsequently 25-hydroxylated, primarily in the liver [152]. The serum levels of the 
product 25(OH)D are proportional to vitamin D intake, and has therefore long been regarded 
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as a good proxy of vitamin D status [153]. But there has been some doubt raised lately about 
the accuracy of that assumption [154]. The optimal serum concentration of 25(OH)D for 
different health outcomes has been much debated. Some authors have advocated higher 
levels, often above 75 nmol/l [155, 156], whereas Institute of Medicine (IOM) has advocated 
a more conservative approach [154].  

The second step in the activation of vitamin D3 is performed by 1α-hydroxylase, mainly in 
the kidney. This creates the active metabolite 1,25(OH)2D. The main catabolic step in 
deactivation of this compound creates 24,25-dihydroxy-vitamin D3, which then is further 
degraded [152]. 

The classic target organs for 1,25(OH)2D include the intestine, where calcium and phosphate 
absorption are enhanced. Further, vitamin D is important in the mineralization process of the 
skeleton, although probably not vital [157]. Finally, 1,25(OH)2D suppresses the production of 
parathyroid hormone (PTH), whereas PTH stimulates 1α-hydroxylase in the kidney and thus 
increases formation of 1,25(OH)2D [152]. 

1.4.2 New perspectives 

Aside from the classical related disease rickets, vitamin D deficiency has lately been related 
to several other health issues. These include neuromuscular function and risk of falls, dental 
health and various cancers. Further, immune-related disorders as type 1 diabetes, multiple 
sclerosis, rheumatoid diseases, psoriasis and inflammatory bowel disease have been 
considered, as well as hypertension and T2D  [155, 158]. But evidence of a clear role of 
vitamin D supplementation in these pathologic states are in most cases lacking [159]. Even in 
osteoporosis, the support for vitamin D treatment alone has little support according to a recent 
meta-analysis [160]. 

One of the basis of the interest in vitamin D originates from the fact that the receptor for the 
active metabolite 1,25(OH)2D is present in more than 30 tissues [161], including pancreatic 
β-cells [162]. Moreover, the enzymatic conversion of 25(OH)D to 1,25(OH)2D is possible in 
several locations, including the pancreatic β-cells [163]. Theoretically, the active 1,25(OH)2D 
metabolite could thus be produced locally within the pancreatic islet and exert autocrine 
effects. 

Another interesting aspect is that higher PTH levels have been associated to CVD. In the 
ULSAM cohort, PTH levels were positively associated to CV mortality in men [164]. An 
interaction with vitamin D status could be of importance for this finding. Notably, in a recent 
study evaluating metabolic effects after surgery for primary hyperparathyroidism, IR 
resistance measured by HOMA index was reduced six weeks postoperatively. Importantly, 
randomization to vitamin D treatment after surgery for one year did not influence IR or other 
CV risk factors in comparison to placebo, despite a higher 25(OH)D level and a lower PTH 
level in the vitamin D treated group [165]. 
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1.4.3 Observational studies 

Aside from the cross-sectional data of associations between 25(OH)D levels and T2D 
prevalence mentioned above [151], there are also prospective studies on the subject. In the 
large prospective Nurses´ Health Study cohort study, the risk of developing T2D was lower 
in subjects with a high intake of vitamin D or calcium, compared to those with a low intake 
[166]. A significant 40% reduction in relative risk of acquiring T2D were seen in a Finnish 
prospective cohort study, evaluating the impact of the highest and lowest quartiles of baseline 
25(OH)D values. This finding suggested a protective effect of a high 25(OH)D level. 
Notably, the risk dropped to a trend when adjusting for multiple other risk factors for T2D 
[167]. However, in the Ely prospective study, levels of glucose tolerance, fasting insulin, 
insulin resistance (homeostasis model of assessment, i.e. HOMA index) and metabolic 
syndrome risk score were significantly lower in those with a high baseline 25(OH)D, even 
after adjustment for competing risk factors related to T2D [168]. In the Stockholm Diabetes 
Prevention Study (SDPP), high baseline 25(OH)D levels in men were protective in respect to 
development of T2D after 8-10 years. This relationship was seen in men with IGT, but not in 
those with normal glucose tolerance at baseline or in women [169]. A meta-analysis of 21 
prospective studies confirmed the association, showing a significant hazard ratio of 0.62 
when comparing risk of incident diabetes for those with high 25(OH)D levels compared to 
those with low levels at baseline. Adjustment for BMI and other related factors diminished 
the association slightly, but it remained significant [170]. 

1.4.4 Randomized intervention studies 

Previous randomized studies are scarce. Randomization to 1000 mg of calcium and 400 IU 
vitamin D3 supplement per day in post-menopausal women was not associated with a 
decreased risk of incident T2D during 7 years of follow-up [171].  

1.4.5 Mechanistic studies 

1.4.5.1 Β-cell function 

In vitro as well as in vivo animal studies in the 80´s suggested that vitamin D could have an 
impact on insulin release [172, 173]. This evoked several trials in human subjects. A vitamin 
D3 dose of 2000 IU per day to subjects with vitamin D deficiency increased insulin secretion 
after an OGTT [174]. In vitamin D deficient Asians living in London and having slightly 
elevated glucose levels, a single dose of 100 000 IU vitamin D3 augmented insulin and C-
peptide response to an OGTT after 2-3 months. Notably, glucose tolerance was unchanged 
[175]. First-phase insulin secretion during an intravenous glucose tolerance test (IVGTT) 
increased significantly in females with T2D after one month of treatment with vitamin D3 
1332 IU per day [176]. Further, 3 weeks of treatment with 2 µg of active vitamin D (1α-
(OH)D3) increased total insulin response after an OGTT in T2D subjects [177]. A slight but 
significant increase in first-phase C-peptide levels after IVGTT were also seen in healthy 
subjects, taking 3 µg of active vitamin D (1,25(OH)2D) for four days [178]. 
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In contrast, four days of treatment with one µg of active vitamin D3 to T2D subjects did not 
augment insulin response to a meal test [179]. In addition, 40 000 IU of vitamin D3 once 
weekly for six months did not improve insulin secretion, calculated with HOMA index in 
T2D subjects [180]. In centrally obese men living in India, a high-dose treatment of three 
injections of 120.000 IU vitamin D3, separated by 14 days, did not improve insulin secretion 
assessed by HOMA index [181]. 

1.4.5.2 Insulin sensitivity 

There are a few reports of increased insulin sensitivity by vitamin D treatment. In the Indian 
study by Nagpal et al. mentioned above, insulin sensitivity measured by the OGTT-based 3-
hour oral glucose insulin sensitivity (OGIS) index was significantly improved. Noteworthy, 
other indices of insulin sensitivity (HOMA, quantitative insulin sensitivity check index 
[QUICKI]) were not affected [181]. In a post-hoc analysis of a study focusing on bone-
related outcomes, combined treatment with calcium and 700 IU vitamin D3 slowed 
progression of insulin resistance over three years in those with IFG at baseline [182].  

Conversely, most studies have not been able to detect this association. For example, the 
intravenous glucose tolerance test (IVGTT) based study by Borissova et al. and the six-month 
long study by Jorde et al. were neutral in this respect [176, 180]. In a subset of participants in 
the Women’s Health Initiative study, HOMA index of insulin resistance did not differ 
between those allocated to calcium + vitamin D or placebo [171]. Several indices of insulin 
sensitivity, including the OGTT-based Insulin Sensitivity Index (ISI), were unaltered after 
two injections of 100 000 IU vitamin D3 given to adults with vitamin D deficiency [183]. 
Moreover, one study using the euglycemic clamp could not find any benefit of active vitamin 
D treatment with two µg of α-25(OH)D per day in men with IGT. However, no control group 
was used [184]. Finally, 1.5 µg of active 1,25(OH)2D for seven days did not affect the M-
value, obtained by euglycemic clamp, in comparison with placebo in healthy males [185]. 

A cross-sectional study on overweight post-menopausal women gave support of a threshold 
effect of 25(OH)D level on glucose tolerance, fasting insulin and insulin resistance (HOMA 
index). The threshold level for the associations was set to 65 nmol/l [186].  

1.5 MISSING INFORMATION 

Physical exercise has been shown to positively affect several of the included risk factors but 
the additive effects of OADs to physical training is unknown. 

Further, the response to physical exercise demonstrates a large individual variation. VEGF is 
a key player in angiogenesis and PGC-1α is a crucial factor in mitochondrial function. If 
these components thereby could promote improved insulin sensitivity by exercise, to a 
diverse extent in separate individuals, has not been studied. 

ET-1 is another factor that could be important in glucose metabolism and insulin sensitivity. 
Blockade of the ET-1 receptors A and B (dual blockade) has been shown to increase glucose 
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uptake and insulin sensitivity in insulin resistant subjects, but it is unclear how ET-1 more 
precisely interferes with glucose metabolism. 

Vitamin D could, according to epidemiological studies, have an important role in glucose 
homeostasis, and thereby be a putative agent for prevention of T2D in subjects with 
prediabetes or treatment of T2D. However, mechanistic studies in humans have yielded 
conflicting results as if vitamin D has effects on β-cell function and insulin sensitivity. 
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2 AIMS 
To study, in patients with T2D and mild hyperglycemia, the effect of structured exercise 
training alone and in combination with acarbose treatment on glycemic control, body 
composition, and cardiovascular risk factor profile. 

To investigate if associations exist between changes in expression of key genes and improved 
insulin sensitivity, VO2max and glycemic control following exercise training in T2D, in the 
context of individual physiological adaptation. 

To test the hypothesis that endogenous ET-1 contributes to impaired skeletal muscle glucose 
uptake in insulin-resistant subjects in vivo. Furthermore, to elucidate the direct actions of ET-
1 on glucose metabolism and insulin signaling in skeletal muscle in vitro. 

To investigate the effect of high-dose vitamin D treatment in people with prediabetes or drug-
naïve T2D on β-cell function, insulin sensitivity, and glucose tolerance.
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3 METHODOLOGICAL CONSIDERATIONS 

3.1 STUDY SUBJECTS 

3.1.1 Study I and II 

We recruited study subjects from referrals to our outpatient diabetes daycare unit at 
Karolinska University Hospital, and by advertising in newspapers. Inclusion criteria included 
T2D diagnosis since at least 3 months, HbA1c <68 mmol/mol, age 45-60 years and BMI 25-
30 kg/m2. Permitted diabetes treatments were diet and no more than one oral antidiabetic drug 
(OAD). None of the study subjects took part in any regular exercise program with more than 
one training session per week. 

3.1.2 Study III 

3.1.2.1 In vivo study 

We recruited sedentary males with IR, assessed by euglycemic-hyperinsulinemic clamp or 
HOMA index. Cut-off levels to categorize subjects as insulin resistant are arbitrary, but we 
used cut-off limits that have been recommended [187]. 

3.1.2.2 In vitro study 

Muscle samples from m. rectus abdominis were collected from eight individuals during 
elective abdominal surgery. These subjects had no metabolic disorders. 

3.1.3 Study IV 

We recruited participants from the Stockholm Diabetes Prevention Program (SDPP), a 
prospective cohort study in Stockholm [188]. Subjects in SDPP were enrolled from five 
municipalities in Stockholm county during the period 1992 to 1998. A questionnaire was sent 
to all inhabitants aged 35-55, asking about present diabetes diagnosis and family history of 
diabetes (FHD). In the second step, subjects without diabetes but with FHD, together with 
randomly age- and sex-matched controls without FHD, were invited for an examination. This 
examination consisted of blood sampling, an OGTT, body measurements and a questionnaire 
about lifestyle. A baseline group of almost 8000 individuals was collected and re-invited 8-10 
years later for a follow-up investigation, excluding those who were diagnosed with diabetes 
at baseline. Over 5500 subjects were re-examined by the same procedure as the baseline 
investigation. For the present study, we contacted by phone those who at follow-up in the 
years 2003–2006 were categorized as having prediabetes (IFG, IGT or both). Those who had 
the potential to meet eligibility criteria were invited to a screening visit.  

Major inclusion criteria included: 1) IFG, IGT, IFG + IGT, or drug-naïve diabetes at the 
screening OGTT; 2) age 45 to 75 years, female or male; 3) BMI ≤32 kg/m2; 4) HbA1c ≤63 
mmol/mol); 5) fasting plasma glucose <9mmol/l and 6) serum 25(OH)D <75 nmol/l (below 
normal lab reference). 
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3.2 STUDY DESIGNS 

3.2.1 Study I and II 

After a wash-out period for 6 weeks of any OAD, the subjects were randomized to one of 
three interventions for a period of twelve weeks: 

1. Aerobic/anaerobic exercise group training, for 50 minutes three times weekly. 
2. Exercise (as in intervention 1) and acarbose treatment (as in intervention 3). 
3. Acarbose treatment alone. The target dose was 100mg three times daily in 

conjunction with major meals. The dose was up-titrated during the first four weeks. 
Acceptable compliance according to pill-count was set to 75-120%. 

Further, the study design included that 10 individuals within each intervention group were 
randomized to undergo muscle biopsies for gene expression analyses (study II). All 
assessments, including muscle biopsies, were performed before and after the twelve-week 
intervention period (Figure 1). 

Included subjects were instructed to maintain their diet and exercise habits during the study 
period, except that of the allocated intervention. 

 

Figure 1. Study design and major assessments in study I and II. CT; computerized 
tomography, DXA; dual-energy X-ray absorptiometry. 

3.2.2 Study III 

Three different protocols were applied in the in vivo study on each study subject (see Figure 
2). NaCl was given during minute -30 to minute 0 in all protocols. NaCl was also infused 
when necessary to balance the rate of infused volume in all three protocols. 
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• Protocol A: Infusion of BQ123 (ETA blockade) and BQ788 (ETB blockade) were 
given for 120 minutes. Insulin was infused from minute 60 to minute 120. 

• Protocol B: Insulin was infused for 120 minutes. 
• Protocol C: Insulin was infused for 135 minutes. ET-1 was infused from minute 60 to 

minute 135. 

The investigations were separated by at least one week and were performed in random order, 
blinded to the subjects. To investigate possible time-dependent differences in protocol C, 
seven subjects were given a 15-minute prolonged ET-1 infusion.  

 

Figure 2. The three different protocols (A-C) in study III. Reprinted with the 
kind permission of A. Shemyakin. 

In the in vitro study, muscle biopsies from m. rectus abdominis were taken during planned 
abdominal surgery. 

3.2.3 Study IV 

This study was a randomized 1:1, parallel-group, double-blind, placebo-controlled study with 
an 8-week intervention period. Study centers at Karolinska University hospital and 
Södersjukhuset in Stockholm were used.  

Primary outcome was the relative change in first-phase serum insulin secretion (0–12 min) 
during the hyperglycemic clamp investigation at study end, compared with baseline, between 
the two groups. Secondary end-points comprised relative change in second-phase insulin 
secretion (12–120 min), insulin sensitivity, and disposition index (DI) during the 
hyperglycemic clamp. Furthermore, secondary outcomes were change in glucose tolerance, 
change in fasting plasma glucose and HbA1c, and change in blood lipids between the two 
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groups. Moreover, change in 25(OH)D serum levels and safety end-points such as incidence 
of hypercalcemia and adverse events were assessed. Study design and major assessments are 
seen in Figure 3. 

 

Figur 3. Study design and major assessments in study IV. OGTT; oral glucose tolerance test. 

3.3 INTERVENTIONS 

3.3.1 Exercise training (study I and II) 

A combined aerobic and resistance group training was used. This exercise modality has been 
shown to probably be more effective than aerobic or resistance training alone [86, 88] on 
metabolic outcomes. Moreover, a group training concept of this modality is widely used and 
well known in Sweden, provided for instance by the organization Friskis & Svettis©. 
Physiotherapists supervised each training session. There were two exercise targets [189]: 

1. An intensity of ≥50% of maximal exercise capacity, based on maximal heart rate 
during the exercise test at baseline, during ≥40 minutes. 

2. An intensity of ≥80% during three periods of 3-4 minutes. 

The participants were urged to reach an exertion of 13–15/20 on Borg’s Rated Perceived 
Exertion scale during the heavier parts and 9–11/20 during the rest of the program [190]. 
Further, an online heart rate recording system was used (Activio, Stockholm, Sweden) to 
ascertain that exercise intensity was reached. This was applied at one of the weekly training 
sessions during weeks 1, 6 and 12 of the training period. This design comprised adjustment of 
the workload as the subjects became trained during the twelve-week period. 
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3.3.2 Acarbose treatment (study I and II) 

The target dose of acarbose (Bayer AG) was 100 mg three times daily to be taken in 
conjunction with major meals. A total of 50 mg was added every week, reaching the dose 50 
mg t.i.d. the third week. The fourth week the dose was increased to 100 mg t.i.d. If 
gastrointestinal side-effects occurred, the titration period was prolonged and/or the target dose 
reduced. 

3.3.3 Endothelin-1, endothelin receptor blockade and insulin (study III) 

ET-1 (Alexis Biochemicals, Lausen, Switzerland) was infused at the rate 20 pmol/min. 
BQ123 (ETA receptor antagonist) and BQ788 (ETB receptor antagonist) (both NeoMPS, 
Strasbourg, France) was infused at the rate 10 nmol/min. Insulin (Actrapid, 100 IU/ml; Novo 
Nordisk, Bagsværd, Denmark) was dissolved in 0.9% saline and blood immediately before 
use, and infused at the rate 0.05 mU x kg-1 x min-1. All infusions were given by the brachial 
artery. Bosentan (dual ETA/ETB receptor blockade) (courtesy of Dr. Martine Clozel, Actelion 
Pharmaceuticals, Switzerland) was dissolved in double-distilled water, stored frozen at -
80°C, and then diluted to the proper concentration in cell culture media on the day of the 
experiments. 

3.3.4 Vitamin D (study IV) 

Participants were randomly assigned to receive vitamin D3 (Vigantol Oil©), 30 000 IU (1.5 
ml/45 drops) given orally once weekly, or matching placebo oil. Merck KGaA (Darmstadt, 
Germany) manufactured vitamin D3 and matching placebo, which were both delivered in 
identical dark bottles. The first dose was given at the randomization visit after study 
assessments. The fifth dose was given at the half-time visit. The other six doses were taken 
by the subject at home and study drug bottles were brought to the study center by each 
participant for compliance assessment. 

3.4 ASSESSEMENTS 

3.4.1 Oral glucose tolerance test (study IV) 

After a fasting plasma glucose was obtained (0 minutes), 75 grams of glucose dissolved in 
water was given orally. Plasma glucose was obtained at 30 and 120 minutes after the glucose 
administration. The baseline investigation was performed at the screening visit. WHO criteria 
[10] were applied to determine glucose tolerance category according to: 

• IFG = fasting plasma glucose 6.1–6.9 mmol/l 
• IGT = 2-hour plasma glucose 7.8–11.0 mmol/l 
• Diabetes = fasting plasma glucose ≥7.0 mmol/l and/or 2-hour plasma glucose ≥11.1 

mmol/l) 
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3.4.2 Euglycemic-hyperinsulinemic clamp (study I, II and III) 

In the studies we have used the clamp technique first described by DeFronzo in 1979 [191]. It 
is still considered as the golden standard when assessing insulin sensitivity. Other, less 
resource-demanding, methods have evolved, but are still compared against the clamp method 
[192]. The principle entails to raise insulin levels and add glucose intravenously to avoid 
hypoglycemia and maintain normoglycemia. The amount of glucose infused gives an 
estimate of insulin sensitivity (M). 

The investigation was performed in the morning, after the subjects had fasted overnight. After 
the intervention period in studies I and II, the insulin clamp studies were repeated and 
performed 24–36 h after the last bout of exercise in intervention groups 1 and 2. Insulin 
(Actrapid; Novo Nordisk, Copenhagen, Denmark) was dissolved in saline and a small 
amount of the subject´s blood, to minimize insulin adherence to the infusion set. Insulin was 
infused at 1.0 mU x kg-1 x min-1 for 120 minutes. During the first 10 minutes, the insulin 
infusion rate was increased in a step-wise manner in order to faster reach steady-state 
concentrations of insulin. Glucose (200 mg/ml) was simultaneously infused intravenously at a 
variable rate to maintain the blood glucose concentration stable at 5.0 mmol/l. For this 
purpose, blood glucose was sampled every 5 to 10 minutes.  

3.4.2.1 Calculations 

Glucose infusion rate at the end of the clamp assessed insulin sensitivity (M), and was 
corrected for lean body mass as insulin-stimulated glucose uptake occurs primarily in skeletal 
muscle [22]. Insulin sensitivity index (M/I) was calculated by dividing M by the mean insulin 
levels (I) during steady state (study II). 

3.4.3 Hyperglycemic clamp (study IV) 

The hyperglycemic clamp, also described in 1979 by DeFronzo [191], is considered as the 
golden standard method when assessing β-cell function. It has also been proven to give a 
valid measurement of insulin resistance, with highly correlated R-values of approximately 
0.85 in comparison with the hyperinsulinemic-euglycemic clamp [191, 193]. 

The investigation implies increasing plasma glucose from the baseline level by a glucose 
infusion. This will stimulate the endogenous insulin secretion, which will constitute a 
measure of β-cell function. 

Glucose 200 mg/ml was infused intravenously for 120 minutes at a variable rate to increase 
plasma glucose to a target value of 6.9 mmol/l above the fasting glucose value. The first 14 
minutes, a relatively high infusion rate was administered in a stepwise manner, based on 
estimated body surface, to faster reach a steady state. For the remainder of the investigation, 
the infusion rate was based on preset computer calculations, as described previously [191]. 
Arterialized blood for sampling of glucose and insulin levels were obtained from a retrograde 
inserted venous injection needle in a heated hand. Sampling was done every 2 min from 
minute 0 to 14, and thereafter every 5-10 minutes until the end of the investigation. Glucose 
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infusion rate (GIR) was calculated from records of the total amount of glucose infused every 
5-10 minutes. Urine was collected for measurement of urinary glucose excretion during the 
investigation. 

3.4.3.1 Calculations 

First-phase insulin secretion was calculated as area under the curve of serum insulin during 
minutes 0–12 by the trapezoidal rule and was adjusted for the basal insulin level. The glucose 
stimuli will be of importance for the insulin response. As there are some random fluctuations 
in the glucose increase, especially in the beginning of the investigations, first-phase insulin 
responses (min 0-12) were adjusted for any difference in glucose stimuli (calculated as area 
under the curve above baseline) between the baseline and study-end clamps (Kanat, Mari et 
al. 2012).  

Second-phase insulin secretion was calculated accordingly during minutes 12–120. 
Adjustment for glucose stimuli during the second phase was not necessary, as the glucose 
levels were stable during this period of the investigations. The basal insulin level was 
calculated as the mean of insulin measurements at minute -10 and minute 0. Insulin 
sensitivity index (GIR/mean insulin level [I]) was calculated during the last 30 min of the 
investigation as (GIR – urinary glucose excretion rate)/fat-free mass/mean insulin 
concentration x 100. The disposition index (DI), a measure of β-cell function in relation to 
insulin sensitivity, was calculated as insulin secretion x GIR/I during minutes 0–12 and 12–
120, respectively. 

3.4.4 Body composition (study I, II and IV) 

In study I and II, fat-free mass, and total and truncal fat mass were measured by dual-energy 
X-ray absorptiometry (DXA) (Lunar DPX-L x-ray bone densitometer, Lunar Corp., Madison, 
WI). Computerized tomography assessed intra-abdominal fat area (Siemens Somatom Plus, 
Siemens Corp., New York, NY).  

In study IV, a combined bioimpedance and weighing device (Tanita, Tokyo, Japan) was used, 
estimating total body fat and fat-free mass. This simpler technique was applied since fat free 
mass was mainly used in this study to correct clamp calculations for any individual change 
during intervention. 

3.4.5 Physical fitness (study I and II) 

Maximal workload and VO2max were assessed during an exercise test using an electrically 
braked bicycle ergometer. The load was increased in a step-wise manner by 30 W every 
minute until exhaustion. A Jaeger Oxycon software program (Jaeger, Hoechberg, Germany) 
was used to make calculations on expired gases. 
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3.4.6 Step count (study IV) 

A regular step counter was used by the subjects during seven days preceding the 
randomization and study-end visits. Step count per day was used to estimate any possible 
lifestyle change during the study. 

3.4.7 Blood flow assessment and forearm glucose uptake (study III) 

These investigations were done in the morning under fasting conditions and with no caffeine 
or nicotine use during the day of investigation. Percutaneous catheters were inserted into the 
brachial artery in the non-dominant arm for infusions and blood sampling, and in a deep vein 
in the ipsilateral arm for blood sampling. Forearm blood flow (FBF) was measured in both 
arms by venous occlusion plethysmography, a method considered as one of the golden 
standards when investigating vascular function. The method implies using a strain gauge 
applied around the forearm. The venous outflow is obstructed for 10 seconds in the upper arm 
by a cuff during recording, as well as the circulation of the hands by a wrist cuff inflated to 30 
mmHg above systolic blood pressure. The volume of the forearm, assessed by the strain 
gauge, will be proportional to the arterial inflow. Arterial and deep venous blood samples 
were collected for assessment of forearm glucose uptake (FGU). During the investigations, 
the wrist cuff was inflated 2 minutes before blood sampling to avoid contribution from the 
hand circulation. 

3.4.7.1 Calculations 

The mean of 4-8 recordings during 2 min was used for FBF calculation. The ratio between 
the infused and the non-infused arm was utilized for calculations of change in baseline flow. 
FGU was calculated according to the formula: (arterial-venous glucose concentration) x 
blood flow x (1-hematocrit).  

3.4.8 Plasma analyses 

Blood or plasma glucose was determined by a glucose oxidase method (Yellow Springs 
Instrument, Yellow Springs, OH, USA), enabling fast sampling during the clamp 
investigations. Blood glucose values were recalculated to plasma values, if necessary. Plasma 
insulin was measured by an in-house radioimmunoassay method with inter- and intra-assay 
coefficient of variation (CoV) of 11.5–16.9% and 5.8–8.4%, respectively. In study III, plasma 
glucose was analyzed with the SYNCHRON LX system (Beckman Coulter, USA) and 
insulin by an electrochemiluminescence immunoassay (Roche Diagnostics, Germany). 
Plasma proinsulin was measured by a commercial radioimmunoassay (intra- and inter-assay 
CoV of 2.0% and 5.0%, respectively), and with a cross-reactivity for insulin and C-peptide 
<0.1%. HbA1c was analyzed by the high-performance liquid chromatography Mono-S 
method (intra- and inter-assay CoV 0.48% and 2.67%, respectively), which gives absolute 
values ~0.9 lower than the Diabetes Control and Complications Trial method. Mono-S values 
have been re-calculated to DCCT or IFCC (International Federation of Clinical Chemistry) 
units, when appropriate. In Table 2, the values expressed by the tree different standards can 
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be compared. Values in IFCC units (expressed as mmol/mol) are reported in the thesis. 
25(OH)D was analyzed by competitive chemical immunoluminescence (LIAISON, intra- and 
inter-assay coefficient of variation of 5 and 8–11%, respectively). Blood lipids and 
apolipoproteins were analyzed by standard methods at the Karolinska University laboratory 
(Beckman Coulter, USA), as well as free calcium (ABL800 FLEX, Radiometer, Denmark). 
ET-1 was measured by a radioimmunoassay [194]. 

IFCC mmol/mol Mono-S % DCCT % 

31 4.0 5.0 

42 5.0 6.0 

52 6.0 6.9 

63 7.0 7.9 

73 8.0 8.8 

83 9.0 9.8 

Table 2. Conversion between the three different standards for HbA1c. IFCC; International 
Federation of Clinical Chemistry, DCCT; Diabetes Control and Complications Trial 

3.4.8.1 Season-adjusted vitamin D levels (study IV) 

25(OH)D levels were season-adjusted, based on measurements in the SDPP cohort [169]. 
The calendar year was divided in four quarters (Q): November–January (Q1), February–April 
(Q2), May–July (Q3) and August–October (Q4). Q1was set as reference (no correction) and a 
correction value in nmol/L was added or subtracted to the measured value. The corrections 
were Q2 + 6.7, Q3 – 1.9, and Q4 – 13.7. The adjusted values are reported. 

3.4.9 Cell experiments (study III) 

3.4.9.1 Glucose uptake 

Isotope-labeled glucose was used to measure glucose uptake. Muscle biopsies were collected 
in cold PBS supplemented with 1% penicillin-streptomycin solution. Satellite cells were 
isolated and cultured to form myotubes as described [195]. Myotubes were incubated in 
serum free medium overnight before each experiment. ET-1 (10 nM) or vehicle was added in 
the absence or presence of the dual ETA/ETB receptor antagonist bosentan (3 µM) for 24 h. 
Bosentan was always added 30 min before ET-1. Control cells were exposed to vehicle for 
the same length of time. Insulin (60 nM) was added for 30 min, by protocols. Overnight 
serumstarved myotubes (in the presence or absence of 10 nM ET-1) were stimulated with or 
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without insulin in Krebs buffer. Thereafter, cells were incubated with 10 µM 2-
deoxy[3H]glucose (1µCi/ml) for 15 min at 37 °C. Each experiment was carried out on 
triplicate wells. Afterward, cells were rapidly rinsed four times with ice-cold PBS and 
solubilized with 1 ml 0.4 N NaOH. Then, 0.5 ml of lysate was transferred into scintillation 
vials and [3H] measured in a scintillation counter. 

3.4.9.2 Protein expression 

Western blot analysis was used to assess phosphorylation of IRS-1, Akt, AMPK and ERK 
and total expression of Akt and actin. An aliquot of muscle cell lysate (20 µg protein) was 
mixed in Laemmli sample buffer containing β-mercaptoethanol. Proteins were separated by 
7.5% SDS-PAGE, transferred to polyvinylivenediflouride membrane (Millipore, Bedford, 
MA), and blocked in 7.5% nonfat dried milk in Tris-buffered saline with 0.02% Tween 
(TBST) for 2 h at room temperature. Membranes were incubated overnight at 4 °C with 
phospho-specific antibodies against phosphor IRS-1 Ser636 (1:1000), phospho-Akt Ser473 
(1:1000), phospho ERK1/2, p42/44 MAP-kinase Thr202/Tyr204 (1:1000), phospho-AMP-
kinase Thr172 (1:1000), Akt (1:1000), or pan-actin (1:1000, all from Cell Signaling 
Technology, Beverly, MA). After washing in TBST, the membranes were incubated with 
horseradish peroxidase antirabbit IgG for all the target proteins (1:25 000; Bio-Rad, Hercules, 
CA) for 1 h at room temperature, followed by additional washing. Proteins were visualized 
by enhanced chemiluminescence (Amersham, Arlington Heights, IL) and quantified using 
densitometry and Molecular Analyst Software (Bio-Rad, Richmond, CA). 

3.4.10 Gene expression (study II and III) 

3.4.10.1 Study II 

Muscle biopsies were obtained from the m. vastus lateralis in resting state. At the end of the 
study, the biopsies were taken 24–48 h after the last bout of exercise. Quantification of 
mRNA expression of selected genes included VEGF and its receptors 1 and 2, Angiopoietin 1 
and 2, and also PGC-1α. These genes were chosen according to their potential as key factors 
in exercise-induced muscle adaptation. Detection of mRNA was performed on an ABI-
PRISM® 7700 Sequence Detector (Applied Biosystems Inc, Foster City, CA, USA). 
Oligonucleotide primers and TaqMan® probes were designed. 18S rRNA was selected as an 
endogenous control to correct for potential variations in RNA loading (4310893E, Applied 
Biosystems Inc.). All reactions were performed in 96-well MicroAmp Optical plates, using 
the ABI-PRISM® 7700. For every gene, all samples were amplified simultaneously in 
duplicate in one assay run. Relative quantification of the samples was carried out using 
dilution curves for each target gene analogous to a standard curve. The relative distribution of 
the targets was calculated for each individual. A threshold cycle (ΔCt) value was obtained by 
subtracting 18s Ct values from respective target gene Ct values. The relative expression of 
each isoform was then calculated by 2−Δ–ΔCt and presented as arbitrary units. 
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3.4.10.2 Study III 

Myoblasts were cultured in six-well plates and at more than 90% confluence the 
differentiation to myotubes was initiated. Cells were stimulated with vehicle or ET-1 (10 nM) 
for 24 h before harvest. Five days after differentiation, myotubes were washed three times 
with RNase free PBS and harvested directly for RNA extraction (RNAeasy mini kit; 
QIAGEN, Crawley, UK). All RNA was DNase treated before reverse transcription (RQ1 
RNase-free DNase; Promega, Southampton, UK). The mRNA concentrations of target genes 
were determined, and cDNA was prepared from total RNA samples using the TaqMan 
reverse transcription reagent. The quantification of polymerase chain reaction (PCR) products 
was analyzed by Real-Time PCR (TaqMan; Applied Biosystems, Foster City, CA) using the 
comparative cycle threshold method. All samples were analyzed in duplicate. The ABI Prism 
7900 HT Sequence Detection System (Applied Biosystems) was used for analysis. Validated 
primers were purchased from Applied Biosystems (Maastricht, The Netherlands). Data were 
analyzed using GAPDH as a housekeeping gene. 

3.5 STATISTICS 

3.5.1 Studies I, II and IV 

All continuous variables are presented as median (inter-quartile range). Analyses were 
primarily made on relative changes to adjust for baseline differences. Non-parametric 
methods were applied when possible due to small sample size. Thus, the Wilcoxon signed-
rank test was used to test for within-group differences and the Kruskal-Wallis ANOVA or the 
Mann–Whitney U-test was used to analyze differences between groups. The two-tailed Fisher 
exact test was used for categorical variables. In study I (with three different intervention 
groups), Wilcoxon’s rank-sum test was used for pairwise comparisons between groups when 
the overall Kruskal-Wallis ANOVA was significant. Multiple regression analysis was 
performed to adjust for age, sex, and HbA1c at baseline in study I, if necessary. In study II, 
relative change in gene expression was analyzed by multiple linear regression with sex and 
relative changes in insulin sensitivity index, VO2max and HbA1c as independent variables. 
Therapy with acarbose was forced into the models, as we aimed to study the effect of exercise 
alone. All continuous variables were log-transformed before this parametric test. Statistical 
significance was set at a two-tailed P <0.05. No adjustment for multiple testing was 
performed. Data processing was performed using STATISTICA data analysis software 
system (StatSoft Inc., versions 7, 8 and 10). 

3.5.2 Study III 

Data are presented as mean ± standard error of the mean (SEM). A power calculation based 
on a previous study [141] indicated that 10 individuals would suffice to detect a 30% 
difference in FGU at a 5% significance level. Analysis of variance (ANOVA) for repeated 
measurements was used to analyze change in FBF from baseline. Difference between the 
different protocols were evaluated by two-way ANOVA. Protein expression differences were 
assessed by Student´s t test. The significance level was set to P <0.05. 
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3.6 ETHICS 

Participants in all studies were informed about the studies before giving informed consent. 
The investigations were carried out in accordance with the Declaration of Helsinki and were 
approved by the ethics committee of the Karolinska Institute, Karolinska University Hospital 
or the regional human ethics review board in Stockholm. 
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4 RESULTS 

4.1 STUDY I 

4.1.1 Study subjects 

Ninety-four subjects were screened, of which 62 met the inclusion criteria. A total of 14 
subjects were excluded from the per-protocol analysis: seven subjects due to non-compliance 
with the intervention, two subjects due to intercurrent disease and five subjects due to 
dissatisfaction with the allocated intervention or lack of time to participate. Thus, 48 
participants were eligible for the final analysis; exercise only n=17, combined treatment 
n=14, and acarbose only n=17. 

In total, the participants were middle-aged (median 55.5 years) and moderately overweight 
with a median BMI of 27.7 kg/m2. Women constituted 27% of the study population, and by 
chance the sex distribution was uneven between intervention groups, with more women in the 
combined treated group (43%). Median diabetes duration was three years and 60% were 
treated with one OAD, almost evenly distributed between metformin and sulfonylurea. One 
third of the participants had microalbuminuria, but only three subjects had a history of CVD. 
Treatment for hypertension and dyslipidemia were present in 38% and 15% of the 
participants, respectively. 

Glycemic control included a moderately increased median HbA1c of 54 mmol/mol and blood 
lipids demonstrated LDL-cholesterol of 3.3 mmol/l and triglyceride levels of 1.5 mmol/l. A 
selection of basic characteristics, specified per intervention group, are displayed in Table 3. 

 

Table 3. Basal characteristics in the three intervention groups in study I. Values 
are median (interquartile range). HT; hypertension, DL; dyslipidemia, DXA; 
dual-energy X-ray absorptiometry. 

Compliance with the intervention was equal across intervention groups. Attendance at 
training sessions was 86 and 84% in the exercise and the combined treated group, 

Exercise Acarbose+Exercise Acarbose

N (male/female) 17 (14 / 3) 14 (8 / 6) 17 (13 / 4)
Age (years) 54 (50-58) 57 (52-58) 54 (49-58)
N treatment diet/metformin/SU 6 / 4 / 7 7 / 4 / 3 6 / 8 / 3
N HT/DL treatment 7 / 2 6 / 2 5 / 3
BMI (kg/m2) 28.7 (25.6-30.3) 28.7 (26.3-29.6) 27.4 (25.7-28.6)
Waist (cm) 99 (95-106) 103 (99-107) 100 (97-104)
Total fat (kg) DXA 21.7 (17.2-26.5) 23.0 (18.8-31.2) 23.0 (21.1-27.0)
Intraabdominal fat area (cm2) 252 (158-319) 244 (202-292) 227 (173-261)
VO2max/lean weight (ml/min/kg) 42.7 (39.6-47.5) 39.7 (36.2-41.6) 42.3 (40.6-45.0)
Fasting blood glucose (mmol/l) 7.8 (7.5-9.0) 6.7 (5.9-9.5) 7.3 (6.4-7.8)
HbA1c (mmol/mol) 58 (53-63) 51 (42-58) 50 (42-58)
M-value/lean weight (ml/min/kg) 5.1 (3.9-7.2) 6.1 (3.5-9.3) 6.9 (6.3-10.2)
LDL (mmol/l) 3.2 (2.9-3.7) 3.2 (2.8-3.6) 3.5 (3.0-4.0)
Triglycerides (mmol/l) 1,4 (1,2-1,9) 1,4 (0,9-1,8) 1,6 (1,0-2,4)
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respectively, and compliance with acarbose treatment was 95 and 96% in the acarbose and 
the combined treated group, respectively. 

4.1.2 Within group effects 

4.1.2.1 Effects on body composition, physical fitness and glycemic control 

The exercise-alone group demonstrated significant changes in body composition with 
reductions in BMI, waist, total fat and intraabdominal fat-area. VO2max was unchanged but 
maximal workload was slightly enhanced (P = 0.005). The M-value increased by 92% (P = 
0.02), but there was no effect on HbA1c (Table 4). 

Likewise, the combined-treated group showed significant reduction in BMI, waist and 
measures of body fat. Both VO2max and maximal workload increased (P = 0.046 and 0.03, 
respectively) and M-value was augmented by 56% (P=0.002). In contrast to the exercise-
alone group, fasting blood glucose and HbA1c were significantly reduced (P = 0.048 and 
0.002, respectively) (Table 4). 

The treatment with acarbose alone had no significant effects on body composition, physical 
fitness or glycemic control. Fasting proinsulin was reduced significantly (P = 0.009), as well 
as in the combined-treated group (P= 0.01). 

Insulin levels during the clamp investigations (steady-state) did not differ within or between 
the three different intervention groups. 

4.1.2.2 Effects on blood pressure and lipid levels 

Physical training alone resulted in a significant decrease in systolic blood pressure (BP) (140 
to 135 mmHg, P = 0.01), but not in diastolic BP. Lipid levels were not affected. However, 
apolipoprotein(apo)B/apoA1 ratio was decreased (P =0.003) (Table 4). 

The combined treatment resulted in a significant decrease in both systolic and diastolic BP (P 
= 0.001 and 0.02, respectively). Further, reductions were seen in total cholesterol (5.0 – 4.9 
mmol/l, P = 0.04), total triglycerides (1.4 –1.0 mmol/l, P = 0.004), and apoB levels (1.08 –
1.01, P = 0.04). LDL and high density lipoprotein (HDL) cholesterol were unchanged (Table 
4).  

Acarbose treatment alone resulted in significant reductions in systolic and diastolic BP (P = 
0.001 for both), as well as a small decrease in plasma HDL level. No other changes in lipid 
measurements were observed. 
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Table 4. Within group effects of exercise and combined intervention in study I. Values are 
median (interquartile range). Wilcoxon signed-rank test was used. P values >0.2 are listed as 
not significant (ns). DXA; dual-energy X-ray absorptiometry, BP; blood pressure, Apo; 
apolipoprotein.  

4.1.3 Between group effects 

In the total study population, the relative decrease in HbA1c was significantly higher in men 
than in women (P = 0.03). As there was an imbalance in sex distribution across the 
intervention groups, adjustment for sex by multiple regression analysis was performed. 
Analyses showed that HbA1c was significantly lowered when acarbose was added to exercise 
(P = 0.04). Moreover, this regimen resulted in nearly significant reductions in several 
variables, including fasting plasma glucose (P = 0.07), systolic (P = 0.06) and diastolic (P = 
0.07) BP, total fat area (P = 0.08) and apoB/apoA1 ratio (P = 0.09). 

4.2 STUDY II 

4.2.1 Study subjects 

This study was designed to evaluate exercise training. Thus, subjects in study I randomized to 
intervention with exercise training, alone or in combination with acarbose, were qualified to 
participate. Of these subjects, 19 were randomized for muscle biopsy; n=10 on exercise 
training alone and n=9 on the combined intervention with exercise and acarbose. In total 16 
subjects, 4 women and 12 men, completed the study per-protocol. Three participants, all men 
in the combination group were excluded from the analysis: two due to noncompliance and 
one that withdrew at will from the study. Basic characteristics and pre- and post-intervention 
findings are presented in Table 5. 

Before After P Before After P
BMI (kg/m2) 28.7 (25.6-30.3) 28.4 (25.1-29.2) 0.01 28.7 (26.3-29.6) 27.6 (25.7-28.5) 0.004
Waist (cm) 99 (95-106) 99 (92-105) 0.04 103 (99-107) 100 (95-104) 0.008
Total fat (kg) DXA 21.7 (17.2-26.5) 19.3 (15.3-24.6) 0.002 23.0 (18.8-31.2) 20.5 (17.8-29.2) 0.001
Total abdominal fat area (cm2) 454 (321-504) 406 (358-471) 0.02 455 (353-518) 403 (318-470) 0.002
Intraabdominal fat area (cm2) 252 (158-319) 258 (130-284) 0.04 244 (202-292) 222 (154-263) 0.009
VO2max/lean weight (ml/min/kg) 42.7 (39.6-47.5) 46.0 (41.5-47.6) ns 39.7 (36.2-41.6) 44.2 (38.0-46.6) 0.046
Max workload (W) 210 (190-250) 230 (210-270) 0.005 190 (135-230) 190 (150-250) 0.03
Fasting blood glucose (mmol/l) 7.8 (7.5-9.0) 7.4 (6.7-8.5) ns 6.7 (5.9-9.5) 6.4 (5.7-7.7) 0.048
HbA1c (mmol/mol) 58 (53-63) 53 (49-58) ns 51 (42-58) 47 (41-51) 0.002
M-value/lean weight (ml/min/kg) 5.1 (3.9-7.2) 9.8 (4.3-10.3) 0.02 6.1 (3.5-9.3) 9.6 (6.7-13.9) 0.002
Fasting proinsulin pmol/l 22.1 (14.9-26.2)  21.2 (15.0-25.1) ns 20.7 (11.6-26.6) 15.7 (8.6-22.9) 0.01
Systolic BP (mmHg) 140 (135-150) 135 (120-140) 0.01 145 (140-155) 130 (120-135) 0.001
Diastolic BP (mmHg) 83 (75-88) 75 (75-80) 0.16 83 (75-95) 75 (75-80) 0.02
Total cholesterol (mmol/l) 4.8 (4.7-5.3) 4.7 (4.4-5.3) 0.18 5.0 (4.5-5.4) 4.9 (4.3-5.1) 0.04
LDL (mmol/l) 3.2 (2.9-3.7) 3.1 (2.9-3.4) ns 3.2 (2.8-3.6) 3.2 (2.9-3.4) ns
HDL (mmol/l) 1.0 (1.0-1.1) 1.0 (0.9-1.0) ns 1.1 (0.9-1.3) 1.1 (0.9-1.2) 0.09
Triglycerides (mmol/l) 1,4 (1,2-1,9) 1.0 (0.7-1.8) 0.09 1,4 (0,9-1,8) 1.0 (0.7-1.4) 0.004
ApoB 1.11 (1.02-1.20) 1.03 (0.92-1.11) 0.049 1.08 (1.04-1.16) 1.01 (0.92-1.14) 0.04
ApoB/ApoA1 ratio 0.80 (071-0.87) 0.72 (0.61-0.83) 0.003 0.83 (0.64-0.86) 0.77 (0.64-0.88) ns

Exercise (n=17) Acarbose + Exercise (n=14)
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4.2.2 Effects of intervention 

Most clinical features related to T2D were improved by the intervention (Table 5). The two 
different intervention groups only differed in respect to a lower VO2max at baseline in the 
combined treated group (P = 0.02). Otherwise, no significant differences between the 
intervention groups were seen at baseline or in relative change at the study end. 

In contrast to the clinical variables, there was no significant change in expression of any of 
the genes studied by the intervention. 

N (women/men) 16 (4/12)    

Age (yrs) 56 (51-58)    

Diabetes duration (yrs) 4.0 (2.0-5.5)    

N pre-study treatment – diet only/MET/SU 5/6/5     

 Before After P 

Body mass index (kg/m2) 28.3 (25.9-29.6) 27.5 (25.7-28.8) 0.03 

Waist (cm) 99 (96-105) 99 (93-101) 0.01 

Total fat DXA (%) 24.8 (20.9-31.4) 23.6 (20.4-29.8) 0.02 

VO2max/lean weight (ml min-1 kg-1) 40.7 (39.6-47.3) 46.3 (40.5-48.6) 0.005 

HbA1c (mmol/mol) 57 (49-62) 51 (46-55) 0.001 

Fasting plasma glucose (mmol/l) 8.4 (7.2-10.0) 8.2 (6.8-8.8) 0.07 

M/lean weight (mg min-1 kg-1) 5.7 (4.2-7.5) 9.8 (7.2-10.9) 0.004 

M/I (100 x mg min-1 kg-1 pmol-1 l-1) 1.38 (0.91-1.68) 2.35 (1.68-2.92) 0.004 

Table 5. Basic characteristics and pre- and post-intervention findings in study II. Data are 
expressed as median (interquartile range). Wilcoxon signed-rank test was used. MET; 
metformin, SU; sulfonyl-urea, DXA; dual-energy X-ray absorptiometry, M/I; insulin 
sensitivity index. 
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 Beta CIa for beta P Adj. R2b 

VEGF    0.52 

M/I 0.69 0.27 – 1.11 0.004  

HbA1c -0.46 -0.88 – (-0.04) 0.03  

Acarbose treatment 0.19 -0.24 – 0.63 0.4  

     

VEGF receptor-1    0.48 

M/I 0.48 0.04 – 0.92 0.03  

HbA1c -0.63 -1.07 – (-0.20) 0.009  

Acarbose treatment 0.15 -0.30 – 0.60 0.5  

     

PGC-1α    0.34 

M/I 0.40 -0.11 – 0.91 0.11  

Acarbose treatment 0.51 0.005 – 1.01 0.048  

Female sex -0.42 -0.92 – 0.09 0.09  

Table 6. Associations by multiple regression analyses in stud II. Relative changes in 
variables were used and continuous variables were log-transformed prior to analysis. Best 
subset according to Mallow’s Cp was applied. a95% confidence interval. bAdjusted R2 for 
whole model. CI; confidence interval, VEGF; vascular endothelial growth factor, M/I; insulin 
sensitivity index, PGC-1α; peroxisome proliferator–activated receptor γ coactivator-1α. 

4.2.3 Associations by multiple regression analysis 

Adjusted results by multiple regression revealed that the relative change in VEGF expression 
was positively associated with a relative increase in M/I (p = 0.004). In addition, a negative 
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association was found with relative change in HbA1c (p = 0.03). The same pattern was 
demonstrated in VEGF receptor-1 expression, which was positively correlated with an 
increase in M/I (p = 0.03) and a decrease in HbA1c (p = 0.009).  

In contrast, change in PGC-1α expression showed no significant association with M/I (p = 
0.11), and inclusion of HbA1c impaired these regression models. 

No associations between gene expressions and VO2max were found. Furthermore, change in 
expression of the other genes analyzed, i.e. VEGF receptor-2, Angiopoeitin 1 and 2, did not 
show any significant associations with the outcome variables. Acarbose therapy, that was 
forced into the models, differed to exercise alone only in the aspect of a larger relative 
increase in PGC-1α (p = 0.048). 

Data for the significant associations found by multiple regression is shown in Table 6. 

4.3 STUDY III 

4.3.1 Study subjects 

Eleven male subjects were recruited for the in vivo study. Mean age was 61 (± 3) years and 
subjects were overweight with a BMI of 28.4 (±1.6) kg/m2. Six subjects had hypertension and 
two had suffered prior myocardial infarction. Fasting plasma glucose and HbA1c were 5.5 
(±0.1) mmol/l and 38 (±2) mmol/mol, respectively. One subject did not undergo protocol B, 
as he withdrew at will after the second investigation. 

For the in vitro study, eight subjects contributed with muscle biopsy material during elective 
surgery. They were free of metabolic diseases. 

4.3.2 Glucose uptake 

4.3.2.1 Protocol A 

Infusion of ET receptor antagonists increased FGU from 5.1 (±1.0) at baseline to 8.3 (±1.1) 
µmol/min x 1000 ml (P < 0.05) at 60 minutes (Figure 4, panel A). The addition of insulin 
increased glucose uptake additionally to 15.7 (±1.8) µmol/min x 1000 ml (P < 0.001). 

4.3.2.2 Protocol B 

By insulin infusion, FGU was increased from 4.1 (±1.1) at baseline to 12.3 (±1.6) µmol/min x 
1000 ml (P<0.001) at 60 minutes, when steady-state was attained. The FGU reached by dual 
ET-1 blockade in combination with insulin (protocol A) was significantly higher than insulin 
alone (protocol B) (Figure 4, panel B). 

4.3.2.3 Protocol C 

Infusion of insulin in protocol C increased FGU from 7.1 (±0.7) at baseline to 17.8 (±3.0) 
µmol/min x 1000 ml. The addition of ET-1 infusion did not influence FGU (16.5 (±2.0) 
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µmol/min x 1000 ml). Moreover, prolongation of the infusion with ET-1 for 15 min did not 
have any additional effect. 

Neither basal plasma insulin levels, nor concentrations reached during insulin infusion, 
differed between the protocols. 
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Figure 4. Panel A: FGU during NaCl infusion and after 60 min of ETA/ETB infusion in 
protocol A. *P<0.05 by Student´s t test.  Panel B: FGU comparison of protocol A (ETA/ETB 
infusion without and with insulin co-infusion) and protocol B (insulin infusion alone). Two-
way ANOVA including all time points was used. Data are means ± SEM (n=10). Reprinted 
with the kind permission of A. Shemyakin. 

4.3.3 Blood flow 

Basal FBF was similar in the three protocols. 

4.3.3.1 Protocol A 

FBF was increased by 30% with ET receptor blockade infusion (P<0.05). A further increase 
by 16% was measured when insulin was co-infused (P<0.05).  

4.3.3.2 Protocol B 

Insulin infusion alone did not show any impact on FBF.  

4.3.3.3 Protocol C 

ET-1 infusion reduced FBF by 38% when added to insulin infusion. 

4.3.4 Glucose uptake in cultured cells 

Incubation with ET-1 reduced both basal (P <0.05) and insulin-stimulated (P <0.01) glucose 
uptake. This effect could completely be counteracted by co-incubation with bosentan. 
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4.3.5 Insulin signaling in cultured cells 

There was a non-significant trend of augmented insulin-stimulated phosphorylation of IRS-1 
(P=0.13) by ET-1. This trend was inhibited by bosentan. ET-1 did not affect phosphorylation 
of Akt, AMP-kinase or ERK. Akt expression was not affected, neither was mRNA expression 
of GLUT1 and GLUT4 changed after ET-1 incubation. 

4.4 STUDY IV 

4.4.1 Study subjects 

Among the 68 subjects screened for eligibility, 23 did not meet inclusion/exclusion criteria 
and one subject declined to participate. Of the 44 subjects randomized, one subject in the 
vitamin D group was excluded from the study due to initiation of oral corticosteroid 
treatment. Consequently, 43 subjects were available for the intention-to-treat analysis. 

Basic characteristics of the study subjects are shown in Table 7. In total, the study population 
had a balanced sex distribution (47% females) and the median age was 67.3 years. BMI was 
28.5 kg/m2 and waist circumference 101 cm. Altogether, 58% of the study population was 
treated for hypertension and 35% for dyslipidemia. HbA1c was similar in the two groups: 
vitamin D group 43 (38–44) mmol/mol and placebo group 44 (42–46) mmol/mol, 
respectively. Season-adjusted 25(OH)D levels were also similar, 43 (36–50) and 43 (37–54) 
nmol/l respectively, in the vitamin D and placebo groups. Of all participants, 32 had 
prediabetes and 12 subjects were categorized as having diabetes; five randomized to vitamin 
and seven to placebo. Men had a slightly higher baseline 25(OH)D level than women, 
otherwise there were no significant sex differences. 

4.4.2 Effects of vitamin D on outcomes 

Main effects of vitamin D and placebo on study outcomes are presented in Table 8. The 
adjusted 25(OH)D level was doubled in the vitamin D group +42 (32-50) nmol/l, but 
remained unchanged in the placebo group. Concerning the primary end point of first-phase 
insulin secretion, there was a numerical increase in both groups; a tendency in the vitamin D 
group (+26%, P = 0.06) and significant increase in the placebo group (+33%, P = 0.02), with 
no difference between the two groups (P = 0.4). No changes in second-phase insulin secretion 
or insulin sensitivity, either within or between the groups were demonstrated. First-phase 
disposition index (DI) increased in both groups, again with no group difference in 
concordance with first-phase insulin secretion. In the vitamin D group, there was a tendency 
toward an increase in second-phase DI (P = 0.06), but with no statistical difference compared 
with placebo (P = 0.9). 

HbA1c demonstrated a tendency toward a small reduction in the vitamin D group of -1 (-3 to 
1) mmol/mol (P = 0.06), but with no significant difference versus placebo (P = 0.8). Other 
assessments of glycemia were unaltered. Glycemic tolerance category improved slightly in 
both groups, with no group difference.  
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 Overall Vitamin D Placebo 

N (females/males) 43  (20/23) 21  (9/12) 22  (11/11) 

Age (years) 67.3  (64.0–68.5) 67.6  (63.4–68.8) 67.0 (64.7–68.5) 

N IFG/IGT/IFG+IGT/Diaba 10/10/11/12 7/5/4/5 3/5/7/7 

N hypertension/dyslipidemia 

 

25/15 12/5 13/10 

BMI (kg/m2) 28.5 (25.7–29.8) 28.3 (24.5–29.4) 28.6 (26.4–29.9) 

Waist (cm) 101 (95–107) 100 (94–106) 101 (95–112) 

HbA1c (mmol/mol) 44 (41–45) 43 (38–44) 44 (42–46) 

Fasting p-glucose (mmol/l) 6.3 (6.0–6.6) 6.3 (5.5–6.6) 6.3 (6.1–6.6) 

2h p-glucose OGTT (mmol/l) 9.4 (7.5–10.3) 9.3 (7.1–9.7) 9.7 (8.2–10.3) 

25(OH)D (nmol/l) 47 (36–55)  42 (35–55) 47 (42–53) 

25(OH)D (nmol/l) adjustedb 43 (36–54) 43 (36–50) 43 (37–54) 

PTH ng/l 59 (46–67) 62 (50–72) 55 (42–63) 

Triglycerides (mmol/l) 1.3 (0.9–1.8) 1.3 (0.9–1.6) 1.4 (1.0–2.2) 

LDL (mmol/l) 3.3 (2.7–3.8) 3.0 (2.7–3.8) 3.5 (3.1–3.8) 

Step count/day 6300 (4359–8898) 5645 (4277–8316) 7099 (4414–9376) 

Tabel 7. Basic characteristics in study IV. Continuous data are medians (interquartile range). 
aGlycemic tolerance category, bseason-adjusted. IFG; impaired fasting glucose, IGT; 
impaired glucose tolerance, BMI; body mass index, OGTT: oral glucose tolerance test, PTH: 
parathyroid hormone, LDL; low-density lipoprotein. 

The vitamin D group displayed a small increase in fat mass percent, a change being 
significant in group comparison. PTH was reduced by 13% in the vitamin D group, a 
tendency trend when the groups were compared (P = 0.07). Triglycerides decreased nearly 
significantly in the placebo group, this change being significant versus the vitamin D treated 
group (P = 0.02). 

  



 

 48 

 

Vitamin D Placebo Between 
group  

 Baseline Δ Study end Pa Baseline Δ Study end Pa Pb 

25(OH)D (nmol/l) 
adjustedc 43 (36–50) +42 (32–50) <0.001 43 (37–54) 0 (-7–11) 0.5 <0.001 

            

ISec0–12 
(mU∙l–1∙min) 
 

168 (122–
231) +44 (-3–63) 0.06 137 (51–

363) +45 (-5–136) 0.02 0.4 

           

ISec12–120 
(mU∙l–1∙min) 
 

5689 (2865–
8118) +547 (-1053–

960) 0.79 4509 (3000–
6508) +56 (-934–

1006) 0.5 0.8 

           

GIR/I (mg∙min–

1∙kg–1 
∙mU–1∙l∙100) 
 

6.7 (4.7–
11.4) +0.3 (-0.3–

1.4) 0.09 5.9 (4.6–
9.7) +0.5 (-0.5–

1.8) 0.3 0.6 

           

DI0–12 
(mg∙kg–1∙100) 
 

1449 (986–
1922) +512 (64–

1082) 0.005 1113 (389–
2324) +260 (-7–963) 0.006 0.7 

           

DI12–120 
(mg∙kg–1∙100) 
 

34464 (31500–
42144) 

+460
8 

(-2345–
12360) 0.06 2915

7 
(22429–
40285) +4210 (-4457–

12524) 0.2 0.9 

           

 HbA1c 
(mmol/mol) 43 (38–44) -1 (-3–1) 0.06 44 (42–46) -1 (-3–1) 0.11 0.8 

            

Fasting p-
glucose 
( / ) 

6.3 (5.5–6.6) -0.1 (-0.5–
0.4) 0.6 6.3 (6.1–

6.6) 0.0 (-0.3–
0.4) 0.9 0.8 

            

2h p-glucose 
OGTT (mmol/l) 9.3 (7.1–9.7) -0.5 (-1.4–

1.0) 1.0 9.7 (8.2–
10.3) -0.9 (-1.5–

1.8) 0.9 0.6 

            

Tabel 8. Effects of vitamin D in study IV. Continuous data are medians (interquartile range). 
aWilcoxon matched pairs test, bMann–Whitney U test on relative changes, cseason-adjusted. 
25(OH)D; 25-OH-vitamin D3, ISec0–12; first-phase insulin secretion, ISec12–120; second-
phase insulin secretion, GIR/I; glucose infusion rate/mean insulin level, DI; disposition index, 
OGTT; oral glucose tolerance test.   

4.4.3 Ancillary analyses in the vitamin D group 

We observed a tendency that basal 25(OH)D levels were negatively correlated to the change 
in 25(OH) D at study-end (r = -0.38, P = 0.09) (Figure 5, panel A). To evaluate if low basal 
25(OH) D levels predicted benefit in terms of first-phase insulin secretion, we performed a 
correlation of change in 25(OH)D and fold change in the outcome. No such association could 
be demonstrated (r = - 0.38, P = 0.34) (Figure 5, panel B). Further exploration of the data, 
where the vitamin D group were divided in high or low basal 25(OH)D levels (limit set to 50 
nmol/l) could not reveal any association by this partition on the change in first-phase insulin 
secretion (P = 0.74) (Figure 5, panel C). Finally, no association between response on vitamin 
D treatment and 25(OH)D level at study-end could be found (Figure 5, panel D). 
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Moreover, there were no associations found between sex and any of the outcomes, and 
omitting subjects with diabetes did not alter the results. 

  

  

Figure 5, panel A–D. Ancillary analyses in the vitamin D group only. R and P values for 
correlations were calculated by Spearman rank R test. Mann-Whitney U test was used for 
group comparison (panel C). 25(OH)D; 25-hydroxy-vitamin D3, ISec0–12; first-phase insulin 
secretion. 
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5 DISCUSSION 

5.1 STUDY I 

The main findings of the study were that in subjects with T2D and mild hyperglycemia, 
twelve weeks of exercise training augmented insulin sensitivity, and improved both body 
composition and blood pressure. Of note, there was no significant effect on glycemic control. 
Importantly, when exercise and acarbose were combined, glycemic control was significantly 
improved, and probably the overall CV risk factor profile. Acarbose treatment alone 
improved blood pressure and decreased the plasma proinsulin levels, considered a marker of 
diminished β-cell stress and improved β-cell function. 

Studies on exercise in T2D have often been rather small, including our study, due to the 
resources demanded for implementation. Consequently, meta-analyses have been performed, 
demonstrating numerically similar effects on glycemic control as in our study [85, 196]. In 
the study of Boule et al., studies with a higher basal HbA1c tended to show greater 
improvements in glycemic control. Our study participants had a fairly mildly elevated Hba1c 
of 54 mmol/mol, making it more difficult to reach an improvement with exercise alone, in 
spite of a marked improvement of 92% in insulin sensitivity. The mode of exercise of 
moderate to high intensity was well tolerated in our sedentary middle-aged subjects. A higher 
intensity training might have attained more pronounced effects [91], but might have induced 
adverse events in our older study population. 

We observed a reduction in plasma proinsulin levels during acarbose treatment, but no effect 
on insulin sensitivity. Theoretically, treatment with acarbose could improve both β-cell 
function and insulin sensitivity by reducing glucose toxicity. However, studies have yielded 
conflicting results. Some evidence points out that the compound could decrease β-cell stress, 
measured as proinsulin or proinsulin/insulin ratio [197-199]. However, short term acarbose 
treatment in older people with IGT did not improve β-cell function [200]. Further, in a study 
on IGT subjects, acarbose improved insulin sensitivity, measured as steady-state plasma 
glucose during an insulin suppression test [201]. In elderly T2D patients acarbose did not 
affect insulin release, but improved insulin sensitivity measured by hyperglycemic clamp 
[202]. On the other hand, in a study in patients with long standing diabetes, acarbose did not 
improve insulin sensitivity [203]. 

Efforts should be made to optimize CV risk factors, including hyperglycemia, and 
combinations of different treatment modalities will often be necessary. Acarbose, as an 
addition to exercise, was chosen since it does not pose any increased risk per se for 
hypoglycemia. Further, there is some evidence supporting CV benefits in subjects with IGT 
and T2D [75, 76], although there has been criticisms about the methods of analysis [77]. It is 
hypothesized that acarbose, by reducing post-prandial glucose excursions, could reduce the 
oxidative stress [79]  thought to be one of the main components driving the development of 
diabetes complications [48]. Gastrointestinal side effects are common with acarbose 
treatment, but did not cause any premature discontinuation in our study. We used a quite 
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rapid dose titration scheme, which has been replaced by a slower scheme in updated 
recommendations [204]. Interestingly, the results of a large trial on CV outcomes are awaited 
in 2018 (Acarbose Cardiovascular Evaluation Trial, ClinicalTrials.gov identifier: NCT 
00829660). 

The strengths of the study comprise in particular the golden standard method used for 
assessment of insulin sensitivity (euglycemic clamp), and the stringent control of the exercise 
intensity. In group comparisons on cardiovascular risk factors, where the effects of the 
addition of acarbose to exercise were evaluated, there were only tendencies in several 
variables, except for the significant effect on glycemic control. However, since most of these 
factors did change in a favorable direction, it is fair to conclude that the CV risk factor profile 
probably was improved with this mode of intervention. The study population is regarded as 
fairly representative of the total diabetes population, based on register data demonstrating that 
50% were treated with diet or OAD and had HbA1c <57 mmol/mol in Sweden at the time 
when the study was performed [205]. 

5.2 STUDY II 

This study demonstrated, in subjects with T2D, that the variation in response to physical 
training, measured as inulin sensitivity and glycemic control, was associated with VEGF 
mRNA expression in muscle. This could constitute a mechanism that contributes to the 
known variation in the individual adaptation to exercise. Supportive of our findings are also 
the association between VEGF receptor 1 expression and the outcomes. This receptor is 
mainly expressed on endothelial cells and participates in mediating the effects of VEGF in 
muscle [108]. 

The changes in gene expression of VEGF and its receptor 1 were associated to change in 
HbA1c, statistically independent of insulin sensitivity. This could infer a positive effect on β-
cell function by exercise training. There are some data supporting this theory in sedentary 
overweight subjects, showing an effect of moderate- to vigorous-intensity training, on 
disposition index during an IVGTT [87]. 

In addition to defects in insulin signaling, the vascular component is probably the other major 
factor behind IR. The number of capillaries is positively correlated to insulin action in muscle 
[31]. This was distinctively shown in mice, where a muscle specific deletion of VEGF 
resulted in a 60% reduction in capillary density, and as a consequence a 40-45% reduction in 
insulin-stimulated glucose uptake in muscle [112]. 

Adding complexity to the underlying mechanisms are the vasoactive properties of insulin, 
including vasodilatation and capillary recruitment. This augments the delivery of insulin and 
glucose to the muscle cells, which in turn increase the insulin-mediated glucose uptake [33, 
206]. It has been proposed that regular exercise improves “vascular fitness” and improves 
capillary recruitment by insulin; this being one mechanism by which insulin sensitivity is 
increased by exercise [206]. 
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We could not find any associations between PGC-1α expression and the degree of response 
to exercise. PGC-1α has mainly been connected to mitochondrial biogenesis, but is also 
thought to be involved in numerous additional adaptive processes [118, 120]. Moreover, in 
mice there are indications that this factor is involved in the regulation of VEGF expression by 
physical training, mediated by the nuclear receptor ERRα [122]. However, in our clinical 
study in humans, we could not detect any impact in physiological adaptation. 

The method of assessing response to exercise gives the possibility to detect significant 
changes in factors, that would not have been noted at the group level. In this study, the 
changes in gene expression by the intervention were not significant when assessing the group 
in total, but became apparent when response was accounted for. 

The number of subjects investigated in the present study was rather small, which could create 
a concern about power. Further, no endpoint effect such as microvascular blood flow or 
capillary density was assessed, which would be desirable in future studies. On the other hand, 
the associations found were statistically strong and advanced techniques were used for 
measurement of the outcomes. We therefore regard that the findings are interesting and 
warrant further research in this area. 

5.3 STUDY III 

The main finding of this study was that dual ETA/ETB blockade increased glucose uptake in 
skeletal muscle, both at the basal and the insulin-stimulated state, in insulin resistant subjects. 
This result supports that endogenous ET-1 is important in regulating muscle glucose uptake. 
Moreover, ET-1 inhibited glucose uptake in cultured skeletal muscle cells by a receptor 
dependent mechanism, indicating a direct impact on muscle cells by ET-1. 

The co-infusion of ETA/ETB blockade and insulin created a more pronounced glucose uptake 
than insulin alone, which is concurrent with previous studies [138, 141]. Additionally, we 
showed that dual blockade enhanced glucose uptake per se. Thus, blockade of the ET-1 
system in subjects with IR augments basal, and facilitates insulin-stimulated, glucose uptake. 

In contrast, infused exogenous ET-1 did not affect insulin-stimulated glucose uptake. This is 
in opposition to earlier findings in healthy individuals [131, 132]. An important difference is 
that we investigated subjects with IR. The ET-1 system has been shown to be activated in IR 
and related conditions [129, 139, 140], and consequently exogenous ET-1 might be of minor 
importance in these states. 

ET-1 demonstrated direct effects on glucose uptake in cultured muscle cells. This finding has 
also been seen in adipocytes [146]. This supports that the influence of the ET-1 system on 
glucose metabolism is beyond that of effects on blood flow alone. The inhibitory impact of 
ET-1 on glucose uptake was entirely reversed by dual receptor blockade, which was in 
conformity with the in vivo results of increased glucose uptake with ETA/ETB blockade 
infusion. 
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The in vitro investigation did not demonstrate any effect on IRS-1 or Akt phosphorylation, in 
contrast to previous studies [130, 145]. Further, we could not detect any impact of ET-1 on 
GLUT1 or GLUT4 expression. However, we did not investigate other important mechanisms 
in glucose transport, such as vesicular trafficking or membrane translocation. Therefore, it is 
possible that ET-1 could affect these cellular phenomena. 

An important observation is that insulin infusion alone did not change FBF. Of note, when 
insulin was added to ETA/ETB receptor blockade, an increase in blood flow was seen. An 
explanation could be that the blockade restores insulin-dependent vasodilatation in IR, which 
would be in agreement with earlier findings [143, 150]. 

There are limitations in our study. First, we did not investigate ET-1 infusion without co-
infusion with insulin. Thus, we cannot make any conclusions of the impact of ET-1 on basal 
FBF or FGU in the study subjects. Second, there was no control group of insulin sensitive 
individuals. The reason was the findings in a previous study, where dual blockade could not 
provoke any effect on vasodilatation in healthy individuals, which was in contrast to IR 
subjects [140]. And finally, w only investigated the effect of dual ETA/ETB receptor blockade, 
and not single ET-1 blockade. We chose this study design since previous studies on similar 
study subjects demonstrated favorable outcomes only after dual blockade [140, 141]. In a 
recent head-to-head study in subjects with T2D and coronary artery disease, the two 
modalities of ET blockade were compared. ETA and dual receptor blockade improved 
endothelium-dependent vasodilatation to the same extent. Additionally, the dual blockade 
increased basal FBF, but ETA-blockade did not [207]. 

5.4 STUDY IV 

This study demonstrated no effect of high-dose vitamin D3 treatment for eight weeks, in 
comparison with placebo, on first-phase insulin secretion in individuals with mildly abnormal 
glucose regulation. Neither could we detect any effects on second-phase insulin secretion, DI 
or in various measures of glycemic control. 

The findings are in analogy with some recent intervention trials. The effect of high-dose 
(mean weekly dose 88 865 IU) vitamin D3 intervention for one year was evaluated in pre-
diabetic subjects with low 25(OH)D levels at baseline (55 nmol/l). No effects could be shown 
on glucose tolerance, nor on insulin secretion or insulin sensitivity with several different 
indices, including OGTT-based calculations. A small but significant difference in HbA1c of 2 
mmol/mol, in favor of vitamin D treatment, was however present at the end of the study 
[208]. In addition, 20 000 IU vitamin D3 weekly for one year in pre-diabetic individuals did 
not improve glycemia, nor HOMA or QUICKI indices in assessment of insulin resistance. 
Analyzing a sub-group with baseline 25(OH) D levels <50 nmol/l gave the same result [209]. 
This study will continue for a total study period of five years. In an Australian study on 
subjects at risk of T2D and with low vitamin D levels, calcium and target-based (25(OH)D 
>75 nmol/l) vitamin D3 treatment for 6 months failed to affect different OGTT-based 
measures of insulin resistance or β-cell function. A post-hoc analysis in the ~50% of the 
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study subjects with pre-diabetes revealed a positive impact on insulin resistance measured by 
HOMA and Matsuda indices [210]. Moreover, giving 50 000 IU vitamin D3 monthly to T2D 
subjects for six months did not improve HbA1c or other glycemic parameters, compared to 
placebo. Moreover, HOMA index of insulin resistance and β-cell function were unaltered. 
Worth considering was a small but significant decrease in HbA1c in severely vitamin D-
deficient subjects (25(OH) D <30 nmol/l). However, this subgroup was very small [211]. 
Finally, a study with a very similar design as ours, but evaluating a vitamin D intervention of 
24 weeks with OGTT-based measures, was recently accepted for publication. The outcome 
results were also in line with our findings, with no impact on glycemic control, β-cell 
function or insulin sensitivity during vitamin D treatment compared to placebo [212]. 

In opposition, intervention with 2000 IU vitamin D3 for 16 weeks in subjects at risk for T2D 
improved first-phase insulin secretion and DI, assessed by a frequently-sampled IVGTT. 
There was a trend toward lower HbA1c level in the vitamin D-treated group compared to 
placebo. The trial also evaluated the effect of calcium supplementation, which had no impact 
on the outcomes [213]. 

In our ancillary analyses, we could not detect that either a low basal vitamin D level, or a 
large elevation of the vitamin D level by the treatment, were associated with the change in 
first-phase insulin secretion. Moreover, the impact of a possible threshold level was 
evaluated. The presence of a threshold level at 65 nmol/l in 25(OH)D has been suggested for 
glucose tolerance and IR [186]. However, the study-end level of 25(OH)D was not related to 
change in first-phase insulin secretion in our study, despite the fact that all but two subjects 
crossed this limit in the vitamin D treated group. 

Limitations of our study include a rather small sample size. In planning the study, no 
adequate data were found that could constitute the basis of a power calculation. Moreover, 
the intervention period of eight weeks could be regarded as rather short to fully investigate 
the effects of vitamin D. On the other hand, study drop-out was minimal (one subject) and the 
risk of a change in lifestyle affecting our outcomes was low. A decrease in PTH were 
observed in the vitamin D group, which could be considered a surrogate for a metabolic 
effect of the vitamin D treatment. The strengths include the golden standard hyperglycemic 
clamp, which to our knowledge has not been used to investigate this area before. 

Taken together, it is unlikely that vitamin D treatment has any substantial effect on glycemic 
control in pre-diabetes or T2D. It is plausible that vitamin D levels constitute a confounder in 
the fairly consistent observational findings of an association with T2D. Interestingly, in a 
Swedish prospective cohort study on individuals with T2D, low baseline 25(OH)D levels in 
men remained related to a higher all-cause mortality after adjusting for several CV risk 
factors, including HbA1c. In women, high PTH levels, but not vitamin D levels, showed an 
association with total mortality [214].  

It is not entirely excluded that vitamin D intervention for a longer period of time might have a 
small impact on glycemic control, or could prevent T2D development in subjects at risk. 
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Interestingly, results of a study are awaited in 2017 that hopefully can elucidate these 
remaining questions [215]. 

6 CONCLUSIONS 
Exercise training improved insulin sensitivity and body composition in mild T2D. With the 
addition of acarbose treatment, improved glycemic control was also attained. The general 
cardiovascular risk factor profile was probably improved more with the combination therapy 
than with exercise alone. 

The individual response to exercise training in terms of improved insulin sensitivity was 
associated to change in VEGF expression. Moreover, decrease in HbA1c also showed this 
association. The individual adaptation to physical exercise can in part be dependent on VEGF 
expression, adding a potential target to influence IR. 

ET-1 infusion decreased blood flow but had no effect on glucose uptake. Dual ETA/ETB 
blockade increased glucose uptake, both with and without inulin stimulation, and increased 
blood flow. In cell cultures, ET-1 impaired glucose uptake, an effect that could be 
counteracted by ET receptor blockade. This receptor-dependent mechanism by ET-1 on 
glucose metabolism could constitute a possible drug target. 

Intervention with vitamin D had no effect on β-cell function, insulin sensitivity or glycemic 
control. Our findings do not support treatment with vitamin D in subjects with pre-diabetes or 
type 2 diabetes, neither in those with low vitamin D levels. 

7 FUTURE PERSPECTIVES 
Exercise training is obviously a powerful treatment option T2D. In this era of personalized 
medicine, it would be an importat advantage to be able to predict which individuals that 
would benefit the most by exercise intervention. Then great efforts should be made to provide 
this probably highly cost-effective treatment to these patients. 

Acarbose has not been used frequently in diabetes treatment in Sweden. I believe that the 
criticism of the data on CV protection had an impact. But there are some promising findings 
with the compound, and if the awaited outcome study will show benefits with the treatment, 
more mechanistic studies on especially post-prandial hyperglycemia seem warranted. 
Moreover, acarbose could be an alternative in other group of patients, such as type 1 diabetes 
and diabetes in pregnancy. 

The vascular contribution in IR is interesting. This could constitute possible drug targets, not 
the least since there is a lack in pharmacological options in affecting IR. The use of bosentan 
has been limited due to adverse effects, especially fluid retention. If other compounds can be 
developed, this would consequently be of interest for clinical trials.  

The 'training pill' is still awaited. Noteworthy, reservatrol (a substance found in red wine) has 
shown to have some promising effects on IR, perhaps mediated by an effect on AMP-kinase, 
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PGC-1α and mitochondrial function [216]. If a compound with low toxicity could be found to 
influence these pathways, this would have a huge impact diabetes treatment. 

  



 

 57 

8 ACKNOWLEDGEMENTS 
First of all, Malin, my love and best friend. And our children Melker, Ellen and Hedda. 
This research project has given me some freedom of time, for good and worse. Good for 
being able to do some family work on daytime, as being at home with ill children. But of 
course with my focus into the computer often. And evenings and weekends struggling against 
deadlines, stressed and grouchy. So thanks for your patience and support. You are my 
everything, I hope you know that. 

My dear parents Ivan and Gunilla, that always supported the academic interest. Of course, I 
would never have started my medical or PhD studies if you had not created that atmosphere 
that supported me all the way from lower school and onwards. And my sister Eva, it is great 
to have you around, always supportive, for better and for worse. 

And to Ulla and Thomas Lundberg, my parents-in-law. To make other friends with small 
children envious, I use to tell them which enormous support you have been for me and Malin. 
You have also liberated time for my studies many times. And our children love you, of 
course. 

Michael Alvarsson, my main supervisor, also for my clinical specialization to be an 
endocrinologist. Thanks for that great spirit, always positive and seeing the possibilities when 
the hill was steep. I have surely needed that several times when problems piled up. 

Peter Båvenholm, my first main supervisor that had to focus on his new work in big pharma. 
But you gave me a fantastic start and I know you felt the responsibility for me to arrive in my 
PhD studies. 

Suad Efendic, the great professor reputable all over the world. But for me primarily a 
fantastic person and a great humanist. You finally got me to start my doctoral studies, after 
several friendly proposals. And always looking for new projects that would fit in. We have 
not seen each other that much lately, and I surely miss your company. 

Marie Degerblad, has been a great support in the conduction of the studies. No other could 
have handled the logistics in study I! And also a great colleague with a deep and broad 
knowledge in the vast endocrinology field. 

Claes-Göran Östenson that arrived in the second half of my studies with a great project on 
vitamin D. Always positive with extraordinary analytic competence. You also helped out 'on 
the floor' with taking care of the study patients, very honorable as I know how many projects 
you were running. 

My mentor Ragnar Linder. Thanks for all support. You made a huge input when my project 
really was struggling halfway. We have had great and fruitful discussions about science, but 
most important, life in general I would say. 



 

 58 

Jan Calissendorff, roommate, colleague and sometimes boss. But most of all friend. Always 
great to have around at work, not at least when pledging for more time for doctoral studies. 

Anna-Lena Hulting, you have inspired hundreds of medical students to learn more about 
endocrinology, so even me. But most of all, you convinced me to stay at Karolinska and that 
of course had an immense impact on my professional development. I would probably never 
had started my doctoral studies if you had not picked me up. 

Kerstin Brismar. If I would describe a true scientist, it would be someone like you. Always 
looking for the unexpected findings, seeing the new possibilities. And so nice and 
accommodating at all times. And moreover, always doing everything in your power to the 
help your patients.  

Kajsa Sundqvist, the best research nurse you can have. And a true friend I would say. You 
brightened every day when we worked together in the studies at Karolinska. 

Bodil, Maria, Miriam, Anette – great research nurses that helped out with the studies at 
Karolinska. And to Lotta and Christina at Metabollab på Södersjukhuset for great help with 
the vitamin D study. I hope we will find someone that can fill the gap since you both soon 
will be retired. 

My PhD colleague Lisa Arnetz for that excellent help and immense kindness of language 
editing. Of course you rushed ahead of me to the PhD degree. 

My collaborators Jonas Nygren and Anders Thorell, as well as research nurses Ann-Sofie 
Andersson, Ami Bylund and Nina Blommé at Ersta Hospital. You were so friendly and 
helpful when I took my first uncertain steps as a scientist. You also introduced me to the 
clamp method. You all contributed a lot. And thanks for keeping excellent track on my 
muscle samples. 

Some senior clinical mentors that really has given me immense knowledge and showed my 
what curiosity and empathy is all about. Ola Hesselgren at Medicinska kliniken, Norrtälje 
sjukhus that suggested that I should stay at Karolinska instead of coming back. I still wonder 
what that really was about. And Tord Bystedt at Endokrinkliniken, Karolinska sjukhuset 
who first showed me the intriguing world of clinical diabetes work. And finally Nils Adner 
at Endokrinsektionen, Södersjukhuset for that great drive and lust for clinical discussions. 
You also thoughtfully covered for me at the clinic, making it possible to get some important 
extra time for the thesis writing. 

My true friends and great colleagues Thomas Nyström and David Nathanson at 
Södersjukhuset. We have had a lot of fun at work, but especially at leisure time and when 
visiting congresses. Moreover, you are true scientist with that integrity and curiosity when 
discussing medical issues. I hope I will catch up on your knowledge someday. 

Cristina Volpe, we have been close, both as neighbors and colleagues. And now when our 
daughters hang out, I hope we also will continue as good friends. 



 

 59 

Buster Mannheimer, always passionate about clinical work and the scientific questions. 
Moreover, taking actions on our work situation at the hospital. Thanks for nice collaboration 
in the vitamin D studies, I hope we can do more science together. 

Pär Wickholm for that great refuge for writing, away from patient work and dishes at home. 
That great ambience at your office made this thesis better, I´m sure. Right now, when I am 
struggling with the last corrections, I realize how important that was. 

Thomas Gustafsson, Helene Fischer. You never lost fate in my pursuing the gene 
expression data. Always so friendly and helpful, and I know what a great deal of effort you 
invested in study II. I hope we can continue to investigate the intriguing world of exercise in 
diabetes.  

John Pernow, Alexey Shemyakin, Anna Krook. For helping me out with that difficult 
endothelin-data. It was a massive area of knowledge to dissect, it would have been very 
difficult without you of course. And thanks Alexey for letting me use your nice figures. 

Firoozeh Salehzadeh, Felix Böhm, Lubna Al-Khalili, Adrian Gonon. For your 
contribution in the endothelin work. 

John Öhrvik, Agneta Hilding. Even though I find statistics quite fun, it can be very difficult 
sometimes. So thanks for your expertize. John, you have a very sound approach in how to use 
statistics in medical science that taught me a lot. And Agneta for nice help and editing in the 
vitamin D article. 

Agneta Ståhle, Torkel Brismar. Agneta with all that knowledge in exercise, setting up the 
training programs and the army of physiotherapists. And to Torkel for the work and expertize 
in radiology, it is something with all that fat! 

Jeanette Kuhl, my PhD colleague. We do not see each other that much nowadays. But I 
remember the early days with great joy. I hope we meet more in the future, but not on a 
badminton court! 

Finally, to all of my great colleagues, nurses and friends at Karolinska and Södersjukhuset. 
Of course you have meant a lot, since during this 10-year period, it is you that I have 
associated with most of the time. Without the joy of the clinical work, this thesis had been an 
empty shell. So thanks to all of you, even though all your names are not printed out, I hope 
you know your importance! I have most probably forgotten a lot of very important persons, 
making contributions in some way to this thesis. Forgive me in that case and let me thank you 
when we meet! 





 

 61 

9 REFERENCES 
[1] Scully T (2012) Diabetes in numbers. Nature 485: S2-3 

[2] Hu FB, Manson JE, Stampfer MJ, et al. (2001) Diet, lifestyle, and the risk of 
type 2 diabetes mellitus in women. N Engl J Med 345: 790-797 

[3] Eriksson AK, van den Donk M, Hilding A, Ostenson CG (2013) Work stress, 
sense of coherence, and risk of type 2 diabetes in a prospective study of middle-aged Swedish 
men and women. Diabetes Care 36: 2683-2689 

[4] Ostenson CG, Hilding A, Grill V, Efendic S (2012) High consumption of 
smokeless tobacco ("snus") predicts increased risk of type 2 diabetes in a 10-year prospective 
study of middle-aged Swedish men. Scand J Public Health 40: 730-737 

[5] Helmrich SP, Ragland DR, Leung RW, Paffenbarger RS, Jr. (1991) Physical 
activity and reduced occurrence of non-insulin-dependent diabetes mellitus. N Engl J Med 
325: 147-152 

[6] Wikner C, Gigante B, Hellenius ML, de Faire U, Leander K (2013) The risk of 
type 2 diabetes in men is synergistically affected by parental history of diabetes and 
overweight. PLoS One 8: e61763 

[7] Hilding A, Eriksson AK, Agardh EE, et al. (2006) The impact of family history 
of diabetes and lifestyle factors on abnormal glucose regulation in middle-aged Swedish men 
and women. Diabetologia 49: 2589-2598 

[8] Unwin N, Shaw J, Zimmet P, Alberti KG (2002) Impaired glucose tolerance 
and impaired fasting glycaemia: the current status on definition and intervention. Diabet Med 
19: 708-723 

[9] Balkau B, Shipley M, Jarrett RJ, et al. (1998) High blood glucose concentration 
is a risk factor for mortality in middle-aged nondiabetic men. 20-year follow-up in the 
Whitehall Study, the Paris Prospective Study, and the Helsinki Policemen Study. Diabetes 
Care 21: 360-367 

[10] World Health Organization., International Diabetes Federation. (2006) 
Definition and diagnosis of diabetes mellitus and intermediate hyperglycaemia : report of a 
WHO/IDF consultation. World Health Organization, Geneva 

[11] World Health Organization. (2011) Use of glycated haemoglobin (HbA1c) in 
diagnosis of diabetes mellitus: abbreviated report of a WHO consultation. World Health 
Organization, Geneva 

[12] Pessin JE, Saltiel AR (2000) Signaling pathways in insulin action: molecular 
targets of insulin resistance. J Clin Invest 106: 165-169 

[13] Zethelius B, Berglund L, Hanni A, Berne C (2008) The interaction between 
impaired acute insulin response and insulin resistance predict type 2 diabetes and impairment 
of fasting glucose. Ups J Med Sci 113: 117-129 

[14] Muoio DM, Newgard CB (2008) Mechanisms of disease:Molecular and 
metabolic mechanisms of insulin resistance and beta-cell failure in type 2 diabetes. Nat Rev 
Mol Cell Biol 9: 193-205 

[15] Fonseca VA (2009) Defining and characterizing the progression of type 2 
diabetes. Diabetes Care 32 Suppl 2: S151-156 



 

 62 

[16]  (1995) U.K. prospective diabetes study 16. Overview of 6 years' therapy of 
type II diabetes: a progressive disease. U.K. Prospective Diabetes Study Group. Diabetes 44: 
1249-1258 

[17] Prasad RB, Groop L (2015) Genetics of type 2 diabetes-pitfalls and 
possibilities. Genes (Basel) 6: 87-123 

[18] Båvenholm PN, Kuhl J, Pigon J, Saha AK, Ruderman NB, Efendic S (2003) 
Insulin resistance in type 2 diabetes: association with truncal obesity, impaired fitness, and 
atypical malonyl coenzyme A regulation. J Clin Endocrinol Metab 88: 82-87 

[19] Gustat J, Srinivasan SR, Elkasabany A, Berenson GS (2002) Relation of self-
rated measures of physical activity to multiple risk factors of insulin resistance syndrome in 
young adults: the Bogalusa Heart Study. J Clin Epidemiol 55: 997-1006 

[20] Festa A, Williams K, D'Agostino R, Jr., Wagenknecht LE, Haffner SM (2006) 
The natural course of beta-cell function in nondiabetic and diabetic individuals: the Insulin 
Resistance Atherosclerosis Study. Diabetes 55: 1114-1120 

[21] Schrauwen P, van Marken Lichtenbelt WD (2016) Combatting type 2 diabetes 
by turning up the heat. Diabetologia 59: 2269-2279 

[22] DeFronzo RA, Jacot E, Jequier E, Maeder E, Wahren J, Felber JP (1981) The 
effect of insulin on the disposal of intravenous glucose. Results from indirect calorimetry and 
hepatic and femoral venous catheterization. Diabetes 30: 1000-1007 

[23] Patti ME, Butte AJ, Crunkhorn S, et al. (2003) Coordinated reduction of genes 
of oxidative metabolism in humans with insulin resistance and diabetes: Potential role of 
PGC1 and NRF1. Proc Natl Acad Sci U S A 100: 8466-8471 

[24] Krssak M, Falk Petersen K, Dresner A, et al. (1999) Intramyocellular lipid 
concentrations are correlated with insulin sensitivity in humans: a 1H NMR spectroscopy 
study. Diabetologia 42: 113-116 

[25] Koves TR, Li P, An J, et al. (2005) Peroxisome proliferator-activated receptor-
gamma co-activator 1alpha-mediated metabolic remodeling of skeletal myocytes mimics 
exercise training and reverses lipid-induced mitochondrial inefficiency. J Biol Chem 280: 
33588-33598 

[26] Holman GD, Kasuga M (1997) From receptor to transporter: insulin signalling 
to glucose transport. Diabetologia 40: 991-1003 

[27] Hoehn KL, Hohnen-Behrens C, Cederberg A, et al. (2008) IRS1-independent 
defects define major nodes of insulin resistance. Cell Metab 7: 421-433 

[28] Yip MF, Ramm G, Larance M, et al. (2008) CaMKII-mediated phosphorylation 
of the myosin motor Myo1c is required for insulin-stimulated GLUT4 translocation in 
adipocytes. Cell Metab 8: 384-398 

[29] Lillioja S, Young AA, Culter CL, et al. (1987) Skeletal muscle capillary density 
and fiber type are possible determinants of in vivo insulin resistance in man. J Clin Invest 80: 
415-424 

[30] Larsson H, Daugaard JR, Kiens B, Richter EA, Ahren B (1999) Muscle fiber 
characteristics in postmenopausal women with normal or impaired glucose tolerance. 
Diabetes Care 22: 1330-1338 



 

 63 

[31] Solomon TP, Haus JM, Li Y, Kirwan JP (2011) Progressive hyperglycemia 
across the glucose tolerance continuum in older obese adults is related to skeletal muscle 
capillarization and nitric oxide bioavailability. J Clin Endocrinol Metab 96: 1377-1384 

[32] Rattigan S, Richards SM, Keske MA (2013) Microvascular contributions to 
insulin resistance. Diabetes 62: 343-345 

[33] Baron AD, Steinberg H, Brechtel G, Johnson A (1994) Skeletal muscle blood 
flow independently modulates insulin-mediated glucose uptake. Am J Physiol 266: E248-253 

[34] Steinberg HO, Brechtel G, Johnson A, Fineberg N, Baron AD (1994) Insulin-
mediated skeletal muscle vasodilation is nitric oxide dependent. A novel action of insulin to 
increase nitric oxide release. J Clin Invest 94: 1172-1179 

[35] Rattigan S, Clark MG, Barrett EJ (1997) Hemodynamic actions of insulin in rat 
skeletal muscle: evidence for capillary recruitment. Diabetes 46: 1381-1388 

[36] Baron AD, Steinberg HO, Chaker H, Leaming R, Johnson A, Brechtel G (1995) 
Insulin-mediated skeletal muscle vasodilation contributes to both insulin sensitivity and 
responsiveness in lean humans. J Clin Invest 96: 786-792 

[37] Scheede-Bergdahl C, Olsen DB, Reving D, Boushel R, Dela F (2009) Insulin 
and non-insulin mediated vasodilation and glucose uptake in patients with type 2 diabetes. 
Diabetes Res Clin Pract 85: 243-251 

[38] Bavenholm PN, Pigon J, Ostenson CG, Efendic S (2001) Insulin sensitivity of 
suppression of endogenous glucose production is the single most important determinant of 
glucose tolerance. Diabetes 50: 1449-1454 

[39] McGarry JD (2002) Banting lecture 2001: dysregulation of fatty acid 
metabolism in the etiology of type 2 diabetes. Diabetes 51: 7-18 

[40] Petersen KF, Dufour S, Befroy D, Lehrke M, Hendler RE, Shulman GI (2005) 
Reversal of nonalcoholic hepatic steatosis, hepatic insulin resistance, and hyperglycemia by 
moderate weight reduction in patients with type 2 diabetes. Diabetes 54: 603-608 

[41] Reaven GM (1993) Role of insulin resistance in human disease (syndrome X): 
an expanded definition. Annu Rev Med 44: 121-131 

[42] Guðbjörnsdóttir S, Svensson A-M, Eliasson B, et al. (2016) Årsrapport 2015 
års resultat. In. Nationella Diabetesregistret (NDR), www.ndr.nu, pp 1-90 

[43] Reaven GM (1988) Banting lecture 1988. Role of insulin resistance in human 
disease. Diabetes 37: 1595-1607 

[44] Kahn R, Buse J, Ferrannini E, Stern M (2005) The metabolic syndrome: time 
for a critical appraisal. Joint statement from the American Diabetes Association and the 
European Association for the Study of Diabetes. Diabetologia 48: 1684-1699 

[45] Kohl HW, Gordon NF, Villegas JA, Blair SN (1992) Cardiorespiratory fitness, 
glycemic status, and mortality risk in men. Diabetes Care 15: 184-192 

[46] Wei M, Gibbons LW, Kampert JB, Nichaman MZ, Blair SN (2000) Low 
cardiorespiratory fitness and physical inactivity as predictors of mortality in men with type 2 
diabetes. Ann Intern Med 132: 605-611 

[47] Myers J, Prakash M, Froelicher V, Do D, Partington S, Atwood JE (2002) 
Exercise capacity and mortality among men referred for exercise testing. N Engl J Med 346: 
793-801 



 

 64 

[48] Agardh C-D, Berne C (2010) Diabetes. Liber, Stockholm 

[49] WHO (2016) Global report on diabetes. In. World Health Organization, 
Geneva, Switzerland 

[50] Jansson SP, Fall K, Brus O, et al. (2015) Prevalence and incidence of diabetes 
mellitus: a nationwide population-based pharmaco-epidemiological study in Sweden. Diabet 
Med 32: 1319-1328 

[51] Sarwar N, Gao P, Seshasai SR, et al. (2010) Diabetes mellitus, fasting blood 
glucose concentration, and risk of vascular disease: a collaborative meta-analysis of 102 
prospective studies. Lancet 375: 2215-2222 

[52] Saran R, Li Y, Robinson B, et al. (2015) US Renal Data System 2014 Annual 
Data Report: Epidemiology of Kidney Disease in the United States. Am J Kidney Dis 66: 
Svii, S1-305 

[53] Yau JW, Rogers SL, Kawasaki R, et al. (2012) Global prevalence and major 
risk factors of diabetic retinopathy. Diabetes Care 35: 556-564 

[54] Moxey PW, Gogalniceanu P, Hinchliffe RJ, et al. (2011) Lower extremity 
amputations--a review of global variability in incidence. Diabet Med 28: 1144-1153 

[55] Leasher JL, Bourne RR, Flaxman SR, et al. (2016) Global Estimates on the 
Number of People Blind or Visually Impaired by Diabetic Retinopathy: A Meta-analysis 
From 1990 to 2010. Diabetes Care 39: 1643-1649 

[56] Inzucchi SE, Bergenstal RM, Buse JB, et al. (2015) Management of 
hyperglycemia in type 2 diabetes, 2015: a patient-centered approach: update to a position 
statement of the American Diabetes Association and the European Association for the Study 
of Diabetes. Diabetes Care 38: 140-149 

[57] Sverige. Socialstyrelsen (2015) Diabetesvård : rekommendationer, 
bedömningar och sammanfattning. Socialstyrelsen, Stockholm 

[58] ADA (2015) Standards of Medical Care in Diabetes—2015. Diabetes Care 38: 
1-94 

[59] ADA (2013) Standards of medical care in diabetes--2013. Diabetes Care 36 
Suppl 1: S11-66 

[60] Thomas DE, Elliott EJ, Naughton GA (2006) Exercise for type 2 diabetes 
mellitus. Cochrane Database Syst Rev 3: CD002968 

[61] Chen L, Pei JH, Kuang J, et al. (2015) Effect of lifestyle intervention in patients 
with type 2 diabetes: a meta-analysis. Metabolism 64: 338-347 

[62] Eriksson KF, Lindgärde F (1991) Prevention of type 2 (non-insulin-dependent) 
diabetes mellitus by diet and physical exercise. The 6-year Malmö feasibility study. 
Diabetologia 34: 891-898 

[63] Pan XR, Li GW, Hu YH, et al. (1997) Effects of diet and exercise in preventing 
NIDDM in people with impaired glucose tolerance. The Da Qing IGT and Diabetes Study. 
Diabetes Care 20: 537-544 

[64] Lindström J, Louheranta A, Mannelin M, et al. (2003) The Finnish Diabetes 
Prevention Study (DPS): Lifestyle intervention and 3-year results on diet and physical 
activity. Diabetes Care 26: 3230-3236 



 

 65 

[65] Knowler WC, Barrett-Connor E, Fowler SE, et al. (2002) Reduction in the 
incidence of type 2 diabetes with lifestyle intervention or metformin. N Engl J Med 346: 393-
403 

[66] Lindgren P, Lindstrom J, Tuomilehto J, et al. (2007) Lifestyle intervention to 
prevent diabetes in men and women with impaired glucose tolerance is cost-effective. Int J 
Technol Assess Health Care 23: 177-183 

[67] Ramachandran A, Snehalatha C, Mary S, Mukesh B, Bhaskar AD, Vijay V 
(2006) The Indian Diabetes Prevention Programme shows that lifestyle modification and 
metformin prevent type 2 diabetes in Asian Indian subjects with impaired glucose tolerance 
(IDPP-1). Diabetologia 49: 289-297 

[68] Wing RR, Bolin P, Brancati FL, et al. (2013) Cardiovascular effects of 
intensive lifestyle intervention in type 2 diabetes. N Engl J Med 369: 145-154 

[69] Gregg EW, Chen H, Wagenknecht LE, et al. (2012) Association of an intensive 
lifestyle intervention with remission of type 2 diabetes. Jama 308: 2489-2496 

[70]  (1998) Effect of intensive blood-glucose control with metformin on 
complications in overweight patients with type 2 diabetes (UKPDS 34). UK Prospective 
Diabetes Study (UKPDS) Group. Lancet 352: 854-865 

[71] Musi N, Hirshman MF, Nygren J, et al. (2002) Metformin increases AMP-
activated protein kinase activity in skeletal muscle of subjects with type 2 diabetes. Diabetes 
51: 2074-2081 

[72] Zinman B, Wanner C, Lachin JM, et al. (2015) Empagliflozin, Cardiovascular 
Outcomes, and Mortality in Type 2 Diabetes. N Engl J Med 373: 2117-2128 

[73] Breuer HW (2003) Review of acarbose therapeutic strategies in the long-term 
treatment and in the prevention of type 2 diabetes. Int J Clin Pharmacol Ther 41: 421-440 

[74] Van de Laar FA, Lucassen PL, Akkermans RP, Van de Lisdonk EH, Rutten 
GE, Van Weel C (2005) Alpha-glucosidase inhibitors for type 2 diabetes mellitus. Cochrane 
Database Syst Rev: Cd003639 

[75] Hanefeld M, Cagatay M, Petrowitsch T, Neuser D, Petzinna D, Rupp M (2004) 
Acarbose reduces the risk for myocardial infarction in type 2 diabetic patients: meta-analysis 
of seven long-term studies. Eur Heart J 25: 10-16 

[76] Chiasson JL, Josse RG, Gomis R, et al. (2003) Acarbose treatment and the risk 
of cardiovascular disease and hypertension in patients with impaired glucose tolerance: the 
STOP-NIDDM trial. JAMA 290: 486-494 

[77] Kaiser T, Sawicki PT (2004) Acarbose for prevention of diabetes, hypertension 
and cardiovascular events? A critical analysis of the STOP-NIDDM data. Diabetologia 47: 
575-580 

[78] Sawicki PT, Kaiser T (2004) Response to Chiasson et al.: Acarbose for the 
prevention of Type 2 diabetes, hypertension and cardiovascular disease in subjects with 
impaired glucose tolerance: facts and interpretations concerning the critical analysis of the 
STOP-NIDDM Trial data. Diabetologia 47: 976-977 

[79] Delorme S, Chiasson JL (2005) Acarbose in the prevention of cardiovascular 
disease in subjects with impaired glucose tolerance and type 2 diabetes mellitus. Curr Opin 
Pharmacol 5: 184-189 



 

 66 

[80] Chiasson JL, Josse RG, Gomis R, Hanefeld M, Karasik A, Laakso M (2002) 
Acarbose for prevention of type 2 diabetes mellitus: the STOP-NIDDM randomised trial. 
Lancet 359: 2072-2077 

[81] Marso SP, Daniels GH, Brown-Frandsen K, et al. (2016) Liraglutide and 
Cardiovascular Outcomes in Type 2 Diabetes. N Engl J Med 375: 311-322 

[82] Marso SP, Bain SC, Consoli A, et al. (2016) Semaglutide and Cardiovascular 
Outcomes in Patients with Type 2 Diabetes. N Engl J Med 

[83] Gaede P, Vedel P, Larsen N, Jensen GV, Parving HH, Pedersen O (2003) 
Multifactorial intervention and cardiovascular disease in patients with type 2 diabetes. N Engl 
J Med 348: 383-393 

[84] Gaede P, Oellgaard J, Carstensen B, et al. (2016) Years of life gained by 
multifactorial intervention in patients with type 2 diabetes mellitus and microalbuminuria: 21 
years follow-up on the Steno-2 randomised trial. Diabetologia 59: 2298-2307 

[85] Boule NG, Haddad E, Kenny GP, Wells GA, Sigal RJ (2001) Effects of 
exercise on glycemic control and body mass in type 2 diabetes mellitus: a meta-analysis of 
controlled clinical trials. Jama 286: 1218-1227 

[86] Davidson LE, Hudson R, Kilpatrick K, et al. (2009) Effects of exercise 
modality on insulin resistance and functional limitation in older adults: a randomized 
controlled trial. Arch Intern Med 169: 122-131 

[87] Slentz CA, Tanner CJ, Bateman LA, et al. (2009) Effects of exercise training 
intensity on pancreatic beta-cell function. Diabetes Care 32: 1807-1811 

[88] Chudyk A, Petrella RJ (2011) Effects of exercise on cardiovascular risk factors 
in type 2 diabetes: a meta-analysis. Diabetes Care 34: 1228-1237 

[89] Kelley DE, Goodpaster BH (2001) Effects of exercise on glucose homeostasis 
in Type 2 diabetes mellitus. Med Sci Sports Exerc 33: S495-501; discussion S528-499 

[90] Boule NG, Kenny GP, Haddad E, Wells GA, Sigal RJ (2003) Meta-analysis of 
the effect of structured exercise training on cardiorespiratory fitness in Type 2 diabetes 
mellitus. Diabetologia 46: 1071-1081 

[91] Mourier A, Gautier JF, De Kerviler E, et al. (1997) Mobilization of visceral 
adipose tissue related to the improvement in insulin sensitivity in response to physical 
training in NIDDM. Effects of branched-chain amino acid supplements. Diabetes Care 20: 
385-391 

[92] ADA (2004) Physical activity/exercise and diabetes. Diabetes Care 27 Suppl 1: 
S58-62 

[93] Boule NG, Weisnagel SJ, Lakka TA, et al. (2005) Effects of exercise training 
on glucose homeostasis: the HERITAGE Family Study. Diabetes Care 28: 108-114 

[94] Timmons JA, Jansson E, Fischer H, et al. (2005) Modulation of extracellular 
matrix genes reflects the magnitude of physiological adaptation to aerobic exercise training in 
humans. BMC Biol 3: 19 

[95] Timmons JA, Larsson O, Jansson E, et al. (2005) Human muscle gene 
expression responses to endurance training provide a novel perspective on Duchenne 
muscular dystrophy. Faseb J 19: 750-760 



 

 67 

[96] Teran-Garcia M, Rankinen T, Koza RA, Rao DC, Bouchard C (2005) 
Endurance training-induced changes in insulin sensitivity and gene expression. Am J Physiol 
Endocrinol Metab 288: E1168-1178 

[97] Ekman C, Elgzyri T, Ström K, et al. (2015) Less pronounced response to 
exercise in healthy relatives to type 2 diabetic subjects compared with controls. J Appl 
Physiol (1985) 119: 953-960 

[98] Hu FB, Stampfer MJ, Solomon C, et al. (2001) Physical activity and risk for 
cardiovascular events in diabetic women. Ann Intern Med 134: 96-105 

[99] Tanasescu M, Leitzmann MF, Rimm EB, Hu FB (2003) Physical activity in 
relation to cardiovascular disease and total mortality among men with type 2 diabetes. 
Circulation 107: 2435-2439 

[100] Jennersjo P, Ludvigsson J, Lanne T, Nystrom FH, Ostgren CJ (2016) 
Pedometer-determined physical activity level and change in arterial stiffness in Type 2 
diabetes over 4 years. Diabet Med 33: 992-997 

[101] Wojtaszewski JF, Higaki Y, Hirshman MF, et al. (1999) Exercise modulates 
postreceptor insulin signaling and glucose transport in muscle-specific insulin receptor 
knockout mice. J Clin Invest 104: 1257-1264 

[102] Goodyear LJ (2000) AMP-activated protein kinase: a critical signaling 
intermediary for exercise-stimulated glucose transport? Exerc Sport Sci Rev 28: 113-116 

[103] Stanford KI, Goodyear LJ (2014) Exercise and type 2 diabetes: molecular 
mechanisms regulating glucose uptake in skeletal muscle. Adv Physiol Educ 38: 308-314 

[104] Ingjer F (1979) Effects of endurance training on muscle fibre ATP-ase activity, 
capillary supply and mitochondrial content in man. J Physiol 294: 419-432 

[105] Egginton S (2009) Invited review: activity-induced angiogenesis. Pflugers Arch 
457: 963-977 

[106] Hanahan D (1997) Signaling vascular morphogenesis and maintenance. Science 
277: 48-50 

[107] Ferrara N (2001) Role of vascular endothelial growth factor in regulation of 
physiological angiogenesis. Am J Physiol Cell Physiol 280: C1358-1366 

[108] Neufeld G, Cohen T, Gengrinovitch S, Poltorak Z (1999) Vascular endothelial 
growth factor (VEGF) and its receptors. Faseb J 13: 9-22 

[109] Gustafsson T, Puntschart A, Kaijser L, Jansson E, Sundberg CJ (1999) 
Exercise-induced expression of angiogenesis-related transcription and growth factors in 
human skeletal muscle. Am J Physiol 276: H679-685 

[110] Jensen L, Pilegaard H, Neufer PD, Hellsten Y (2004) Effect of acute exercise 
and exercise training on VEGF splice variants in human skeletal muscle. Am J Physiol Regul 
Integr Comp Physiol 287: R397-402 

[111] Lloyd PG, Prior BM, Li H, Yang HT, Terjung RL (2005) VEGF receptor 
antagonism blocks arteriogenesis, but only partially inhibits angiogenesis, in skeletal muscle 
of exercise-trained rats. Am J Physiol Heart Circ Physiol 288: H759-768 

[112] Bonner JS, Lantier L, Hasenour CM, James FD, Bracy DP, Wasserman DH 
(2013) Muscle-specific vascular endothelial growth factor deletion induces muscle capillary 
rarefaction creating muscle insulin resistance. Diabetes 62: 572-580 



 

 68 

[113] Lloyd PG, Prior BM, Yang HT, Terjung RL (2003) Angiogenic growth factor 
expression in rat skeletal muscle in response to exercise training. Am J Physiol Heart Circ 
Physiol 284: H1668-1678 

[114] Gustafsson T, Rundqvist H, Norrbom J, Rullman E, Jansson E, Sundberg CJ 
(2007) The influence of physical training on the angiopoietin and VEGF-A systems in human 
skeletal muscle. J Appl Physiol 103: 1012-1020 

[115] Gustafsson T (2011) Vascular remodelling in human skeletal muscle. Biochem 
Soc Trans 39: 1628-1632 

[116] Mootha VK, Lindgren CM, Eriksson KF, et al. (2003) PGC-1alpha-responsive 
genes involved in oxidative phosphorylation are coordinately downregulated in human 
diabetes. Nat Genet 34: 267-273 

[117] Puigserver P, Wu Z, Park CW, Graves R, Wright M, Spiegelman BM (1998) A 
cold-inducible coactivator of nuclear receptors linked to adaptive thermogenesis. Cell 92: 
829-839 

[118] Finck BN, Kelly DP (2006) PGC-1 coactivators: inducible regulators of energy 
metabolism in health and disease. J Clin Invest 116: 615-622 

[119] Marcinko K, Steinberg GR (2014) The role of AMPK in controlling 
metabolism and mitochondrial biogenesis during exercise. Exp Physiol 99: 1581-1585 

[120] Arany Z, Foo SY, Ma Y, et al. (2008) HIF-independent regulation of VEGF 
and angiogenesis by the transcriptional coactivator PGC-1alpha. Nature 451: 1008-1012 

[121] Leick L, Hellsten Y, Fentz J, et al. (2009) PGC-1alpha mediates exercise-
induced skeletal muscle VEGF expression in mice. Am J Physiol Endocrinol Metab 297: 
E92-103 

[122] Chinsomboon J, Ruas J, Gupta RK, et al. (2009) The transcriptional coactivator 
PGC-1alpha mediates exercise-induced angiogenesis in skeletal muscle. Proc Natl Acad Sci 
U S A 106: 21401-21406 

[123] Campia U, Tesauro M, Di Daniele N, Cardillo C (2014) The vascular 
endothelin system in obesity and type 2 diabetes: pathophysiology and therapeutic 
implications. Life Sci 118: 149-155 

[124] Yanagisawa M, Kurihara H, Kimura S, et al. (1988) A novel potent 
vasoconstrictor peptide produced by vascular endothelial cells. Nature 332: 411-415 

[125] Kedzierski RM, Yanagisawa M (2001) Endothelin system: the double-edged 
sword in health and disease. Annu Rev Pharmacol Toxicol 41: 851-876 

[126] Bohm F, Pernow J (2007) The importance of endothelin-1 for vascular 
dysfunction in cardiovascular disease. Cardiovasc Res 76: 8-18 

[127] de Nucci G, Thomas R, D'Orleans-Juste P, et al. (1988) Pressor effects of 
circulating endothelin are limited by its removal in the pulmonary circulation and by the 
release of prostacyclin and endothelium-derived relaxing factor. Proc Natl Acad Sci U S A 
85: 9797-9800 

[128] Piatti PM, Monti LD, Galli L, et al. (2000) Relationship between endothelin-1 
concentration and metabolic alterations typical of the insulin resistance syndrome. 
Metabolism 49: 748-752 



 

 69 

[129] Ferri C, Carlomagno A, Coassin S, et al. (1995) Circulating endothelin-1 levels 
increase during euglycemic hyperinsulinemic clamp in lean NIDDM men. Diabetes Care 18: 
226-233 

[130] Wilkes JJ, Hevener A, Olefsky J (2003) Chronic endothelin-1 treatment leads 
to insulin resistance in vivo. Diabetes 52: 1904-1909 

[131] Ottosson-Seeberger A, Lundberg JM, Alvestrand A, Ahlborg G (1997) 
Exogenous endothelin-1 causes peripheral insulin resistance in healthy humans. Acta Physiol 
Scand 161: 211-220 

[132] Ahlborg G, Lindstrom J (2002) Insulin sensitivity and big ET-1 conversion to 
ET-1 after ETA- or ETB-receptor blockade in humans. J Appl Physiol (1985) 93: 2112-2121 

[133] Jansson PA (2007) Endothelial dysfunction in insulin resistance and type 2 
diabetes. J Intern Med 262: 173-183 

[134] Cai H, Harrison DG (2000) Endothelial dysfunction in cardiovascular diseases: 
the role of oxidant stress. Circ Res 87: 840-844 

[135] Calles-Escandon J, Cipolla M (2001) Diabetes and endothelial dysfunction: a 
clinical perspective. Endocr Rev 22: 36-52 

[136] Wheatcroft SB, Williams IL, Shah AM, Kearney MT (2003) 
Pathophysiological implications of insulin resistance on vascular endothelial function. Diabet 
Med 20: 255-268 

[137] Bohm F, Ahlborg G, Pernow J (2002) Endothelin-1 inhibits endothelium-
dependent vasodilatation in the human forearm: reversal by ETA receptor blockade in 
patients with atherosclerosis. Clin Sci (Lond) 102: 321-327 

[138] Lteif A, Vaishnava P, Baron AD, Mather KJ (2007) Endothelin limits insulin 
action in obese/insulin-resistant humans. Diabetes 56: 728-734 

[139] Cardillo C, Campia U, Bryant MB, Panza JA (2002) Increased activity of 
endogenous endothelin in patients with type II diabetes mellitus. Circulation 106: 1783-1787 

[140] Shemyakin A, Bohm F, Wagner H, Efendic S, Bavenholm P, Pernow J (2006) 
Enhanced endothelium-dependent vasodilatation by dual endothelin receptor blockade in 
individuals with insulin resistance. J Cardiovasc Pharmacol 47: 385-390 

[141] Ahlborg G, Shemyakin A, Bohm F, Gonon A, Pernow J (2007) Dual endothelin 
receptor blockade acutely improves insulin sensitivity in obese patients with insulin 
resistance and coronary artery disease. Diabetes Care 30: 591-596 

[142] Rafnsson A, Böhm F, Settergren M, Gonon A, Brismar K, Pernow J (2012) The 
endothelin receptor antagonist bosentan improves peripheral endothelial function in patients 
with type 2 diabetes mellitus and microalbuminuria: a randomised trial. Diabetologia 55: 600-
607 

[143] Verma S, Yao L, Stewart DJ, Dumont AS, Anderson TJ, McNeill JH (2001) 
Endothelin antagonism uncovers insulin-mediated vasorelaxation in vitro and in vivo. 
Hypertension 37: 328-333 

[144] Muniyappa R, Montagnani M, Koh KK, Quon MJ (2007) Cardiovascular 
actions of insulin. Endocr Rev 28: 463-491 



 

 70 

[145] Jiang ZY, Zhou QL, Chatterjee A, et al. (1999) Endothelin-1 modulates insulin 
signaling through phosphatidylinositol 3-kinase pathway in vascular smooth muscle cells. 
Diabetes 48: 1120-1130 

[146] Ishibashi KI, Imamura T, Sharma PM, Huang J, Ugi S, Olefsky JM (2001) 
Chronic endothelin-1 treatment leads to heterologous desensitization of insulin signaling in 
3T3-L1 adipocytes. J Clin Invest 107: 1193-1202 

[147] Strawbridge AB, Elmendorf JS (2005) Phosphatidylinositol 4,5-bisphosphate 
reverses endothelin-1-induced insulin resistance via an actin-dependent mechanism. Diabetes 
54: 1698-1705 

[148] Strawbridge AB, Elmendorf JS (2006) Endothelin-1 impairs glucose transporter 
trafficking via a membrane-based mechanism. J Cell Biochem 97: 849-856 

[149] Kolka CM, Rattigan S, Richards S, Clark MG (2005) Metabolic and vascular 
actions of endothelin-1 are inhibited by insulin-mediated vasodilation in perfused rat 
hindlimb muscle. Br J Pharmacol 145: 992-1000 

[150] Miller AW, Tulbert C, Puskar M, Busija DW (2002) Enhanced endothelin 
activity prevents vasodilation to insulin in insulin resistance. Hypertension 40: 78-82 

[151] Pittas AG, Lau J, Hu FB, Dawson-Hughes B (2007) The role of vitamin D and 
calcium in type 2 diabetes. A systematic review and meta-analysis. J Clin Endocrinol Metab 
92: 2017-2029 

[152] Brown AJ, Dusso A, Slatopolsky E (1999) Vitamin D. Am J Physiol 277: 
F157-175 

[153] Holick MF (1981) The cutaneous photosynthesis of previtamin D3: a unique 
photoendocrine system. J Invest Dermatol 77: 51-58 

[154] Ross AC, Manson JE, Abrams SA, et al. (2011) The 2011 report on dietary 
reference intakes for calcium and vitamin D from the Institute of Medicine: what clinicians 
need to know. J Clin Endocrinol Metab 96: 53-58 

[155] Bischoff-Ferrari HA, Giovannucci E, Willett WC, Dietrich T, Dawson-Hughes 
B (2006) Estimation of optimal serum concentrations of 25-hydroxyvitamin D for multiple 
health outcomes. Am J Clin Nutr 84: 18-28 

[156] Heaney RP, Holick MF (2011) Why the IOM recommendations for vitamin D 
are deficient. J Bone Miner Res 26: 455-457 

[157] Li YC, Amling M, Pirro AE, et al. (1998) Normalization of mineral ion 
homeostasis by dietary means prevents hyperparathyroidism, rickets, and osteomalacia, but 
not alopecia in vitamin D receptor-ablated mice. Endocrinology 139: 4391-4396 

[158] Holick MF (2006) High prevalence of vitamin D inadequacy and implications 
for health. Mayo Clin Proc 81: 353-373 

[159] Theodoratou E, Tzoulaki I, Zgaga L, Ioannidis JP (2014) Vitamin D and 
multiple health outcomes: umbrella review of systematic reviews and meta-analyses of 
observational studies and randomised trials. Bmj 348: g2035 

[160] Reid IR, Bolland MJ, Grey A (2014) Effects of vitamin D supplements on bone 
mineral density: a systematic review and meta-analysis. Lancet 383: 146-155 

[161] Norman AW (1998) Receptors for 1alpha,25(OH)2D3: past, present, and 
future. J Bone Miner Res 13: 1360-1369 



 

 71 

[162] Johnson JA, Grande JP, Roche PC, Kumar R (1994) Immunohistochemical 
localization of the 1,25(OH)2D3 receptor and calbindin D28k in human and rat pancreas. Am 
J Physiol 267: E356-360 

[163] Bland R, Markovic D, Hills CE, et al. (2004) Expression of 25-hydroxyvitamin 
D3-1alpha-hydroxylase in pancreatic islets. J Steroid Biochem Mol Biol 89-90: 121-125 

[164] Hagstrom E, Hellman P, Larsson TE, et al. (2009) Plasma parathyroid hormone 
and the risk of cardiovascular mortality in the community. Circulation 119: 2765-2771 

[165] Norenstedt S, Pernow Y, Brismar K, et al. (2013) Primary hyperparathyroidism 
and metabolic risk factors, impact of parathyroidectomy and vitamin D supplementation, and 
results of a randomized double-blind study. Eur J Endocrinol 169: 795-804 

[166] Pittas AG, Dawson-Hughes B, Li T, et al. (2006) Vitamin D and calcium intake 
in relation to type 2 diabetes in women. Diabetes Care 29: 650-656 

[167] Mattila C, Knekt P, Mannisto S, et al. (2007) Serum 25-hydroxyvitamin D 
concentration and subsequent risk of type 2 diabetes. Diabetes Care 30: 2569-2570 

[168] Forouhi NG, Luan J, Cooper A, Boucher BJ, Wareham NJ (2008) Baseline 
serum 25-hydroxy vitamin d is predictive of future glycemic status and insulin resistance: the 
Medical Research Council Ely Prospective Study 1990-2000. Diabetes 57: 2619-2625 

[169] Deleskog A, Hilding A, Brismar K, Hamsten A, Efendic S, Östenson CG 
(2012) Low serum 25-hydroxyvitamin D level predicts progression to type 2 diabetes in 
individuals with prediabetes but not with normal glucose tolerance. Diabetologia 55: 1668-
1678 

[170] Song Y, Wang L, Pittas AG, et al. (2013) Blood 25-hydroxy vitamin D levels 
and incident type 2 diabetes: a meta-analysis of prospective studies. Diabetes Care 36: 1422-
1428 

[171] de Boer IH, Tinker LF, Connelly S, et al. (2008) Calcium plus vitamin D 
supplementation and the risk of incident diabetes in the Women's Health Initiative. Diabetes 
Care 31: 701-707 

[172] Chertow BS, Sivitz WI, Baranetsky NG, Cordle MB, DeLuca HF (1986) Islet 
insulin release and net calcium retention in vitro in vitamin D-deficient rats. Diabetes 35: 
771-775 

[173] Cade C, Norman AW (1987) Rapid normalization/stimulation by 1,25-
dihydroxyvitamin D3 of insulin secretion and glucose tolerance in the vitamin D-deficient rat. 
Endocrinology 120: 1490-1497 

[174] Gedik O, Akalin S (1986) Effects of vitamin D deficiency and repletion on 
insulin and glucagon secretion in man. Diabetologia 29: 142-145 

[175] Boucher BJ, Mannan N, Noonan K, Hales CN, Evans SJ (1995) Glucose 
intolerance and impairment of insulin secretion in relation to vitamin D deficiency in east 
London Asians. Diabetologia 38: 1239-1245 

[176] Borissova AM, Tankova T, Kirilov G, Dakovska L, Kovacheva R (2003) The 
effect of vitamin D3 on insulin secretion and peripheral insulin sensitivity in type 2 diabetic 
patients. Int J Clin Pract 57: 258-261 

[177] Inomata S, Kadowaki S, Yamatani T, Fukase M, Fujita T (1986) Effect of 1 
alpha (OH)-vitamin D3 on insulin secretion in diabetes mellitus. Bone Miner 1: 187-192 



 

 72 

[178] Zofkova I, Stolba P (1990) Effect of calcitriol and trifluoperazine on glucose 
stimulated B cell function in healthy humans. Exp Clin Endocrinol 96: 185-191 

[179] Orwoll E, Riddle M, Prince M (1994) Effects of vitamin D on insulin and 
glucagon secretion in non-insulin-dependent diabetes mellitus. Am J Clin Nutr 59: 1083-1087 

[180] Jorde R, Figenschau Y (2009) Supplementation with cholecalciferol does not 
improve glycaemic control in diabetic subjects with normal serum 25-hydroxyvitamin D 
levels. Eur J Nutr 48: 349-354 

[181] Nagpal J, Pande JN, Bhartia A (2009) A double-blind, randomized, placebo-
controlled trial of the short-term effect of vitamin D3 supplementation on insulin sensitivity 
in apparently healthy, middle-aged, centrally obese men. Diabet Med 26: 19-27 

[182] Pittas AG, Harris SS, Stark PC, Dawson-Hughes B (2007) The effects of 
calcium and vitamin D supplementation on blood glucose and markers of inflammation in 
nondiabetic adults. Diabetes Care 30: 980-986 

[183] Tai K, Need AG, Horowitz M, Chapman IM (2008) Glucose tolerance and 
vitamin D: effects of treating vitamin D deficiency. Nutrition 24: 950-956 

[184] Lind L, Pollare T, Hvarfner A, Lithell H, Sorensen OH, Ljunghall S (1989) 
Long-term treatment with active vitamin D (alphacalcidol) in middle-aged men with impaired 
glucose tolerance. Effects on insulin secretion and sensitivity, glucose tolerance and blood 
pressure. Diabetes Res 11: 141-147 

[185] Fliser D, Stefanski A, Franek E, Fode P, Gudarzi A, Ritz E (1997) No effect of 
calcitriol on insulin-mediated glucose uptake in healthy subjects. Eur J Clin Invest 27: 629-
633 

[186] Sorkin JD, Vasaitis TS, Streeten E, Ryan AS, Goldberg AP (2014) Evidence for 
threshold effects of 25-hydroxyvitamin D on glucose tolerance and insulin resistance in black 
and white obese postmenopausal women. J Nutr 144: 734-742 

[187] Radikova Z, Koska J, Huckova M, et al. (2006) Insulin sensitivity indices: a 
proposal of cut-off points for simple identification of insulin-resistant subjects. Exp Clin 
Endocrinol Diabetes 114: 249-256 

[188] Eriksson AK, Ekbom A, Granath F, Hilding A, Efendic S, Ostenson CG (2008) 
Psychological distress and risk of pre-diabetes and Type 2 diabetes in a prospective study of 
Swedish middle-aged men and women. Diabet Med 25: 834-842 

[189] Astrand P-O, Rodahl K (1986) Textbook of work physiology : physiological 
bases of exercise. McGraw Hill, New York 

[190] Borg GA (1982) Psychophysical bases of perceived exertion. Med Sci Sports 
Exerc 14: 377-381 

[191] DeFronzo RA, Tobin JD, Andres R (1979) Glucose clamp technique: a method 
for quantifying insulin secretion and resistance. Am J Physiol 237: E214-223 

[192] Otten J, Ahren B, Olsson T (2014) Surrogate measures of insulin sensitivity vs 
the hyperinsulinaemic-euglycaemic clamp: a meta-analysis. Diabetologia 57: 1781-1788 

[193] Mitrakou A, Vuorinen-Markkola H, Raptis G, et al. (1992) Simultaneous 
assessment of insulin secretion and insulin sensitivity using a hyperglycemia clamp. J Clin 
Endocrinol Metab 75: 379-382 



 

 73 

[194] Hemsen A, Ahlborg G, Ottosson-Seeberger A, Lundberg JM (1995) 
Metabolism of Big endothelin-1 (1-38) and (22-38) in the human circulation in relation to 
production of endothelin-1 (1-21). Regul Pept 55: 287-297 

[195] Al-Khalili L, Chibalin AV, Kannisto K, et al. (2003) Insulin action in cultured 
human skeletal muscle cells during differentiation: assessment of cell surface GLUT4 and 
GLUT1 content. Cell Mol Life Sci 60: 991-998 

[196] Thomas DE, Elliott EJ, Naughton GA (2006) Exercise for type 2 diabetes 
mellitus. Cochrane Database Syst Rev: Cd002968 

[197] Laube H, Linn T, Heyen P (1998) The effect of acarbose on insulin sensitivity 
and proinsulin in overweight subjects with impaired glucose tolerance. Exp Clin Endocrinol 
Diabetes 106: 231-233 

[198] Rosenbaum P, Peres RB, Zanella MT, Ferreira SR (2002) Improved glycemic 
control by acarbose therapy in hypertensive diabetic patients: effects on blood pressure and 
hormonal parameters. Braz J Med Biol Res 35: 877-884 

[199] Hanefeld M, Haffner SM, Menschikowski M, et al. (2002) Different effects of 
acarbose and glibenclamide on proinsulin and insulin profiles in people with Type 2 diabetes. 
Diabetes Res Clin Pract 55: 221-227 

[200] Chang AM, Smith MJ, Bloem CJ, Galecki AT, Halter JB (2004) Effect of 
lowering postprandial hyperglycemia on insulin secretion in older people with impaired 
glucose tolerance. Am J Physiol Endocrinol Metab 287: E906-911 

[201] Chiasson JL, Josse RG, Leiter LA, et al. (1996) The effect of acarbose on 
insulin sensitivity in subjects with impaired glucose tolerance. Diabetes Care 19: 1190-1193 

[202] Meneilly GS, Ryan EA, Radziuk J, et al. (2000) Effect of acarbose on insulin 
sensitivity in elderly patients with diabetes. Diabetes Care 23: 1162-1167 

[203] Fischer S, Patzak A, Rietzsch H, et al. (2003) Influence of treatment with 
acarbose or glibenclamide on insulin sensitivity in type 2 diabetic patients. Diabetes Obes 
Metab 5: 38-44 

[204]  (2016) FASS. Available from 
http://www.fass.se/LIF/product?userType=0&nplId=19940617000025, accessed 7 October 
2016 

[205] Gudbjornsdottir S (2005) Nationella diabetesregisret årsrapport. In:  
Diabetolognytt. Nationella diabetesregisret, pp 1-63 

[206] Clark MG (2008) Impaired microvascular perfusion: a consequence of vascular 
dysfunction and a potential cause of insulin resistance in muscle. Am J Physiol Endocrinol 
Metab 295: E732-750 

[207] Rafnsson A, Shemyakin A, Pernow J (2014) Selective endothelin ETA and dual 
ET(A)/ET(B) receptor blockade improve endothelium-dependent vasodilatation in patients 
with type 2 diabetes and coronary artery disease. Life Sci 118: 435-439 

[208] Davidson MB, Duran P, Lee ML, Friedman TC (2013) High-dose vitamin D 
supplementation in people with prediabetes and hypovitaminosis D. Diabetes Care 36: 260-
266 

[209] Sollid ST, Hutchinson MY, Fuskevåg OM, et al. (2014) No effect of high-dose 
vitamin D supplementation on glycemic status or cardiovascular risk factors in subjects with 
prediabetes. Diabetes Care 37: 2123-2131 



 

 74 

[210] Gagnon C, Daly RM, Carpentier A, et al. (2014) Effects of combined calcium 
and vitamin D supplementation on insulin secretion, insulin sensitivity and beta-cell function 
in multi-ethnic vitamin D-deficient adults at risk for type 2 diabetes: a pilot randomized, 
placebo-controlled trial. PLoS One 9: e109607 

[211] Krul-Poel YH, Westra S, Ten Boekel E, et al. (2015) Effect of Vitamin D 
Supplementation on Glycemic Control in Patients With Type 2 Diabetes (SUNNY Trial): A 
Randomized Placebo-Controlled Trial. Diabetes Care 38: 1420-1426 

[212] Moreira-Lucas TS, Duncan AM, Rabasa-Lhoret R, et al. (2016) Effectof 
vitamin D supplementation on oral glucose tolerance in individuals with low vitamin D status 
and increased risk for developing type 2 diabetes (EVIDENCE): a double-blind, randomized, 
placebo-controlled clinical trial. Diabetes Obes Metab: Accepted Author Manuscript. 
doi:10.1111/dom.12794 

[213] Mitri J, Dawson-Hughes B, Hu FB, Pittas AG (2011) Effects of vitamin D and 
calcium supplementation on pancreatic beta cell. Am J Clin Nutr 94: 486-494 

[214] Jennersjo P, Guldbrand H, Bjorne S, et al. (2015) A prospective observational 
study of all-cause mortality in relation to serum 25-OH vitamin D3 and parathyroid hormone 
levels in patients with type 2 diabetes. Diabetol Metab Syndr 7: 53 

[215] Pittas AG, Dawson-Hughes B, Sheehan PR, et al. (2014) Rationale and design 
of the Vitamin D and Type 2 Diabetes (D2d) study: a diabetes prevention trial. Diabetes Care 
37: 3227-3234 

[216] Timmers S, Konings E, Bilet L, et al. (2011) Calorie restriction-like effects of 
30 days of resveratrol supplementation on energy metabolism and metabolic profile in obese 
humans. Cell Metab 14: 612-622 

 

 


	1 Introduction
	1.1 Type 2 diabetes and pre-diabetes
	1.1.1 Definitions
	1.1.2 Pathogenesis
	1.1.2.1 Β-cell function
	1.1.2.2 Insulin resistance
	1.1.2.2.1 Skeletal muscle insulin resistance
	1.1.2.2.1.1 Lipid accumulation
	1.1.2.2.1.2 Insulin signaling
	1.1.2.2.1.3 Blood flow

	1.1.2.2.2 Hepatic insulin resistance


	1.1.3 Cardiovascular risk factors
	1.1.4 Complications
	1.1.5 Burden of the disease
	1.1.6 Treatment
	1.1.6.1 Target levels
	1.1.6.2 Lifestyle
	1.1.6.3 Pharmacological
	1.1.6.3.1 Oral anti-diabetic agents (OADs)
	1.1.6.3.1.1 Acarbose

	1.1.6.3.2 Insulin
	1.1.6.3.3 Glucagon-like petide-1 (GLP-1) analogues

	1.1.6.4 Multifactorial treatment


	1.2 Physical exercise in type 2 diabetes and at-risk populations
	1.2.1 Effect on hyperglycemia and other cardiovascular risk factors
	1.2.1.1 Mode of exercise
	1.2.1.2 Differences in response

	1.2.2 Effects on cardiovascular outcomes
	1.2.3 Mechanisms
	1.2.3.1 Angiogenesis
	1.2.3.1.1 Vascular endothelial growth factor (VEGF)
	1.2.3.1.2 Angiopoietin
	1.2.3.1.3 Other factors

	1.2.3.2 Mitochondrial function and PGC-1α


	1.3 Endothelin-1 in type 2 diabetes
	1.3.1 Basic physiology
	1.3.2 Endothelin-1 and insulin resistance
	1.3.3 Endothelin-1 and endothelial dysfunction
	1.3.4 Endothelin-1 receptor blockade
	1.3.5 The complex interplay between insulin and endothelin-1

	1.4 Vitamin D in type 2 diabetes
	1.4.1 Basic vitamin D physiology
	1.4.2 New perspectives
	1.4.3 Observational studies
	1.4.4 Randomized intervention studies
	1.4.5 Mechanistic studies
	1.4.5.1 Β-cell function
	1.4.5.2 Insulin sensitivity


	1.5 Missing information

	2 Aims
	3 Methodological considerations
	3.1 Study subjects
	3.1.1 Study I and II
	3.1.2 Study III
	3.1.2.1 In vivo study
	3.1.2.2 In vitro study

	3.1.3 Study IV

	3.2 Study designs
	3.2.1 Study I and II
	3.2.2 Study III
	3.2.3 Study IV

	3.3 Interventions
	3.3.1 Exercise training (study I and II)
	3.3.2 Acarbose treatment (study I and II)
	3.3.3 Endothelin-1, endothelin receptor blockade and insulin (study III)
	3.3.4 Vitamin D (study IV)

	3.4 Assessements
	3.4.1 Oral glucose tolerance test (study IV)
	3.4.2 Euglycemic-hyperinsulinemic clamp (study I, II and III)
	3.4.2.1 Calculations

	3.4.3 Hyperglycemic clamp (study IV)
	3.4.3.1 Calculations

	3.4.4 Body composition (study I, II and IV)
	3.4.5 Physical fitness (study I and II)
	3.4.6 Step count (study IV)
	3.4.7 Blood flow assessment and forearm glucose uptake (study III)
	3.4.7.1 Calculations

	3.4.8 Plasma analyses
	3.4.8.1 Season-adjusted vitamin D levels (study IV)

	3.4.9 Cell experiments (study III)
	3.4.9.1 Glucose uptake
	3.4.9.2 Protein expression

	3.4.10 Gene expression (study II and III)
	3.4.10.1 Study II
	3.4.10.2 Study III


	3.5 Statistics
	3.5.1 Studies I, II and IV
	3.5.2 Study III

	3.6 Ethics

	4 Results
	4.1 Study I
	4.1.1 Study subjects
	4.1.2 Within group effects
	4.1.2.1 Effects on body composition, physical fitness and glycemic control
	4.1.2.2 Effects on blood pressure and lipid levels

	4.1.3 Between group effects

	4.2 Study II
	4.2.1 Study subjects
	4.2.2 Effects of intervention
	4.2.3 Associations by multiple regression analysis

	4.3 Study III
	4.3.1 Study subjects
	4.3.2 Glucose uptake
	4.3.2.1 Protocol A
	4.3.2.2 Protocol B
	4.3.2.3 Protocol C

	4.3.3 Blood flow
	4.3.3.1 Protocol A
	4.3.3.2 Protocol B
	4.3.3.3 Protocol C

	4.3.4 Glucose uptake in cultured cells
	4.3.5 Insulin signaling in cultured cells

	4.4 Study IV
	4.4.1 Study subjects
	4.4.2 Effects of vitamin D on outcomes
	4.4.3 Ancillary analyses in the vitamin D group


	5 Discussion
	5.1 Study I
	5.2 Study II
	5.3 Study III
	5.4 Study IV

	6 Conclusions
	7 Future perspectives
	8 Acknowledgements
	9 References

