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Abstract

Peripheral neuropathy develops in human subjects with prediabetes and metabolic syndrome, prior
to overt hyperglycemia. The contributions of impaired glucose tolerance and insulin signaling,
hypertriglyceridemia and/or increased NEFA, and hypercholesterolemia to this condition remain
unknown. Niacin and its derivatives alleviate dyslipidemia with a minor effect on glucose
homeostasis. This study evaluated the roles of impaired glucose tolerance versus dyslipidemia in
prediabetic neuropathy using Zucker fatty (7a/fa) rats and the niacin derivative acipimox, as well
as the interplay of hypertriglyceridemia, increased NEFA, and oxidative-nitrosative stress. 16 wk-
old Zucker fatty rats with impaired glucose tolerance, obesity, hyperinsulinemia,
hypertriglyceridemia, hypercholesterolemia, and increased NEFA, displayed sensory nerve
conduction velocity deficit, thermal and mechanical hypoalgesia, and tactile allodynia. Acipimox
(100 mgkg~1d=1, 4 weeks) reduced serum insulin, NEFA, and triglyceride concentrations without
affecting glucose tolerance and hypercholesterolemia. It alleviated sensory nerve conduction
velocity deficit, changes in behavioral measures of sensory function, and corrected oxidative-
nitrosative stress, but not impaired insulin signaling, in peripheral nerve. Elevated NEFA
increased total and mitochondrial superoxide production and NAD(P)H oxidase activity in
cultured human Schwann cells. In conclusion, hypertriglyceridemia and/or increased NEFA
concentrations cause prediabetic neuropathy through oxidative-nitrosative stress. Lipid-lowering
agents and antioxidants may find use in management of this condition.
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Introduction

Evidence for the importance of factors other than overt hyperglycemia, i.e., insulin
resistance and impaired insulin signaling in the peripheral nervous system [1-4],
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hypertension [5], and increased body mass index/obesity [5], in diabetic peripheral
neuropathy is emerging. Several studies revealed significant positive associations between
the presence and/or severity of diabetic peripheral neuropathy and dyslipidemia, and, in
particular, total cholesterol [5], LDL cholesterol [5], and triglycerides [5-7]. A multifactorial
etiology of diabetic neuropathy is supported by a higher incidence of neuropathic changes in
human subjects with impaired glucose tolerance [8, 9] and metabolic syndrome [10],
although the existence of an association between impaired fasting glucose or impaired
glucose tolerance and neuropathy is not uniformly accepted [11,12]. The mechanisms of
neuropathic changes preceding overt diabetes are unknown, and their exploration is
complicated by the lack of animal models that develop prediabetes first and then
spontaneously transit to overt diabetes. For this reason, the mechanisms underlying
prediabetes per se as well as end-organ damage associated with this condition are studied in
high-fat diet fed mice [13-15] and Zucker fatty (7a/7g) rats [16—20] that maintain metabolic
abnormalities characteristic for prediabetic condition i.e., hyperinsulinemia, impaired
glucose tolerance in the absence of overt hyperglycemia, hypertriglyceridemia and/or
increased non-esterified fatty acid abundance, as well as hypercholesterolemia, during their
whole life span. Both models exhibit nerve conduction deficit, small sensory nerve fiber
dysfunction, and clearly manifested oxidative-nitrosative stress in the peripheral nerve and
vasa nervorum [21-25] and are, therefore, suitable for dissection of relative contribution of
these phenomena to peripheral neuropathy in prediabetes. Zucker fa/farat with genetically
predetermined obesity, hyperinsulinemia, and other afore-mentioned metabolic
abnormalities is the preferential model for this kind of studies, as many pharmacological
interventions, including those alleviating oxidative stress, have been reported to interfere
with the prediabetic condition per se in high-fat diet fed rodents [26-28].

Dissecting a relative contribution of impaired glucose tolerance/overt hyperglycemia vs
dyslipidemia to complications associated with Type 2 diabetes or prediabetes is quite
challenging, as a vast majority of therapeutic agents affects both carbohydrate and lipid
metabolism. Niacin reduces triglyceride concentration by inhibiting hepatic synthesis of
fatty acids and triglycerides, and hepatic VLDL secretion as well as release of fatty acids
from adipose tissue [29, 30]. In a clinical study in 468 participants including 125 with
diabetes mellitus [31], niacin improved lipid profile, without affecting blood glucose
control, in human subjects with and without diabetes. The niacin derivative acipimox (6-
methyl-1-oxidopyrazin-1-ium-2-carboxylic acid) that can be used in lower doses and has
less marked adverse side effects was also reported to alleviate dyslipidemia, but not
hyperglycemia, when administered to Type 2 diabetic subjects long-term [32]. Furthermore,
acute administration of acipimox reduced hyperinsulinemia and non-esterified fatty acid
(NEFA) concentrations in subjects with metabolic syndrome [33]. We therefore used
acipimox for gaining new insights into the roles of impaired glucose tolerance, insulin
sensitivity, and dyslipidemia in the development of prediabetic neuropathy using Zucker
fatty (fa/fa) rat model. Identification of a causative role of elevated triglyceride and NEFA,
together with the current knowledge on the role for both factors in reactive oxygen species
(ROS) generation [34, 35], consequently led us to evaluation of the interplay of
hypertriglyceridemia, fatty acidemia, and oxidative-nitrosative stress in the peripheral nerve,
using the material from the afore-mentioned /n vivo study, as well as in cultured human
Schwann cells (HSC).

Unless otherwise stated, all chemicals were of reagent-grade quality, and were purchased
from Sigma-Aldrich Chemical Co., St. Louis, MO, USA. The Cholesterol Quantitation Kit
for assessment of serum total cholesterol concentration was obtained from MBL
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International, Woburn, MA. The Triglyceride Quantification Kit and HDL and LDL/VLDL
Cholesterol Assay Kit for measurements of serum triglyceride and VLDL/LDL-cholesterol
concentrations were purchased from Abcam, Cambridge, MA. The HR Series NEFA-HR(2)
kit for assessment of serum non-esterified fatty acid (NEFA) concentrations was obtained
from Wako Pure Chemical Industries, Ltd., Osaka, Japan. The Ultra Sensitive Rat Insulin
ELISA Kit from Crystal Chem Inc., Downers Grove, IL, was used for measurements of
serum insulin concentrations. For Western blot analyses of variables of insulin signaling,
rabbit monoclonal (4B8) anti-Insulin Receptor B (IRP) antibody, rabbit monoclonal (59G8)
anti-Insulin receptor substrate 1 (IRS-1) antibody, rabbit polyclonal (Ser307) anti-Phospho-
Insulin receptor substrate 1 (phospho-1RS-1) antibody, and rabbit polyclonal antibodies for
total and phosphorylated Akt were obtained from Cell Signaling Technology, Inc., Danvers,
MA, USA. The OxiSelect Nitrotyrosine ELISA kit for nitrotyrosine assay in the sciatic
nerve was obtained from Cell Biolabs, San Diego, CA. Dihydroxyethidium and MitoSOX™
for assessment of oxidative stress variables in cell culture experiments were purchased from
Invitrogen, Carlsbad, CA.

The experiments were performed in accordance with regulations specified by the National
Institutes of Health “Principles of Laboratory Animal Care, 1985 Revised Version” and
Pennington Biomedical Research Center Protocol for Animal Studies. 10 wk-old male
Zucker fatty (fa/fa) and Zucker lean rats (Charles River, Wilmington, MA) were fed a
standard rat chow (PMI Nutrition Int., Brentwood, MO) and had access to water ad /ibitum.
At 16 wks of age, all the rats were weighed. Blood samples for glucose measurements were
taken from the tail vein. Zucker fatty and Zucker lean rats were randomly divided into
groups maintained with or without acipimox treatment, 100 mg kg~1d=1, for another four
weeks. Glucose tolerance test (2 g glucose, i.p., after 12-h fasting), and measurements of
serum insulin, NEFA, triglyceride, total cholesterol, VLDL/LDL-cholesterol, motor nerve
conduction velocity, sensory nerve conduction velocity, thermal and mechanical algesia, and
tactile response thresholds were conducted in 16 wk-old Zucker fatty and Zucker lean rats
before acipimox treatment, as well as in 20 wk-old untreated and acipimox-treated Zucker
fatty and Zucker lean rats at the end of experiment. After completion of functional studies,
the rats were sedated by CO5, and immediately sacrificed by cervical dislocation. Sciatic
nerves were rapidly removed, frozen in liquid nitrogen, and stored at —80°C prior to
assessment of variables of insulin signaling and oxidative-nitrosative stress.

C. Specific Methods

Measurements of serum insulin, total and VLDL/LDL cholesterol, triglyceride, and NEFA
were performed in accordance with the manufacturers' instructions. Sciatic motor and hind-
limb digital sensory nerve conduction velocities (MNCV and SNCV), thermal algesia
(Hargreaves method), mechanical algesia (Randall-Selitto test), tactile response thresholds
(flexible von Frey filament test), and sciatic nerve nitrotyrosine concentrations were
evaluated as we described previously [36—39]. Nitrotyrosine, a stable “footprint” of
peroxynitrite (ONOO-) action, was chosen over other variables of oxidative stress, for
several major reasons. First, evidence for the important role of peroxynitrite in cell injury
and pathological conditions associated with oxidative stress is emerging [40, 41]. Second,
peroxynitrite is the major contributor to the pathogenesis of diabetes and diabetic
complications [40-43]. Third, a shortened lag time to plasma ONOO- production (pholasin
test) was identified as an independent risk factor for the severity of diabetic polyneuropathy
[6]. Fourth, our recent experimental study demonstrated diabetes-associated nitrotyrosine
accumulation in all major cell targets for diabetic peripheral neuropathy, including
endothelial and Schwann cells of the peripheral nerve, neurons, astrocytes, and
oligodendrocytes of the spinal cord, and neurons and glial cells of the dorsal root ganglia
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[38]. Furhermore, sciatic nerve nitrotyrosine concentrations inversely correlated with motor
and sensory nerve conduction velocities and myelin thickness. Variables of insulin signaling
in the sciatic nerve were assessed by Western blot analysis. We employed 7.5% sodium
dodecyl sulfate-polyacrylamide gel for IRB, phospho-IRS-1 and IRS-1, and 10% gel for
phospho-Akt and Akt. The electrophoresis was conducted for 2 h. Protein bands were
visualized with the Amersham™ ECL™ Western Blotting Detection Reagents (GE
Healthcare, Buckinghamshire, UK). Membranes were then stripped and reprobed with -
actin antibody to verify equal protein loading. The data were quantified by densitometry
(Quantity One 4.5.0 software, Bio-Rad Laboratories, Richmond, CA). All other details of
Western blot analysis were described by us in detail previously.

D. Cell culture experiments

Schwann cells play a key role in the pathology of various inflammatory, metabolic and
hereditary polyneuropathies, including diabetic peripheral neuropathy [44]. Previous studies
demonstrated that cultured HSC (cell line cat. #1700, ScienCell, Carlsbad, CA) manifest
increased superoxide production, accumulation of nitrated and poly(ADP-ribosyl)ated
proteins and 4-hydroxynonenal adducts, inducible nitric oxide synthase overexpression,
12/15-lipoxygenase overexpression and activation, downregulation of taurine transporter, as
well as impaired insulin signaling early (1-7 d) after exposure to high glucose [45-49]. They
therefore represent a good cell culture model for studying mechanisms of diabetes-
associated oxidative-nitrosative stress in the peripheral nerve. Our pilot experiments
revealed that, like other cell types [50], HSC produce ROS shortly after exposure to elevated
concentrations of NEFA, consistent with a recent report for other immortalized Schwann
cells [35]. We, therefore, used HSC to compare the effects of NEFA in the concentration
range identified in non-diabetic subjects vs those with prediabetes and metabolic syndrome,
on total and mitochondrial superoxide production and NAD(P)H oxidase activity. NEFA
mixture consisted of 20% linoleic acid, 43% oleic acid, 10% stearic acid, and 27% palmitic
acid, and was prepared as described [51]. In addition to NEFA mixture, we also used
palmitate recently reported to be the most toxic fatty acid for Schwann cells [35]. HSC
(passages 7-10) were cultured in 12-well plates in commercial media containing 5.5 mM D-
glucose, at 37° C. At ~80% confluency, the commercial media were replaced with the ones
containing 0.2, 0.4, 0.6, and 0.8 mEq NEFA or palmitate, for 48 h. Then the cells were
washed twice with Dulbecco's Phosphate-Buffered solution and loaded with
dihydroethidium (30 wM in commercial media containing the afore-mentioned NEFA
concentrations), for 30 min. Total superoxide fluorescence measurements were performed at
A excitation 520 nm and A emission 610 nm, using FlexStation 1 scanning fluorometer
(Molecular Devices Corporation, Sunnyvale, CA). Then the NAD(P)H oxidase inhibitor
apocynin (1 mM) was added for 30 min to the same wells, and superoxide fluorescence
measurements were performed again. NAD(P)H oxidase activity was calculated as a
difference between total and residual (non-responsive to apocynin) superoxide fluorescence.
For assessment of mitochondrial superoxide production, parallel HSC cultures were loaded
with MitoSOX™ (1 wM) for 15 min. Fluorescence measurements (A excitation 510 nm and
A emission 580 nm) were performed using the fluorometer described above. Total and
mitochondrial superoxide production and NAD(P)H oxidase activity have been corrected for
autofluorescence measured before addition of fluorescent probes. All values were
normalized for 104 HSC. Cell counts were performed immediately after fluorescence
measurements.

E. Statistical analysis

The results are expressed as mean + standard errors. Individual comparisons between 16 wk-
old Zucker fatty and Zucker lean rats and HSC cultured in normal and elevated NEFA or
palmitate concentrations were made using the unpaired two-tailed Student's t-test or Mann-
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Whitney rank sum test where appropriate. Taking into consideration the range of NEFA
concentrations in non-diabetic subjects (~0.2—-0.4 mEq) as well as in subjects with
prediabetes/metabolic syndrome (~0.6/0.8 mEq), we made the comparisons between
oxidative stress variables obtained with both lower range (0.2 and 0.6 mEq) and higher
range (0.4 and 0.8 mEq) concentrations. Significance was defined at p < 0.05. For multiple
group comparisons (20 wk-old untreated and acipimox-treated Zucker fatty and Zucker lean
rats), data were subjected to equality of variance F test, and then to log transformation, if
necessary, before one-way analysis of variance. When overall significance (p < 0.05) was
attained, individual between group comparisons were made using the Student-Newman-
Keuls multiple range test. Significance was defined at p < 0.05. When between-group
variance differences could not be normalized by log transformation (datasets for final body
weights and plasma glucose), the data were analyzed by the nonparametric Kruskal-Wallis
one-way analysis of variance, followed by the Bonferroni/Dunn or Fisher's PLSD tests for
multiple comparisons.

Body weights and non-fasting blood glucose concentrations were increased by 56% and
41%, respectively, in the 16 wk-old Zucker fatty rats, compared with the age-matched
Zucker lean rats (P < 0.01 for both comparisons, Table 1). Similar differences in the two
variables were observed between 20 wk-old Zucker fatty and Zucker lean rats. Acipimox
treatment did not affect weight gain and non-fasting blood glucose concentrations in either
Zucker fatty or Zucker lean rats.

Despite a severe hyperinsulinemia, with serum insulin concentrations 7.3 and 5.3 times
greater than in the corresponding Zucker lean groups (P < 0.01 for both comparisons, Table
1), both 16 wk-old and 20 wk-old Zucker fatty rats displayed impaired glucose tolerance
(Fig.1). Serum insulin concentrations in the 20 wk-old acipimox-treated Zucker fatty rats
were 1.9-fold lower than in the corresponding untreated group (P < 0.01), and 2.8-fold
higher than in the age-matched Zucker lean group (P < 0.05). Acipimox did reduce serum
insulin concentrations in Zucker lean rats. Glucose tolerance curves were not affected by
acipimox treatment in either Zucker fatty or Zucker lean rats.

Zucker fatty rats displayed clearly manifest dyslipidemia (Table 2). Serum total cholesterol
concentrations were 2.9—fold and 3.6—fold greater in 16 wk-old and 20 wk-old Zucker fatty
rats compared with the age-matched Zucker lean groups (P < 0.01 for both comparisons).
The significant differences between Zucker fatty and Zucker lean groups were also observed
for VLDL/LDL cholesterol (2.6-fold and 2.6-fold, P < 0.01 and < 0.05, respectively),
triglyceride (4.4-fold and 5.0-fold, P < 0.01 for both comparisons), and NEFA (5-fold and
9.2-fold, P < 0.01 for both comparisons). Triglyceride and NEFA concentrations were 1.6-
fold and 1.7-fold lower in acipimox-treated Zucker fatty rats than in the corresponding
untreated group (P < 0.01). Total and VLDL/LDL-cholesterol concentrations were not
significantly different between untreated and acipimox-treated Zucker fatty rats. Acipimox
did not affect lipid profile in Zucker lean rats.

MNCVs were similar in 16 wk-old and 20 wk-old Zucker fatty and Zucker lean rats, and
were not affected by acipimox treatment in either group (Table 3). SNCVs were reduced by
12% and 15% in 16 wk-old and 20 wk-old Zucker fatty rats, compared with the age-matched
Zucker lean rats (P < 0.01 for both comparisons). Acipimox treatment reversed SNCV
deficit in Zucker fatty rats (P < 0.01 compared with the corresponding untreated group),
without affecting SNCV in Zucker lean rats.
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Thermal response latencies were increased by 45% and 113% in 16 wk-old and 20 wk-old
Zucker fatty rats, compared with the age-matched Zucker lean rats (P < 0.01 for both
comparisons), consistent with the presence of thermal hypoalgesia. This condition was
alleviated, although not completely corrected, by acipimox treatment. Thermal response
latencies in acipimox-treated Zucker fatty rats were 28% lower than in the corresponding
untreated group, and 54% higher than in the age-matched Zucker lean rats (P < 0.01 for both
comparisons). Acipimox treatment had no effect on thermal algesia in Zucker lean rats.

In addition to thermal hypoalgesia, Zucker fatty rats displayed reduced sensitivity to
mechanical noxious stimuli. Mechanical withdrawal thresholds were 53% and 55% higher in
16 wk-old and 20 wk-old Zucker fatty rats, compared with the age-matched Zucker lean rats
(P < 0.01 for both comparisons). Acipimox treatment alleviated mechanical hypoalgesia in
Zucker fatty rats, without affecting mechanical withdrawal thresholds in Zucker lean rats.

Tactile response thresholds were reduced by 47% and 62% in 16 wk-old and 20 wk-old
Zucker fatty rats, compared with the age-matched Zucker lean rats (P < 0.01 for both
comparisons). This is consistent with the presence of tactile allodynia i.e., a condition when
light touch is perceived as painful. Acipimox treatment did not affect tactile response
thresholds in either Zucker fatty or Zucker lean rats.

Sciatic nerve phospho-Akt/Akt ratio was reduced in 20 wk-old Zucker fatty rats compared
with the age-matched Zucker lean rats (P < 0.05, Fig.2, A), indicative of impaired insulin
signaling. IRP expression (Fig.2, B) and phospho-IRS/IRS ratios (Fig.2, C) were similar
between the two groups. Acipimox treatment did not affect any variables of insulin signaling
in either Zucker fatty or Zucker lean rats.

Sciatic nerve nitrotyrosine concentration was 88% higher in 20 wk-old Zucker fatty rats,
than in the age-matched Zucker lean rats (P < 0.05, Fig.3). Acipimox treatment blunted
oxidative-nitrosative stress in Zucker fatty rats, without affecting sciatic nerve nitrotyrosine
concentration in Zucker lean rats.

Despite certain challenges and limitations of ROS measurements with fluorescent probes
[52], our data clearly show that elevated NEFA and palmitate concentrations enhanced
oxidative stress in HSC. In particular, both elevated NEFA and palmitate concentrations
increased total superoxide production in cultured HSC (Fig.4). The elevation in NEFA
concentration from 0.4 to 0.8 mEq (higher range in non-diabetic subjects and those with
metabolic syndrome, respectively) increased total superoxide production by 25% (P < 0.05).
The elevation in palmitate concentration from 0.2 to 0.6 mEq (lower range in non-diabetic
subjects and those with metabolic syndrome, respectively) and from 0.4 to 0.8 mEq
increased total superoxide production by 64% and by 45% (P < 0.01 for both comparisons).
Elevated NEFA, but not palmitate, concentrations increased mitochondrial superoxide
production in cultured HSC (Fig.5). The elevation in NEFA concentration from 0.4 to 0.8
mEq increased mitochondrial superoxide production by 34% (P < 0.05). No significant
increases in mitochondrial superoxide production was observed with elevations in palmitate
concentration from 0.2 to 0.6 mEq and from 0.4 to 0.8 mEq. Both elevated NEFA and
palmitate concentrations increased NAD(P)H oxidase activity in cultured HSC (Fig.6). The
elevation in NEFA concentration from 0.4 to 0.8 mEq increased NAD(P)H oxidase activity
by 140 % (P < 0.05). The elevation in palmitate concentration from 0.2 to 0.6 mEq and from
0.4 to0 0.8 mEq increased NAD(P)H oxidase activity by 193% and by 160% (P < 0.01 for
both comparisons).
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Discussion

In the present study in Zucker fatty rats, the niacin derivative acipimox, which reduced
serum insulin, NEFA, and triglyceride concentrations without affecting impaired glucose
tolerance and total and VLDL-LDL cholesterol concentrations, corrected peripheral nerve
oxidative-nitrosative stress, SNCV deficit, and alleviated changes in behavioral measures of
sensory function associated with a metabolic condition mimicking prediabetes and obesity in
humans. These findings have a number of important implications for understanding the
contribution of hypertriglyceridemia and/or fatty acidemia and resultant oxidative-
nitrosative stress versus other phenomena, such as glucose intolerance,
hypercholesterolemia, and impaired insulin signaling in the peripheral nerve, to prediabetic
neuropathy.

Our results provide the first experimental evidence for a key role of hypertriglyceridemia
and/or increased fatty acid concentrations in peripheral nerve dysfunction associated with
prediabetes. The fact that alleviation of hypertriglyceridemia and free fatty acidemia, in the
absence of improvement of glucose tolerance and decrease in total and VLDL/LDL
cholesterol concentrations, led to a complete normalization of SNCV in acipimox-treated
Zucker fatty rats, indicates that prediabetes-associated sensory nerve conduction slowing
develops solely due to the detrimental effects of elevated triglyceride/NEFA, whereas
glucose intolerance and hypercholesterolemia are not involved. Note, however, that the
contribution of the last two factors to prediabetic small sensory nerve fiber neuropathy can
not be excluded on the basis of the current study. Neither hypertriglyceridemia/free fatty
acidemia, nor manifestations of sensory neuropathy such as thermal or mechanical
hypoalgesia were completely reversed by acipimox treatment. It, therefore, remains to be
established whether elevated triglyceride/NEFA concentrations is the only factor causing
both sensory disorders, or other metabolic disturbances associated with prediabetes also play
a role. This can be achieved in studies with more potent, than acipimox, and more specific
hypolipidemic agents e.g., recently developed dual inhibitors of fatty acid binding proteins 4
and 5 which reduce plasma triglyceride/fatty acids, but have no effect on insulin sensitivity
[53].

Our study in high-fat diet fed mice, another model of a metabolic condition mimicking
prediabetes and alimentary obesity in humans, suggests that many biochemical changes
characteristic for diabetic peripheral neuropathy develop prior to overt hyperglycemia [22].
Those include augmented sorbitol pathway activity in the peripheral nerve, as well as 4-
hydroxynonenal adduct, nitrotyrosine, and poly(ADP-ribose) accumulation and 12/15-
lipoxygenase overexpression in the peripheral nerve and dorsal root ganglion neurons [22].
The presence of enhanced oxidative-nitrosative stress, manifest by increased
hydroxyoctadecadienoic acid, dityrosine, and nitrotyrosine levels, in the peripheral nerve of
high-fat diet fed mice has also been reported by others [23]. Zucker fatty rats display
increased production of superoxide and peroxynitrite in vasa nervorum [24], consistent with
nitrotyrosine accumulation in the peripheral nerve in the current study. Numerous
publications of both our group [55-58] and others [59-67] suggest that ROS and
peroxynitrite play a key role in nerve conduction slowing, neurovascular dysfunction,
changes in behavioral measures of sensory function, and morphological manifestations of
diabetic peripheral neuropathy. Furthermore, oxidative-nitrosative stress leads to formation
of advanced glycation end products and proinflammatory response, two other major
contributors to neuropathic changes in diabetes [68—72] and, potentially, prediabetes [73].
Interestingly and surprisingly, enhanced peripheral nerve oxidative-nitrosative stress was
associated with SNCV, but not MNCV, deficit in 20 wk-old Zucker fa/farats. Note,
however, that whereas numerous studies in animal models of diabetes and prediabetes
revealed inverse correlations between peripheral nerve oxidative stress and MNCV [54-58,
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60-63], at least, two groups [47,74,75] demonstrated that prevention of diabetes-induced
oxidative stress in peripheral nerve does not necessarily arrest motor nerve conduction
slowing and, alternatively, is not essentially required for preservation of normal MNCV. It is
possible that development of MNCV deficit requires certain level of oxidative stress in vasa
nervorum. Zucker fa/farats manifested increased superoxide production in sciatic nerve
epineurial arterioles starting from 28 wks of age, and MNCV deficit starting from 32 wks of
age [21]. In the same study, 20 wk-old Zucker fa/farats did not develop MNCV deficit,
which is consistent with our findings. A different susceptibility of large motor and sensory
fiber axons to atrophy was identified in streptozotocin-diabetic Swiss-Webster mice [76]
which exhibited a greater dropout of large caliber axons in sural (sensory) than in sciatic
(motor) nerve.

Evidence for the contribution of factors, other than elevated glucose concentrations, to
oxidative-nitrosative stress in tissue-sites for diabetic complications is emerging. Oxidized
low-density lipoproteins have been shown to cause oxidative stress in cultured dorsal root
ganglion neurons by mechanisms independent of hyperglycemia [23]. The present study
suggests that prediabetes-associated oxidative-nitrosative stress is a likely mediator of the
negative effects of hypertriglyceridemia and increased NEFA concentrations on peripheral
nerve function. Fatty-acid-induced ROS overproduction caused endothelial dysfunction,
known to play an important role in diabetic peripheral neuropathy [56,59,61-63,71,75], in
Zucker diabetic fatty rats [77]. In our previous study [50], increased palmitate
concentrations induced oxidative-nitrosative injury in cultured microvascular cells. In the
present experiments, increased superoxide production was manifest after exposure of
cultured HSC to either NEFA mixture with the composition mimicking the one in the human
blood or to equimolar concentrations of palmitate alone. Thus NEFA, in the concentration
range found in subjects with prediabetes/metabolic syndrome, increase both mitochondrial
and extramitochondrial [NAD(P)H oxidase-mediated] superoxide production in cultured
HSC. Therefore, despite limitations of /n vitro studies in cultured cells, our findings raise the
possibility that increased NEFA and NEFA-generated mitochondrial and extramitochondrial
oxidative-nitrosative stress play a role in neuropathic changes developing in subjects with
prediabetes/metabolic syndrome. NEFA can penetrate through the blood-nerve barrier after
binding with glycated albumin [78], as well as during ischemia-reperfusion injury [79]. The
latter has been shown to lead to enhanced oxidative stress and apoptosis in Schwann cells of
diabetic rats [65].

In previous studies, several B vitamins i.e., thiamine (B1), pyridoxine (Bg), and
methylcobalamin (B1,), ameliorated diabetes-induced peripheral nerve dysfunction [80-82].
Furthermore, experimental studies in streptozotocin-diabetic rats [83, 84] and a small open-
label clinical trial [85] with another niacin derivative, niceritrol, demonstrated reduction of
serum triglyceride concentration and alleviation of peripheral neuropathy, in the absence of
amelioration of diabetic hyperglycemia. This apparent similarity of action between niacin
(vitamin B3)/its derivatives and other B vitamins is not surprising because niacin [85], its
derivative acipimox in the current study, and other afore-mentioned B vitamins [82, 86, 87]
counteract oxidative-nitrosative stress. Note, however, that only niacin and its derivatives,
but not other B vitamins, display potent hypolipidemic activity. With consideration of 1) the
important role of oxidative-nitrosative stress in neuropathy and its presence prior to the
development of overt diabetes; 2) generation of oxidative stress by NEFA; and 3) alleviation
of both hypertriglyceridemia/fatty acidemia and peripheral nerve oxidative-nitrosative stress
by acipimox, it is reasonable to suggest that acipimox alleviates peripheral nerve
dysfunction through inhibition of triglyceride/NEFA-generated-oxidative-nitrosative stress.
Thus, the mechanisms of neuroprotective effects of acipimox (and, potentially, of niacin and
other niacin derivatives) are principally different from other B vitamins, which counteract
oxidative-nitrosative stress through inhibition of methylglyoxal and advanced glycation end-
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product formation, correction of the glutathione redox state, and chelation of transition
metals [82, 86, 87].

Findings from several laboratories suggest that impaired insulin signaling in the peripheral
nerve [88] and dorsal root ganglion neurons [2—4] is an important and independent of
hyperglycemia mechanism in the pathogenesis of diabetic neuropathy. Suboptimal doses of
insulin administered systemically or intrathecally have been reported to counteract MNCV
and SNCV deficits [2] and to cause intraepidermal nerve fiber regeneration [3] in
streptozotocin-diabetic rats. In the present study, impaired insulin signaling manifest in
reduced phospho-Akt/Akt ratio, in the absence of any changes in IR expression or phospho-
IRS/IRS ratio, has been identified in the peripheral nerve of Zucker fatty rats, thus
suggesting the presence of this phenomenon at the prediabetic stage. A complete reversal of
SNCV deficit in the absence of any changes in peripheral nerve insulin signaling in
acipimox-treated Zucker rats indicates that the role of this factor in prediabetes-associated
nerve conduction slowing is minor.

In conclusion, hypertriglyceridemia and/or increased NEFA concentrations play an
important role in sensory nerve conduction slowing and changes in behavioral measures of
sensory function associated with prediabetes. The underlying mechanisms are likely to
involve oxidative-nitrosative stress in the peripheral nerve, and, in particular, in Schwann
cells. The findings suggest that lipid-lowering agents and antioxidants may find use in
management of peripheral neuropathy in subjects with prediabetes. Further studies are
needed to establish whether reduction of hypertriglyceridemia and free fatty acidemia
alleviates oxidative-nitrosative stress and neuropathic changes in overt diabetes.
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Glucose tolerance curves in Zucker fatty and Zucker lean rats before and after acipimox
treatment. Mean + SEM, n = 8-10 per group. ** p < 0.01 vs age-matched Zucker lean rats.
1- Zucker lean rats; 2 — Zucker lean rats treated with acipimox; 3 — Zucker fatty rats; 4 —
Zucker fatty rats treated with acipimox.

Free Radic Biol Med. Author manuscript; available in PMC 2013 April 15.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lupachyk et al.

Page 17

1201

kDa phospho-Akt
60

B-actin

i
=]
phospho-Akt/Akt, %

1404

kDa IR B

1 2 3 4

IRB, %

95
actin
42

4323323433833 83234!
033338333383s33e3ss
$33838338383333833s

o

kDa phospho-IRS 1201
180

IRS
Y}
1 2 3 4

1004
804
601

401

phospho-IRS/IRS, %

% actin

Fig. 2.

Variables of insulin signaling in the sciatic nerve in Zucker fatty and Zucker lean rats
maintained with or without acipimox treatment. Mean + SEM, n = 6-8 per group. * p < 0.05
vs age-matched Zucker lean rats. 1- Zucker lean rats; 2 — Zucker lean rats treated with
acipimox; 3 — Zucker fatty rats; 4 — Zucker fatty rats treated with acipimox. IRB— insulin
receptor B. IRS — insulin receptor substrate.
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Fig. 3.

Sciatic nerve nitrotyrosine concentrations in Zucker fatty and Zucker lean rats maintained
with or without acipimox treatment. Mean + SEM, n = 7-9 per group. * p < 0.05 vs age-
matched Zucker lean rats. # p < 0.05 vs untreated Zucker fatty rats. 1- Zucker lean rats; 2 —
Zucker lean rats treated with acipimox; 3 — Zucker fatty rats; 4 — Zucker fatty rats treated
with acipimox.
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Fig.4.

Total superoxide production in human Schwann cells cultured in increasing concentrations
of non-esterified fatty acids (/eff) and palmitate (righf). RFU — relative fluorescence units.
Mean + SEM, n = 9-10 per group. *** p < 0.05 and < 0.01 compared with cells cultured in
normal non-esterified fatty acid or palmitate concentrations.
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Fig.5.

Mitochondrial superoxide production in human Schwann cells cultured in increasing
concentrations of non-esterified fatty acids (/ef?) and palmitate (righf). RFU — relative
fluorescence units. Mean + SEM, n = 10 per group. * p < 0.05 compared with cells cultured
in normal non-esterified fatty acid concentrations.
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Fig.6.

NAD(P)H oxidase activity in human Schwann cells cultured in increasing concentrations of
non-esterified fatty acids (/ef?) and palmitate (righ?). RFU — relative fluorescence units.
Mean + SEM, n = 10 per group. *** p < 0.05 and < 0.01 compared with cells cultured in
normal non-sterified fatty acid or palmitate concentrations.
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Table 1

Body weights and non-fasting blood glucose and serum insulin concentrations in Zucker fatty and Zucker lean
rats before and after acipimox treatment

Zucker lean  Zucker lean+ A Zucker fatty = Zucker fatty + A

Before treatment

Body weight, g 430.4+10.9 671.8+13.1°"
Blood glucose, mmol/L 6.2+0.6 8.7+1.0™"
Insulin, ng/mL 0.51+0.07 3.7+0.48™"

After treatment
Body weight, g 462.8+10.8 467.6+10.9 719.9+27.9™° 71871667
Blood glucose, mmol/L 6.2+0.1 6.5+0.1 8.8+1.17"" 9.0+¢1.2™"
Insulin, ng/mL 0.34+0.02 0.4920.06 1812040 0.94:012*%

Mean + SEM, n = 7-10. A — acipimox.

*

p < 0.05 and < 0.01 vs age-matched Zucker lean groups;
*:

ok
p < 0.05 and < 0.01 vs age-matched Zucker lean groups;

p < 0.01 vs Zucker fatty rats treated with acipimox
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Table 2

Lipid profiles in Zucker fatty and Zucker lean rats before and after acipimox treatment

Zucker lean  Zucker lean + A

Zucker fatty ~ Zucker fatty + A

Before treatment
Total cholesterol, mg/dL 147.0+43.5
VLDL/LDL cholesterol, mg/dL 27.2+1.3
Triglycerides, mmol/L 2.1+0.1

NEFA, mEg/L 0.24 £0.03

After treatment

Total cholesterol, mg/dL 161.8+19.8 165.2+17.3
VLDL/LDL cholesterol, mg/dL 24.2+1.3 27.7+4.6
Triglycerides, mmol/L 2.1+0.2 2.0+0.2
NEFA, mEqg/L 0.15+0.03 0.15+0.03

*

42444333
70.0211.3™"
9.3+0.7™"
11940217

*

589.5+44.8 532.6+39.9

62.7425.9 " 63.6£20.6

106423 6.6£06"7

1.404025™F  0.81+0.19™ %

Mean + SEM, n = 7-10. A — acipimox.
*
p < 0.05 and < 0.01 vs age-matched Zucker lean groups;

p < 0.05 and < 0.01 vs age-matched Zucker lean groups;

p < 0.01 vs Zucker fatty rats treated with acipimox
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Table 3

Page 24

Indices of peripheral nerve function in Zucker fatty and Zucker lean rats before and after acipimox treatment

Zucker lean  Zucker lean + A Zucker fatty  Zucker fatty + A

Before treatment

MNCV, m/s 53.9+0.8
SNCV, m/s 41.5+0.4
Thermal response latency, s 14.6+0.9
Tactile response thresholds, g 16.0+1.9

Mechanical withdrawal thresholds, g 11.6+0.6

After treatment
MNCV, m/s 54.9+0.7 53.4+0.5
SNCV, m/s 45.1+1.1 44.1+0.8
Thermal response latency, s 10.7+0.2 11.3+0.4
Tactile response thresholds, g 18.7+0.8 20.4+1.8

Mechanical withdrawal thresholds, g 10.5+0.6

11.2+0.5

53.6£1.0
36.7+0.9 ™"
21.241.4™"
8.420.8™"

17.8+1.0™

54.140.7
38.4£0.9 ™

22.8+1.0"

712057

16.3+0.77

54.9+1.3
441408
16,5405

8.9+0.3™

126204

Mean + SEM, n = 7-9. A — acipimox.

HAA
p < 0.01 vs age-matched Zucker lean groups;

p < 0.01 vs Zucker fatty rats treated with acipimox
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