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Patients With Type 2 Diabetes

Role of Peripheral Factors
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Atherosclerosis is the major complication of diabetes.
Accumulating evidence indicates that lipoprotein
lipase (LPL) produced by macrophages in the vascular
wall may favor the development of atherosclerosis by
promoting lipid accumulation within the lesion. We pre-
viously demonstrated that high glucose stimulates in
vitro murine and human macrophage LPL production. In
this study, we measured macrophage LPL mRNA
expression, immunoreactive mass, and activity in nor-
motriglyceridemic subjects with type 2 diabetes. Mono-
cytes isolated from healthy control subjects and
patients with type 2 diabetes were differentiated into
macrophages in RPMI medium containing 20% autolo-
gous serum. After 5 days in culture, macrophage LPL
MRNA expression, mass, and activity were determined.
Macrophages of diabetic patients cultured in their own
sera showed a significant increase in LPL mRNA levels,
mass, and activity compared with macrophages of con-
trol subjects. Differentiation of macrophages of dia-
betic patients in sera obtained from control subjects
significantly reduced these anomalies. Conversely, cul-
turing macrophages of control subjects in sera of dia-
betic patients significantly increased LPL mass and
activity in these cells. Besides LPL overproduction,
macrophages of diabetic patients exhibited an increase
in basal and LPL-induced tumor necrosis factor
(TNF)-a release. TNF-a alterations were reduced by
exposing these cells to sera of control subjects. Over-
all, these data demonstrate that macrophages of dia-
betic patients overexpress LPL and TNF-a and that
peripheral factors dysregulated in diabetes are, at least
in part, responsible for these alterations. Diabetes
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iabetes is associated with accelerated athero-

sclerosis (1-3). Evidence has been provided that

differentiation of monocytes into lipid-laden

macrophages may favor the development and
progression of atherosclerotic lesions (4,5). Macrophages
constitutively synthesize lipoprotein lipase (LPL) (6,7), a key
enzyme in the catabolism of triglyceride-rich lipoproteins
(8). Several studies have supported a major role of LPL in the
atherogenic process. It has been shown that LPL activity is
low in normal arteries and increases during the progression
of atherosclerotic lesions (9). Macrophages have been doc-
umented to express LPL mRNA and protein in atherosclerotic
lesions in vivo (10,11), and high macrophage LPL secretion
has been documented in atherosclerosis-prone mice (12).
The proatherogenic effects of LPL include its ability to facil-
itate retention of apolipoprotein E—containing lipoproteins
after binding to cells or extracellular matrix, to modify lipo-
protein particles to more atherogenic forms, and to mediate
uptake of lipoprotein particles through receptors, independent
of its catalytic activity (13-17). LPL also acts as a monocyte
adhesion molecule (18,19) and as a signaling molecule for
gene regulation of the proatherogenic factor tumor necrosis
factor (TNF)-a (20,21).

Despite the high incidence of atherosclerosis in diabetic
patients and the potential key role of macrophage LPL in
atherogenesis, the regulation of macrophage LPL in diabetes
has been poorly investigated. To the best of our knowledge,
macrophage LPL mRNA expression has thus far been mea-
sured in only a small number of hypertriglyceridemic patients
with type 2 diabetes (22), and the levels of macrophage LPL
activity and secretion in these patients have not been deter-
mined. Our previous observation that high glucose stimulates
in vitro human macrophage LPL production (23) supports
the possibility that induction of macrophage LPL may occur
in type 2 diabetes and that hormonal and metabolic factors dys-
regulated in diabetes may play a key role in this alteration.

Along with LPL, macrophage TNF-a may represent a
major factor contributing to the development of atheroscle-
rosis in type 2 diabetes. Accumulating evidence suggests that
macrophage TNF-a production is increased in human type 2
diabetes. First, TNF-a production is increased in monocytes
of patients with type 2 diabetes and in macrophages of dia-
betic mice (24,25). Second, human macrophages incubated
with high glucose concentrations or in the presence of
advanced glycation end products (AGESs) overproduce TNF-a
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(23,26,27). In the present study, we sought to investigate the
regulation of macrophage LPL and TNF-a secretion in
patients with type 2 diabetes and to evaluate the effect of
peripheral factors on these parameters.

RESEARCH DESIGN AND METHODS

Reagents. Fetal calf serum (FCS) was purchased from Hyclone Laboratories
(Logan, UT). RPMI 1640 medium, Hanks’ balanced salt solution, and TRIzol
reagent were obtained from Gibco BRL (Grand Island, NY). Lymphoprep and peni-
cillin-streptomycin were purchased from Nycomed Pharma (Oslo, Norway) and
Flow (McLean, VA), respectively. Bovine LPL and heparin were obtained from
Sigma Chemical (St. Louis, MO). LPL was dialyzed against saline using 10,000
molecular weight cut-off Slide-A-Lyzer dialysis cassettes purchased from Pierce
(Rockford, IL). Purity of the LPL preparation, as assessed by silver-stained SDS-
PAGE, was found to be >90%. LPL preparation was detoxified using an endotoxin
removal resin from Associates of Cape Cod (Falmouth, MA). Endotoxin content
of the LPL preparation (1 pg/ml) was determined by the limulus amebocyte lysate
assay (E-toxate; Sigma Chemical) and was consistently found to be <6 pg/ml. Treat-
ment of macrophages with 6 pg/ml lipopolysaccharide (LPS) did not induce any
TNF-a production. LPL concentration was determined by the Bradford method
(29) using a colorimetric assay (Bio-Rad, Mississauga, ON, Canada).

Patients. The study group comprised 10 patients with type 2 diabetes and 10
healthy control subjects. The diabetic patients, five women and five men, gave writ-
ten consent to participate in this study, which was approved by the Centre Hos-
pitalier de I'Université de Montréal Research and Ethics Committees. All patients
were recruited from our diabetic outpatient clinic. Their mean age (+ SE) was
48.5 £ 2.7 years (range 37-64), BMI 26.8 + 0.86 kg/m? (range 24.4-32), and dura-
tion of diabetes 5.6 + 2.3 years (range 1-22). All the patients except one had opti-
mal to acceptable diabetes control (mean level of serum glycated hemoglobin,
0.059 +0.006; normal values, 0.038-0.052). All the patients except two were nor-
motriglyceridemic (serum triglyceride levels <2.3 mmol/l) and were treated with
glyburide and metformin. None of the patients was primarily insulin dependent.
One patient was hypertensive and treated with enalapril, two had macroan-
giopathy, and one had microangiopathy (microalbuminuria). Characteristics of the
study population are presented in Table 1. Healthy control subjects, matched with
patients for sex, age, and BMI, were recruited from the hospital staff and relatives.
Subjects who had infectious or inflammatory conditions or cardiac, renal, or
pulmonary decompensated diseases or who were treated with anti-inflammatory
or antioxidant drugs were excluded from the study.

Human macrophages. Peripheral blood mononuclear cells were isolated by
density centrifugation using Ficoll, allowed to aggregate in the presence of FCS,
and further purified using the rosetting technique (30). After density centrifugation,
highly purified monocytes (85-90%) were recovered, as assessed by flow cytom-
etry (FACScan; Becton Dickinson, Rutherford, NJ). In every experiment, monocytes
were isolated from one diabetic patient and one control subject and serum from
each was collected. Monocytes were differentiated into macrophages by culturing
the cells (2 million per milliliter) in 24-well plates in RPMI 1640 medium supple-
mented with 1% (vol/vol) penicillin-streptomycin and 20% (vol/vol) of their own sera.
The cells were incubated for 5 days at 37°C in a humidified 5% CO,, 95% air atmos-
phere. The culture medium was changed at day 4. In experiments aimed at assess-
ing the role of peripheral factors on macrophage LPL production, monocytes iso-
lated from the diabetic patient were differentiated in the serum of the control sub-
ject, and monocytes isolated from the control subject were differentiated in the
serum obtained from the diabetic patient. The biochemical composition of the con-
trol and diabetic sera used in the experiments was determined by measuring the
levels of serum endotoxin, glucose, glycated hemoglobin, LPL mass, and LPL
activity. Whereas levels of serum endotoxin, glycated hemoglobin, and LPL mass
and activity did not differ between the control and diabetic populations, increased
fasting serum glucose levels were observed in the diabetic patients compared with
the control subjects (Table 1). The low- and high-glucose RPMI media were pre-
pared by adding appropriate amounts of glucose to glucose-free RPMI medium
(Gibco BRL) to achieve the desired final glucose concentrations.

Analysis of LPL mRNA expression. Expression of the LPL gene in human dia-
betic and control macrophages was performed by polymerase chain reaction
(PCR). Total RNA for use in the PCR reaction was extracted from human macro-
phages by an improvement of the acid-phenol technique of Chomczynski and Sac-
chi (31). Briefly, cells were lysed with TRIzol reagent, and chloroform was added
to the solution. After centrifugation, the RNA present in the aqueous phase was
precipitated and resuspended in diethyl pyrocarbonate water. cDNA was syn-
thesized from RNA by incubating total cellular RNA with 0.1 pg oligo dT (Phar-
macia, Piscataway, NJ) for 5 min at 98°C, then by incubating the mixture with
reverse transcription buffer for 60 min at 37°C. The cDNA obtained was ampli-
fied by using 0.8 umol/l of two synthetic primers specific for human LPL (5'-GA
GATTTCTCTGTATGGCACC-3' and 5'-CTGCAAATGAGACACTTTCTC-3') and
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human GAPDH (5'-CCCTTCATTGACCTCAACTACATGG-3' and5'-AGTCTTCTG
GGTGGCAGTGATGG-3) as internal standard in the PCR reaction mixture. A
277-bp human LPL cDNA fragment and a 456-bp human GAPDH cDNA fragment
were amplified enzymatically by 27 and 30 repeated cycles for GAPDH and LPL,
respectively, at 95°C for 60 s, 60°C for 40 s, and 72°C for 90 s. An aliquot of each
reaction mixture was then subjected to electrophoresis on a 1% agarose gel con-
taining ethidium bromide. The intensity of the bands was measured by an image
analysis scanning system (Alpha Imager 2000; Packard Instruments, Meriden, CT).
Determination of human macrophage LPL immunoreactive mass and
activity. Monocytes isolated from the control subjects and the diabetic patients
were incubated for 5 days in RPMI medium containing 20% serum of control sub-
jects or diabetic patients. LPL activity and mass were measured in the supernatants
24 h after the final medium change. One hour before the end of the incubation
period, 0.5 U/ml heparin was added to the medium. The amount of human LPL
immunoreactive mass was measured by enzyme-linked immunosorbent assay
(ELISA) using the Markit-F LPL kit (Dainippon Pharmaceutical, Osaka, Japan) (32).
Medium LPL activity was determined using the Confluolip kit (Progen, Heidelberg,
Germany) (33).

Determination of human macrophage TNF-a immunoreactive mass.
Monocytes isolated from control subjects and diabetic patients were incubated for
5 days in RPMI medium containing 20% serum of control subjects or diabetic
patients. Twenty-four hours after the final medium change, TNF-a immunoreactive
mass released in the culture medium was determined by a double-sandwich ELISA
(Quantikine; R&D Systems, Minneapolis, MN). In some experiments, the effect of
LPL on TNF-a secretion was determined by adding 1 pg/ml LPL to the medium.
Statistical analysis. All values are expressed as the mean + SE. For single
comparisons, data were analyzed using Student’s t test or the Mann-Whitney
rank-sum test. For multiple comparisons, data were analyzed by analysis of vari-
ance followed by Tukey’s test or Dunnett’s method.

RESULTS

Levels of LPL mRNA in macrophages of control subjects
and diabetic patients. Monocyte-derived macrophages of
diabetic patients cultured in their own sera demonstrated a
significant increase in LPL mRNA levels compared with those
isolated from the control subjects (Fig. 1A). Under these exper-
imental conditions, no modulation of the mRNA expression of
GAPDH was observed (Fig. 1B). LPL mRNA levels normalized
to the levels of GAPDH mRNA are presented in Fig. 1C.

Levels of LPL immunoreactive mass in macrophages of
control subjects and diabetic patients. Monocyte-derived
macrophages of diabetic patients cultured in their own sera
secreted significantly higher LPL mass than macrophages of
control subjects (P < 0.001) (Fig. 2). Culture of macrophages
of diabetic patients in sera of control subjects significantly
reduced this alteration (P < 0.005) (Fig. 2). In contrast, dif-
ferentiation of macrophages of control subjects in sera of

TABLE 1
Characteristics of the study population

Patients with

type 2 diabetes  Control subjects

Age (years) 48527 39.2+38
BMI (kg/m?) 26.8+0.9 26.1+0.8
Fasting glucose (mmol/l) 79+0.7* 5.0%0.1
Triglycerides (mmol/l) 1.96 £ 0.211 1.07+0.14
Cholesterol (mmol/l)

Total 5.18 £0.27 4.86 +£0.26

HDL 1.10 £ 0.06 1.44 +0.12

LDL 3.18+£0.26 2.81+£0.24
Endotoxin (pg/ml) <6 <6
LPL mass (ng/ml) 76.58 + 15.20 76.58 £ 6.14
LPL activity (pmol/ml) 11.57 £0.48 10.66 £ 0.15

Data are means + SE. *P < 0.005, diabetic vs. control subjects;
TP < 0.05, diabetic vs. control subjects.
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FIG. 1. LPL mRNA levels in macrophages of control subjects and dia-
betic patients. Monocytes of control subjects (Ctl) or diabetic
patients (Diab) were cultured for 5 days in RPMI medium containing
20% of their own sera. Twenty-four hours after the final medium
change, cells were lysed and LPL (A) and GAPDH (B) mRNA expres-
sion was analyzed by reverse transcription PCR. C: LPL mRNA levels
(arbitrary units) normalized to the levels of GAPDH mRNA. Data rep-
resent means * SE of results obtained in 10 control subjects and 10
diabetic patients. saP < 0.005 vs. control subjects.

diabetic patients resulted in a significant increase in the
amounts of LPL secreted by these cells (P <0.001) (Fig. 2).

LPL activity in macrophages of control subjects and
diabetic patients. Monocyte-derived macrophages of dia-
betic patients cultured in their own sera secreted significantly
higher LPL activity than macrophages of control subjects
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FIG. 2. LPL secretion by macrophages of control subjects and diabetic
patients. Monocytes of control subjects (Ctl) or diabetic patients
(Diab) were cultured in their own sera for 5 days. In some experi-
ments, monocytes of control subjects were differentiated in sera of dia-
betic patients and monocytes of diabetic patients were differentiated
in sera of control subjects. Twenty-four hours after the final medium
change, LPL immunoreactive mass was determined in the medium.
Values for LPL mass are expressed as nanograms per 2 X 10° cells per
milliliter. Data represent means + SE of results obtained in 10 control
subjects and 10 diabetic patients. aaaP < 0.001 vs. Ctl + Ctl serum;
O0OP < 0.005 vs. Diab + Ctl serum.
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(P < 0.005) (Fig. 3). Incubation of macrophages of diabetic
patients in sera of control subjects partially reversed this
anomaly (P < 0.001) (Fig. 3). Conversely, differentiation of
monocytes isolated from the control subjects into macro-
phages in sera of diabetic patients significantly enhanced
LPL activity in these cells (Fig. 3).

Basal TNF-a secretion by macrophages of control
subjects and diabetic patients. Macrophages of diabetic
patients cultured in their own sera secreted significantly
higher amounts of TNF-a than macrophages of control sub-
jects (P < 0.001) (Fig. 4). Incubation of macrophages of dia-
betic patients in sera of control subjects dramatically
decreased basal TNF-« production by these cells (P <0.001)
(Fig. 4). In macrophages of control subjects differentiated in
sera of diabetic patients, a twofold increase in basal TNF-«
secretion was also observed (P < 0.005) (Fig. 4).
LPL-induced TNF-« secretion by control and diabetic
macrophages. Responsiveness to LPL, as assessed by
TNF-a production, was significantly higher in monocyte-
derived macrophages of diabetic patients than in cells of
control subjects when culture was performed with autologous
serum (P = 0.005) (Fig. 5). A significant decrease in LPL-
induced TNF-a secretion by macrophages of diabetic
patients was observed following exposure of these cells to
sera of normal control subjects (P < 0.005) (Fig. 5). In contrast,
amarked increase in TNF-« levels was found in supernatants
harvested from macrophages of control subjects exposed to
sera of diabetic patients (P = 0.05) (Fig. 5).

DISCUSSION

The present study establishes that macrophage LPL induction
occurs in human type 2 diabetes at both the gene and protein
levels. Our finding that LPL mRNA is overexpressed in type 2
diabetes is in accordance with the results of Creedon et al. (22),
who found higher copy numbers of LPL mRNA in hyper-
triglyceridemic diabetic patients than in nondiabetic subjects.
Although hypertriglyceridemia may contribute to the
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FIG. 3. LPL activity in macrophages of control subjects and diabetic
patients. Monocytes of control subjects (Ctl) or diabetic patients
(Diab) were cultured in their own sera for 5 days. In some experi-
ments, monocytes of control subjects were differentiated in sera of dia-
betic patients and monocytes of diabetic patients were differentiated
in sera of control subjects. Twenty-four hours after a medium change,
LPL activity was determined in the supernatants. Values for LPL
activity are expressed as picomoles per 2 x 10° cells per milliliter. Data
represent means * SE of results obtained in 10 control subjects and
10 diabetic patients. saP < 0.005 vs. Ctl + Ctl serum; JOOP < 0.001
vs. Diab + Ctl serum.
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FIG. 4. Basal TNF-a secretion by macrophages of control subjects
and diabetic patients. Monocytes of control subjects (Ctl) or diabetic
patients (Diab) were cultured in their own sera for 5 days. In some
experiments, monocytes of control subjects were differentiated in
sera of diabetic patients and monocytes of diabetic patients were dif-
ferentiated in sera of control subjects. Twenty-four hours after the
final medium change, TNF-a immunoreactive mass was determined in
the supernatants. Values for TNF-a mass are expressed as picograms
per 2 x 108 cells per milliliter. Data represent means = SE of results
obtained in 8 control subjects and 8 diabetic patients. aaP < 0.005 vs.
Ctl + Ctl serum; mooP < 0.001 vs. Ctl + Ctl serum; OOOP < 0.001 vs.
Diab + Ctl serum.

increased transcript levels of LPL message in patients with
type 2 diabetes (34), our finding that enhanced LPL mRNA
expression also occurs in normotriglyceridemic subjects with
type 2 diabetes clearly indicates that dyslipidemia is not the
sole mechanism responsible for the induction of macrophage
LPL mRNA expression in type 2 diabetes. Our observation that
high glucose stimulates in vitro human macrophage LPL
MRNA expression (23) suggests that other metabolic factors
dysregulated in diabetes, including hyperglycemia, may play
a key role in the macrophage LPL mRNA overexpression
associated with type 2 diabetes. The molecular mechanisms
responsible for the induction of macrophage LPL mRNA
expression in macrophages isolated from diabetic patients are
unknown. Although the limited amount of biological material
extracted from human cells did not allow us to perform
run-on experiments or evaluate LPL mRNA stability, our pre-
vious finding that transcriptional events are involved in the
stimulatory effect of glucose on murine macrophage LPL
expression (23) suggests that a similar mechanism may be
responsible for the overexpression of LPL in macrophages iso-
lated from patients with type 2 diabetes.

Previous studies have demonstrated that diabetes induces
tissue-specific changes in the levels of LPL mRNA, immuno-
reactive protein, and activity. Whereas diabetes has been
repeatedly shown to decrease adipose tissue LPL activity
(35-38), LPL activity in skeletal muscle of diabetic patients has
been found to be either unchanged or decreased (37,39-42).
Our results, which demonstrate that induction of macro-
phage LPL immunoreactive protein and activity occurs in
the diabetic state and parallels changes in LPL mRNA levels,
indicate that in human macrophages, diabetes exerts a pre-
translational control on LPL expression.

Although the mechanisms responsible for macrophage
LPL induction in diabetes remain uncertain, our observation
that culture of macrophages of diabetic patients in sera of con-
trol subjects markedly decreases this alteration indicates
that metabolic or hormonal factors present in the sera of
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FIG. 5. LPL-induced TNF-a secretion by macrophages of control sub-
jects and diabetic patients. Monocytes of control subjects (Ctl) or dia-
betic patients (Diab) were cultured in their own sera for 5 days. In
some experiments, monocytes of control subjects were differentiated
in sera of diabetic patients and monocytes of diabetic patients were
differentiated in sera of control subjects. Twenty-four hours after
the final medium change, exogenous bovine LPL (1 pg/ml) was added
to the culture medium. The 24-h production of TNF-a was determined
in the supernatants. Values for TNF-a mass are expressed as
picograms per 2 x 10° cells per milliliter. Data represent means + SE
of results obtained in 5 control subjects and 5 diabetic patients. oP =
0.05 vs. Ctl + Ctl serum; maP = 0.005 vs. Ctl + Ctl serum; OOP < 0.005
vs. Diab + Ctl serum.

diabetic subjects are at least partly responsible for the over-
production of macrophage LPL in diabetes. Potential meta-
bolic factors associated with macrophage LPL induction
include glucose and AGE. Indeed, these factors accumulate
in the plasma and vessel walls of diabetic patients (43,44) and
stimulate in vitro human macrophage LPL production (23).

Along with peripheral factors, other mechanisms seem to
be involved in the upregulation of macrophage LPL in type 2
diabetes. Indeed, we found that incubation of macrophages
of diabetic patients with sera of normal control subjects did
not totally normalize macrophage LPL induction. Although
clear evidence demonstrating the insulin-sensitivity of
macrophage LPL is still lacking (45), one possibility is that
induction of macrophage LPL in diabetes could, at least in
part, represent a compensatory mechanism to provide the
cells with energy in the presence of diminished insulin-medi-
ated glucose uptake. Studies of macrophage LPL regulation
in insulin-resistant nondiabetic subjects are currently under-
way to investigate this possibility.

Just as TNF-«a is overexpressed in adipose tissue and mus-
cle of insulin-resistant subjects, increased TNF-a production
has been documented in monocytes of patients with type 2
diabetes (24). Our results indicate a similar augmentation of
basal TNF-a secretion by macrophages of diabetic patients.
Our finding that culture of macrophages of diabetic subjects
in sera of normal control subjects totally reverses the induc-
tion of macrophage TNF-a underlines the role of peripheral
factors in this alteration. Data indicating a stimulatory effect
of high glucose, AGE, and oxidized LDL on monocyte/macro-
phage TNF-a release (26,27,46) support a role of these factors
in the dysregulation of macrophage TNF-« in diabetes.

Besides its role in lipid metabolism, LPL acts as an activa-
tor of macrophage function, inducing TNF-a secretion
(20,21). The present report provides evidence that LPL-
induced TNF-a production is higher in macrophages of dia-
betic patients than in those of control subjects. Because dia-
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betes is associated with enhanced oxidative stress (44,47) and
reactive oxygen species facilitate LPS-induced TNF-a pro-
duction (48), one may speculate that oxidant stress may, at
least in part, be responsible for the upregulation of macro-
phage responsiveness to LPL observed in diabetes. However,
arguing against this possibility is our recent observation that
reactive oxygen intermediates decrease LPL-induced TNF-a
production (49). From these results, it clearly appears that
future studies will be needed to address the mechanisms
involved in this alteration.

Atherosclerosis is the leading complication of type 2 dia-
betes. The pathogenesis of atherosclerosis is poorly under-
stood but clearly involves the production in the vascular wall
of macrophage LPL and TNF-a. Data generated in the pres-
ent study clearly demonstrate that human type 2 diabetes pro-
motes the overproduction of these two proatherogenic fac-
tors and that metabolic or hormonal factors accumulating in
the sera of diabetic subjects are, at least in part, responsible
for these alterations. These results suggest that diabetes may
tend to increase the in vivo production of LPL and TNF-a in
the arterial wall and that these alterations may contribute to
the development of atherosclerosis associated with diabetes.
Better understanding of the pathobiology of atherosclerosis
associated with diabetes gained from studies of the human
diabetic macrophage should lead to the development of new
methods for the prevention and treatment of diabetic ather-
osclerosis.

ACKNOWLEDGMENTS

This study was supported by grants from the Medical
Research Council of Canada and the Heart and Stroke Foun-
dation of Canada.

The authors thank Dr. O. Serri (University of Montreal,
Metabolic Unit of Notre-Dame Hospital, Montreal) for refer-
ral of the diabetic patients and for helpful comments in the
preparation of the manuscript.

REFERENCES

1. DeFronzo RA, Ferrannini E: Insulin resistance: a multifaceted syndrome
responsible for NIDDM, obesity, hypertension, dyslipidemia, and atheroscle-
rotic cardiovascular disease. Diabetes Care 14:173-194, 1991

. Fuller JH, Shipley MJ, Rose G, Jarrett RJ, Keen H: Coronary-heart-disease risk

and impaired glucose tolerance: the Whitehall Study. Lancet i:1373-1376,

1980

Pyorala K: Relationship of glucose tolerance and plasma insulin to the inci-

dence of coronary heart disease: results from two population studies in Fin-
land. Diabetes Care 2:131-141, 1979
4. Rosenfeld ME, Khoo JC, Miller E, Parthasarathy S, Palinsky W, Witztum JL:
Macrophage-derived foam cells freshly isolated from rabbit atherosclerotic
lesions degrade modified lipoproteins, promote oxidation of low-density
lipoproteins, and contain oxidation-specific lipid protein adducts. J Clin
Invest 87:90-99, 1991

5. Gerrity RG: The role of the monocyte in atherogenesis. |. Transition of blood-
borne monocytes into foam cells in fatty lesions. Am J Pathol 103:181-190,
1981

6. Chait A, lverius PH, Brunzell JD: Lipoprotein lipase secretion by human
monocyte-derived macrophages. J Clin Invest 69:490-493, 1982

7. Wang-lverson P, Ungar A, Bliumis J, Bukberg PR, Gibson JC, Brown WV:
Human monocytes in culture synthesize and secrete lipoprotein lipase.
Biochem Biophys Res Commun 104:923-928, 1982

8. Eckel RH: Lipoprotein lipase: a multifunctional enzyme relevant to common
metabolic diseases. N Engl J Med 320:1060-1068, 1989

9. Corey JE, Zilversmit DB: Effect of cholesterol feeding on arterial lipolytic activ-
ity in the rabbit. Atherosclerosis 27:201-212, 1977

10. O'Brien KD, Gordon D, Deeb S, Ferguson M, Chait A: Lipoprotein lipase is syn-

thesized by macrophage-derived foam cells in human coronary atherosclerotic
plaques. J Clin Invest 89:1544-1550, 1992

N

w

DIABETES, VOL. 49, APRIL 2000

11

12.

13.

14.

15.

16.

17.

18.

19.

20.

21

2

N

23.

24.

25.

26.

27.

2

©

3

o

3L

32.

33.

34.

35.

Mattsson L, Johansson H, Ottosson M, Bondjers G, Wiklund O: Expression of
lipoprotein lipase mRNA and secretion in macrophages isolated from human
atherosclerotic aorta. J Clin Invest 92:1759-1765, 1993

Renier G, Skamene E, DeSanctis JB, Radzioch D: High macrophage lipopro-
tein lipase expression and secretion are associated in inbred murine strains
with susceptibility to atherosclerosis. Arterioscler Thromb 13:190-196, 1993
Eisenberg S, Sehayek E, Olivecrona T, Vlodavsky I: Lipoprotein lipase
enhances binding of lipoproteins to heparan sulfate on cell surfaces and
extracellular matrix. J Clin Invest 90:2013-2021, 1992

Williams KJ, Fless GM, Petrie KA, Snyder ML, Brocia RW, Swenson TL: Mech-
anisms by which lipoprotein lipase alters cellular metabolism of lipopro-
tein(a), low density lipoprotein, and nascent lipoproteins: roles for low den-
sity lipoprotein receptors and heparan sulfate proteoglycans. J Biol Chem
267:13284-13292, 1992

Rumsey SC, Obunike JC, Arad Y, Deckelbaum RJ, Goldberg 1J: Lipoprotein
lipase-mediated uptake and degradation of low density lipoproteins by fibro-
blasts and macrophages. J Clin Invest 90:1504-1512, 1992

Saxena U, Klein MG, Vanni TM, Goldberg 1J: Lipoprotein lipase increases low
density lipoprotein retention by subendothelial cell matrix. J Clin Invest
89:373-380, 1992

Hendriks WL, van der Boom H, van Vark LC, Havekes LM: Lipoprotein lipase
stimulates the binding and uptake of moderately oxidized low-density
lipoprotein by J774 macrophages. Biochem J 314:563-568, 1996

Mamputu JC, Desfaits AC, Renier G: Lipoprotein lipase enhances human
monocyte adhesion to aortic endothelial cells. J Lipid Res 38:1722-1729, 1997
Obunike JC, Paka S, Pillarisetti S, Goldberg 1J: Lipoprotein lipase can func-
tion as a monocyte adhesion protein. Arterioscler Thromb Vasc Biol 17:1414—
1420, 1997

Renier G, Skamene E, DeSanctis JB, Radzioch D: Induction of tumor necro-
sis factor o gene expression by lipoprotein lipase. J Lipid Res 35:271-278, 1994
Mamputu JC, Renier G: Differentiation of human monocytes to monocyte-
derived macrophages is associated with increased lipoprotein lipase-induced
tumor necrosis factor-a expression and production: a process involving cell
surface proteoglycans and protein kinase C. Arterioscler Thromb Vasc Biol
19:1405-1411, 1999

. Creedon G, Sexton D, Griffin M, O'Meara N, Collins P: Lipoprotein lipase in

human monocyte-derived macrophages isolated from type Il diabetic subjects.
Biochem Soc Trans 25:134S, 1997

Sartippour MR, Lambert A, Laframboise M, St-Jacques P, Renier G: Stimula-
tory effect of glucose on macrophage lipoprotein lipase expression and pro-
duction. Diabetes 47:431-438, 1998

Ohno Y, Aoki N, Nishimura A: In vitro production of interleukin-1, inter-
leukin-6, and tumor necrosis factor-« in insulin-dependent diabetes mellitus.
J Clin Endocrinol Metab 77:1072-1077, 1993

Yamakawa T, Tanaka S, Yamakawa Y, Kiuchi Y, Isoda F, Kawamoto S, Okuda
K, Sekihara H: Augmented production of tumor necrosis factor- in obese mice.
Clin Immunol Immunopathol 75:51-56, 1995

Morohoshi M, Fujisawa K, Uchimura I, Numano F: The effect of glucose and
advanced glycosylation end products on IL-6 production by human monocytes.
Ann N'Y Acad Sci 748:562-570, 1995

Vlassara H, Brownlee M, Manogue KR, Dinarello CA, Pasagian A: Cachectin/
TNF and IL-1 induced by glucose-modified proteins: role in normal tissue
remodeling. Science 240:1546-1548, 1988

. Bradford MM: A rapid and sensitive method for the quantitation of microgram

quantities of protein utilizing the principle of protein-dye binding. Anal
Biochem 72:248-254, 1976

. Mentzer SJ, Guyre PM, Burakoff SJ, Faller DV: Spontaneous aggregation as a

mechanism for human monocyte purification. Cell Immunol 101:312-319, 1986
Chomczynski P, Sacchi N: Single-step method for RNA isolation by acid guani-
dinium thiocyanate-phenol-chloroform extraction. Anal Biochem 162:156-159,
1987

Ikeda Y, Takagi A, Ohkaru Y, Nogi K, lwanaga T, Kurooka S, Yamamoto A: A
sandwich-enzyme immunoassay for the quantification of lipoprotein lipase and
hepatic triglyceride lipase in human postheparin plasma using monoclonal anti-
bodies to the corresponding enzymes. J Lipid Res 31:1911-1924, 1990
Duque M, Graupner M, Stutz H, Wicher I, Zechner R, Paltauf F, Hermetter A:
New fluorogenic triacylglycerol analogs as substrates for the determination
and chiral discrimination of lipase activities. J Lipid Res 37:868-876, 1996
Ishibashi S, Mori N, Murase T, Shimano H, Gotohda T, Kawakami M, Akanuma
Y, Takaku F, Yamada N: Enhanced lipoprotein lipase secretion from human
monocyte-derived macrophages caused by hypertriglyceridemic very low
density lipoproteins. Arteriosclerosis 9:650-655, 1989

Pykalisto OJ, Smith PH, Brunzell JD: Determinants of human adipose tissue
lipoprotein lipase: effect of diabetes and obesity on basal- and diet-induced
activity. J Clin Invest 56:1108-1117, 1975

601



UPREGULATION OF MACROPHAGE LPLIN DIABETES

36. Taylor KG, Galton DJ, Holdsworth G: Insulin-independent diabetes: a defect
in the activity of lipoprotein lipase in adipose tissue. Diabetologia 16:313-317,
1979

37. Vessby B, Selinus I, Lithell H: Serum lipoproteins and lipoprotein lipase in over-

weight, type Il diabetics during and after supplemented fasting. Arterioscle -
rosis 5:93-100, 1985

. Simsolo RB, Ong JM, Saffari B, Kern P: Effect of improved diabetes control
on the expression of lipoprotein lipase in human adipose tissue. J Lipid Res
33:89-95, 1992

. Taskinen MR, Nikkila EA, Kuusi T, Harmo K: Lipoprotein lipase activity and
serum lipoproteins in untreated type 2 (insulin-independent) diabetes asso-
ciated with obesity. Diabetologia 22:46-50, 1982

. Pollare T, Vessby B, Lithell H: Lipoprotein lipase activity in skeletal muscle is

related to insulin sensitivity. Arterioscler Thromb 11:1192-1203, 1991

Taskinen MR, Nikkila EA, Nousiainen R, Gordin A: Lipoprotein lipase activ-

ity in adipose tissue and skeletal muscle of human diabetics during insulin

deprivation and restoration. Scand J Clin Lab Invest 41:263-268, 1981

42. Yost TJ, Froyd KK, Jensen DR, Eckel RH: Change in skeletal muscle lipopro-
tein lipase activity in response to insulin/glucose in non-insulin-dependent dia-

3

o]

3

©

4

o

4

=

602

betes mellitus. Metabolism 44:786-790, 1995

43. Brownlee M, Cerami A, Vlassara H: Advanced glycosylation end products in
tissue and the biochemical basis of diabetic complications. N Engl J Med
318:1315-1321, 1988

44. Baynes JW: Role of oxidative stress in development of complications in dia-
betes. Diabetes 40:405-412, 1991

45, Behr SR, Kraemer FB: Insulin deficiency decreases lipoprotein lipase secre-
tion by murine macrophages. Diabetes 37:1076-1081, 1988

46.Jovinge S, Ares MP, Kallin B, Nilsson J;: Human monocytes/macrophages
release TNF-«a in response to ox-LDL. Arterioscler Thromb Vasc Biol 16:
1573-1579, 1996

47. Sato Y, Hotta N, Sakamoto N, Matsuoka S, Ohishi N, Yagi K: Lipid peroxide level
in plasma of diabetic patients. Biochem Med 21:104-107, 1979

48. Chaudhri G, Clark IA: Reactive oxygen species facilitate the in vitro and in vivo
lipopolysaccharide-induced release of tumor necrosis factor. J Immunol
143:1290-1294, 1989

49. Renier G, Desfaits AC, Lambert A, Mikhail R: Role of oxidant injury on macro-
phage lipoprotein lipase (LPL) production and sensitivity to LPL. J Lipid Res
37:799-809, 1996

DIABETES, VOL. 49, APRIL 2000



