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AN ABSTRACT OF THE THESIS OF 

 

Batoul Ali Dia for Master of science 

                                Major: Neuroscience 

Title: mTOR complexes promote peripheral nerve damage and Schwann cell injury in diabetes 

 

Background: Diabetic Neuropathy (DN) is one of the microvascular complications associated with 

diabetes. The clinical manifestations of DN include sensorimotor loss, paresthesia and altered pain and 

thermal perception. Hyperglycemia has been reported to be one of the triggers that induce peripheral 

nerve injury, characterized by myelin abnormalities, axonal atrophy and blunted regenerative potential. 

Nevertheless, the pathways that lead to the pathophysiology of diabetes-induced peripheral nerve injury 

has yet to be elucidated. Our group has identified reactive oxygen species (ROS) as a final key mediator 

in a number of diabetic complications, but their role in the etiology of DN has not been previously 

described. One of the major sources of ROS is the NADPH Oxidases (NOX) family, which we and others 

have shown to be involved in the pathophysiology of diabetic complications. More importantly, the 

crosstalk of NADPH oxidases with downstream or upstream signaling molecules is at the heart of the 

deleterious effect seen in diabetic complications. 

 

Aim: The following study aims to investigate the role of NOX1 enzyme as sources of oxidative stress in 

myelinating Schwann cells (SCs) and sciatic nerves in the diabetic milieu. Furthermore, the crosstalk of 

the NADPH oxidases with the mTOR signaling pathway and the role of this signaling axe in SCs and 

sciatic nerve injury will be identified.  

Methods: Mouse Schwann Cell (MSC80) cell line are used for in vitro studies and the C57/BL6, 

NOD/FVB, and Swiss Webster mice are used for the in vivo studies. Western blot and PCR analyses are 

used to assess expression of myelin proteins, NOXs, mTOR complexes associated proteins in addition to 

their signaling effectors. In vitro silencing of NOX and mTOR is also performed by transfection to further 

elucidate the role of the NOX/mTOR axe in diabetic peripheral injury. NADPH oxidase activity assay is 

used to assess NADPH-induced intracellular ROS production alongside DHE staining, and HPLC in SCs 

and sciatic nerves. Cellular apoptotic death is assessed using the Tunnel assays. Molecular assessment of 

peripheral myelin protein integrity is used to assess the PMP22-Aggregation in sciatic nerves. All of the 

cellular, biochemical and molecular tests are correlated with the sensory and motor changes observed by 

behavioral assessments in the type 1 diabetic animal models. The behavioral tests included are: Raised 

Beam-walking test and Hind-paw Withdrawal test.  

Results: Hyperglycemia induced Nox1 upregulation and increased enzymatic activities which lead to an 

increase in ROS production. Oxidative stress triggered changes in the physiological integrity of SCs and 

function of sciatic nerves compared to normoglycemia. Hypergylcemia-induced SC and sciatic nerve 

injury was seen through an alteration in myelin protein expression as well as increased apoptosis 

concomitant with the synergistic alteration of mTOR. These alterations were correlated with sensorimotor 

deficits seen at the behavioral level, and these were ameliorated upon treatment with GKT, Rapamycin 

and PP242. The inhibition of NOX and mTOR were shown to be associated with the normalization of 

myelin protein levels at the molecular level in addition to the attenuation cellular apoptosis.    

Conclusion: Our study shows that hyperglycemia induced oxidative stress and peripheral nerve injury 

through the upregulation of NOX1. This led to the activation of the mTOR pathway and dysmyelination, 

influencing SCs and peripheral nerve function. 

 



 

CONTENT 

 

ACKNOWLEDGEMENTS……………………………………....................... 

 

 v 

ABSTRACT………………………………………………………………………... 

 

 vi 

TABLE OF CONTENTS……………………………………………………… 

 

vii 

LIST OF FIGURES…………………………………………………………….. 

 

 x 

LIST OF ABBREVIATION………………………………………………… 

 

 xi 

  

 

Chapter  

 

I. INTRODUCTION…………………………………………………….

. 

 

1 

 A. Diabetes Mellitus: General Overview…………………………………..       

 
B. Diabetic Neuropathy……………………………………………………. 

 
C. Schwann Cell: Physiology and Pathophysiology In 

Diabetes…………………………………………………………………… 

 

1 

 

2 

 

 

4 

 1. Myelin Proteins and Myelination In Peripheral Nervous 

System…………………………………………………………………….. 

 
 Myelin Protein Zero (P0)……………………….………………… 

 

 Peripheral Myelin Protein (PMP22)……………………………… 

 
2. Schwann Cell and Peripheral Nerve Injury In 

Diabetes…………………………...................…………………………. 

 

 

4 

 

5 

 

5 

 

 

7 



 D. The Role of Diabetes and Oxidative Stress in Diabetic Complication 

 
1. The significance and the sources of Reactive Oxygen 

Species………………………………………………..….……………… 

 
2. Oxidative stress in Diabetes and Diabetic 

Neuropathy………………………………………………………………. 

 
3. The NOXs: Modulators of Diabetogenic Peripheral Nerve 

Function………………………………………………………………….. 

 

8 

 

 

8 

 

 

10 

 

 

11 

 E. The mTOR Pathway and PNS 

Myelination…………………………...………………………………….. 

 

1. mTOR in Diabetic Complications…………………………………….. 

 

2. mTOR, Schwann Cells and Diabetic Neuropathy…………………...... 

 

 

13 

 

14 

 

15 

 

16 F. Hypothesis of the Study……...………………………………………... 

II. MATERIALS AND METHODS……………………………….. 

 

18 

 A. Animal Models………………………………………………………… 

 

18 

 B. Behavioral and Functional Tests……………………………………… 

 

19 

 C. mRNA Analysis………………………………………………………. 

 

21 

 D.   Western Blot Analysis………..….…………………………………. 

 

21 

 E.   NADPH Oxidase Activity ………………………………………….. 

 

22 

 F. Detection of Intracellular Superoxide in Sciatic Nerves Using HPLC... 

 

23 

 G. TUNEL-Assay….……………….……………………………………. 

 

23 

 H. PMP22 Aggregation…………………………………………………... 

 

24 

 I.  Cell Culture and Transfection……..…….………..…………………... 

 

25 

 J. Statistical analysis………………………………………......................... 

 

25 

 RESULTS…………………………………………………………… 

 

27 

III.  A. Hyperglycemia induces ROS production through an NADPH oxidases   



 

 

 

 

 

 

 

 

 

 

 

dependent mechanism leading to PNS injury in diabetes………………........  

 

27 

 B. mTORC1/mTORC2 signaling regulates Nox1-induced peripheral 

nerve injury in diabetes……………………………………………………. 

 

 

33 

 C. mTORC1/mTORC2 mediates sciatic nerve injury in 

DPN…………………………..…………………………….……………… 

 

 

35 

 D The specific inhibition of mTORC1 via Rapamycin ameliorates 

hyperglycemia-induced PNS injury……………………………………….. 

 

 

38 

 E. In vitro silencing of the NOX/mTOR axis ameliorates hyperglycemia-

induced Schwann cell injury………………………………………………. 

 

 

42 

   

   

 

   

IV. DISCUSSION………………………………………………………... 

 

44 

 

V. REFERENCES………………………………………………………. 

 

50 

   



 

LIST OF FIGURES 

 

Figure  Page 

   

1. Hypothesis of the study…………………………………………………………… 17 

 

2. Hyperglycemia upregulates Nox1 and enhances NADPH oxidase activity and 

superoxide production in sciatic nerves of type 1 diabetic mice………………… 

 

 

28 

3. Nox1 upregulation mediates hyperglycemia-induced neurophysiological and 

sensorimotor coordination defects in type 1 diabetic mice……………………… 

 

 

30 

4. Nox1 regulates peripheral myelin gene expression and PNS phenotypic changes 

in type 1 diabetic mice…………………………………………………………… 

 

 

32 

5. Upregulation of NADPH oxidase Nox1 activates mTOR pathway and leads to 

peripheral nervous system (PNS) injury in type 1 diabetes………………………  

 

 

34 

6. mTORC1/mTORC2 alteration mediates hyperglycemia-induced 

neurophysiological and sensorimotor coordination defects in Type 1 diabetic 

mice. 

  

 

36 

7. mTORC1/2 regulates peripheral myelin gene expression and PNS apoptosis in 

type 1 diabetes……………………………………………………………………. 

 

 

37 

8. mTORC1 alteration mediates hyperglycemia-induced neurophysiological and 

sensorimotor coordination defects in Type 1 diabetic mice……………………… 

 

 

39 

9. mTORC1 regulates peripheral myelin gene expression and PNS apoptosis in type 

1 diabetes………………………………………………………………………….. 

 

 

41 

10. . Silencing of mTORC1 (simTORC1), mTORC2 (siRictor) or Nox1 (siNox1) 

prevents SC injury in the diabetic milieu ………………………………………… 

 

43 

  

 

.   

 

 



LIST OF ABBREVIATIONS 

 

 

DN/ DPN: Diabetic Neuropathy/ Peripheral Neuropathy 

ROS: 

HPLC: 

NCV: 

Reactive Oxygen Species 

High Performance Liquid Chromatography 

Nerve Conduction Velocity 

MSC80: Mouse Schwann Cells 80 

SC: Schwann cell 

NG/ HG: Normal/High Glucose 

P0 or MPZ Myelin Protein Zero 

PMP22: Peripheral Myelin Protein 22 

DHE Dihydroethidium 

mTOR: Mammalian Target of Rapamycin 

NADPH: 

NOD: 

FVB: 

Nicotinamide Adenine Dinucleotide Phosphate 

Non-Obese Daibetic 

Friend Virus B-type 

  

  

  

 

   



 
2 

 

CHAPTER I 

INTRODUCTION 

A. Diabetes Mellitus: General Overview  

           Diabetes Mellitus (DM) is a chronic, systemic malfunction recognized as a group of 

metabolic diseases, characterized by a failure in glucose metabolism with a disruption in 

carbohydrate, fat and protein metabolism. DM can be classified into two major types. The 

hallmark of Type I DM is the autoimmune destruction of the β-cells of the pancreas that leads to 

a deficiency in insulin. This is associated with risk factors that are mainly of a genetic 

component. However, environmental factors may play a role although they are still poorly 

defined. As for Type II DM, the more prevalent form, the pathology extends from primarily 

insulin resistance with relative reduction in insulin secretion to an insulin secretory defect with 

insulin resistance (International Diabetes Federation, 2015; Harcourt et al., 2013; Mayfield, J. 

1998). Patients may be undiagnosed for years since the onset is gradual and the symptoms are 

not severe (Harris, M.I. 1993). Nevertheless, the risk of incidence increases with age, obesity and 

a sedentary lifestyle, which emphasizes environmental factors, besides the genetic component, as 

significant contributors to the disease (Alberti, K.G., & Zimmet, P.F. 1998).  

Persistent hyperglycemia is associated with long-term damage and failure of many organs 

(American Diabetes Association, 2010) as a result of macrovascular and microvascular 

complications. Microvascular complications manifest as nephropathy that may lead to renal 

failure, retinopathy with potential blindness, and neuropathy with increased risk of foot ulcers, 

amputation, Charcot joints, and features of autonomic dysfunction (DCCT, 1993; Ali et al., 

2013). By contrast, increased risk for cardiovascular disease, myocardial infarction, 
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cerebrovascular disorders, dyslipidemia, hypertension in addition to skin ulcers and infections 

arise from damage to the macrovasculature. This work will be focused on the most common and 

debilitating complication associated with diabetes: Diabetic Neuropathy.  

B. Diabetic Neuropathy 

         Diabetic Neuropathy (DN) is estimated to affect approximately 50-70% of diabetic patients 

and tends to develop throughout disease progression, concurrent with a risk that rises with 

prolonged duration (World Health Organization, 2016). Defined as nerve injury that is associated 

with diabetes, DN may affect different types of nerves, including large-fiber sensory, small-fiber 

sensory, motor, and autonomic. Consequently, there are different forms of diabetes-induced 

neuropathies that have been described. DN can be classified as autonomic, proximal, focal, and 

peripheral (CallaghanBC. et al, 2012).   

 Diabetic autonomic neuropathy (DAN) can impair the cardiovascular, gastrointestinal, 

genitourinary, and sudomotor systems and can cause orthostatic hypotension, cardiac autonomic 

instability, and a range of symptoms that include constipation, nausea, and erectile dysfunction 

(Tracy and Dyck, 2008). Autonomic neuropathy may also appear in the form of treatment-

induced neuropathy, also known as insulin neuritis (Gibbons and Freeman, 2015) and this is a 

form of painful neuropathy described in patients shortly after undergoing rapid glycemic control. 

Another form of autonomic neuropathy, known as diabetic radiculoplexus neuropathy (DRPN), 

presents sub-acutely with pain in the lower back, hip, and proximal leg followed by weakness 

and with a monophasic course over several months (Callaghan et al., 2015). The final form 

known as Diabetic mononeuropathy, can affect the median, ulnar, radial and common peroneal 

nerves and leads to extreme pain which may resolve spontaneously after several weeks. 
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         As for Diabetic Sensorimotor Polyneuropathy (DPN) which is the typical type and the most 

frequently reported neuropathy among diabetic patients, it is characterized by a loss of sensation 

and motor function, paresthesia and pain that are often asymptomatic until complications are 

severe at late stages of diabetes (Ziegler et al., 2014; Zhang et al., 2014). Consequently, early 

recognition of DPN is critical. DPN affects small and large myelinated and unmyelinated fibers 

in a length-dependent, symmetric manner and progresses from the extremities proximally. 

Additionally, DPN increases the risk of ulcers, infections and calluses with diminished 

nociception and finally leads to gangrene and limb amputation which is why DPN is considered 

a disabling complication.  

 Physiological studies have described DPN to be associated with a reduced nerve 

conduction velocity, reduced intraepidermal nerve fiber density, hyperalgesia, allodynia, axonal 

degeneration, and abnormal neurotropism. However, although the pathophysiology of DPN is 

poorly understood, it is now widely accepted that the degree of peripheral damage is correlated 

with the significant pathological interactions between neurons, Schwann cells, and the 

microvascular endothelium (Vincent et al., 2009; Vincent et al., 2013). Treatments that address 

DPN involve glycemic management and symptomatic relief (Genuth, S. 2006). Despite that, 

optimal management has been reported to be of limited preventative benefit with regards to the 

micro-vascular complications especially neuropathy (DCCT 1995; UKPDS 1998). Hence, 

further investigations are pivotal for a better understanding of the cellular mechanisms involved 

in the pathogenesis of diabetic neuropathy. 
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C. Schwann Cells: Physiology and Pathophysiology in Diabetes 

1. Myelin Proteins and Myelination in the Peripheral Nervous System 

         Schwann cells (SCs) are the myelin-producing cells and the chief regulators in nerve - axon 

interactions in the peripheral nervous system (PNS). The functional organization during 

development, myelination, growth and regeneration of nerve fibers after injury are dependent on 

SC integrity and functionality. During development, proliferation of SCs is terminated in 

response to various signals such as the axonal growth factor and neuregulin 1, and this signaling 

cascade triggers the differentiation of SCs that will either myelinate individual axons or bundle 

multiple unmyelinated axons (Schulz et al., 2014). Through the myelin sheath, a specialized, 

multi-layered and insulating extension of SC membranes, SCs engulf a nerve axon to produce a 

myelinated fiber (Sherman, D. L., & Brophy, P. J. 2005). Two SCs meet at an unmyelinated 

segment, known as the Node of Ranvier where the conductance of electric potentials along nerve 

fibers is facilitated via saltatory conduction (Garbay et al., 2000). 

 Furthermore, the myelin sheath is comprised of lipids (71%) and proteins (29%) and its 

integrity is critical for SC and nerve function. The peripheral myelin proteins are relatively small 

and characterize compact myelin membranes. Glycoproteins, including myelin protein zero (P0), 

peripheral myelin protein (PMP22), myelin associated glycoprotein (MAG) and periaxin, 

account for 60% of total myelin proteins. The remaining 40% of proteins include basic proteins 

(20-30%), incorporated in the Schwann cell’s membranes, and diverse proteins. These proteins 

are critical for the physiology of SCs and their myelin sheaths (Bilbao, J. M., & Schmidt, R. E. 

2015). 
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 Myelin Protein Zero (P0) 

P0 is the predominant protein (60%) of the PNS that functions as a cell adhesion molecule. 

Initial studies showed that P0 mediates homophilic plasma membrane cell adhesion following its 

transfection into cultured non-adherent cells (D'Urso et al., 1990). Any alteration in P0 

expression levels will have deleterious effects on the development and the preservation of nerve 

fibers as well as their myelin sheath. Defects in P0 expression have been involved in disorders 

due to loss of compaction such as in dysmyelinating neuropathies (Shy, ME., 2006), while the 

overexpression of P0 results in arrest of myelination and failed axon sorting (Yin et al., 2000). 

Nevertheless, P0 works alongside with other myelin proteins to attain its function as altered P0 

expression alone does not lead to total dysmyelination (Giese et al., 1992). 

 Peripheral Myelin Protein (PMP22)  

PMP22 accounts for about 2-5% of peripheral myelin proteins and its production is exclusive 

to SCs (Jetten, A. M., & Suter, U. 2000). Its expression is essential for SC growth and function. 

In one study, motor nerves obtained from the PMP22 deficient mice revealed immature SCs with 

failed myelin formation (Adlkofer et al., 1995), emphasizing the role of PMP22 in initiating the 

myelination process. Furthermore, mutations in the PMP22 gene during development was shown 

to affect SC differentiation, myelination, and led to SC apoptosis (Sahenk et al., 2003; Jun et al., 

2013). These mutations have been associated with genetic disorders and are considered the most 

common cause for inherited neuropathies or Charcot-Marie-Tooth (CMT) disease (Katona et al., 

2009). 
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Together, the heterophilic interactions of P0 and PMP22 determine the precise 

arrangement and function of myelin. Subsequently, any alteration in expression of either protein 

would modulate the function of SCs, neuronal function, myelin assembly as well as signal 

exchange to and from the PNS. In contrast to the central nervous system, the PNS has a strong 

regenerative potential enabling recovery in damaged tissue. In fact, SCs are the primary 

contributors in directing the regenerative response after peripheral nerve injury. While neurons 

begin to develop new axons, SCs are reprogrammed rapidly, de-differentiating into non-

myelinating highly proliferating cells that secrete neurotrophic factors, remove myelin debris, 

recruit macrophages and create physical tracks that direct regrowing axons to target tissues 

(Zhou, Y., & Notterpek, L. 2016; Painter et al., 2014).Accordingly, the genes coding for myelin 

transcription factor, myelin proteins such as P0 and PMP22 as well as the enzymes of cholesterol 

synthesis will be downregulated (Chen et al., 2007). Thus, this effective ability to trigger the 

proper transcriptional repair response after axonal injury is disrupted after SCs damage.  

        The role of P0 and PMP22 are not well characterized in diabetic peripheral neuropathy. 

However our understanding of their physiological and pathophysiological function come from 

Charcot-Marie-Tooth CMT1A studies. One of the potential mechanisms underlying myelin 

injury in Charcot-Marie-Tooth CMT1A, a progressive hereditary neuropathy, is PMP22 

aggregation (Tobler et al., 2002; Fortun et al., 2003; Fortun et al., 2006). In normal SCs, PMP22 

is prone to misfolding and most (∼80%) of the newly synthesized protein is rapidly degraded in 

the proteasome. However, in CMT1A, the PMP22 gene is either mutated or overexpressed, 

which will in turn result in an increased amount of misfolded protein targeted for degradation 

leading to the formation of cytosolic protein aggregates.  This leads to myelination deficits after 

the accumulation of aggregates in the cytosol and the reduction in the amount of proteins 
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targeted to the plasma membrane (Fortun et al., 2003; Fortun et al., 2006; Rangaraju, S., & 

Notterpek, L. 2011). In one study conducted in homozygous PMP22 transgenic rats, SCs were 

reported to be arrested at the promyelinating stage in the sciatic nerves, suggesting a failure in 

SC transition from the proliferative stage to the nonproliferative, myelinating phenotype. This 

transition is a key step for myelination initiation (Niemann et al., 2000). Although SCs exhibited 

abundant myelin gene expression, namely P0 and PMP22, the myelin profiles were absent in 

these animals, indicating that PMP22 overexpression accumulates in a late Golgi-cell membrane 

compartment and blocks late steps of myelin assembly (Niemann et al., 2000). 

         2. Schwann Cell and Peripheral Nerve Injury in Diabetes 

The main source of energy in the PNS is glucose, which is processed by SCs and 

assigned to axonal repolarization (Bradbury, M.W.B., & Crowder, J. 1976). Inefficiency in 

glucose uptake regulation makes the PNS highly susceptible to chronic hyperglycemia 

(Leinninger et al., 2006; Hinder et al., 2013). Numerous in vitro studies showed that 

hyperglycemia results in an increased apoptotic activity (Wu et al., 2012; Liu et al., 2016) and 

reduced proliferative potential (Gumy et al., 2008) in cultured rat primary SCs. Other 

investigations revealed that the underproduction of neurotrophic factors due to chronic 

hyperglycemia led to SC de-differentiation (Dey et al., 2013; Hao et al., 2015). Similarly, 

electron microscopy of sciatic nerves from diabetic rats exhibited disordered myelin sheaths and 

SCs with shrunken vacuoles, validating formerly described SC dysfunction at the morphological 

level (Liu et al., 2016). In this regard, SCs have been shown to respond to nerve and myelin 

injury through a series of degenerative processes, whereby they undergo high-glucose induced 

loss of axonal association (Dey et al., 2013) and reduced regenerative capacity (Gumy et al., 

2008), apoptosis (Wu et al., 2012) de-myelination and de-differentiation (Wu et al., 2012). 
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SC injury has also been paralleled in electrophysiological studies in DPN. DPN has been 

shown to be characterized by hyperalgesia which is attributed to the impairment of small 

myelinated and unmyelinated fibers (Courteix et al., 1993; Ohsawa et al., 2008).Towards the 

more advanced stages of DPN progression, nociception is reduced concomitant with reduced 

recorded nerve conduction velocities (Ishii, D. N. 1995), demyelination, dysregulated axonal 

transport (Juranek et al., 2013), axonal atrophy and degeneration (Fross, R. D., & Daube, J. R. 

1987) as well as altered sensory and motor potentials (Becker et al., 2014).  This biphasic nerve 

malfunction and modifications are thought to reflect SC injury (Fukunaga et al., 2005).  

Throughout the course of DPN, peripheral nerve injury affects the peripheral neural 

network of neurons comprised of the ensheathing SCs and the surrounding vascular endothelia. 

Moreover, research has focused on the involvement of neurons in myelin and nerve destruction 

(Vincent et al., 2005; Cheng, C., & Zochodne, D.W. 2003; Kamiya et al., 2005), but the 

mechanisms underlying myelin injury and the cell type that is primarily damaged remains to be 

elucidated. Also, the impact of each and the order of events leading to the pathology of DPN are 

not well understood. In fact, several studies indicated that SCs are highly vulnerable to 

glucotoxicity and are targeted in DPN (bedarith et al., 2009; Chan et al., 2011).   

D. The Role of Diabetes and Oxidative Stress in Diabetic Complications  

1. The significance and the sources of Reactive Oxygen Species 

           Reactive oxygen species (ROS) are chemically reactive molecules containing oxygen that 

are formed as a byproduct of cellular metabolic reactions. They comprise hydrogen peroxide 

(H2O2), superoxide free radicals (O2
.-
) as well as nitrogen based free radical species such as nitric 

oxide, peroxynitrite and singlet oxygen. ROS are significant cellular entities by cause of their 
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contribution to cellular proliferation, signal transduction, host defense, homeostatic preservation 

and gene expression (Turpaev, K. T. 2002). ROS are under homeostatic, regulatory control by 

antioxidant defense mechanisms (Dröge, W. 2002). In diabetes, it has been well recognized that 

oxidative stress plays a key role in the development of complications.  

Studies involving antioxidant therapy in diabetic animals showed a preventative potential 

or possible delay of complications. However, antioxidant therapy was shown to be of limited 

benefit in diabetic patients (Vincent, A.M. 2011; Pop-Busui et al., 2013). More importantly, the 

total blockade of ROS has been reported to be fatal (De Zeeuw et al., 2013) indicative of the 

prominent role of ROS in cellular physiology. Thus, identifying the cellular sources of ROS 

altered in a disease specific manner is essential to better comprehend the pathobiology of 

diabetes and its complications.  

Extensive research has identified the cellular sources of ROS to include nicotinamide 

adenine dinucleotide phosphate oxidase (NOXs), cytochrome P450 monoxygenase, nitric oxide 

synthase, lipoxygenase, cyclooxygenase, and xanthine oxidase (Niedowicz, D. M., & Daleke, D. 

L. 2005). Many of these sources have been linked to intracellular glucose metabolism via 

glucose autoxidation, mitochondrial oxidative phosphorylation, and the production of advanced 

glycation end products (AGEs). However, when ROS production overwhelms the cellular 

defense mechanisms, injury ensues in the form of lipid and protein oxidation, altered 

metabolism, activation of intracellular signaling and transport pathways, and eventually 

programmed cell death (Baynes, J.W., & Thorpe, S.R. 1999). 
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2. Oxidative stress in Diabetes and Diabetic Neuropathy 

           During the onset and progression of diabetic complications, the elevated systemic and 

cellular oxidative stress associated with persistent hyperglycemia is currently thought to be the 

final common pathway leading to cellular injury (Baynes, J.W., & Thorpe, S.R. 1999; Feldman 

et al., 1997; Giugliano, D., & Ceriello, A. 1996; Kowluru, R.A., & Kennedy, A. 2001). Indeed, 

the pathogenesis of diabetic complications like retinopathy, nephropathy, neuropathy, and 

cardiomyopathy has been firmly linked to the accumulation of advanced glycation end products 

(AGEs) (Berner et al., 2012; Oldfield et al., 2001; Wada et al., 2001; Ma et al., 2009). Other 

studies showed implications of NOXs (Eid et al., 2009; Eid et al., 2010; Eid et al., 2013a,b,c ; 

Eid et al., 2016; Gray et al., 2013; Ago et al., 2004), cytochrome P450 monoxygenase (Eid et al., 

2009; - Eid et al., 2014; Wang et al., 2011), lipoxygenase (Suzuki et al., 2015 ;Obrosova et al., 

2010), cyclooxygenase (Retailleau et al., 2010 ; Kellogg et al., 2008), and xanthine oxidase 

(Miric et al., 2013;Romagnoli et al., 2010) in hyperglycemia-induced oxidative stress in various 

diabetic complications. ROS attenuation through the specific inhibition of distinct sources was 

observed in renal and cardiovascular pathologies (Eid et al., 2009; Eid et al., 2010; Lambeth, J. 

D., Krause, K. H., & Clark, R. A. 2008; Wu et al., 2012). However the mechanisms by which 

oxidative stress influences the progression of diabetic complications remain inconclusive and 

have yet to be elucidated.  

Growing evidence points to nerve dysfunction as a result of oxidative stress as well 

(Vincent et al., 2009; Hichor et al., 2016). Recently, the association between elevated ROS 

production and myelin injury or nerve dysfunction has been reported in different studies 

(Obrosova et al., 2005; Hamilton et al., 2013; Oh et al., 2012). Oxidative stress was shown to 

induce PMP22 carbonylation, one of the most stern and irreversible oxidative complications, and 
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aggregation which is linked to reductions in sciatic nerve NCV and myelin thickness (Hamilton 

et al., 2013). Another study further showed that even in the absence of a metabolic dysfunction, 

oxidative stress is sufficient to impair myelination in the sciatic nerve, alter myelin gene 

expression and cause PMP22 aggregation, which in turn led to severe locomotor and sensory 

defects in mice (Hichor et al., 2016). Current efforts are fixated on identifying the sources of 

ROS associated with the pathophysiology of the peripheral nerve and its associated SCs along 

with the involved mechanisms (Nayernia et al., 2014; Li et al., 2016). Ongoing work in our 

laboratory among other studies identified NOX enzymes to be pivotal sources of ROS altered in 

the diabetogenic peripheral nerve and to be key mediators of injury in DPN. 

3. The NOXs: Modulators of Diabetogenic Peripheral Nerve Function 

          NADPH oxidases are a family of proteins whose function is the generation of (ROS) 

across biological membranes. In humans, the Nox family includes seven members: Nox1, Nox2, 

Nox3, Nox4 and Nox5, DUOX1 and DUOX2, each with different activation mechanisms and 

different expression levels in numerous tissues. These transmembrane proteins share certain 

structural properties: a NADPH-binding site, a flavin adenine dinucleotide (FAD)-binding 

region, six conserved transmembrane domains, and four highly conserved heme-binding 

histidines (Bedard, K., & Krause, K.H. 2007). NADPH oxidase enzymes are characterized by a 

relatively low expression with sufficient activity in normal physiological conditions. However, 

this activity can be triggered intensely and chronically in response to stimuli such as cytokines 

(Rustenhoven et al., 2016), growth factors (Brandes et al., 2001), hyperlipidemia (Miller et al., 

2010), and hyperglycemia (Eid et al., 2010) and leads to homeostatic disruption and a wide range 

of disorders. For the scope of this study, the focus will be on Nox1. 
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          Nox1 is described to be a 55–60 kDa protein that necessitates p22phox, NoxO1 (Nox 

Organizer 1), NoxA1 (Nox Activator 1), and the small GTPase Rac to be activated. It has been 

reported that Nox1-derived ROS production is involved in various physiological processes. 

These include cell growth (Ibi et al., 2006), differentiation and apoptosis, cell signaling, blood 

pressure regulation (Gavazzi et al., 2006), as well as angiogenesis (Arbiser et al., 2002). 

However, studies have shown that Nox1- dependent ROS generation also contributes to the 

pathophysiology of diabetes and diabetic complications.  

Indeed, beta cell function in diabetic mice and humans was conserved upon selective 

Nox1 inhibition (Weaver et al., 2015). Similarly, pharmacological inhibition or silencing of 

Nox1 both led to the renoprotection of the diabetic kidney in nephropathy (Gorin et al., 2015; 

Zhu et al., 2015). Additional studies showed the significance of Nox1 levels in vascular 

dysfunction in the aorta of diabetic animals (Wendt et al., 2005), and contributed to diabetes–

induced atherosclerosis (Gray et al., 2013). Recently, mounting evidence shows NOXs to play a 

key role in pain sensitization, where hypoalgesia was detected in inflammatory pain mice models 

lacking Nox1 (Ibi et al., 2008). 

          Importantly, no studies have reported a specific inhibition of the NADPH oxidases 

subfamilies in diabetic neuropathy. However, general inhibition of NADPH oxidases was shown 

to prevent the progression of diabetic complications in in vitro and in vivo studies (Ahmad et al., 

2012; Cotter, M. A. & Cameron, N. E. 2003; Sonta et al., 2004). The administration of 

apocyanin, a NOX inhibitor, in an STZ-induced type 1 diabetic rat model was able to reestablish 

nerve conduction velocity and improve blood flow deficit and vascular conductance proposing 

an injurious role of the Nox family in neurovascular deviations initiated by diabetes (Cotter, 

M. A. & Cameron, N. E. 2003) and thus attenuate DPN. However, these studies utilized 
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compounds that are nonspecific NOX inhibitors, by cause of their ability to inhibit other 

enzymes as well (Vincent, A.M. 2011). Hence, this restriction limits the ability to clarify the 

direct functional contribution of NADPH oxidases in these effects. Collectively, these data 

suggest a pathogenic feature of Nox1/Nox4 that has yet to be better understood in DPN and 

necessitate the importance of using compounds that selectively inhibit NOX isoforms, such as 

GKT, from the pyrazolopyridine family of chemicals. 

E. The mTOR Pathway and PNS Myelination 

          The mammalian/mechanistic target of rapamycin (mTOR) pathway is one that integrates 

various environmental signals and translates them into cellular processes, controlling cellular 

growth, survival and metabolism (Laplante, M., & Sabatini, D.M. 2012). mTOR is a highly 

conserved serine/threonine protein kinase that interacts with several protein associations to form 

two complexes: mTOR complex 1 (mTORC1) and complex 2 (mTORC2). These mTOR 

complexes differ in their sensitivity to rapamycin, their upstream inputs and downstream targets; 

mTORC1 signaling is repressed upon acute rapamycin treatment. However, long term rapamycin 

treatment may diminish mTORC2 function through compromising complex assembly to variable 

degrees depending on cell type (Sarbassov et al., 2006).  

Upon phosphorylation and activation by mTORC1, the downstream effectors, p70S6 

Kinase (P70S6K) and 4E-binding protein 1 (4E-BP1), promote mRNA biosynthesis as well as 

translational initiation and elongation (Ma, X.M., Blenis, J. 2009). Consequently, mTORC1 

influences protein synthesis and cell size, controls numerous anabolic processes and suppresses 

autophagy. Yet, the negative regulation of mTOR activity is controlled by the heterodimeric 

complex consisting of tuberin (TSC2) and hamartin (TSC1). Furthermore, the phosphorylation of 
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tuberin by AMP-activated protein kinase (AMPK) maintains its tumor-suppressor activity and 

prevents the activation of mTORC1 (Eid et al., 2013a). However, compared to mTORC1, very 

little is known about the mTORC2 physiology and pathophysiology, but mTORC2 signaling is 

thought to respond to growth factors such as insulin but is insensitive to nutrients unlike 

mTORC1 (Zinzalla et al., 2011). mTORC2 phosphorylates its downstream effector Akt (a 

serine/threonine kinase and a key effector) fully activating it (Sarbassov et al., 2005), and 

modulating cellular processes such as metabolism, cytoskeletal organization, survival, apoptosis, 

growth, and proliferation by phosphorylating several downstream effectors (Wullschleger et al., 

2006). 

1. mTOR in Diabetic Complications 

In the pathophysiology of diabetes, several injurious pathways have been linked to the 

persistent activation of mTORC1 signaling (Zoncu, R., Efeyan, A., & Sabatini, D. M. 

2011).Emerging evidence has described an amplified basal mTORC1 activity in both genetic and 

diet-induced animal models of obesity and pre-diabetic disorders (Khamzina et al., 2005; Turdi 

et al., 2011). In fact, hyperglycemia is thought to be the major player in activating mTORC1 

signaling in diabetes and its complications. Indeed, studies have suggested that the blockade of 

mTORC1 via rapamycin may have protective effects on the diabetic kidney in both type 1 and 

type 2 diabetic animal models (Eid et al., 2013a; Lloberas et al., 2006; Yang et al., 2007). 

Besides, in vivo studies in type 2 diabetic mice have shown that rapamycin treatment prevents 

cardiac dysfunction, attenuates oxidative stress and adjusts the expression of antioxidant and 

contractile proteins (Das et al., 2014).  
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As for the involvement of mTORC2 in diabetic complications pathogenesis, our group 

has previously validated that rictor/mTORC2 pathway may induce podocyte apoptosis in vitro 

and in vivo and increase NADPH-dependent oxidative stress in diabetic nephropathy (Eid et al., 

2016). Similarly, it has been recently reported that mTORC2 mediates mesangial cell 

hypertrophy in the diabetic kidney, proposing a therapeutic potential of mTORC2 inhibition (Das 

et al., 2016). In a similar context, prolonged low dose of rapamycin treatment inhibiting 

mTORC1 while preserving mTORC2 signaling succeeded in preventing cardiac dysfunction in 

type 2 diabetic mice, suggesting a cardioprotective role of mTORC2 in diabetes (Das et al., 

2014; Das et al; 2015). Additional extensive research revealed the role of mTORC2 effectors in 

diabetic retinopathy. mTORC2 effectors have further been show to be associated in the 

pathogenesis of retinal, endothelial and neuronal cell death induction in response to a diabetic 

milieu (Huang et al., 2015; Park et al., 2014; Huang, Q., & Sheibani, N. 2008; Yadav et al., 

2012).   

2. mTOR, Schwann Cells and Diabetic Neuropathy  

 Currently, little is known about the role of mTOR in DPN. This pathway has been shown 

to be crucial for the initiation and the extent of the myelination process (Norrmén et al., 2014) 

such that in another study, it was reported that an arrest of myelination and reduction in nerve 

conduction velocities occurred in response to total mTOR deficiency (Sherman et al., 

2012).Moreover, a recent study reported alleviation of neuropathic pain after rapamycin 

administration in STZ-induced type 1 diabetic rats (He et al., 2016). mTORC1 signaling was 

further shown to influence SC myelination in explants cultures of DRG neurons from 

neuropathic mice. However, upon treatment with rapamycin, PMP22 aggregation was shown to 

be reduced, restoring myelin integrity in SCs (Rangaraju, S., & Notterpek, L. 2011). Despite that, 
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the involvement of mTORC1 in the cellular and molecular cross talks with other pathways and 

especially mTORC2, and their role in DPN and myelination is not described so far.  

 In the PNS, emerging evidence described the possible role of mTORC2 effectors in SC 

myelination (Domènech-Estévez et al., 2016). Actually, the current literature describes Akt to be 

essential to the survival and progression of the cell cycle in rat SCs, (Li et al., 2001; Monje, P. 

V., Bartlett Bunge, M., & Wood, P. M. 2006) as well as in the regulation of the migratory 

potential following peripheral nerve injury (Yu et al., 2015). Neuropathic pain transmission as a 

result of oxidative stress was reported to be associated with mTORC2 modulation (Guedes et al., 

2008). Yet, the precise role of the mTORC2 pathway in PNS myelination is still controversial 

and emphasizes the significance of additional studies to unravel the cellular functions regulated 

by this signaling pathway.  

F. Hypothesis and Aim of Study 

 Although strict glycemic control can exacerbate organ damage in diabetic complications, 

DPN onset is autonomous. Consequently, investigating the mechanisms involved in the 

pathogenesis of DPN is fundamental to identify novel therapeutic targets. This work is centered 

to study the mechanisms leading to SCs injury in DPN. The aim of this work is to display the 

influence of hyperglycemia-induced oxidative stress generated by NOX1 in altering the mTOR 

pathway (mTORC1 and mTORC2) leading to SC injury and peripheral nerve atrophy and 

dysfunction. mTOR complexes and their specific roles in PNS myelination are further examined 

using pharmacological agents that target these mechanistic stations in the pathway and dissect it. 

Therapeutic potential and effectiveness may be validated via behavioral, functional and 

molecular assessments of SCs and peripheral nerves. 
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Figure 1. Hypothesis of the study. Hyperglycemia leads to oxidative stress through activation of 

NADPH oxidase Nox1. Increased ROS production, causes Schwann cell injury, myelin protein 

alterations and induces apoptosis through mTORC1/mTORC2 activation.  

*Adapted from Eid, S et al., unpublished data.  
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CHAPTER II 

MATERIALS AND METHODS 

A. Animal Models  

All animal procedures were conducted according to the National Institutes of Health (NIH) 

Guide for the Care and Use of Laboratory Animals, and were approved by the institutional 

animal care and use committee at the American University of Beirut and by the Regional Ethic 

Committee (authorization CE2-04) at Paris Descartes University. Three animal models of 

diabetes were used in this study: Streptozotocin (STZ) -induced swiss webster mice, 

Streptozotocin (STZ) -induced C57/BL6 mice and non-obese diabetic (NOD) (The Jackson 

Laboratory, Bar Harbor, ME) mice.  

Eight- week old Swiss-Webster male mice (weighing around 40 g) and C57BL/6 male mice 

(weighing around 25 g) received a single 100 mg/kg body weight intraperioteneal injection of 

STZ (Sigma-Aldrich, Steinheim, Germany) dissolved in sodium citrate buffer (0.01 M, pH 4.5). 

Controls received similar injections of citrate buffer. Glucose measurement was performed one 

week after the STZ injection and blood was obtained via tail vein punctures and a glucometer 

(Accuchek, Roche). Mice with a fasting blood glucose ≥ 250 mg/dl were considered diabetic. 

Blood glucose levels were monitored weekly and were significantly different in diabetic animals 

relative to control littermates.  The STZ-model is widely used in DPN studies because it displays 

an early neuropathic phenotype as well as alterations in neurologic functions (O’Brien et al., 

2014) 

Twelve-week old FVB and NOD mice on FVB background and weighing 23-25g, were 

purchased from Jackson Laboratories (Bar Harbor, ME). NOD mice were deemed diabetic after 
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two consecutive days of glucosuria and with blood glucose levels  ≥ 250 mg/dl. NOD mice 

exhibit an early development of thermal hypoalgesia, which mimics the sensory loss observed in 

diabetic patients (Obrosova et al., 2005; O’Brien et al., 2014).  

Diabetic animals were given one of the following treatments:  

- 40mg/kg body weight of GKT137831, a specific Nox1/ Nox4 inhibitor administered 

three times a week by oral gavage. 

- 5 mg/kg/week of  PP242,  a dual mTORC1/2 inhibitor administrated three times a week 

by intraperitoneal injection. 

- 0.5 mg/kg/body weight of rapamycin (Rapa), an mTORC1 inhibitor administrated three 

times a week by intraperitoneal injection. 

For every treatment, the animals were grouped into three subsets: I, control mice; II, diabetic 

mice; III, diabetic treated mice.   

All animals were kept in a temperature-controlled room and on a 12/12-dark/light cycle and had 

standard chow and water access. Before euthanizing the animals, sensorimotor dysfunction was 

assessed using the Raised Beam Walking Test and Hind paw Withdrawal Test and the extent of 

nerve dysfunction was assessed using nerve conduction velocity. 

B. Behavioral and Functional Tests 

Thermal hyperalgesia. The sensitivity to radiant heat was assessed using the Hind paw 

withdrawal test (Dirig et al., 1997). The IITC plantar Analgesia meter was used and set up 

according to the manufacturer’s protocol (IITC model 336 TG combination tail-flick and paw 

algesia meter; IITC Life Science). The test is characterized by a heating beam set at an idle 
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intensity of 2% and active intensity of 25% with a cut-off time set at 20 seconds. The platform 

onto which animals were placed for acclimation was set at 32 °C. The heating beam was targeted 

at the hind paw of animals and the time to sense the heat and withdraw their paws was recorded 

for analysis. At least six readings per animal were taken at 15 min intervals, and the average was 

calculated. 

Raised beam walking test. Mice were placed on a platform with a rod of 3 cm diameter, 70 cm 

length and around 30cm above a flat surface (Hichor et al, 2016). At one end of the rod we set a 

secure platform to house the animal. First, the mouse was allowed to adapt and then trained to 

cross the beam after which the time taken to traverse, the speed, the number of stops and the 

number of left or right hindpaw faults/slips were recorded for analysis (Muller et al., 2008). The 

animals were recorded for three trials per session on week 8 post-STZ injection. The behavior 

task was recorded using a high definition digital camera.  

Nerve conduction studies. Measures of nerve conduction velocity (NCV) were performed in 

anaesthetized mice at 32–34°C using a heating pad. Motor Nerve Conduction Velocity (MNCV) 

was determined by measuring compound muscle action potentials using supramaximal 

stimulation distally at the ankle and proximally at the sciatic notch. The MNCV was calculated 

by dividing the distance between the cathode positions by subtracting the distal latency from the 

proximal latency. Sensory Nerve Conduction Velocity (SNCV) was recorded behind the median 

malleolus in the digital nerve to the second toe by stimulating with the smallest current that 

resulted in a maximal amplitude response (Muller et al., 2008; Obrosova et al., 2005; Vincent et 

al., 2007).  
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C. mRNA analysis. 

mRNA was analyzed by real-time RT-PCR using the ΔΔCt method (Eid et al., 2009). Total RNA 

was isolated from mice sciatic nerves using an RNeasy Mini kit from Qiagen.  

mRNA expression was quantified using a Realplex mastercycler (Eppendorf, Westbury, NY) 

with SYBR green dye and mouse RT
2
 qPCR Primers in the table below:  

 

 

 

 

 

 

 

 

 

 

D. Western Blot Analysis.                                                                                                           

Homogenates from sciatic nerves were prepared in 150 μl of radioimmune precipitation assay 

buffer containing 20 mmol/l Tris·HCl, pH 7.5, 150 mmol/l NaCl, 5 mmol/l EDTA, 1 mmol/l 

Primers Sequence 

MPZ 
F: 5' -GTCAAGTCCCCCAGTAGAA-3' 

R: 5' -AGGAGCAAGAGGAAAGCAC-3' 

PMP22 
F: 5' -AATGGACACACGACTGATC-3' 

R: 5' -CCTTTGGTGAGAGTGAAGAG-3' 

Nox1 
F: 5' -AAATGAGGATGCCTGCAACT-3' 

R: 5' -GGGTCAAACAGAGGAGAGCTT-3' 

mTOR 
F: 5'-AAGCCCGTGATGAGAAGAAG-3' 

R: 5' -GGGCTGTTCTCATTGCTCTC-3' 

Rictor 
F: 5' -TGCCTCCCTCAATGAAAAAC-3' 

R: 5' -GCAATCTTGATGGGRGTGGT-3' 

26s 
F: 5' -AGGAGAAACAACGGTCGTGCCAAAA-3' 

R: 5' -GCGCAAGCAGGTCTGAATCGTG-3' 

              Table 1. List of Primers 
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Na3VO4, 1 mmol/l PMSF, 20 μg/ml aprotinin, 20 μg/ml leupeptin, and 1% NP-40. Homogenates 

were incubated for two hours at 4°C and centrifuged at 13,000 rpm for 30 min at 4°C. 

Cultured mouse Schwann cells were grown to near confluence in 100 mm dishes and serum-

deprived for 12 h. All incubations were carried out in serum-free DMEM containing 0.5% FBS 

at 370C for 48h. SCs were then lysed in radioimmune precipitation buffer at 40C for two hours. 

The cell lysates were then centrifuged at 13 000 rpm for 30 min at 40C.  

Proteins in the supernatants were measured using the Bradford Protein Assay. For 

immunoblotting, proteins (20-40 µg) were separated on 12-15% SDS-PAGE and transferred to 

polyvinylidene difluoride membranes. Blots were incubated with rabbit polyclonal anti-Nox1 

(1:500, Santacruz), rabbit polyclonal anti-myelin protein zero (1:1000, Abcam), rabbit polyclonal 

anti-PMP22 (1:1000, Sigma), rabbit polyclonal anti-pP70S6K
Thr389

 (1:1000, cell signaling), 

rabbit polyclonal anti-p-mTOR 
ser2448

, anti-mTOR (1:1000, cell signaling) and anti-p-70S6K 

(1:1000, cell signaling). The primary antibodies were detected using horseradish peroxidase-

conjugated IgG (1:20000). Bands were visualized by enhanced chemiluminescence. 

Densitometric analysis was performed using National Institutes of Health Image software. 

E. NADPH Oxidase Activity 

NADPH oxidase activity was measured in sciatic nerve homogenates. Proteins were extracted 

from sciatic nerves using cooled mortar and pestle by smashing the frozen nerve and suspending 

the remnants in the lysis buffer. To start the assay, 20 μg of homogenates were added to 50 

mmol/l phosphate buffer, pH 7.0, containing 1 mmol/l EGTA, 150 mmol/l sucrose, 5 μmol/l 

lucigenin, and 100 μmol/l NADPH. Photon emission expressed as relative light units was 

measured every 30 s for 10 min in a luminometer. A buffer blank (<5% of the cell signal) was 
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subtracted from each reading. Superoxide production was expressed as relative light units per 

milligrams of protein. Protein content was measured  

F. Detection of Intracellular Superoxide in Sciatic Nerves Using HPLC 

Cellular superoxide production in sciatic nerves was assessed by HPLC analysis of 

dihydroethidium (DHE)-derived oxidation products. The HPLC-based assay allows the 

separation of the superoxide-specific 2-hydroxyethidium (EOH) from the nonspecific ethidium, 

as previously described (Eid et al., 2016). Briefly, homogenates from sciatic nerves are washed 

twice with Hanks’ balanced salt solution (HBSS)-diethylenetriaminepentaacetic acid (DTPA) 

and incubated for 30 min with 50 μM DHE (Sigma-Aldrich) in HBSS–100 μM DTPA. Tissues 

were harvested in acetonitrile and centrifuged (12,000 X g for 10 min at 4°C). The homogenate 

was dried under vacuum and analyzed by HPLC with fluorescence detectors. Quantification of 

DHE, EOH, and ethidium concentrations was performed by comparison of integrated peak areas 

between the obtained and standard curves of each product under chromatographic conditions 

identical to those described above. EOH and ethidium were monitored by fluorescence detection 

with excitation at 510 nm and emission at 595 nm, whereas DHE was monitored by UV 

absorption at 370 nm. The results are expressed as the amount of EOH produced (nmol) 

normalized for the amount of DHE consumed (i.e., initial minus remaining DHE in the sample; 

μmol). 

G. TUNEL Assay 

Terminal deoxynucleotidyl transferase (TdT)-mediated dUTP nick end labelling (TUNEL) 

staining using the TUNEL Apoptosis Detection Kit (Trevigen, Gaithersburg, MD) was 

performed according to the manufacturer’s instructions. Five animals were studied per group. 
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Briefly, sciatic nerves were fixed with 4% paraformaldehyde and washed with phosphate-

buffered saline (PBS). Next, tissues were incubated with Cytonin (Trevigen), washed with PBS 

twice, quenched with 0.3% hydrogen peroxide in methanol, washed in PBS, and placed in 

labeling buffer (Trevigen). Then, samples were incubated in the labeling reaction mixture 

containing TdT deoxynucleotide triphosphate mix (Trevigen), cobalt, TdT enzyme, and labeling 

buffer. The reaction was quenched in Stop Buffer, washed in PBS, treated with strep-horseradish 

peroxidase solution, washed in PBS, and placed in diamidobenzidine solution. Finally, the 

samples were washed several times in PBS, counterstained in Methyl Green, and visualized by 

light microscopy 

H. PMP22 aggregation 

Cultured mouse Schwann cells were grown in serum-free DMEM media containing 0.5% FBS at 

370C for 48h to near confluence, in 100 mm dishes. Cells were then serum-deprived for 12 h. 

Sciatic nerves were then lysed in immunoprecipitation buffer (10 mM Tris–HCl [pH 7.5], 5 mM 

EDTA, 1% Nonidet P-40, 0.5% deoxycholate, and 150 mM NaCl) that was supplemented with 

protease inhibitors (Fortun et al., 2003). The lysates were microcentrifuged, the supernatant was 

removed, and the insoluble phase was incubated with 10 mM Tris–HCl, 3% SDS for 10 min at 

room temperature. After a brief sonication, total protein concentrations were measured using the 

Bradford Protein Assay. Equal amounts of samples were separated by SDS-PAGE and 

transferred onto nitrocellulose membranes and blocked with 5% BSA/TBS-0.1% Tween and 

incubated with the indicated PMP22 primary antibody. They were then incubated at room 

temperature for 1 h with the appropriate secondary antibody, followed by ECL Plus. Protein 

bands were visualized with an enhanced chemiluminescence detection system. Western blots 

were quantified by means of NIH Image J Software. 
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I. Cell Culture and Transfection 

Mice Schwann cells (MSC80) were cultured in Dulbecco’s modified Eagle’s medium (DMEM) 

(Sigma-Aldrich, Steinheim, Germany) containing 5 mM glucose normal glucose (NG) or treated 

with 25 mmol/L glucose (HG) for 48 h in the presence or absence of 20 µM GKT137831 

(Nox1/Nox4 inhibitor), in the presence or absence of rapamycin (mTORC1 inhibitor) (20 

nmol/L) or ), in the presence or absence of PP242 (mTORC1/2 inhibitor) (1 umol/L). All 

cultures were maintained at 37°C in a humidified atmosphere of 5% CO2.  

For the RNA interference experiments, a SMARTpool consisting of small interfering RNA 

(siRNA) duplexes, specific for Nox1 or mTORC1 were purchased from Dharmacon. siRNA (100 

nmol/L) was introduced into the cells by a single transfection using Oligofectamine or 

Lipofectamine 2000, as previously described (Eid et al., 2013a). Scrambled siRNAs 

(nontargeting siRNA, Scr; 100 nmol/L) were used as controls. In addition, Clustered Regularly 

Interspaced Short Palindromic Repeats (CRISPR) and CRISPR-associated protein (Cas9) system 

for rictor was purchased from Santa Cruz Biotechnology, Inc. rictor CRISPR/Cas9 KO plasmid 

(0.1 ug/uL) was introduced into the cells by a single transfection using Oligofectamine or 

Lipofectamine 2000, as previously described (Eid et al., 2013a). Control CRISPR (nontargeting 

CRISPR, 0.1 ug/uL) was used as a negative control. 

J. Statistical analysis 

All statistical analysis was performed using Prism 6 software (GraphPad Software). The results 

are expressed as means ± standard errors (SE) from multiple independent experiments. Statistical 

significance was assessed by one-way ANOVA, followed by Tukey’s post-test when more than 

two variables were analyzed. Two group comparisons were performed by student’s unpaired t-
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test. Statistical significance was determined as a p-value <0.05. When comparing control and 

diabetic, one asterisk (*) is used when p<0.05. The (#) symbol is used when comparing untreated 

diabetic groups vs. treated diabetics at p<0.05.  
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CHAPTER III 

RESULTS 

A. Hyperglycemia induces ROS production through an NADPH oxidases-dependent 

mechanism leading to PNS injury in diabetes. 

Reactive oxygen species (ROS) production is currently believed to be the final 

common pathway that is involved in hyperglycemia-induced diabetes pathophysiology. 

Numerous sources of ROS have been identified to be altered in response to high glucose 

such as the NADPH oxidase family of enzymes. The specific isoform Nox4 has been 

studied and shown to be involved in diabetic complications such as nephropathy (Eid et 

al., 2009; Eid et al., 2010; Eid et al., 2013a; Eid et al., 2016) and cardiomyopathy (Zhao 

et al., 2015). Additionally, unpublished data from our lab have shown the involvement of 

Nox4 in DPN pathogenesis. Yet, little is known about the involvement of Nox1 in the 

peripheral nervous system (PNS) and diabetic neuropathy.  

Consequently, we first assessed ROS production and superoxide production using 

high performance liquid chromatography (HPLC) and DHE (Dihydroethidium), STZ-

induced type 1 diabetic and Non- obese type 1 diabetic (NOD) mice were treated with 

either vehicle or GKT137831 at 40 mg/kg/day, administered by oral gavage for 8 weeks 

while mice in the control groups (Ctr and FVB) received vehicle treatment. Sciatic nerves 

were isolated from six groups of mice: Control (Ctr) mice, STZ-induced diabetic mice, 

STZ-induced diabetic mice treated with GKT and FVB control mice, NOD mice, and 

NOD mice treated with GKT. Our data show an increased superoxide production in STZ-

induced diabetic and NOD mice compared to their control littermates (Figure 2A). This 

was accompanied by an increase in NADPH oxidase activity, indicative of the NADPH 
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oxidase-dependent mechanism which was evident through elevated Nox1 mRNA levels 

and protein expression (Figure 2B-E). Interestingly, the use of GKT137831, a specific 

inhibitor of Nox1/4, decreased NADPH oxidase activity (Figure 2B), Nox1 mRNA 

levels and protein expression (Figure 2C-E) and reduced ROS overproduction (Figure 

2A). These data show the direct role of NADPH oxidases in hyperglycemia-induced ROS 

production.   

Figure 2. Hyperglycemia upregulates Nox1 and enhances NADPH oxidase activity and superoxide production in 

sciatic nerves of type 1 diabetic mice. (A) Superoxide generation evaluated using DHE and HPLC. (B) NADPH-

dependent superoxide generation. (C) Relative mRNA levels. (D) Representative Western blot of Nox1 and GAPDH 

levels with the respective densitometric quantification in sciatic nerves of control, STZ-induced type 1 diabetic mice 

and STZ-induced type 1 diabetic mice treated with GKT. (E) Representative Western blot of Nox1 and GAPDH 

levels with the respective densitometric quantification in sciatic nerves of FVB, NOD mice and NOD mice treated 

with GKT. Values are the mean ± SE from 5 different mice in each group (n=5). *p < 0.05 versus vehicle-treated Ctr 

or FVB mice; #p < 0.05 versus vehicle-treated STZ-induced or NOD type 1 diabetic mice. 
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To further examine the role of a NADPH oxidase mediated DPN pathogenesis, the 

behavioral alterations were studied in STZ-induced type 1 diabetic animals and NOD mice upon 

treatment with GKT. The extent of nerve dysfunction and sensorimotor coordination were 

assessed by the Nerve Conduction Velocity (NCV) test, the hind paw withdrawal test and the 

raised beam-walking test (Figure 3). The first test conducted was NCV which is indicative of 

earliest injurious stage in DPN. The data show an overall reduction in NCV of diabetic mice 

relative to their controls. However, treatment with GKT reversed the neurophysiological defects 

in diabetic mice, similar to the control levels (Figure 3A-B).  

Diabetes has been previously reported to be associated with sensorimotor deficits that 

manifest as a heightened sensitivity (hyperalgesia and allodynia) in the early stages followed by 

a nearly complete loss of sensation and motor function in the late stages. Consequently, the hind 

paw withdrawal test that assesses thermal perception and pain was performed. The results 

reported a significantly longer period of time for the diabetic mice to respond to the heat of the 

beam and retract their paws relative to their control littermates and GKT-treated diabetic mice. 

These results suggest that GKT administration restored nociception and thermal algesia (Figure 

3C). Similarly, fine motor coordination and balance, were assessed by the raised beam-walking 

test (Luong et al., 2011) (Figure 3D-G). The recorded measurement from this test reported a 

significantly  longer time frame with an elevated tendency of foot slips and stops while diabetic 

mice crossed the beam (Figure 3D - F) in comparison to their controls that seemed to cross with 

minimal setbacks. More importantly, GKT-treated diabetic animals behaved similar to the 

control mice (Figure 3D-G). Collectively, these results indicate that hyperglycemia-induced 
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NADPH oxidase upregulation mediated neurophysiological and behavioral defects in type 1 

diabetic animals.  

 

            

 

Figure 3. Nox1 upregulation mediates hyperglycemia-induced neurophysiological and sensorimotor 

coordination defects in type 1 diabetic mice. STZ-induced type 1 diabetic and NOD mice were treated with either 

vehicle or GKT137831 at 40 mg/kg/day, administered by oral gavage for 8 weeks while mice in the control groups 

(Ctr and FVB) received the vehicle. Behavioral and functional tests were performed on six groups of mice: Control 

(Ctr) mice, STZ-induced diabetic mice, STZ-induced diabetic mice treated with GKT and FVB control mice, NOD 

mice, and NOD mice treated with GKT. Assessment of (A) MNCV and (B) SNCV after 8 weeks of diabetes in ctr, 

STZ-induced type 1 diabetic mice and STZ-induced diabetic mice treated with GKT. The histograms confirm nerve 

dysfunction in STZ-induced type 1 diabetic mouse. This effect was reversed in diabetic mice treated with GKT. (C) 

Histograms representing thermal sensitivity in response to a heating stimulus of the control/FVB, STZ-NOD and 

STZ+GKT/ NOD+GKT mice. Assessment of fine motor coordination by the raised beam walking test. The 

histograms represent the average time (D), speed (E), faults (F), and stops (G).  Values are mean ± SE from 5 

different mice in each group (n=5). *p < 0.05 versus vehicle-treated Ctr or FVB mice; #p < 0.05 versus vehicle-

treated STZ-induced or NOD type 1 diabetic mice. 
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In order to correlate the behavioral results with the in vivo changes brought about by diabetes, 

further molecular tests were conducted to investigate the role of Nox1 in myelin injury (Figure 

4). Sciatic nerves harvested from controls, diabetic and GKT-treated diabetic animals were 

subjected to a variety of molecular assessments. The results show that hyperglycemia induced 

myelin injury by altering myelin integrity as seen by increased MPZ and PMP22 at the mRNA 

level (Figure 4A-B) and protein expression level (Figure 4C-F) with the concurrent 

upregulation of Nox1 expression and activity. In addition internucleosomal DNA fragmentation 

has been a major advance in the detection of apoptosis. TUNEL-positive cells also show some 

features of apoptotic morphology, such as condensed nuclei. Our data also show a significant 

TUNEL-positive staining of sciatic nerves derived from STZ-induced diabetic animals (Figure 

4G-H) in parallel to the upregulation of Nox1 mRNA levels and protein expression. Finally, 

GKT administration was shown to significantly ameliorate and reverse myelin injury providing 

further evidence that peripheral nerve injury progressed through a NADPH-oxidase, and 

potentially Nox1-dependent mechanism.  
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Figure 4. Nox1 regulates peripheral myelin gene expression and PNS phenotypic changes in type 1 diabetic 

mice. STZ-induced type 1 diabetic and NOD mice were treated with either vehicle or GKT137831 at 40 mg/kg/day, 

administered by oral gavage for 8 weeks while mice in the control groups (Ctr and FVB) received the vehicle. 

Sciatic nerves were isolated from six groups of mice: Control (Ctr) mice, STZ-induced diabetic mice, STZ-induced 

diabetic mice treated with GKT and FVB control mice, NOD mice, and NOD mice treated with GKT. (A) Relative 

mRNA levels of MPZ. (B) Relative mRNA levels of PMP22. Representative Western blot of (C) MPZ, (D) PMP22 

and GAPDH levels with the respective densitometric quantification in sciatic nerves of control, STZ-induced type 1 

diabetic mice and STZ-induced type 1 diabetic mice treated with GKT. Representative Western blot of (E) MPZ, (F) 

PMP22 and GAPDH levels with the respective densitometric quantification in sciatic nerves of FVB, NOD mice and 

NOD mice treated with GKT. (G) Sections of sciatic nerves of Ctr, STZ-induced type 1 diabetic, and STZ-induced 

type 1 diabetic mice treated with GKT stained by TUNEL and (H) percent of TUNEL-positive cells. Values are the 

mean ± SE from 5 different mice in each group (n=5). *p < 0.05 versus vehicle-treated Ctr or FVB mice; #p < 0.05 

versus vehicle-treated STZ-induced or NOD type 1 diabetic mice. 
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B. mTORC1/mTORC2 signaling regulates Nox1-induced peripheral nerve injury in 

diabetes.     

Our previous results highlight the role of NADPH oxidase in DPN pathogenesis as well 

as other complications. Similarly, the mTOR signaling pathway has been reported to play a role 

in diabetic nephropathy by our laboratory (Eid et al., 2016). Previous reports describe mTOR to 

contribute to myelination in the PNS. However, to our knowledge, no investigations have been 

set out to investigate the correlation between mTORC1/2 activation and NADPH oxidases 

alteration in DPN. Thus, we next wanted to examine alterations of mTOR pathway in vivo. 

Sciatic nerves from controls, STZ-induced type 1 diabetic animals and GKT-treated diabetic 

animals were used. As we previously described, GKT administration attenuated hyperglycemia-

induced up-regulation of Nox1 and NADPH-dependent superoxide generation (Figure 2). We 

next demonstrated that the attenuation of NADPH-induced ROS generation was accompanied by 

a decrease in the activation of the mTORC1/p70S6K axis (Figure 5A-D) in addition to a 

decrease in rictor levels (the mTORC2-activating subunit) (Figure 5E-F).  These results indicate 

that diabetes-induced NADPH oxidase Nox1 upregulation is associated with activation of the 

mTOR pathway in DPN.  

    



 
35 

 

                        

 

        

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5. Upregulation of NADPH oxidase Nox1 activates mTOR pathway and leads to peripheral 

nervous system (PNS) injury in type 1 diabetes. STZ-induced type 1 diabetic and NOD mice were treated 

with either vehicle or GKT137831 at 40 mg/kg/day, administered by oral gavage for 8 weeks while mice in 

the control groups (Ctr and FVB) received the vehicle. Sciatic nerves were isolated from six groups of 

mice: Control (Ctr) mice, STZ-induced diabetic mice, STZ-induced diabetic mice treated with GKT and 

FVB control mice, NOD mice, and NOD mice treated with GKT. Representative Western blot of (A) p-

mTOR/mTOR (B) and p-p70S6K/p70S6K  and GAPDH levels with the respective densitometric 

quantification in sciatic nerves of control, STZ-induced type 1 diabetic mice and STZ-induced type 1 

diabetic mice treated with GKT. Representative Western blot of (C) p-mTOR/mTOR (D) and p-

p70S6K/p70S6K and GAPDH levels with the respective densitometric quantification in sciatic nerves of 

FVB, NOD mice and NOD mice treated with GKT. (E), (F) Relative mRNA levels. Values are the 

mean ± SE from 5 different mice in the different groups (n=5). *p < 0.05 versus vehicle-treated Ctr or FVB 

mice; #p < 0.05 versus vehicle-treated STZ-induced or NOD type 1 diabetic mice.  
( Same gel was used to detect mTOR/p-mTOR, and the same for P70S6K/p-P70S6K). 
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C. mTORC1/mTORC2 mediates sciatic nerve injury in DPN 

To further understand the effect of mTORC1/mTORC2 inhibition on peripheral nerve 

injury, behavioral tests were performed (Figure 6). STZ-induced type 1 diabetic animals were 

treated with PP242, a dual mTORC1/mTORC2 inhibitor, for 8 weeks. The extent of nerve 

function and sensorimotor coordination were assessed by, hind paw withdrawal test and the 

raised beam walking test.  

Hind paw withdrawal test data showed a significantly poor response by the diabetic mice. 

Whereas PP242 treated animals showed a significantly lower latency compared to diabetic 

animals, and similar to the control littermates suggesting that the treatment restored thermal 

algesia (Figure 6A). Moreover, data from the raised beam walking test showed a relatively 

longer period of time for the diabetic mice to cross the beam (Figure 6B) with an increased 

tendency to slip (Figure 6D) and stop (Figure 6E) in comparison to their controls that seemed to 

cross with minimal setbacks. Interestingly, diabetic mice treated with PP242 behaved similar to 

the control non diabetic animal. Collectively, these results indicate that hyperglycemia-induced 

mTORC1/mTORC2 activation mediates neurophysiological and behavioral defects in peripheral 

nerve injury in type 1 diabetes.  
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 Figure 6: mTORC1/mTORC2 alteration mediates hyperglycemia-induced neurophysiological and 

sensorimotor coordination defects in Type 1 diabetic mice. STZ-induced type 1 diabetic were treated 

with PP242 at 5 mg/kg/body weight, administrated three times a week by intraperitoneal injection. 

Behavioral and functional tests were performed on 3 groups of mice: Control (Ctr)-black mice, STZ-

induced diabetic mice, and STZ-induced diabetic mice treated with PP242. The histograms confirm nerve 

dysfunction in STZ-induced type 1 diabetic mouse. (A) Histograms representing thermal sensitivity in 

response to a heating stimulus of the control (C57BL/6), STZ and STZ/PP242. Assessment of fine motor 

coordination by the raised beam walking test. The histograms represent the average time (B), speed (C), 

faults (D), and stops (E).  Values are the mean ± SE from 6 different mice in the different groups (n=6). 

*p < 0.05 versus vehicle-treated Ctr; #p < 0.05 versus vehicle-treated STZ-induced type 1 diabetic mice. 

In order to correlate the behavioral results with the in vivo alterations brought about by 

diabetes, further molecular tests were conducted. In particular, the involvement of mTORC1/2 

pathway in myelin protein expression and myelin injury has been examined in this study 

(Figure7). The results provide evidence that hyperglycemia-triggered myelin injury could be 

prompted through an increased expression of MPZ and PMP22 at the mRNA (Figure 7A-B) and 

protein levels (Figure 7C-D) and preliminary data shows a TUNEL-positive staining  in the 

sciatic nerves of type 1 diabetic animals. 

H 
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PP242 administration was shown to normalize the physiological alterations of myelin injury 

reinforcing the key role of mTORC1/mTORC2 in DPN pathogenesis (Figure 7A 

 

 

 

Figure 7. mTORC1/2 regulates peripheral myelin gene expression and PNS apoptosis in type 1 diabetes. STZ-

induced type 1 diabetic were treated with either vehicle or PP242 at 5 mg/kg/body weight, administrated three times 

a week by intraperitoneal injection. Sciatic nerves were isolated from three groups of mice: C57BL/6 control mice, 

C57BL/6 STZ-induced diabetic mice and C57BL/6 STZ-induced diabetic mice treated with PP242. Relative mRNA 

levels of (A) MPZ and (B) PMP22. Representative Western blot of (C) PMP22, (D) MPZ and GAPDH levels with 

the respective densitometric quantification in sciatic nerves of control, STZ-induced type 1 diabetic mice and STZ-

induced type 1 diabetic mice treated with PP242. (E) Sections of sciatic nerves of Ctr, STZ-induced type 1 diabetic, and 

STZ-induced type 1 diabetic mice treated with PP242 stained by TUNEL(F) PP242 treatment attenuates diabetes-

induced PMP22 aggregation in STZ-induced type 1 diabetic mice.  Values are the mean ± SE from 3 different mice 

in the different groups (n=3). *p < 0.05 versus vehicle-treated Ctr; #p < 0.05 versus vehicle-treated STZ-induced 

type 1 diabetic mice. 
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 D. The specific inhibition of mTORC1 via Rapamycin ameliorates hyperglycemia-

induced PNS injury 

         Although dual inhibition of mTORC1/mTORC2 was shown to reverse peripheral 

nerve injury, the next aim was to examine the effect of mTORC1 inhibition in vivo via 

Rapamycin. STZ-induced type 1 diabetic animal models and NOD mice diabetic mice 

were treated with Rapamycin for 8 weeks after which the extent of nerve dysfunction and 

sensorimotor coordination were assessed by NCV, hind paw withdrawal test and the 

raised beam walking test (Figure 8).  

The data show an overall reduction in NCV in sciatic nerves obtained from 

diabetic mice relative to their controls. Treatment with rapamycin significantly reversed 

the neurophysiological defects in diabetic mice to levels similar to that of controls 

(Figure 8A-B). Like previously reported tests, the hind paw withdrawal test showed that 

diabetic mice took a significantly longer time to sense the heat of the beam and withdraw 

their paws by contrast to the controls. By contrast, a significantly lower latency was 

recorded in rapamycin treated diabetic mice, indicating its therapeutic potential in 

restoring thermal algesia and nociception (Figure 8C). Results from the raised beam 

walking test showed that diabetic animals took a relatively longer period of time to cross 

the beam (Figure 8D) with an increased tendency to slip (Figure 8F) and stop (Figure 

8G) in comparison to their controls. In contrast, rapamycin treated type 1 diabetic mice 

behaved similar to the controls non-diabetic animals (Figure 8D-G). Collectively, these 

results indicate that hyperglycemia-induced mTORC1 activation mediates 

neurophysiological and behavioral defects in type 1 diabetes. 
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Figure 8. mTORC1 alteration mediates hyperglycemia-induced neurophysiological and sensorimotor 

coordination defects in Type 1 diabetic mice. STZ-induced type 1 diabetic and NOD mice were treated 

with either vehicle or rapamycin (Rapa) at 0.5 mg/kg/body weight, administrated three times a week by 

intraperitoneal injection. Behavioral and functional tests were performed on six groups of mice: Control 

(Ctr) mice, STZ-induced diabetic mice, STZ-induced diabetic mice treated with rapamycin and FVB 

control mice, NOD mice, and NOD mice treated with rapamycin. Assessment of (A) MNCV and 

(B) SNCV after 8 weeks of diabetes in ctr, STZ-induced type 1 diabetic mice and STZ-induced diabetic 

mice treated with rapamycin. The histograms confirm nerve dysfunction in STZ-induced type 1 diabetic 

mouse. This effect was reversed in diabetic mice treated with GKT. (C) Histograms representing thermal 

sensitivity in response to a heating stimulus of the control/FVB, STZ/NOD and STZ+Rapa/ NOD+Rapa 

mice. Assessment of fine motor coordination by the raised beam walking test. The histograms represent the 

average time (D), speed (E), faults (F), and stops (G).  Values are the mean ± SE from 5 different mice in 

the different groups (n=5). *p < 0.05 versus vehicle-treated Ctr or FVB mice; #p < 0.05 versus vehicle-

treated STZ-induced or NOD type 1 diabetic mice. 
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 Further molecular tests were done to correlate these behavioral results with the observed 

in vivo results. For that reason, the alterations in myelin injury and myelin protein 

expression were assessed and the findings provide evidence that hyperglycemia-triggered 

myelin injury prompted through an increased expression of MPZ and PMP22 at the 

mRNA (Figure 9A-B) and protein levels (Figure 9C-F) in the sciatic nerves of type 1 

diabetic animals. Myelin alteration were paralleled by an induction of cellular apoptosis 

as assessed by TUNEL-positive staining of sciatic nerves derived from STZ-induced 

diabetic animals (Figure 9G). Rapamycin administration reversed peripheral nerve injury 

and restored myelin morphology and function, supporting the pathogenic role of 

mTORC1 in DPN (Figure 9A-G).                                                                                                     
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Figure 9. mTORC1 regulates peripheral myelin gene expression and PNS apoptosis in type 1 diabetes. STZ-induced 

type 1 diabetic and NOD mice were treated with either vehicle or rapamycin (Rapa) at 0.5 mg/kg/body weight, 

administrated three times a week by intraperitoneal injection. Sciatic nerves were isolated from six groups of mice: 

Control (Ctr) mice, STZ-induced diabetic mice, STZ-induced diabetic mice treated with rapamycin and FVB control mice, 

NOD mice, and NOD mice treated with rapamycin. (A) Relative mRNA levels of MPZ and (B) PMP22. Representative 

Western blot of (C) MPZ, (D) PMP22 and GAPDH levels with the respective densitometric quantification in sciatic nerves 

of control, STZ-induced type 1 diabetic mice and STZ-induced type 1 diabetic mice treated with rapamycin. 

Representative Western blot of (E) MPZ, (F) PMP22 and GAPDH levels with the respective densitometric quantification 

in sciatic nerves of FVB, NOD mice and NOD mice treated with rapamycin. (G) percent of TUNEL-positive cells. Values 

are the mean ± SE from 5 different mice in the different groups (n=5). *p < 0.05 versus vehicle-treated Ctr or FVB mice; 

#p < 0.05 versus vehicle-treated STZ-induced or NOD type 1 diabetic mice. 
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E. In vitro silencing of the NOX/mTOR axis ameliorates hyperglycemia-induced Schwann 

cell injury. 

      In order to further confirm our in vivo findings, in vitro studies were performed. Data 

reported in this paragraph are just preliminary obtained results and further experiments are still 

ongoing.  To investigate the effect of the Nox1/mTOR pathway alterations in Schwann cells 

(SC), MSC80 cells were transfected with SMARTpool of simTORC1, siNox1, siRictor or with 

nontargeting siRNA (Scr) prior to treatment with high glucose (HG) (Figure 10). The myelin 

gene expression of PMP22 was utilized as an indirect assessment of SCs functionality. HG was 

shown to induce hypermyelination in SCs which manifested as increased mRNA levels of 

PMP22. Interestingly, cells that were transfected with either siRNA targeting Nox1, mTORC1 or 

Rictor showed a normalization of myelin protein PMP22 gene expression (Figure 10). Taken 

together, our in vitro data suggest that the NADPH oxidases Nox1, the mTOR complex 1 and the 

mTOR complex 2 play a major role in diabetic peripheral neuropathy, and corroborate with the 

in vivo findings. Further experiments are needed to assess if the interaction between the different 

drugs that causes the total effect of the drugs to be greater than the sum of the individual effects 

of each drug. More importantly, studies on the effect of each of these pathways will be studies on 

SCs apoptosis.   
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Figure 10. Silencing of mTORC1 (simTORC1), mTORC2 (siRictor) or Nox1 (siNox1) prevents SC injury in 

the diabetic milieu. Mouse Schwann Cells (SCs) incubated in normal glucose (NG; 5 mM) or high glucose (HG; 25 

mM) were transfected with nontargeting siRNA (Scr) or with SMARTpool of siRNA targeting mTORC1 

(simTORC1), mTORC2 (siRictor) or Nox1 (siNox1). mTOR silencing inhibits HG-induced upregulation of PMP22. 

PMP22 mRNA levels of cell transfected with (A) SimTOR (n=3), (B) SiNox1 (n=3), (C) CrprRictor (n=1). ). Values 

are the means ± SE. *p<0.05, High glucose vs. Normal glucose. #p<0.05, High glucose vs. Transfected 

A 

 

B 
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CHAPTER IV 

DISCUSSION 

Diabetic Peripheral Neuropathy (DPN) is the most common complication of diabetes, 

characterized by impairment in neurons, Schwann cells and peripheral vasculature within the 

nervous tissue. It is widely accepted that hyperglycemia is a major contributor to the 

pathophysiology of diabetic complications especially DPN. However, the pathogenic mechanism 

of DPN is unclear hindering the progression in treatment options.  

A large body of data including work done in our group (Eid et al., 2009; Eid et al., 2010; 

Eid et al., 2013; Eid et al., 2014; Eid et al., 2016), show that chronic hyperglycemia triggers the 

excessive production of reactive oxygen species (ROS) and thus leads to oxidative stress. Several 

studies pointed to the implication of ROS in peripheral nerve injury, however, the mechanisms 

by which this occurs are poorly understood. In this study we aim to understand and identify the 

role of NADPH-oxidases, specifically Nox1, as a source of ROS in the progression of DPN. Our 

In vivo results show an alteration in myelin protein profiles in peripheral nerves of animal 

models of diabetes, paralleled by altered pain and thermal perception as well as sensorimotor 

defects at the behavioral level. Inhibition of NADPH oxidases, Nox1 and Nox4, via GKT 

inhibitor restored peripheral nerve function, supporting that hyperglycemia induced peripheral 

nerve injury through an NADPH dependent mechanism. This mechanism was also shown to be 

mTOR dependent whereby hyperglycemia induced the activation of the mTOR complex 1 and 

mTOR complex 2. Furthermore, mTOR activation was shown to be associated with myelin 

protein alteration and peripheral nerve defects. Importantly, the dual blockade of the mTORC 

complexes pathway via PP242 normalized myelin protein expression, and restored functionality 
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as reported through molecular and behavioral tests. These data lend support to a previously 

unknown mechanism of DPN progression which entails hyperglycemia-induced NADPH-

oxidase ROS production that leads to mTORC1 and mTORC2 activation and the subsequent 

peripheral nerve injury and malfunction. This mechanism was further validated through in vitro 

findings in Schwann cells (SCs) although preliminary, however promising, and emphasize the 

significance of this pathway as a therapeutic target for DPN.  

Myelin protein homeostatic expression and SC integrity are hallmarks of intact 

myelination and peripheral nerve function (Makoukji et al, 2011 Meffre et al 2015; D’Urso et al., 

1999; Hichor et al., 2016). Alterations in myelin protein expression may be detrimental to the 

myelin sheath surrounding neuronal axons leading to nerve dysfunction and degeneration. 

Diabetes and hyperglycemia have been reported in the literature to inflict injury through altering 

myelin protein expression (Conti et al., 1996; Cermenati et al., 2012; Kawashima et al., 2007). 

Several studies indicate that PMP22 aggregation and the defected disposal of non-functional 

myelin protein contributes to nerve demyelinating phenotypes such as in Charcot Marie Tooth 

type 1A (CMT1A) demyelinating neuropathies (Tobler et al., 2002; Fortun et al., 2003; Fortun et 

al., 2005) and most recently, in type 2 diabetes (Hamilton et al., 2013). This study is concurrent 

with the previously reported studies and add to the literature whereby myelin protein aggregation 

is not only associated with type 2, but type 1 diabetes as well. Yet, the mechanisms by which 

diabetes alter myelin proteins are not well defined.  

As for nerve dysfunction in diabetes, numerous investigations suggest that defects in 

peripheral nerves are strongly associated with neuronal and SC death  (Wu et al., 2012; Sun et 

al., 2012; Jeong et al., 2009; Liu et al., 2016). Although several studies reported SC apoptosis in 

response to HG/hyperglycemia (Delaney et al., 2001; Kalichman et al., 1998; Wu et al., 2012; 
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Sun et al., 2012; Jeong et al., 2009; Liu et al., 2016), other reports showed otherwise (Gumy et 

al., 2008; Sango et al., 2002). Nevertheless, the results of this study showed a significant increase 

in apoptosis in sciatic nerves derived from STZ-induced type 1 diabetic mice.  

The final common pathway that has been associated with hyperglycemia is currently 

considered to involve ROS production and oxidative stress, and this was described for numerous 

diabetic complications including DPN. Strong evidence points to the deleterious and injurious 

role of ROS in the pathogenesis of diabetic complications (Eid et al., 2009; Eid et al., 2010; Eid 

et al., 2013a, b; Eid, A. et al., 2013; Eid, S. et al., 2013; Sun et al., 2012; Cameron NE et al., 

1993; Stevens MJ et al., 2000; Pop-Busui et al., 2013; Kowluru, R.A., & Kennedy, A. 2001). 

Additionally, the inhibition of ROS has been investigated as a therapeutic approach in several 

diseases including diabetes. However, recent research studies showed that a beneficial approach 

for diabetic complication treatment or to a higher extent other diseases treatment such as cancer 

is based on cells and tissues specificity. Actually, our group among others has described the 

involvement of Nox1 and Nox4 in the pathophysiology of diabetic complications through ROS 

production (Eid et al., 2009; Eid et al., 2010; Eid et al., 2013; Eid et al., 2016; Gorin et al., 2015; 

Li et al., 2010; He et al., 2013; Weaver et al., 2015). In DPN, ROS amelioration via antioxidant 

therapy was shown to be beneficial in attenuating neurovascular injury (Cameron, N. E., & 

Cotter, M. A. 1999; Stevens et al., 2000). Moreover, several lines of evidence indicate an 

improvement in the nerve conduction velocity, pain, thermal perception as well as perineurium 

morphology upon the inhibition of ROS production (Greene et al., 1999; Cotter, M. A., & 

Cameron, N. E. 2003; Li et al., 2016). Still, the mechanism of ROS and specifically the 

mechanism of NADPH oxidases in DPN are not yet identified. In this study, we provide 

evidence for the role of NADPH oxidase Nox1 as a major source involved in high glucose-
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induced schwannopathy and peripheral nerve dysfunction. More importantly, we show that the 

administration of GKT, a Nox1 and Nox4 inhibitor, in vivo ameliorate nerve injury in DPN. The 

results showed that Nox1/4 inhibition provides a neuroprotective effect as reflected by elevated 

NCV, reduced sensorimotor deficits and close to normoglycemic controls, thermal and pain 

perception. Moreover, the reversal of peripheral nerve injury in response to GKT administration 

was shown through normalized peripheral myelin protein levels and reduced neuronal apoptosis. 

These in vivo outcomes highlight the role of Nox1 in the structural and functional alterations of 

PNS injury in type 1 diabetes. These data are consistent with another study conducted in a Nox1 

Knockout mice model of neuropathic pain (Masakazu et al, 2008). The study reports that thermal 

and mechanical hyperalgesia was significantly attenuated in neuropathic pain-induced animals, 

supporting the role of NOX1/NADPH oxidase in elevating TRPV1 activity and thus, sensitivity 

to painful stimuli (Ibi M, et al, 2008). In that same spirit, and in unpublished data from our group 

(Eid S et al. non published data), we show that the NADPH oxidases NOX4 isoform play a 

major role in DPN. However, the precise mechanism by which NADPH oxidases influence 

peripheral nerve injury and myelin function are still unknown. In this study, we elucidate the 

involvement of the mTOR pathway.   

The mTOR signaling pathway regulates many major cellular processes and is involved in 

an increasing number of pathological conditions, including cancer, diabetes, obesity and 

neurodegeneration (Laplante, M., & Sabatini, D.M. 2012; Zoncu et al., 2011). In the PNS, 

mTORC1 signaling has been studied (Sherman et al., 2012; Flores et al., 2008; Narayanan et al., 

2009), however its exact mechanism on myelination and SC integrity is not well studied. Our 

work establish the contribution of the mTOR complexes to myelination through in vivo studies 

and its activation in DPN. The data were indicative of mTORC1/mTORC2 significant activation 
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in sciatic nerves from diabetic animals concomitant with Nox1 upregulation. GKT treatment was 

shown to reduce Nox1 and total mTOR levels indicating the involvement of mTORC1/mTORC2 

pathway in NADPH-induced peripheral nerve injury. These findings corroborate with other 

reports whereby the involvement of mTOR in pain perception was reported (Obara et al., 2011; 

Géranton et al., 2009; Xu et al., 2014). Previous studies linked mTOR signaling activation to 

chronic pain in several experimental models of inflammatory and neuropathic pain (Obara et al., 

2011; Géranton et al., 2009; Xu et al., 2014). Similarly, these results lend support to another 

recent study that described mTOR activation in DRG of type 1 diabetic rats to be associated with 

hyperalgesia (He et al., 2016). However, the effect of total mTOR inhibition on the behavioral, 

cellular and molecular alterations brought about by DPN is not yet clarified.  

Through this work, we demonstrate the impact of effective inhibition of mTORC1 and 

mTORC2 via PP242, and the specific inhibition of mTORC1 via rapamycin administration, on 

the development of neuropathic functional changes in diabetic animals. Our results showed that 

diabetes-induced mTOR activation is associated with increased PMP22 aggregation and PMP22 

in addition to MPZ expression. Furthermore, PP242 or rapamycin were shown to restore P0 and 

PMP22 transcript and protein levels and attenuated TUNEL-positive staining in the sciatic 

nerves extracted from STZ-induced type 1 diabetic animals. Likewise, mTORC1 and mTORC2 

silencing in cultured SCs restored PMP22 levels, consistent with our in vivo findings. These 

findings resonate with two studies whereby mTOR mutant animals possessed reduced MPZ 

levels (Sherman et al., 2012), and reduced NCV recordings as well as dysmyelination observed 

in the absence of mTORC1 (Norrmén et al., 2014). More importantly, data from rapamycin-

treated animals corroborate with other studies that reported the crucial role of mTORC1 in the 
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initiation and regulation of the myelination process (Norrmén, C., & Suter. U. 2013; Sherman et 

al., 2012).   

As for the role of mTORC2, the work for the scope of this study reveals a possible and 

individualistic role for mTORC2 regarding peripheral nerve function. However, the precise role 

of mTORC2 has yet to be determined. Studies in the CNS have also found that activated 

mTORC1 enhances myelin protein levels in addition to the myelin thickness (Flores et al., 2008; 

Narayanan et al., 2009), but the impact of mTORC2 deficiency on the myelination process in the 

CNS dint show an important effect (Bercury et al, 2014). Although no investigations have been 

conducted in the PNS, nor in vitro to examine the specific inhibition of mTOR complexes, we 

have shown that the targeted silencing of mTORC2 alone in SCs restored myelin protein levels, 

similar to the inhibition of mTORC1, as well as Nox1. Nevertheless, the sole contribution of 

mTORC2 to the myelination process remains unclear and necessitates further investigations.  

Consequently, having provided evidence of mTOR involvement in myelination in various 

animal models of diabetes, the future directions of this project aim to further investigate the 

influence of PP242, dual mTOR inhibition, in vitro, to better understand the complex interplay 

between mTOR signaling and other pathways such as Akt and their role in myelination. Having 

observed the deleterious role of mTORC2 on SC myelin protein expression, special emphasis 

will be placed on mTORC2, especially its silencing in vitro, and in vivo, in order to better 

understand the individualistic, synergistic, or perhaps, additive contribution alongside mTORC1 

to SC and peripheral nerve physiology and function, as well as DPN pathogenesis. This entails 

designing mTORC2 sense and antisense oligonucleotides for treatments in in vivo studies as well 

as pharmacological agents specific for mTORC2 activation and inactivation to investigate 

targeted knockin or knockdown effects in SCs and diabetic animal models. 



 
51 

 

REFERENCES 

 

- Adlkofer K, Martini R, Aguzzi A, Zielasek J, Toyka KV, Suter U. Hypermyelination and 

demyelinating peripheral neuropathy in Pmp22-deficient mice. Nat Genet 1995; 11(3):274-280 

- Ago T, Kitazono T, Ooboshi H, Iyama T, Han YH, Takada J, Wakisaka M, Ibayashi S, Utsumi 

H, Iida M. Nox4 as the major catalytic component of an endothelial NAD(P)H oxidase. 

Circulation 2004;109:227–233.  

 

- Ahmad A, Mondello S, Di Paola R, Mazzon E, Esposito E, Catania MA, Italiano D, Mondello 

P, Aloisi C, Cuzzocrea S. Protective effect of apocynin, a NADPH-oxidase inhibitor, against 

contrast-induced nephropathy in the diabetic rats: a comparison with n-acetylcysteine. Eur J 

Pharmacol 2012; 674(2-3):397-406. 

 

- Alberti KG, Zimmet PF. Definition, diagnosis and classification of diabetes mellitus and its 

complications. Part 1: diagnosis and classification of diabetes mellitus. Provisional report of a 

WHO consultation. Diabetic medicine 1998; 15(7): 539-553. 

 

-Altman, J. K., Sassano, A., Kaur, S., Glaser, H., Kroczynska, B., Redig, A. J., . . . Platanias, L. 

C. (2011). Dual mTORC2/mTORC1 targeting results in potent suppressive effects on acute 

myeloid leukemia (AML) progenitors. Clin Cancer Res, 17(13), 4378-4388. doi: 10.1158/1078-

0432.ccr-10-2285 

 

- Ali, A., Iqbal, F., Taj, A., Iqbal, Z., Amin, M. J., & Iqbal, Q. Z. (2013). Prevalence of 

Microvascular Complications in Newly Diagnosed Patients with Type 2 Diabetes .Pakistan 

Journal of Medical Sciences, 29(4), 899–902. 

 

- American Diabetes Association. Diagnosis and classification of diabetes mellitus. Diabetes care 

2010; 33(1):S62-69. 

 

- Arbiser JL, Petros J, Klafter R, Govindajaran B, McLaughlin ER, Brown LF, Cohen C, Moses 

M, Kilroy S, Arnold RS, Lambeth JD. Reactive oxygen generated by Nox1 triggers the 

angiogenic switch. Proc Natl Acad Sci U S A 2002; 99: 715–720. 

 

- Babcock, J. T., & Quilliam, L. A. (2011). Rheb/mTOR activation and regulation in cancer: 

novel treatment strategies beyond rapamycin. Curr Drug Targets, 12(8), 1223-1231. 

 

- Baynes JW, Thorpe SR. Role of oxidative stress in dibetic complications: A new perspective on 

an old paradigm. Diabetes 1999; 48:1–9. 



 
52 

 

 

- Becker M, Benromano T, Shahar A, Nevo Z, Pick CG. Changes in the basal membrane of 

dorsal root ganglia schwann cells explain the biphasic pattern of the peripheral neuropathy in 

streptozotocin-induced diabetic rats. J Mol Neurosci 2014; 54(4):704-713. 

 

- Bedard K and Krause KH. The NOX family of ROS-generating NADPH oxidases: physiology 

and pathophysiology. Physiol Rev 2007; 87: 245–313. 

 

- Bendell, J. C., Kelley, R. K., Shih, K. C., Grabowsky, J. A., Bergsland, E., Jones, S., . . . 

Munster, P. N. (2015). A phase I dose-escalation study to assess safety, tolerability, 

pharmacokinetics, and preliminary efficacy of the dual mTORC1/mTORC2 kinase inhibitor CC-

223 in patients with advanced solid tumors or multiple myeloma. Cancer, 121(19), 3481-3490. 

doi: 10.1002/cncr.29422 

 

- Bercury, K. K., Dai, J., Sachs, H. H., Ahrendsen, J. T., Wood, T. L., & Macklin, W. B. (2014). 

Conditional Ablation of Raptor or Rictor Has Differential Impact on Oligodendrocyte 

Differentiation and CNS Myelination. The Journal of Neuroscience, 34(13), 4466-4480. doi: 

10.1523/JNEUROSCI.4314-13.2014 

 

- Berner AK, Brouwers O, Pringle R, Klaassen I, Colhoun L, McVicar C, Brockbank S, Curry 

JW, Miyata T, Brownlee M, Schlingemann RO, Schalkwijk C, Stitt AW. Protection against 

methylglyoxal-derived AGEs by regulation of glyoxalase 1 prevents retinal neuroglial and 

vasodegenerative pathology. Diabetologia 2012; 55(3):845-854. 

 

- Bilbao JM, Schmidt RE. Schwann Cells and Myelin in the Peripheral Nervous System. In 

Biopsy Diagnosis of Peripheral Neuropathy 2015; 85-109. Springer International Publishing. 

- Brandes RP, Viedt C, Nguyen K, Beer S, Kreuzer J, Busse R, Gorlach A. Thrombin-induced 

MCP-1 expression involves activation of the p22phox-containing NADPH oxidase in human 

vascular smooth muscle cells. Thromb Haemost 2001; 85: 1104–1110. 

- Brandes RP, Weissmann N, Schröder K. Nox family NADPH oxidases: Molecular mechanisms 

of activation. Free Radic Biol Med 2014; 76:208-226. 

           

            - Bradbury, M. W. B., & Crowder, J. (1976). Compartments and barriers in the sciatic nerve of 

the rabbit. Brain research, 103(3), 515-526. 

 



 
53 

 

- Bresnick GH, Engerman R, Davis MD, de Venecia G, Myers FL. Patterns of ischemia in 

diabetic retinopathy. Trans Sect Ophthalmol Am Acad Ophthalmol Otolaryngol 1976; 81: 

OP694–709. 

 

- 
a
Callaghan BC, Hur J, Feldman EL. Diabetic neuropathy: one disease or two?. Curr opin neurol 

2012; 25(5):536-541. 

- 
b
Callaghan BC, Cheng HT, Stables CL, Smith AL, Feldman EL. Diabetic neuropathy: clinical 

manifestations and current treatments. Lancet Neurol 2012; 11(6):521-534. 

 

-Callaghan BC, Price RS, Chen KS, Feldman EL. The Importance of Rare Subtypes in Diagnosis 

and Treatment of Peripheral Neuropathy: A Review. JAMA Neurol 2015; 72(12):1510-1518. 

- Cameron NE, Cotter MA. Effects of antioxidants on nerve and vascular dysfunction in 

experimental diabetes. Diabetes research and clinical practice 1999; 45(2):137-146. 

 

- Cameron NE, Cotter MA, Maxfield EK. Anti-oxidant treatment prevents the development of 

peripheral nerve dysfunction in streptozotocin-diabetic rats. Diabetologia 1993; 36: 299–304. 

- Cermenati G, Abbiati F, Cermenati S, Brioschi E, Volonterio A, Cavaletti G, Saez E, De 

Fabiani E, Crestani M, Garcia-Segura LM, Melcangi RC, Caruso D, Mitro N. Diabetes-induced 

myelin abnormalities are associated with an altered lipid pattern: protective effects of LXR 

activation. J Lipid Res 2012; 53(2):300-310. 

 

- Chan L, Terashima T, Urabe H, Lin F, Kojima H. Pathogenesis of diabetic neuropathy: bad to 

the bone. Ann N Y Acad Sci 2011; 1240(1):70-76. 

- Chen ZL, Yu WM, Strickland S. Peripheral regeneration. Annu Rev Neurosci 2007; 30:209–

233. 

 

- Cheng C, Zochodne DW. Sensory neurons with activated caspase-3 survive long-term 

experimental diabetes. Diabetes 2003; 52(9):2363-2371. 

 

- Conti AM, Scarpini E, Malosio ML, Di Giulio AM, Baron P, Scarlato G, Mantegazza P, Gorio 

A. In situ hybridization study of myelin protein mRNA in rats with an experimental diabetic 

neuropathy. Neurosci Lett 1996; 207(1):65-69. 

 

- Cotter MA, Cameron NE. Effect of the NAD(P)H oxidase inhibitor, apocynin, on peripheral 

nerve perfusion and function in diabetic rats. Life Sci 2003; 73:1813–1824. 

  

            - Courteix, C., Eschalier, A., & Lavarenne, J. (1993). Streptozocin-induced diabetic rats: 

behavioural evidence for a model of chronic pain. Pain, 53(1), 81-88. 



 
54 

 

- Das A, Durrant D, Koka S, Salloum FN, Xi L, Kukreja RC. Mammalian target of rapamycin 

(mTOR) inhibition with rapamycin improves cardiac function in type 2 diabetic mice: potential 

role of attenuated oxidative stress and altered contractile protein expression. J Biol Chem 2014; 

289:4145–4160. 

 

- Das A, Salloum FN, Filippone SM, Durrant DE, Rokosh G, Bolli R, Kukreja RC. Inhibition of 

mammalian target of rapamycin protects against reperfusion injury in diabetic heart through 

STAT3 signaling. Basic Res Cardiol 2015; 110(3):31. 

 

- Das F, Ghosh-Choudhury N, Mariappan MM, Kasinath BS, Choudhury GG. Hydrophobic 

motif site-phosphorylated protein kinase CβII between mTORC2 and Akt regulates high 

glucose-induced mesangial cell hypertrophy. Am J Physiol Cell Physiol 2016; 310(7):C583-596. 

 

- Delaney CL, Russell JW, Cheng HL, Feldman EL. Insulin-like growth factor-I and over-

expression of Bcl-xL prevent glucose-mediated apoptosis in Schwann cells. J Neuropathol Exp 

Neurol 2001; 60:147–160. 

 

- Dey I, Midha N, Singh G, Forsyth A, Walsh SK, Singh B, Kumar R, Toth C, Midha R. Diabetic 

Schwann cells suffer from nerve growth factor and neurotrophin‐ 3 underproduction and poor 

associability with axons. Glia 2013; 61(12):1990-1999.  

 

- De Zeeuw D, Remuzzi G, Parving H, Keane W, Zhang Z, Shahinfar S, Snapinn S, Cooper M, 

Mitch W, Brenner B. Proteinuria, a target for renoprotection in patients with type 2 diabetic 

nephropathy: lessons from RENAAL. Kidney Int 2004; 65:2309–2320. 

 

- Diabetes Control and Complications Trial Research Group (DCCT). The effect of intensive 

treatment of diabetes on the development and progression of long-term complications in insulin-

dependent diabetes mellitus. N Engl j Med 1993; 329:977-986. 

 

-Di Marco E, Gray SP, Kennedy K, Szyndralewiez C, Lyle AN, Lassègue B, Griendling KK, 

Cooper ME, Schmidt HH, Jandeleit-Dahm KA. NOX4-derived reactive oxygen species limit 

fibrosis and inhibit proliferation of vascular smooth muscle cells in diabetic atherosclerosis. Free 

Radic Biol Med 2016; 97:556-567. 

 

-Dirig DM, Salami A, Rathbun ML, Ozaki GT, Yaksh TL. Characterization of variables defining 

hindpaw withdrawal latency evoked by radiant thermal stimuli. ‎s‎ orteNJic‎ orueN J 

1997; 76(2):183-191.ber 

 



 
55 

 

- Domènech-Estévez, E., Baloui, H., Meng, X., Zhang, Y., Deinhardt, K., Dupree, J. L., 

Einheber, S., Chrast, R. & Salzer, J. L. (2016). Akt Regulates Axon Wrapping and Myelin 

Sheath Thickness in the PNS. The Journal of Neuroscience,36(16), 4506-4521. 

  

- Dröge W. Free radicals in the physiological control of cell function. Physiol Rev 2002; 82:47–

95. 

- D'Urso D, Brophy PJ, Staugaitis SM, Gillespie CS, Frey AB, Stempak JG, Colman DR. Protein 

zero of peripheral nerve myelin: biosynthesis, membrane insertion, and evidence for homotypic 

interaction. Neuron 1990; 2: 449– 460. 

- D’Urso D, Ehrhardt P, Müller HW. Peripheral myelin protein 22 and protein zero: a novel 

association in peripheral nervous system myelin. J Neurosci 1999; 19(9):3396-3403. 

  

- Eid AA, Gorin Y, Fagg BM, Maalouf R, Barnes JL, Block K, Abboud HE. Mechanisms of 

Podocyte Injury in Diabetes: role of cytochrome P450 and NADPH oxidases.  Diabetes 2009; 

58(5):1201-1211. 

 

- Eid AA, Ford BM, Block K, Kasinath BS, Gorin Y, Ghosh-Choudhury G, Barnes JL, Abboud 

HE. AMP-activated protein kinase (AMPK) negatively regulates Nox4-dependent activation of 

p53 and epithelial cell apoptosis in diabetes. J Biol Chem 2010; 285(48):37503-37512. 

 

- 
a
Eid AA, Ford BM, Bhandary B, de Cassia Cavaglieri R, Block K, Barnes JL, Gorin Y, 

Choudhury GG, Abboud HE. Mammalian target of rapamycin regulates Nox4-mediated 

podocyte depletion in diabetic renal injury. Diabetes 2013; 62(8):2935-2947. 

 

- 
b
Eid S, Maalouf R, Jaffa AA, Nassif J, Hamdy A, Rashid A, Ziyadeh FN, Eid AA. 20-HETE 

and EETs in diabetic nephropathy: a novel mechanistic pathway. PloS one. 2013; 8(8):e70029. 

 

- 
c
Eid S, Abou-Kheir W, Sabra R, Daoud G, Jaffa A, Ziyadeh FN, Roman L, Eid AA. 

Involvement of renal cytochromes P450 and arachidonic acid metabolites in diabetic 

nephropathy. J Biol Regul Homeost Agents 2013; 27(3):693-703. 

 

- Eid S, Boutary S, Braych K, Sabra R, Massaad C, Hamdy A, Rashid A, Moodad S, Block K, 

Gorin Y, Abboud HE. mTORC2 signaling regulates Nox4-induced podocyte depletion in 

diabetes. Antioxid Redox signal 2016; 25(13):703-719. 

 

- Eid S, Abdul-Massih C, El-Khuri CM, Hamdy A, Rashid A, Eid AA. New mechanistic insights 

in the development of diabetic nephropathy: Role of cytochromes P450 and their metabolites. J 

Endocr Disord 2014; 1(1):1-6. 

 



 
56 

 

- Falcon, B. L., Barr, S., Gokhale, P. C., Chou, J., Fogarty, J., Depeille, P., . . . McDonald, D. M. 

(2011). Reduced VEGF production, angiogenesis, and vascular regrowth contribute to the 

antitumor properties of dual mTORC1/mTORC2 inhibitors. Cancer Res, 71(5), 1573-1583. doi: 

10.1158/0008-5472.can-10-3126 

 

- Feldman EL, Stevens MJ, Greene DA. Pathogenesis of diabetic neuropathy. Clin Neurosci 

1997; 4:365–370. 

 

- Flores AI, Narayanan SP, Morse EN, Shick HE, Yin X, Kidd G, Avila RL, Kirschner DA, 

Macklin WB. Constitutively active Akt induces enhanced myelination in the CNS. J Neurosci 

2008; 28:7174–7183. 

 

- Fortun J, Dunn WA Jr, Joy S, Li J, Notterpek L. Emerging role for autophagy in the removal of 

aggresomes in Schwann cells. J Neurosci 2003; 23: 10672-10680. 

 

- Fortun J, Go JC, Li J, Amici SA, Dunn WA Jr, Notterpek L. Alterations in degradative 

pathways and protein aggregation in a neuropathy model based on PMP22 overexpression. 

Neurobiol Dis 2006; 22: 153-164. 

 

- Fross RD, Daube JR. Neuropathy in the Miller Fisher syndrome Clinical and electrophysiologic 

findings. Neurology 1987; 37(9):1493-1493. 

 

- Fukunaga M, Miyata S, Higo S, Hamada Y, Ueyama S, Kasuga M. Methylglyoxal induces 

apoptosis through oxidative stress-mediated activation of p38 mitogen-activated protein kinase in 

rat Schwann cells. Ann NY Acad Sci 2005; 1043: 151–157. 

- Garbay B, Heape AM, Sargueil F, Cassagne C. Myelin synthesis in the peripheral nervous 

system. Prog  Neurobiol 2000; 61(3):267-304. 

- Gavazzi G, Banfi B, Deffert C, Fiette L, Schappi M, Herrmann F, Krause KH. Decreased blood 

pressure in NOX1-deficient mice. FEBS Lett 2006; 580:497–504.  

 

- Genuth S. Insights from the diabetes control and complications trial/epidemiology of diabetes 

interventions and complications study on the use of intensive glycemic treatment to reduce the 

risk of complications of type 1 diabetes. Endocr Pract 2006; 12(Suppl 1):34-41. 

 

- Géranton SM, Jiménez-Díaz L, Torsney C, Tochiki KK, Stuart SA, Leith JL, Lumb BM, Hunt 

SP. A rapamycin-sensitive signaling pathway is essential for the full expression of persistent pain 

states. J Neuroscience 2009; 29(47):15017–15027. 

 



 
57 

 

- Gibbons CH, Freeman R. Treatment-induced neuropathy of diabetes: an acute, iatrogenic 

complication of diabetes. Brain 2015; 138: 43-52. 

- Giese KP, Martini R, Lemke G, Soriano P, Schachner M. Mouse P0 gene disruption leads to 

hypomyelination, abnormal expression of recognition molecules, and degeneration of myelin and 

axons. Cell 1992; 71(4):565-576. 

- Giugliano D, Ceriello A. Oxidative stress and diabetic vascular complications. Diabetes Care 

1996; 19:257–267. 

 

- Gorin Y, Cavaglieri RC, Khazim K, Lee DY, Bruno F, Thakur S, Fanti P, Szyndralewiez C, 

Barnes JL, Block K, Abboud HE. Targeting NADPH oxidase with a novel dual Nox1/Nox4 

inhibitor attenuates renal pathology in type 1 diabetes. Am J Physiol Renal Physiol 2015; 

308(11):F1276-1287. 

 

- Gorin Y, Ricono JM, Kim NH, Bhandari B, Choudhury GG, Abboud HE. Nox4 mediates 

angiotensin II-induced activation of Akt/protein kinase B in mesangial cells. Am J Physiol Renal 

Physiol 2003;285:F219–229.  

 

- Gray SP, Di Marco E, Okabe J, Szyndralewiez C, Heitz F, Montezano AC, de Haan JB, Koulis 

C, El-Osta A, Andrews KL, Chin-Dusting JP, Touyz RM, Wingler K, Cooper ME, Schmidt HH, 

Jandeleit-Dahm KA. NADPH oxidase 1 plays a key role in diabetes mellitus-accelerated 

atherosclerosis. Circulation 2013;127(18):1888-1902. 

 

- Greene DA, Arezzo JC, Brown MB, Zenarestat Study Group. Effect of aldose reductase 

inhibition on nerve conduction and morphometry in diabetic neuropathy. Neurology 1999; 

53(3):580-580. 

 

- Guedes, R. P., Araújo, A. S., Janner, D., Belló-Klein, A., Ribeiro, M. F. M., & Partata, W. A. 

(2008). Increase in reactive oxygen species and activation of Akt signaling pathway in 

neuropathic pain. Cellular and molecular neurobiology, 28(8), 1049-1056. 

 

- Gumy LF, Bampton ET, Tolkovsky AM. Hyperglycaemia inhibits Schwann cell proliferation 

and migration and restricts regeneration of axons and Schwann cells from adult murine DRG. 

Mol Cell Neurosci 2008; 37(2):298-311. 

 

- Hamilton RT, Bhattacharya A, Walsh ME, Shi Y, Wei R, Zhang Y, Rodriguez KA, Buffenstein 

R, Chaudhuri AR, Van Remmen H. Elevated protein carbonylation, and misfolding in sciatic 

nerve from db/db and Sod1(-/-) mice: plausible link between oxidative stress and demyelination. 

PLoS One 2013; 8: e65725. 

 



 
58 

 

- Harcourt BE, Penfold SA, Forbes JM. Coming full circle in diabetes mellitus: from 

complications to initiation. Nat Rev Endocrinol 2013; 9(2):113-123. 

 

- Harris MI. Undiagnosed NIDDM: clinical and public health issues. Diabetes Care 1993; 

16(4):642-652. 

 

- He M, Pan H, Xiao C, Pu M. Roles for redox signaling by NADPH oxidase in hyperglycemia-

induced heme oxygenase-1 expression in the diabetic retina. Invest Ophthalmol Vis Sci 2013; 

54(6):4092-4101. 

 

- He WY, Zhang B, Xiong QM, Yang CX, Zhao WC, He J, Zhou J, Wang HB. Intrathecal 

administration of rapamycin inhibits the phosphorylation of DRG Nav1.8 and attenuates STZ-

induced painful diabetic neuropathy in rats. Neurosci Lett 2016; 619:21-28. 

 

- Hichor M, Sampathkumar NK, Montanaro J, Borderie D, Petit PX, Gorgievski V, Tzavara ET, 

Eid AA, Charbonnier F, Grenier J, Massaad C. Paraquat induces peripheral myelin disruption 

and locomotor defects: crosstalk with LXR and Wnt pathways. Antioxid Redox Signal 2016. 

 

            - Hinder, L. M., Vivekanandan-Giri, A., McLean, L. L., Pennathur, S., & Feldman, E. L. (2013). 

Decreased glycolytic and tricarboxylic acid cycle intermediates coincide with peripheral nervous 

system oxidative stress in a murine model of type 2 diabetes. Journal of Endocrinology, 216(1), 

1-11. 

- Huang H, He J, Johnson D, Wei Y, Liu Y, Wang S, Lutty GA, Duh EJ, Semba RD. Deletion of 

placental growth factor prevents diabetic retinopathy and is associated with Akt activation and 

HIF1α-VEGF pathway inhibition. Diabetes 2015; 64(1):200-212. 

- Huang Q, Sheibani N. High glucose promotes retinal endothelial cell migration through 

activation of Src, PI3K/Akt1/eNOS, and ERKs. Am J Physiol Cell Physiol 2008; 295(6):C1647-

1657. 

 

- Ibi M, Katsuyama M, Fan C, Iwata K, Nishinaka T, Yokoyama T, Yabe-Nishimura C. NOX1/ 

NADPH oxidase negatively regulates nerve growth factor-induced neurite outgrowth. Free Radic 

Biol Med 2006; 40:1785–1795. 

 

- Ibi M, Matsuno K, Shiba D, Katsuyama M, Iwata K, Kakehi T, Nakagawa T, Sango K, Shirai 

Y, Yokoyama T, Kaneko S, Saito N, Yabe-Nishimura C. Reactive oxygen species derived from 

NOX1/NADPH oxidase enhance inflammatory pain. J Neurosci 2008; 28:9486–9494. 

 

- International Diabetes Federation. IDF Diabetes Atlas, 7 ed. Brussels, Belgium: International 

Diabetes Federation, 2015. 

 



 
59 

 

- Ishii DN. Implication of insulin-like growth factors in the pathogenesis of diabetic neuropathy. 

Brain Res Rev 1995; 20(1):47-67. 

 

- Jeong JO, Kim MO, Kim H, Lee MY, Kim SW, Ii M, Lee JU, Lee J, Choi YJ, Cho HJ, Lee N, 

Silver M, Wecker A, Kim DW, Yoon YS. Dual angiogenic and neurotrophic effects of bone 

marrow-derived endothelial progenitor cells on diabetic neuropathy. Circulation 2009; 

119(5):699-708. 

 

- Jetten AM, Suter U. The peripheral myelin protein 22 and epithelial membrane protein family. 

Prog Nucleic Acid Res Mol Biol 2000; 64:97-129. 

- Juranek JK, Geddis MS, Rosario R, Schmidt AM. Impaired slow axonal transport in diabetic 

peripheral nerve is independent of RAGE. Eur J Neurosci 2013; 38(8):3159-3168. 

 

- Kalichman MW, Powell HC, Mizisin AP. Reactive, degenerative, and proliferative Schwann 

cell responses in experimental galactose and human diabetic neuropathy. Acta neuropathol 1997; 

95(1):47-56. 

 

- Kallenborn-Gerhardt W, Schroder K, Del Turco D, Lu R, Kynast K, Kosowski J, Niederberger 

E, Shah AM, Brandes RP, Geisslinger G, Schmidtko A. NADPH oxidase-4 maintains 

neuropathic pain after peripheral nerve injury. J Neurosci 2012; 32(30):10136–10145.  

 

- Kamiya H, Zhangm W, Sima AA. Apoptotic stress is counterbalanced by survival elements 

preventing programmed cell death of dorsal root ganglions in subacute type 1 diabetic BB/Wor 

rats. Diabetes 2005; 54(11):3288-3295. 

 

- Kawashima R, Kojima H, Nakamura K, Arahata A, Fujita Y, Tokuyama Y, Saito T, Furudate 

SI, Kurihara T, Yagishita S, Kitamura K. Alterations in mRNA expression of myelin proteins in 

the sciatic nerves and brains of streptozotocin-induced diabetic rats. Neurochem Res 2007; 

32(6):1002-1010. 

 

- Katona I, Wu X, Feely SM, Sottile S, Siskind CE, Miller LJ, Shy ME, Li J. PMP22 expression 

in dermal nerve myelin from patients with CMT1A. Brain. 2009; awp113. 

- Kellogg AP, Cheng HT, Pop-Busui R. Cyclooxygenase-2 pathway as a potential therapeutic 

target in diabetic peripheral neuropathy. Curr Drug Targets. 2008 Jan;9(1):68-76. 

 

- Khamzina L, Veilleux A, Bergeron S, Marette A. Increased activation of the mammalian target 

of rapamycin pathway in liver and skeletal muscle of obese rats: possible involvement in obesity-

linked insulin resistance. Endocrinology 2005; 146: 1473–1481. 

 



 
60 

 

- Kowluru RA, Kennedy A. Therapeutic potential of anti-oxidants and diabetic retinopathy. 

Expert Opin Investig Drugs 2001; 10:1665–1676. 

 

- Lambeth, J. D., Krause, K. H., & Clark, R. A. (2008, July). NOX enzymes as novel targets for 

drug development. In Seminars in immunopathology (Vol. 30, No. 3, pp. 339-363). Springer-

Verlag. 

 

- Laplante M, Sabatini DM. mTOR signaling in growth control and disease. Cell 2012; 

149(2):274-293. 

 

- Li J, Wang JJ, Yu Q, Chen K, Mahadev K, Zhang SX. Inhibition of reactive oxygen species by 

Lovastatin downregulates vascular endothelial growth factor expression and ameliorates blood-

retinal barrier breakdown in db/db mice: role of NADPH oxidase 4. Diabetes 2010; 59(6):1528-

1538. 

 

- Li QR, Wang Z, Zhou W, Fan SR, Ma R, Xue L, Yang L, Li YS, Tan HL, Shao QH, Yang HY. 

Epalrestat protects against diabetic peripheral neuropathy by alleviating oxidative stress and 

inhibiting polyol pathway. Neural regeneration research. 2016; 11(2):345-345. 

 

- Liu D, Liang X, Zhang H. Effects of High Glucose on Cell Viability and Differentiation in 

Primary Cultured Schwann Cells: Potential Role of ERK Signaling Pathway. Neurochemical 

research 2016; 41(6):1281-1290. 

 

- Lloberas N, Cruzado JM, Franquesa M, Herrero-Fresneda I, Torras J, Alperovich G, Rama I, 

Vidal A, Grinyó JM. Mammalian target of rapamycin pathway blockade slows progression of 

diabetic kidney disease in rats. J Am Soc Nephrol 2006; 17(5):1395-1404. 

 

- Ma H, Li SY, Xu P, Babcock SA, Dolence EK, Brownlee M, Li J, Ren J. Advanced glycation 

endproduct (AGE) accumulation and AGE receptor (RAGE) up-regulation contribute to the 

onset of diabetic cardiomyopathy. J Cell Mol Med 2009; 13(8B):1751-1764. 

 

- Ma XM, Blenis J. Molecular mechanisms of mTOR-mediated translational control. Nat Rev 

Mol Cell Biol 2009; 10(5):307-318. 

 

- Mahadev K, Motoshima H, Wu X, Ruddy JM, Arnold RS, Cheng G, Lambeth JD, Goldstein 

BJ. The NAD(P)H oxidase homolog Nox4 modulates insulin-stimulated generation of H2O2 and 

plays an integral role in insulin signal transduction. Mol Cell Biol 2004; 24:1844–1854. 

 



 
61 

 

- Makoukji J, Shackleford G, Meffre D, Grenier J, Liere P, Lobaccaro JM, Schumacher M, 

Massaad C. Interplay between LXR and Wnt/β-catenin signaling in the negative regulation of 

peripheral myelin genes by oxysterols. J Neurosci 2011; 31(26):9620-9629. 

 

- Mayfield J. Diagnosis and classification of diabetes mellitus: new criteria. Am fam physician 

1998; 58(6):1355-1362. 

 

- Meffre D, Shackleford G, Hichor M, Gorgievski V, Tzavara ET, Trousson A, Ghoumari AM, 

Deboux C, Nait Oumesmar B, Liere P, Schumacher M, Baulieu EE, Charbonnier F, Grenier J, 

Massaad C. Liver X receptors alpha and beta promote myelination and remyelination in the 

cerebellum. Proc Natl Acad Sci U S A 2015; 112(24):7587-7592. 

 

- Miller AA, De Silva TM, Judkins CP, Diep H, Drummond GR, Sobey CG. Augmented 

superoxide production by Nox2-containing NADPH oxidase causes cerebral artery dysfunction 

during hypercholesterolemia. Stroke 2010; 41(4):784-789. 

- Monje, P. V., Bartlett Bunge, M., & Wood, P. M. (2006). Cyclic AMP synergistically enhances 

neuregulin‐ dependent ERK and Akt activation and cell cycle progression in Schwann 

cells. Glia, 53(6), 649-659. 

 

- Muller KA, Ryals JM, Feldman EL, Wright DE. Abnormal muscle spindle innervation and 

large-fiber neuropathy in diabetic mice. Diabetes 2008; 57(6):1693-1701. 

 

- Narayanan SP, Flores AI, Wang F, Macklin WB. Akt signals through the mammalian target of 

rapamycin pathway to regulate CNS myelination. J Neurosci 2009; 29(21):6860-6870. 

 

- Nathan DM, DCCT/Edic Research Group. The diabetes control and complications 

trial/epidemiology of diabetes interventions and complications study at 30 years: overview. 

Diabetes care 2014; 37(1):9-16. 

 

- Nayernia, Z., Jaquet, V., & Krause, K. H. (2014). New insights on NOX enzymes in the central 

nervous system. Antioxidants & redox signaling,20(17), 2815-2837. 

 

- Niedowicz, D. M., & Daleke, D. L. (2005). The role of oxidative stress in diabetic 

complications. Cell biochemistry and biophysics, 43(2), 289-330. 

 

- Niemann S, Sereda MW, Suter U, Griffiths IR, Nave KA. Uncoupling of myelin assembly and 

schwann cell differentiation by transgenic overexpression of peripheral myelin protein 22. J 

Neurosci  2000;20(11):4120-4128. 

 



 
62 

 

- Norrmén C, Figlia G, Lebrun-Julien F, Pereira JA, Trötzmüller M, Köfeler HC, Rantanen V, 

Wessig C, van Deijk AL, Smit AB, Verheijen MH, Rüegg MA, Hall MN, Suter U. mTORC1 

controls PNS myelination along the mTORC1-RXRγ-SREBP-lipid biosynthesis axis in Schwann 

cells. Cell Rep 2014; 9(2):646-660. 

 

- Norrmén C, Suter U. Akt/mTOR signalling in myelination. Biochem Soc Trans 2013; 41:944–

950. 

 

- Obara I, Tochiki KK, Géranton SM, Carr FB, Lumb BM, Liu Q, Hunt SP. Systemic inhibition 

of the mammalian target of rapamycin (mTOR) pathway reduces neuropathic pain in mice. Pain 

2011;152(11):2582–2595. 

 

- Obrosova IG, Mabley JG, Zsengellér Z, Charniauskaya T, Abatan OI, Groves JT, Szabó C. 

Role for nitrosative stress in diabetic neuropathy: evidence from studies with a peroxynitrite 

decomposition catalyst. FASEB J 2005; 19(3):401-403. 

 

- Obrosova IG, Stavniichuk R, Drel VR, Shevalye H, Vareniuk I, Nadler JL, Schmidt RE. 

Different roles of 12/15-lipoxygenase in diabetic large and small fiber peripheral and autonomic 

neuropathies. Am J Pathol 2010; 177(3):1436-1447. 

 

- Ohsawa M, Miyata S, Carlsson A, Kamei J. Preventive effect of acetyl-L-carnitine on the 

thermal hypoalgesia in streptozotocin-induced diabetic mice. Eur J Pharmacol 2008; 588(2): 

213-216. 

 

- Oh SS, Sullivan KA, Wilkinson JE, Backus C, Hayes JM, Sakowski SA, Feldman EL. 

Neurodegeneration and early lethality in superoxide dismutase 2-deficient mice: a 

comprehensive analysis of the central and peripheral nervous systems. Neuroscience 2012; 

212:201-213. 

 

- Oldfield MD, Bach LA, Forbes JM, Nikolic-Paterson D, McRobert A, Thallas V, Atkins RC, 

Osicka T, Jerums G, Cooper ME. Advanced glycation end products cause epithelial-

myofibroblast transdifferentiation via the receptor for advanced glycation end products (RAGE). 

J Clin Invest 2001; 108(12):1853-1863. 

 

- Painter MW, Brosius Lutz A, Cheng YC, Latremoliere A, Duong K, Miller CM, Posada S, 

Cobos EJ, Zhang AX, Wagers AJ, Havton LA, Barres B, Omura T, Woolf CJ. Diminished 

Schwann cell repair responses underlie age-associated impaired axonal regeneration. Neuron 

2014; 83(2):331-343. 

 



 
63 

 

- Park HY, Kim JH, Park CK. Neuronal cell death in the inner retina and the influence of 

vascular endothelial growth factor inhibition in a diabetic rat model. Am J Pathol 2014; 

184(6):1752-1762. 

 

- Pedruzzi E, Guichard C, Ollivier V, Driss F, Fay M, Prunet C, Marie JC, Pouzet C, Samadi M, 

Elbim C, O'Dowd Y, Bens M, Vandewalle A, Gougerot-Pocidalo MA, Lizard G, Ogier-Denis E. 

NAD(P)H oxidase Nox-4 mediates 7-ketocholesterol-induced endoplasmic reticulum stress and 

apoptosis in human aortic smooth muscle cells. Mol Cell Biol 2004; 24:10703–10717. 

 

- Pop-Busui R, Stevens MJ, Raffel DM, White EA, Mehta M, Plunkett CD, Brown MB, Feldman 

EL. Effects of triple antioxidant therapy on measures of cardiovascular autonomic neuropathy 

and on myocardial blood flow in type 1 diabetes: a randomised controlled trial. Diabetologia 

2013; 56(8): 1835–1844. 

- Rangaraju S, Notterpek L. Autophagy aids membrane expansion by neuropathic Schwann cells. 

Autophagy 2011; 7(2):238-239. 

 

- Retailleau K, Belin de Chantemèle EJ, Chanoine S, Guihot AL, Vessières E, Toutain B, Faure 

S, Bagi Z, Loufrani L, Henrion D. Reactive oxygen species and cyclooxygenase 2-derived 

thromboxane A2 reduce angiotensin II type 2 receptor vasorelaxation in diabetic rat resistance 

arteries. Hypertension 2010; 55(2):339-344. 

 

- Rustenhoven J, Aalderink M, Scotter EL, Oldfield RL, Bergin PS, Mee EW, Graham ES, Faull 

RL, Curtis MA, Park TI, Dragunow M. TGF-beta1 regulates human brain pericyte inflammatory 

processes involved in neurovasculature function. J Neuroinflammation 2016; 13:37. 

- Sahenk Z, Serrano‐ Munuera C, Chen L, Kakabadze I, Najagara HN. Evidence for impaired 

axonal regeneration in PMP22 duplication: studies in nerve xenografts. J Peripher Nerv Syst 

2003; 8(2):116-127. 

- Sango K, Horie H, Saito H, Ajiki K, Tokashiki A, Takeshita K, Ishigatsubo Y, Kawano H, 

Ishikawa Y. Diabetes is not a potent inducer of neuronal cell death in mouse sensory ganglia, but 

it enhances neurite regeneration in vitro. Life Sci 2002; 71(20):2351-2368. 

 

- Sarbassov DD, Ali SM, Sengupta S, Sheen JH, Hsu PP, Bagley AF, Markhard AL, Sabatini 

DM. Prolonged rapamycin treatment inhibits mTORC2 assembly and Akt/PKB. Mol Cell 2006; 

22(2):159-168. 

 

- Schilder YD, Heiss EH, Schachner D, Ziegler J, Reznicek G, Sorescu D, Dirsch VM. NADPH 

oxidases 1 and 4 mediate cellular senescence induced by resveratrol in human endothelial cells. 

Free Radic Biol Med 2009; 46(12):1598-1606. 

https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3730828/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3730828/


 
64 

 

 

- Schulz A, Kyselyova A, Baader SL, Jung MJ, Zoch A, Mautner VF, Hagel C, Morrison H. 

Neuronal merlin influences ERBB2 receptor expression on Schwann cells through neuregulin 1 

type III signalling. Brain 2014; 137(2):420-432. 

- Sherman DL, Brophy PJ. Mechanisms of axon ensheathment and myelin growth. Nat Rev 

Neurosci 2005; 6(9):683-690. 

- Sherman DL, Krols M, Wu LM, Grove M, Nave KA, Gangloff YG, Brophy PJ. Arrest of 

myelination and reduced axon growth when Schwann cells lack mTOR. J Neurosci 2012; 

32(5):1817-1825. 

 

- Shy ME. Peripheral neuropathies caused by mutations in the myelin protein zero. J Neurol Sci 

2006; 242(1):55-66. 

- Sonta, T, Inoguchi T, Tsubouchi H, Sekiguchi N, Kobayashi K, Matsumoto S, Utsumi H, 

Nawata H. Evidence for contribution of vascular NAD(P)H oxidase to increased oxidative stress 

in animal models of diabetes and obesity. Free Radic Biol Med 2004; 37:115–123. 

 

- Stevens MJ, Obrosova I, Cao X, Van Huysen C, Greene DA. Effects of DL-alpha lipoic acid on 

peripheral nerve conduction, blood flow, energy metabolism, and oxidative stress in 

experimental diabetic neuropathy. Diabetes 2000; 49: 1006–1015. 

- Sun LQ, Chen YY, Wang X, Li XJ, Xue B, Qu L, Zhang TT, Mu YM, Lu JM. The protective 

effect of alpha lipoic acid on Schwann cells exposed to constant or intermittent high glucose. 

Biochem Pharmacol 2012; 84(7):961-973. 

 

- Suzuki H, Kayama Y, Sakamoto M, Iuchi H, Shimizu I, Yoshino T, Katoh D, Nagoshi T, Tojo 

K, Minamino T, Yoshimura M, Utsunomiya K. Arachidonate 12/15-lipoxygenase-induced 

inflammation and oxidative stress are involved in the development of diabetic cardiomyopathy. 

Diabetes 2015; 64(2):618-630. 

 

 

- Tobler AR, Liu N, Mueller L, Shooter EM. Differential aggregation of the Trembler and 

Trembler J mutants of peripheral myelin protein 22. Proc Natl Acad Sci U S A 2002; 99: 483–

488. 

 

- Tracy JA,  Dyck JB. The Spectrum of Diabetic Neuropathies, Phys Med Rehabil Clin N Am 

2008; 19(1):1-26. 

https://www.ncbi.nlm.nih.gov.ezproxy.aub.edu.lb/pubmed/?term=Van%20Huysen%20C%5BAuthor%5D&cauthor=true&cauthor_uid=10866054
https://www.ncbi.nlm.nih.gov.ezproxy.aub.edu.lb/pubmed/?term=Greene%20DA%5BAuthor%5D&cauthor=true&cauthor_uid=10866054


 
65 

 

- Turdi S, Kandadi MR, Zhao J, Huff AF, Du M, Ren J. Deficiency in AMP-activated protein 

kinase exaggerates high fat diet-induced cardiac hypertrophy and contractile dysfunction. J Mol 

Cell Cardiol 2011; 50: 712–722. 

- Turpaev, K. T. (2002). Reactive oxygen species and regulation of gene 

expression. Biochemistry (Moscow), 67(3), 281-292. 

 

- UK Prospective Diabetes Study (UKPDS) Group. Intensive blood-glucose control with 

sulphonylureas or insulin compared with conventional treatment and risk of complications in 

patients with type 2 diabetes (UKPDS 33). The Lancet 1998; 352(9131):837-853. 

 

- Vaquero EC, Edderkaoui M, Pandol SJ, Gukovsky I, Gukovskaya AS. Reactive oxygen species 

produced by NAD(P)H oxidase inhibit apoptosis in pancreatic cancer cells. J Biol Chem 2004; 

279:34643–34654. 

 

- Vincent AM, Calabek B, Roberts L, Feldman EL. Biology of diabetic neuropathy. Handb Clin 

Neurol 2012; 115:591-606. 

 

- Vincent AM, Kato K, McLean LL, Soules ME, Feldman EL. Sensory neurons and schwann 

cells respond to oxidative stress by increasing antioxidant defense mechanisms. Antioxid Redox 

signal 2009; 11(3):425-438. 

 

- Vincent AM, McLean LL, Backus C, Feldman EL. Short-term hyperglycemia produces 

oxidative damage and apoptosis in neurons. FASEB J 2005; 19(6):638-640. 

 

- Vincent AM, Russell JW, Sullivan KA, Backus C, Hayes JM, McLean LL, Feldman EL. SOD2 

protects neurons from injury in cell culture and animal models of diabetic neuropathy. Exp 

neurol 2007; 208(2):216-227. 

- Wada R, Nishizawa Y, Yagihashi N, Takeuchi M, Ishikawa Y, Yasumura K, Nakano M, 

Yagihashi S. Effects of OPB-9195, anti-glycation agent, on experimental diabetic neuropathy. 

Eur J Clin Invest 2001; 31(6):513-520. 

 

- Wang Z, Yadav AS, Leskova W, Harris NR. (2011). Inhibition of 20-HETE attenuates 

diabetes-induced decreases in retinal hemodynamics. Exp Eye Res 2011; 93(1): 108-113. 

 

- Weaver JR, Grzesik W, Taylor-Fishwick DA. Inhibition of NADPH oxidase-1 preserves beta 

cell function. Diabetologia 2015; 58(1):113-21. 

 

- Wendt MC, Daiber A, Kleschyov AL, Mulsch A, Sydow K, Schulz E, Chen K, Keaney JF, Jr., 

Lassegue B, Walter U, Griendling KK, Munzel T. Differential effects of diabetes on the 



 
66 

 

expression of the gp91phox homologues nox1 and nox4. Free Radic Biol Med 2005; 39:381–

391. 

 

- World Health Organization. Global Report on Diabetes. Geneva: World Health Organization; 

2016. 

 

- Wullschleger S, Loewith R, Hall MN. TOR signaling in growth and metabolism. Cell 2006; 

124: 471–484. 

 

- Wu Y, Xue B, Li X, Liu H. Puerarin prevents high glucose-induced apoptosis of Schwann cells 

by inhibiting oxidative stress. Neural Regen Res 2012; 7(33): 2583–2591. 

 

- Xu JT, Zhao JY, Zhao X, Ligons D, Tiwari V, Atianjoh FE, Lee CY, Liang L, Zang W, Njoku 

D, Raja SN, Yaster M, Tao YX. Opioid receptor-triggered spinal mTORC1 activation 

contributes to morphine tolerance and hyperalgesia. J Clin Invest 2014; 124(2):592–603. 

 

- Yadav UC, Srivastava SK, Ramana KV. Prevention of VEGF-induced growth and tube 

formation in human retinal endothelial cells by aldose reductase inhibition. J Diabetes 

Complications 2012; 26(5):369-377. 

 

- Yang S, Madyastha P, Bingel S, Ries W, Key L. A new superoxide-generating oxidase in 

murine osteoclasts. J Biol Chem 2001; 276:5452–5458. 

- Yang Y, Wang J, Qin L, Shou Z, Zhao J, Wang H, Chen Y, Chen J. Rapamycin prevents early 

steps of the development of diabetic nephropathy in rats. Am J Nephrol 2007; 27:495–502. 

 

- Yin X, Kidd GJ, Wrabetz L, Feltri ML, Messing A, Trapp BD. Schwann cell myelination 

requires timely and precise targeting of P0 protein. J Cell Biol 2000; 148(5):1009-1020. 

- Yu T, Li L, Bi Y, Liu Z, Liu H, Li Z. Erythropoietin attenuates oxidative stress and apoptosis in 

Schwann cells isolated from streptozotocin‐ induced diabetic rats. J Pharm Pharmacol 2014; 

66(8):1150-1160. 

 

- Zhang Y, Li J, Wang T, Wang J. Amplitude of sensory nerve action potential in early stage 

diabetic peripheral neuropathy: an analysis of 500 cases. Neural Regen Res 2014; 9(14):1389. 

 

- Zhou Y, Notterpek L. Promoting peripheral myelin repair. Exp Neurol. 2016; 283(Pt B):573-

580. 

 



 
67 

 

-  Zhu K, Kakehi T, Matsumoto M, Iwata K, Ibi M, Ohshima Y, Zhang J, Liu J, Wen X, Taye A, 

Fan C, Katsuyama M, Sharma K, Yabe-Nishimura C. NADPH oxidase NOX1 is involved in 

activation of protein kinase C and premature senescence in early stage diabetic kidney. Free 

Radic Biol Med 2015; 83:21-30. 

 

- Ziegler D, Keller J, Maier C, Pannek J. Diabetic neuropathy. Exp Clin Endocrinol Diabetes. 

2014;122(07):406-415. 

 

- Zoncu R, Efeyan A, Sabatini DM. mTOR: from growth signal integration to cancer, diabetes 

and ageing. Nat Rev Mol Cell Biol 2011; 12(1):21-35. 

 

 

 

 


