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Abstract Acylation stimulating protein (ASP, C3adesArg) is
an adipose tissue derived hormone that stimulates triglyceride
(TG) synthesis. ASP stimulates lipoprotein lipase (LPL) activity
by relieving feedback inhibition caused by fatty acids (FA). The
present study examines plasma ASP and lipids in male and
female LPL-deficient subjects primarily with the P207Lmuta-
tion, common in the population of Quebec, Canada. We
evaluated the fasting and postprandial states of LPL hetero-
zygotes and fasting levels in LPL homozygotes. Homozy-
gotes displayed increased ASP (58–175% increase, P ,
0.05–0.01), reduced HDL-cholesterol (64–75% decrease,
P , 0.0001), and elevated levels of TG (19–38-fold, P ,
0.0001) versus control (CTL) subjects. LPL heterozygotes
with normal fasting TG (1.3–1.9 mmol/l) displayed in-
creased ASP (101–137% increase, P , 0.05–0.01) and de-
layed TG clearance after a fatload; glucose levels remained
similar to controls. Hypertriglyceridemics with no known
LPL mutation also had increased ASP levels (63–192% in-
crease, P , 0.001). High-TG LPL heterozygotes were admin-
istered a fatload before and after fibrate treatment. The
treatment reduced fasting and postprandial plasma ASP,
TG, and FA levels without changing insulin or glucose lev-
els. ASP enhances adipose tissue fatty-acid trapping follow-
ing a meal; however in LPL deficiency, high ASP levels are
coupled with delayed lipid clearance.—Paglialunga, S., P.
Julien, Y. Tahiri, F. Cadelis, J. Bergeron, D. Gaudet, and K.
Cianflone. Lipoprotein lipase deficiency is associated with
elevated acylation stimulating protein plasma levels. J. Lipid
Res. 2009. 50: 1109–1119.
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Lipoprotein lipase (LPL) is a key enzyme involved in
fat metabolism. In its active form as a dimer, LPL cata-

lyzes the hydrolysis of triglyceride (TG) from both chy-
lomicrons and VLDL, releasing nonesterified fatty acids
(NEFA) which can be taken up by adipose tissue, to store
as TG, or by the muscle to be used as an energy source (as
reviewed in Ref. 1). LPL activity is highly regulated by sev-
eral factors, including apolipoproteins, hormones, and
evenNEFA levels (1). ApoCIII andTNF-a decreaseLPL func-
tion, while apoCII, apoAVand both insulin and acylation stim-
ulating protein (ASP, C3adesArg) enhance LPL activity (as
reviewed in Ref. 2).

ASP is an adipose tissue derived hormone generated
through the alternative complement pathway and is the
cleavage product of complement C3 by adipsin (as reviewed
in Ref. 3). ASP stimulates TG synthesis in adipocytes by in-
creasing diacylglycerol acyltransferase (DGAT) activity, the
final enzyme in the TG synthesis cascade (4). ASP acts
through C5L2, a G protein-coupled receptor, to stimulate
TG synthesis and glucose uptake (5, 6). C5L2 is highly ex-
pressed in adipose tissue, muscle, and liver (5, 7). While
insulin directly increases LPL activity in adipocytes (8),
ASP stimulates LPL activity indirectly by enhancing cellular
uptake and esterification of NEFA, thereby relieving feed-
back inhibition on LPL (8). Like insulin (9, 10), ASP exerts
an inhibitory effect on LPL activity in the muscle (11). Fur-
thermore, in vivo antibody treatment that blocked ASP
function in mice resulted in decreased LPL activity in adi-
pose tissue and increased muscle LPL activity (12).

Circulating ASP levels tend not to change during a fatty
meal (13, 14); however, there is a postprandial increase
in local adipose tissue ASP production (15, 16). While little
is known regarding ASP regulation, chylomicrons have
been shown to directly increase production of ASP through
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increased production of C3 and increased conversion of
C3 to ASP in adipocytes (17, 18). Furthermore, previous
studies on postprandial TG clearance in normal healthy
subjects indicated that fasting ASP positively correlates
with TG area under the curve (AUC), where higher ASP
levels are associated with inefficient TG clearance (19).

Since ASP plays a pivotal role in dietary fatty acid uptake
and esterification through modulation of LPL activity, we
evaluated the impact of total and partial LPL deficiency on
ASP levels and the association with lipid levels. Homozygote
mutations in the LPL gene are rare autosomal recessive dis-
orders with prevalence in the general population of ap-
proximately one in a million (20). However two LPL
mutations, G188E and P207L, that cause complete loss of
postheparin LPL activity in homozygotes and 50% loss in
heterozygotes, are commonly seen in Quebec, Canada
(1). The present study examines the plasma ASP levels in
total or partial LPL-deficient patients in the fasting state
and after a fatty meal (heterozygotes only). In addition,
plasma ASP was measured in hypertriglyceridemic LPL
heterozygotes before and following 3 months of fibrate
treatment intended to lower TG levels.

METHODS

Subjects
Non-obese, healthy free living Caucasians from Montreal and

Quebec City, Canada, were recruited from the general popula-
tion. For control (CTL) subjects, those with a history of heart dis-
ease, diabetes, hypertension, and lipid lowering drug treatment
were excluded. Patients with a history of hypertriglyceridemia
without LPL deficiency (fasting triglyceride levels greater than
2.5mmol/l), with or without cardiovascular disease, were recruited
from theMcGill University Health Centre (MUHC), Royal Victoria
Hospital in Montreal as well as the Lipid Clinic, Lipid Research
Centre (CHUQ Research Centre), Quebec City. A total of 21 LPL
homozygotes and 33 LPL heterozygotes were also recruited from
the CHUQ and the Chicoutimi Lipid Clinic. At the time of sam-
pling, no subject was taking any lipid lowering medications, or
other medications known to impact metabolic profiles. The pro-
tocol was approved by local ethics committees at the MUHC,
CHUQ, and Chicoutimi Lipid Clinic, and written informed con-
sent was obtained from each subject.

LPL-deficient patients
The majority of subjects displayed a mutation at either site

P207L or G188E of the LPL gene (Table 1). In the homozygote

TABLE 1. Identified LPL mutations for heterozygote and homozygote subjects

Males Females

HE NTG
(n 5 4)

HE HTG
(n 5 12)

HO
(n 5 15)

HE NTG
(n 5 4)

HE HTG
(n 5 13)

HO
(n 5 6)

G188E — — — — 1 2
P207L 3 11 10 4 11 3
D250N 1 — — — — —
D9N and P207L — — 1 — 1 —
D9N and N291S — — 1 — — —
G188E and P207L — — 2 — — 1
P207L and N291S — 1 — — — —
Unknown — — 1 — — —

HE HTG, heterozygotes with high fasting triglyceride; HE NTG, heterozygotes with normal fasting triglyceride;
HO, homozygotes.

TABLE 2. Fasting values for control, hypertriglyceridemic, and LPL-deficient subjects

CTL HTG HE NTG HE HTG HO ANOVA

MALES n 5 13 n 5 12 n 5 4 n 5 12 n 5 15
Age (years) 34.4 6 2.1 43.1 6 2.6 38.0 6 3.1 43.6 6 2.8 35.6 6 2.8 P 5 0.0451
BMI (kg/m2) 25.3 6 0.8 30.3 6 1.0** 22.4 6 1.2 28.4 6 1.5 25.3 6 1.1 P 5 0.0013
Chol (mmol/l) 4.38 6 0.30 5.47 6 0.20 5.35 6 0.61 4.81 6 0.3 6.42 6 0.81* P 5 0.0588
HDL-chol (mmol/l) 1.02 6 0.05 0.75 6 0.03** 0.79 6 0.09 1.11 6 0.08 0.36 6 0.03*** P , 0.0001
ApoBa (g/l) 0.87 6 0.06 1.20 6 0.05** 1.10 6 0.17 0.93 6 0.06 0.40 6 0.07** P,0.0001
% ApoE 3 100 100 100 83 80 NS
% nonApoE 3 — — — 17 20
FEMALES n 5 16 n 5 6 n 5 4 n 5 13 n 5 6
Age (years) 35.9 6 1.4 53.0 6 4.5*** 31.3 6 2.7 55.6 6 2.2*** 32.3 6 5.0 P,0.0001
BMI (kg/m2) 23.0 6 0.8 31.1 6 3.5** 24.1 6 1.2 30.7 6 1.3*** 18.9 6 0.6 P,0.0001
Chol (mmol/l) 4.12 6 0.18 5.76 6 0.55 4.64 6 0.28 6.19 6 0.40* 7.56 6 2.02** P 5 0.0108
HDL-chol (mmol/l) 1.34 6 0.09 0.96 6 0.11 0.81 6 0.11* 1.29 6 0.12 0.34 6 0.04*** P,0.0001
ApoBb (g/l) 0.70 6 0.04 1.23 6 0.18*** 0.99 6 0.05 1.06 6 0.08** 0.43 6 0.05 P,0.0001
% ApoE 3 100 100 100 77 83 NS
% nonApoE 3 — — — 23 17

Apo, apolipoprotein; BMI, body mass index; CTL, controls; HE HTG, heterozygotes with high fasting triglyc-
eride; HE NTG, heterozygotes with normal fasting triglyceride; HO, homozygotes; NS, not significant. Values are
presented as mean6 SEM. Significant differences were determined by one-way ANOVA followed by Dunnettʼs posthoc
test vs. control. Percentage apoE3 variants were analyzed by chi-square test. * P , 0.05, ** P , 0.01, *** P , 0.001.

a n 5 3 homozygote subjects with apoB measurements.
b n 5 2 homozygote subjects with apoB measurements.
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group (n 5 21), 13 had a mutation at P207L, 2 at G188E, 3 had
both P207L and G188E mutations, 2 subjects had combined mu-
tations, one at D9N and P207L, and the other at D9N and N291S,
while 1 had an unknown mutation. These mutations have been
previously shown to display more than a 90% reduction in LPL
postheparin activity (1). While the D9N mutation is known to
cause only a small loss in LPL activity (1), in combination with
other mutations, enzyme activity can vary and the subjects were
classified according to their measured LPL activity. In the hetero-
zygote group (n 5 33), 29 had a mutation at P207L of the LPL
gene, 1 at G188E, 1 at D250N and 2 subjects had combined mu-
tations, one at D9N and P207L, and one at P207L and N291S,
respectively. All mutations were known to cause a nonfunctioning
allele with a 50% loss in postheparin LPL activity (1). The muta-
tions were identified by PCR-ASO analysis as described previously
(21). The heterozygotes were divided into two groups: heterozy-
gotes with normal fasting TG (HE NTG) and heterozygotes with
high fasting TG (HE HTG). Controls were matched for age, body
mass index (BMI), and TG levels to the normal-TG LPL hetero-
zygotes, while hypertriglycemic subjects were matched for age and
BMI to high-TG LPL heterozygotes. In addition, high-TG hetero-
zygotes were treated with fenofibrate (Lipidil Micro Fournier,
Pharma Inc., Montreal) 200 mg per day (once daily) for 3 months.

Plasma measurements
After a 12-h fast, blood samples were collected in 0.15% EDTA

containing tubes. Plasma was isolated by centrifugation (1400 g at
4°C for 15 min). Cholesterol levels in whole plasma and in lipo-
protein fractions and plasma triglyceride levels were measured by
enzymatic methods using the Technicon RA-1000 analyzer (Tech-
nicon Instruments Corporation, Tarrytown, NY). Total phospho-
lipids were measured by an enzymatic/colorimetric method
(Wako Pure Chemicals, Richmond, VA) using the Technicon
RA-1000 analyzer. NEFAwas analyzed using an enzymatic kit from
Wako Pure Chemicals (Osaka, Japan). Plasma VLDL was isolated
by ultracentrifugation, and the HDL fraction was obtained after
precipitation of LDL in the infranatant with heparin and MnCl2
as described previously (22). Apolipoprotein AI (apoAI) and AII
(apoAII) as well as apolipoprotein B (apoB) were measured by
nephelometry with the BN Prospect analyzer (Dade Behring,
Mississauga, ON, Canada) using reagents provided by Dade
Behring (23). Apolipoprotein E (apoE) genotype was determined
as described by Brisson et al. (24). Plasma ASP was measured as
described elsewhere by ELISA assay (25). Insulin and glucose
levels were determined as previously indicated (26).

Oral lipid tolerance test (fatty meal)
Following an overnight 12-h fast, the subjects were given a high-

fat meal. The meal consisted of a fruit shake (frozen orange juice,
peach yoghurt, sugar, and 30 g of Lipomul, UpjohnLaboratories as
a source of fat) and two hardboiled egg yolks. The fruit shake was
maintained frozen and allowed to defrost in the refrigerator 24 h
prior to the study. On themorning of the study, subjects were given
5 min to complete the meal. The total calories per serving were
483 kcal: 91 kcal from carbohydrates, 32 kcal from protein, and
360 kcal from fat. Blood samples were taken at 0, 0.5, 1, 2, 3, 4, 6,
8, and 10 h after the meal.

Statistical analysis
All results are expressed as mean6 standard error of the mean

(SEM). Fasting TG, HDL-cholesterol and ASP values comparing
controls and homozygotes were analyzed by unpaired t-test. All
other fasting values were analyzed by one-way ANOVA followed
by Dunnettʼs posthoc test versus control. Differences in apoE vari-
ants were analyzed by chi-square test. Control and normal-TG het-

erozygote postprandial curves were analyzed by two-way ANOVA
followed by Bonferroni posthoc test. Group (G) and time (T) ef-
fects are provided in figures. Area-under-the-curve (AUC) data was
compared by unpaired t-test. Fasting pre- and post-fenofibrate
treatment data were analyzed by paired two-tail t-test. Pre- and
post-fibrate postprandial data were analyzed by repeatedmeasures
two-way ANOVA followed by Bonferroni posthoc test, where treat-
ment (G) and time (T) effects are provided in figures. AUC data for
pre- and post-fibrate heterozygotes compared with hypertriglyc-
eridemic subjects were analyzed by one-way ANOVA followed by
Dunnettʼs posthoc test. Correlations of selected parameters were
analyzed by Pearson linear regression for all subjects that were ad-
ministered a fatload (control, hypertriglyceridemic, normal-TG
heterozygote and pretreatment high-TG heterozygote subjects).
Statistical analyses were performed with GraphPad Prism (SanDiego,

Fig. 1. Fasting triglyceride, HDL-cholesterol, and ASP levels in con-
trol and LPL homozygote subjects. Fasting triglyceride (A), HDL-
cholesterol (B), and ASP (C) levels in healthy control (CTL) men
(white bars, n 5 13) and women (white hatched bars, n 5 16 ) and LPL
homozygote (HO) men (black bars, n5 15) and women (gray hatched
bars, n 5 6). Values are presented as mean 6 SEM and signifi-
cance was determined by unpaired t -test, where * indicates P ,
0.05, ** indicates P , 0.01, and *** indicates P , 0.0001 compared
with control subjects.
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CA) and SigmaStat (San Rafeal, CA) software. Significance was
set at P < 0.05, and NS indicates “not significant.”

RESULTS

Three groups of LPL-deficient subjects were evaluated: a
cohort of LPL homozygotes (HO); LPL heterozygotes with
normal fasting TG (HE NTG); and LPL heterozygotes with
high fasting TG (HE HTG). As shown in Table 1, a large
proportion of the LPL mutation carriers were identified
with either the P207L or G188E mutations (88% to 92%),
both which are known to cause a nonfunctioning allele
(1). In addition to their LPL mutations, a few homozygotes
and heterozygotes also were positive for nonapoE3 variants,
while all control subjects were identified with the apoE3
variant (Table 2).

Increased TG and low HDL-cholesterol levels are hall-
marks of LPL deficiency (1). Male and female LPL homo-

zygotes displayed a substantial 19-fold (P , 0.0001) and
38-fold (P , 0.0001), increase in fasting TG levels com-
pared with control subjects, respectively (Fig. 1A). Mean-
while, HDL-cholesterol was reduced by 64% (P , 0.0001)
in male and by 75% (P , 0.0001) in female LPL homozy-
gote subjects compared with the control subjects (Fig. 1B).
In addition, total cholesterol was increased by 46% (P ,
0.05) in males and 83% (P , 0.01) in females (Table 2).
Finally, plasma ASP levels were significantly elevated in
both male (58%, P , 0.05) and female (175%, P ,
0.01) homozygotes (Fig. 1C).

Control subjects were age, BMI, and TG-matched to hete-
rozygotes with normal fasting TG (HE NTG) (Table 2). De-
spite having similar TG levels, both male and female HE
NTG displayed reduced HDL-cholesterol (23%, NS and
39%, P , 0.05, Table 2). Furthermore, when challenged
with a fatty meal, exaggerated postprandial TG response
was observed for both male HE NTG (Fig. 2A, P , 0.0001)

Fig. 2. Normotriglyceridemic LPL heterozygotes postprandial response following a fatty meal. Triglyceride (A and B), NEFA (D and E) and ASP
(G and H) postprandial response curves following a fat meal for healthy control men (Male CTL: white circles, n5 13), women (Female CTL: white
squares, n 5 16) and normal-TG LPL heterozygote men (Male HE NTG: black circles, n 5 4) and women (Female HE NTG: black squares, n 5 4).
Statistical significancewas determinedby two-wayANOVA followedbyBonferroni posthoc test.Group (G) and time (T)P-values are indicated in each
graph. Area-under-the-curve (AUC) results are shown for TG AUC (C), NEFA AUC (F) and ASP AUC (I) for male controls (white bars), female
controls (white hatched bars), male heterozygotes (black bars) and female heterozygotes (gray hatched bars). AUC data was analyzed by unpaired t -test.
All values are presented as mean 6 SEM, where * indicates P, 0.05, ** indicates P , 0.01, *** indicates P , 0.001, and NS is “not significant.”
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and female HE NTG subjects (Fig. 2B, P , 0.0001) com-
pared with control subjects, as reflected by increased AUC
(Fig. 2C). Meanwhile, NEFA levels were only significantly
delayed in HE NTG females (Figs. 2E, 2F). On the other
hand, male HE NTG displayed exaggerated postprandial
phospholipids (Male CTL AUC: 17.6 6 0.2 mmol/l*h and
Male HE NTG AUC: 22.4 6 1.1 mmol/l*h, n 5 4/group
P , 0.01; Female CTL AUC: 20.0 6 0.6 mmol/l*h and
Female HE NTG AUC: 21.76 1.7 mmol/l*h, n5 3/group
NS). Similar to previously published results (3), circulat-
ing ASP levels did not fluctuate after the fat load; however
postprandial ASP levels were significantly higher in the
male and female HE NTG subjects versus control subjects
(Figs. 2G, H, I). While fasting ASP levels were 101% higher
in HE NTG male (Fig. 2G, P , 0.05) and 137% higher in
HE NTG female (Fig. 2H, P , 0.01), fasting insulin levels
were significantly lower in male heterozygotes (CTL: 53.9 6
7.0 pmol/l and HE NTG: 23.8 6 2.0 pmol/l, P , 0.05) and
female heterozygotes (CTL: 93.0 6 10.7 pmol/l and HE
NTG: 22.5 6 7.9 pmol/l, P , 0.05). Interestingly, fast-
ing glucose levels were similar between the two groups
(Male CTL: 5.0 6 0.1 mmol/l and Male HE NTG: 4.8 6
0.2 mmol/l, NS; Female CTL: 4.3 6 0.1 mmol/l and Fe-
male HE NTG: 4.45 6 0.1 mmol/l, NS).

Hypertriglyceridemic subjects with no known LPL muta-
tion were age and BMI-matched to high-TG LPL heterozy-
gotes (Table 2). While total cholesterol and apoB were
similar between the groups, HDL-cholesterol was lower in
hypertriglyceridemic subjects (Table 2). However, the het-
erozygotes displayed slightly elevated fasting TG levels com-
pared with hypertriglyceridemic subjects (Male HTG: 3.2 6
0.4 mmol/l and Male HE HTG: 4.8 6 1.1 mmol/l, NS;
Female HTG: 2.16 6 0.4 mmol/l and Female HE HTG:
8.43 6 2.0 mmol/l, P 5 0.05), yet no significant difference
in ASP levels was detected (Male HTG: 58.36 12.0 mmol/l
and Male HE HTG: 32.6 6 6.4 mmol/l, P 5 0.08; and
Female HTG: 76.9 6 12.3 mmol/l and Female 55.5 6
6.7 mmol/l, NS).

High-TG heterozygotes were placed on 200 mg/day
fenofibrate treatment for three months. Fibrates are com-

monly used as pharmaceutical agents to reduce TG levels
and may affect other lipid parameters. Indeed, the treat-
ment successfully reduced fasting TG, VLDL apoB, and
phospholipid levels, and increased HDL-apoAII levels in
both male and female HE HTG (Table 3). On average, fe-
male HE HTG were significantly older than male HE HTG
(55.9 6 2.0 years versus 43.6 6 2.8 years, P , 0.01) with
more severe hypertriglyceridemia. However, only female
heterozygotes displayed significantly reduced fasting NEFA
and ASP levels following treatment while cholesterol levels
were slightly lowered. Male heterozygotes had an increase in
LDL-apoB levels post-fibrate regimen. Furthermore, fibrate
treatment had no significant effect on BMI, HDL-cholesterol,
HDL-apoAI, glucose, or insulin levels in either male or
female HE HTG subjects (Table 3).

In addition to lowering fasting TG levels, the fibrate
treatment in male HE HTG reduced postprandial TG
(Fig. 3A), phospholipids (Fig. 3B), NEFA (Fig. 3C), and
ASP (Fig. 3D). The fenofibrate treatment had no effect on
postprandial insulin (Fig. 3E) or glucose (Fig. 3F) responses.
Similar results were observed for female HE HTG subjects,
where fibrate treatment significantly decreased postprandial
TG (Fig. 4A), phospholipids (Fig. 4B), NEFA (Fig. 4C) and
ASP (Fig. 4D). Again, no reduction in postprandial insulin
(Fig. 4E) or glucose (Fig. 4F) responses was observed fol-
lowing treatment.

AUC analysis of the above-mentioned parameters were
lower in HE HTG with treatment compared with HTG sub-
jects with no known LPL mutation. TG AUC for male HE
HTG post-treatment subjects was reduced by 53% versus
male HTG (P , 0.05, Fig. 5A). In HE HTG women, after
the fibrate regimen, TG AUC was significantly decreased
compared with pretreatment values (Fig. 5B). ASP AUC
was significantly decreased post-treatment in heterozygotes
compared with hypertriglyceridemic subjects (Figs. 5C,
5D). Overall, NEFA AUC was significantly lower for both
male HE HTG pre- and post-fibrates compared with male
HTG subjects (Fig. 5E). Meanwhile, NEFA AUC for female
HE HTG post-fibrates was significantly decreased com-
pared with female HTG subjects (Fig. 5F). Insulin AUC

TABLE 3. Characteristics of high-TG LPL heterozygote deficient subjects pre- and post-fibrate treatment

Males Females

n 5 11 n 5 12
Pre Post Pre Post

BMI (kg/m2) 28.9 6 1.5 28.4 6 1.4 31.4 6 1.3 31.3 6 1.3
TG (mmol/l) 4.77 6 1.13 2.08 6 0.36* 8.83 6 2.13 3.48 6 0.91**
NEFA (mmol/l) 0.42 6 0.03 0.39 6 0.05 0.72 6 0.05 0.62 6 0.07*
Chol (mmol/l) 4.88 6 0.31 4.34 6 0.40 6.29 6 0.42 4.82 6 0.50†
HDL-chol (mmol/l) 1.09 6 0.09 1.15 6 0.11 1.25 6 0.11 1.33 6 0.08
HDL-apoAI (g/l) 1.25 6 0.06 1.30 6 0.08 1.74 6 0.11 1.73 6 0.10
HDL-apoAII (g/l) 0.33 6 0.02 0.40 6 0.03** 0.38 6 0.02 0.51 6 0.03**
VLDL-apoB (g/l) 0.19 6 0.02 0.11 6 0.01** 0.31 6 0.04 0.16 6 0.03**
LDL-apoB (g/l) 0.50 6 0.07 0.64 6 0.09* 0.47 6 0.06 0.54 6 0.06
Phospholipid (mmol/l) 2.77 6 0.15 2.37 6 0.12* 3.95 6 0.24 2.96 6 0.21*
ASP (nmol/l) 32.63 6 6.46 27.41 6 2.44 55.53 6 6.74 40.60 6 4.19*
Insulin (pmol/l) 106.5 6 18.2 95.6 6 15.0 130.6 6 25.0 117.5 6 20.0
Glucose (mmol/l) 5.97 6 0.30 6.05 6 0.33 6.45 6 0.43 6.70 6 0.72

Apo, apolipoprotein; ASP, acylation stimulating protein; BMI, body mass index; NEFA, nonesterified fatty acid;
TG, triglyceride. Values are presented as mean 6 SEM. Significant differences were determined by paired two-tail
t -test. * P , 0.05, **P , 0.01, † P 5 0.057.
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was lower in both pre- and post-treated males compared
with HTG men (Fig. 5G) while glucose AUC was not sig-
nificantly different among the three groups (Male HTG:
35.16 1.3 mmol/l*h, Male HEHTG Pre: 34.66 1.7 mmol/
l*h and Male HE HTG Post: 34.8 6 1.9 mmol/l*h, NS).
In addition, no significant difference was observed in
women for insulin AUC (Fig. 5H) or glucose AUC (Fe-
male HTG: 34.3 6 3.2 mmol/l*h, Female HE HTG Pre:
42.7 6 4.4 mmol/l*h and Female HE HTG Post: 43.6 6
5.4 mmol/l*h, NS).

Finally, when postprandial data from control subjects,
hypertriglyceridemics and LPL heterozygotes (HE NTG
and HE HTG pre-treated only) were combined, fasting
ASP levels significantly correlated with NEFA AUC in both

men (Fig. 6A) and women (Fig. 6B). Fasting ASP also cor-
related with phospholipids AUC (R 5 0.605, P 5 0.006,
n 5 19) in men and glucose AUC (R 5 0.504, P 5 0.005,
n 5 30) in women.

DISCUSSION

Increased fasting TG and low HDL-cholesterol are often
referred to as the hallmarks of LPL deficiency (1); this is
true of total deficiency yet not necessarily for partial defi-
ciency. In the present study we examined two cohorts of
LPL heterozygotes, one with normal and one with high
fasting TG. Interestingly, the high-TG heterozygotes had
comparable HDL-cholesterol levels compared with control

Fig. 3. Male LPL heterozygotes postprandial response before and after a fibrate treatment. Triglyceride
(A), phospholipid (B), NEFA (C), ASP (D), insulin (E) and glucose (F) levels following a fat meal. Post-
prandial response before (pre: black circles) and after (post: white circles) fibrate treatment in high-TG LPL
heterozygote men (n 5 11). Significance was determined by two-way repeated measures ANOVAwhere treat-
ment (G) and time (T) P-values are indicated in each graph. All values are presented as mean 6 SEM, where
* P , 0.05, ** P , 0.01, and NS is “not significant”.
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subjects, while the normal-fasting TG heterozygotes dis-
played a 23%–39% reduction in HDL-cholesterol compared
with control subjects. While these findings are noteworthy,
the sample size is small, and the underlying mechanism for
these differences in LPL heterozygosity is still unknown.
Moreover, regardless of fasting TG levels, we demonstrated
that both LPL heterozygotes displayed delayed postprandial
clearance coupled with high ASP levels. The G188E and the
N291S mutations both have been previously shown to cause
delayed postprandial TG clearance (27–29), and the S447X
mutation is characterized by enhanced postprandial clear-
ance (30, 31). To our knowledge, only one other group has
evaluated postprandial lipids in the P207L mutation (32), a
common mutation found in Quebec (1) and the major mu-

tation identified in the LPL-deficient subjects investigated
here. Furthermore, in the present study we showed that both
LPL homozygotes and heterozygotes display increased fast-
ing ASP levels.

Plasma ASP levels are often elevated in patients with
metabolic disorders such as cardiovascular disease, obe-
sity, diabetes, hypoactive thyroid, and polycystic ovary syn-
drome (PCOS) (25, 33–36). Many of these disorders are
also associated with hyperlipidemia, specifically hypertri-
glyceridemia. In most studies, increased plasma ASP is
related to obesity and increased BMI, although ASP can
be increased in the absence of obesity as observed in lean
type 2 diabetics (34), lean PCOS women (36) and as il-
lustrated in this article in LPL deficiency. Furthermore,

Fig. 4. Female LPL heterozygotes postprandial response before and after a fibrate treatment. Triglyceride (A), phospholipid (B), NEFA (C),
ASP (D), insulin (E) and glucose (F) levels following a fat meal. Postprandial response before (pre: black circles) and after (post: white circles) a
fibrate treatment in high-TG LPL heterozygote women (n 5 12). Significance was determined by two-way repeated measures ANOVAwhere
treatment (G) and time (T) P-values are indicated in each graph. All values are presented as mean 6 SEM, where * indicates P , 0.05,
** indicates P , 0.01, *** indicates P , 0.001, and NS is “not significant.”

ASP levels in LPL deficiency 1115

 by guest, on June 14, 2012
w

w
w

.jlr.org
D

ow
nloaded from

 

http://www.jlr.org/


Fig. 5. Postprandial AUC values for hypertriglyceridemic and LPL heterozygote subjects. TG AUC (A and B),
ASPAUC (C and D), NEFA AUC (E and F) and insulin AUC (G and H) for hypertriglyceridemic (HTG) men
(n 5 12) and women (n 5 6) (white bars), LPL heterozygote (HE HTG) men (n 5 11) and women (n 5 12)
before (pre: white hatched bars) and after (post: gray hatched bars) 3 month fenofibrate treatment. Significance
was determined by one-way ANOVA followed by Dunnettʼs posthoc test vs. HTG. All values are presented as
mean 6 SEM, where * indicates P , 0.05, ** indicates P , 0.01, and *** indicates P , 0.001.
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LPL-deficient subjects maintain normal adiposity and TG
storage (37, 38). Interestingly, the increased ASP seen in
LPL deficiency is not associated with elevated insulin levels.
In fact, the LPL heterozygotes appear to bemore insulin sen-
sitive than control and hypertriglyceridemic subjects. In ad-
dition, others have reported reduced plasma glucose and
increased insulin secretion in LPL-deficient subjects during
an oral glucose tolerance compared with controls (39).

The accumulation of TG-rich particles associated with
LPL deficiency (LPL homozygotes and high-TG LPL het-
erozygotes) may result in the observed elevated levels of
ASP. Previous studies have shown that chylomicrons stimu-
late the secretion and production of both ASP and its pre-
cursor protein C3 (17, 18, 40). Although fasting TG and
NEFAwere not increased in normo-TG LPL heterozygotes,
postprandial TG and NEFA clearance were delayed, and
ASP levels remained consistently elevated. Furthermore,
fasting ASP positively correlated with NEFA AUC, indicat-
ing high ASP is associated with delayed NEFA clearance.
While high plasma ASP is often associated with metabolic
disorders (as discussed above), the physiological conse-
quences of chronically elevated ASP levels are still un-
known. In vitro studies in adipocytes have shown that
ASP stimulates in situ LPL activity by increasing FA uptake
and relieving product inhibition (8, 11). On the other
hand, ASP plays an inhibitory role in skeletal muscle tissue;
LPL activity was decreased by 35% in skeletal muscle upon
ASP stimulation (11). Taking this into account, exactly how
high ASP levels contribute to delayed postprandial clear-
ance, or whether the increased ASP is simply a conse-
quence of the chylomicron effect on ASP production,
remains to be elucidated.

Fibrates, the standard pharmacological treatment for hy-
pertriglyceridemia caused by a genetic disorder (41), are
peroxisome proliferator-activated receptor a (PPAR-a)
agonists. PPAR-a is highly expressed in the liver, muscle,
heart, and kidney and regulates the transcription of genes
encoding proteins involved in lipid metabolism, including
the up-regulation of LPL expression. In addition, PPAR-a
activation reduces apoCIII expression which acts as a

negative regulator of LPL activity (42). The exact mecha-
nism by which PPAR-a decreases apoCIII expression is
still unknown; however, REV-ERB-a (NR1D1), an apoCIII
transcriptional repressor, has been shown to be up-regulated
by PPAR-a (42). Therefore, fibrates can increase the ac-
tivity of the unaffected allele in LPL heterozygotes, thus
augmenting LPL activity and enhancing chylomicron
clearance from circulation. As demonstrated here, female
heterozygotes greatly benefited from fibrate treatment,
reducing fasting TG by almost 60%, compared with male
heterozygotes. However, this may be confounded by a re-
cruitment bias because the women were older, had a higher
BMI, higher ASP, and more severe hypertriglyceridemia
than the men. Nonetheless, in both males and females the
fibrate treatment significantly lowered TG, VLDL-apoB and
total phospholipid levels in LPL heterozygotes, indicating
a reduction in TG-rich particles. Phospholipids, which are
indicative of the total lipoprotein load, tend to be elevated
in LPL-deficient subjects (43). In addition, ASP levels were
reduced during the fatload. Since the treatment resulted in
enhanced TG and NEFA clearance, fibrate treatment may
result in decreased ASP production; however, more work is
required to confirm this hypothesis.

In addition to the effects PPAR-a has on the liver, PPAR-a
is also expressed in adipose tissue, although to a lesser ex-
tent (44). Fibrate treatment has direct effects on adipokine
expression and secretion; TNF-a and leptin were down-
regulated with treatment (45, 46), while adiponectin and
visfatin, both insulin sensitizing hormones, were increased
(47, 48). Because ASP is an adipose tissue derived hormone,
fibrate treatment may regulate its production and the ex-
pression of its receptor (C5L2); however this remains to
be determined.

In summary, ASP is an important hormone involved in
stimulating NEFA esterification and TG synthesis, glucose
uptake, andDGATactivity in adipose tissue (3), while having
opposing effects on muscle LPL activity. In LPL-deficient
subjects, ASP levels are significantly elevated, postprandial
lipids are delayed, and ASP levels positively correlate with
NEFA AUC. In addition, fibrate treatment designed to

Fig. 6. Fasting ASP positively correlates with NEFA AUC levels. Fasting ASP significantly correlates with NEFA AUC men, n 5 40 (A) and
women, n 5 37 (B). Results for all subjects that underwent the fatload: healthy controls (CTL: black squares), hypertriglyceridemics (HTG:
black triangles) and LPL heterozygotes, both normal-TG and high-TG heterozygotes, (HE: white circles). Results were analyzed by Pearson
linear regression.
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reduce both fasting and postprandial TG levels resulted in
decreased ASP levels.

The authors would like to thank Dr. Yves Deshaies for his
thoughtful and constructive comments and suggestions.

REFERENCES

1. Murthy, V., P. Julien, and C. Gagne. 1996. Molecular pathobiology of
the human lipoprotein lipase gene. Pharmacol. Ther. 70: 101–135.

2. Paglialunga, S., and K. Cianflone. 2007. Regulation of postprandial
lipemia: an update on current trends. Appl. Physiol. Nutr. Metab. 32:
61–75.

3. Cianflone, K., Z. Xia, and L. Y. Chen. 2003. Critical review of Acyla-
tion Stimulating Protein physiology in humans and rodents. Biochim.
Biophys. Acta. 1609: 127–143.

4. Yasruel, Z., K. Cianflone, A. D. Sniderman, M. Rosenbloom, M.
Walsh, and M. A. Rodriguez. 1991. Effect of acylation stimulating
protein on the triacylglycerol synthetic pathway of human adipose
tissue. Lipids. 26: 495–499.

5. Kalant, D., R. Maclaren,W. Cui, R. Samanta, P. N.Monk, S. A. Laporte,
and K. Cianflone. 2005. C5L2 is a functional receptor for acylation
stimulating protein. J. Biol. Chem. 280: 23936–23944.

6. Kalant, D., S. A. Cain, M. Maslowska, A. D. Sniderman, K. Cianflone,
and P. N. Monk. 2003. The chemoattractant receptor-like protein C5L2
binds the C3a des-Arg77/Acylation-Stimulating Protein. J. Biol. Chem.
278: 11123–11129.

7. Okinaga, S., D. Slattery, A. Humbles, Z. Zsengeller, O.Morteau, M. B.
Kinrade, R. M. Brodbeck, J. E. Krause, H. R. Choe, N. P. Gerard, et al.
2003. C5L2, a nonsignaling C5A binding protein. Biochemistry. 42:
9406–9415.

8. Faraj, M., A. D. Sniderman, and K. Cianflone. 2004. ASP enhances
in situ lipoprotein lipase activity by increasing fatty acid trapping in
adipocytes. J. Lipid Res. 45: 657–666.

9. Farese, R. V., Jr., T. J. Yost, and R. H. Eckel. 1991. Tissue-specific reg-
ulation of lipoprotein lipase activity by insulin/glucose in normal-
weight humans. Metabolism. 40: 214–216.

10. Boivin, A., I. Montplaisir, and Y. Deshaies. 1994. Postprandial modu-
lation of lipoprotein lipase in rats with insulin resistance. Am. J. Physiol.
267: E620–E627.

11. Faraj, M., and K. Cianflone. 2004. Differential regulation of fatty
acid trapping inmice adipose tissue andmuscle by ASP.Am. J. Physiol.
Endocrinol. Metab. 287: E150–E159.

12. Cui, W., S. Paglialunga, D. Kalant, H. Lu, C. Roy, M. Laplante, Y.
Deshaies, and K. Cianflone. 2007. Acylation Stimulating Protein/
C5L2 Neutralizing Antibodies alter Triglyceride Metabolism in vitro
and in vivo. Am. J. Physiol. Endocrinol. Metab. 293: E1482–E1491.

13. Charlesworth, J. A., P. W. Peake, L. V. Campbell, B. A. Pussell, S.
OʼGrady, and T. Tzilopoulos. 1998. The influence of oral lipid loads
on acylation stimulating protein (ASP) in healthy volunteers. Int. J.
Obes. Relat. Metab. Disord. 22: 1096–1102.

14. Faraj, M., P. Jones, A. D. Sniderman, and K. Cianflone. 2001. En-
hanced dietary fat clearance in post-obese women. J. Lipid Res. 42:
571–580.

15. Saleh, J., L. K. M. Summers, K. Cianflone, B. A. Fielding, A. D.
Sniderman, and K. N. Frayn. 1998. Coordinated release of acyla-
tion stimulating protein (ASP) and triacylglycerol clearance by hu-
man adipose tissue in vivo in the postprandial period. J. Lipid Res.
39: 884–891.

16. Kalant, D., S. Phelis, B. A. Fielding, K. N. Frayn, K. Cianflone, and
A. D. Sniderman. 2000. Increased postprandial fatty acid trapping
in subcutaneous adipose tissue in obese women. J. Lipid Res. 41:
1963–1968.

17. Maslowska, M., T. Scantlebury, R. Germinario, and K. Cianflone.
1997. Acute in vitro production of ASP in differentiated adipocytes.
J. Lipid Res. 38: 1–11.

18. Scantlebury, T., M. Maslowska, and K. Cianflone. 1998. Chylomicron
specific enhancement of Acylation Stimulating Protein (ASP) and
precursor protein C3 production in differentiated human adipo-
cytes. J. Biol. Chem. 273: 20903–20909.

19. Cianflone, K., R. Zakarian, C. Couillard, B. Delplanque, J. P.
Despres, and A. D. Sniderman. 2004. Fasting acylation stimulating

protein is predictive of postprandial triglyceride clearance. J. Lipid
Res. 45: 124–131.

20. Evans, V., and J. J. Kastelein. 2002. Lipoprotein lipase deficiency—
rare or common? Cardiovasc. Drugs Ther. 16: 283–287.

21. Garenc, C., S. Aubert, J. Laroche, J. Bergeron, C. Gagne, F. Rousseau,
and P. Julien. 2006. Gene polymorphisms in the Quebec popula-
tion: a risk to develop hypertriglyceridemia. Biochem. Biophys. Res.
Commun. 344: 588–596.

22. Cantin, B., L. D. Brun, C. Gagne, M. R. Murthy, P. J. Lupien, and
P. Julien. 1992. Alterations in erythrocyte membrane lipid composi-
tion and fluidity in primary lipoprotein lipase deficiency. Biochim.
Biophys. Acta. 1139: 25–31.

23. Vohl, M. C., B. Lamarche, J. Bergeron, S. Moorjani, D. Prudʼhomme,
A. Nadeau, A. Tremblay, P. J. Lupien, C. Bouchard, and J. P. Despres.
1997. The MspI polymorphism of the apolipoprotein A-II gene as a
modulator of the dyslipidemic state found in visceral obesity. Athero-
sclerosis. 128: 183–190.

24. Brisson, D., K. Ledoux, Y. Bosse, J. St Pierre, P. Julien, P. Perron, T. J.
Hudson, M. C. Vohl, and D. Gaudet. 2002. Effect of apolipoprotein
E, peroxisome proliferator-activated receptor alpha and lipoprotein
lipase gene mutations on the ability of fenofibrate to improve lipid
profiles and reach clinical guideline targets among hypertriglycer-
idemic patients. Pharmacogenetics. 12: 313–320.

25. Maslowska, M., H. Vu, S. Phelis, A. D. Sniderman, B. M. Rhode, D.
Blank, and K. Cianflone. 1999. Plasma acylation stimulating protein,
adipsin and lipids in non-obese and obese populations. Eur. J. Clin.
Invest. 29: 679–686.

26. Julien, P., M. C. Vohl, D. Gaudet, C. Gagne, G. Levesque, J. P.
Despres, F. Cadelis, L. D. Brun, A. Nadeau, and M. R. Ven Murthy.
1997. Hyperinsulinemia and abdominal obesity affect the expres-
sion of hypertriglyceridemia in heterozygous familial lipoprotein
lipase deficiency. Diabetes. 46: 2063–2068.

27. Mero, N., L. Suurinkeroinen,M. Syvanne, P. Knudsen, H. Yki-Jarvinen,
and M. R. Taskinen. 1999. Delayed clearance of postprandial large
TG-rich particles in normolipidemic carriers of LPL Asn291Ser
gene variant. J. Lipid Res. 40: 1663–1670.

28. Gerdes, C., R. M. Fisher, V. Nicaud, J. Boer, S. E. Humphries, P. J.
Talmud, and O. Faergeman. 1997. Lipoprotein lipase variants D9N
and N291S are associated with increased plasma triglyceride and
lower high-density lipoprotein cholesterol concentrations: studies
in the fasting and postprandial states: the European Atherosclerosis
Research Studies. Circulation. 96: 733–740.

29. Pimstone, S. N., S. M. Clee, S. E. Gagne, L. Miao, H. Zhang, E. A.
Stein, and M. R. Hayden. 1996. A frequently occurring mutation in
the lipoprotein lipase gene (Asn291Ser) results in altered postpran-
dial chylomicron triglyceride and retinyl palmitate response in nor-
molipidemic carriers. J. Lipid Res. 37: 1675–1684.

30. Miesenbock, G., B. Holzl, B. Foger, E. Brandstatter, B. Paulweber,
F. Sandhofer, and J. R. Patsch. 1993. Heterozygous lipoprotein li-
pase deficiency due to a missense mutation as the cause of impaired
triglyceride tolerance with multiple lipoprotein abnormalities.
J. Clin. Invest. 91: 448–455.

31. Rip, J., M. C. Nierman, C. J. Ross, J. W. Jukema, M. R. Hayden, J. J.
Kastelein, E. S. Stroes, and J. A. Kuivenhoven. 2006. Lipoprotein
lipase S447X: anaturally occurring gain-of-functionmutation.Arterioscler.
Thromb. Vasc. Biol. 26: 1236–1245.

32. Sprecher, D. L., S. L. Knauer, D. M. Black, L. A. Kaplan, A. A. Akeson,
M. Dusing, D. Lattier, E. Stein, M. Rymaszewski, and D. A. Wiginton.
1991. Chylomicron-retinyl palmitate clearance in Type I hyper-
lipidemic families. J. Clin. Invest. 88: 985–994.

33. Cianflone, K., X. J. Zhang, J. Genest, Jr., and A. D. Sniderman. 1997.
Plasma acylation stimulating protein in coronary artery disease.
Arterioscler. Thromb. Vasc. Biol. 17: 1239–1244.

34. Yang, Y., H. L. Lu, J. Zhang, H. Y. Yu, H. W. Wang, M. X. Zhang, and
K. Cianflone. 2006. Relationships among acylation stimulating pro-
tein, adiponectin and complement C3 in lean vs obese type 2 diabetes.
Int. J. Obes. (Lond). 30: 439–446.

35. Yu, H., Y. Yang,M. Zhang, H. Lu, J. Zhang, H.Wang, and K. Cianflone.
2006. Thyroid status influence on adiponectin, acylation stimulating
protein (ASP) and complement C3 in hyperthyroid and hypothyroid
subjects. Nutr. Metab. (Lond). 3: 13–21.

36. Wu, Y., J. Zhang, Y. Wen, H. Wang, M. Zhang, and K. Cianflone.
2009. Increased acylation-stimulating protein, C-reactive protein,
and lipid levels in young women with polycystic ovary syndrome.
Fertil. Steril. 91: 213–219.

37. Brun, L.D., C.Gagne, P. Julien, A. Tremblay, S.Moorjani, C. Bouchard,
and P. J. Lipien. 1989. Familial lipoprotein lipase activity deficiency:

1118 Journal of Lipid Research Volume 50, 2009

 by guest, on June 14, 2012
w

w
w

.jlr.org
D

ow
nloaded from

 

http://www.jlr.org/


study of total body fatness and subcutaneous fat tissue distribution.
Metabolism. 38: 1005–1009.

38. Peeva, E., L. D. Brun, M. R. Ven Murthy, J. P. Despres, T. Normand,
C. Gagne, P. J. Lupien, and P. Julien. 1992. Adipose cell size and
distribution in familial lipoprotein lipase deficiency. Int. J. Obes. Relat.
Metab. Disord. 16: 737–744.

39. Tamasawa, N., J. Matsui, H. Murakami, J. Tanabe, K. Matsuki, Y.
Ogawa, Y. Ikeda, A. Takagi, and T. Suda. 2006. Glucose-stimulated
insulin response in non-diabetic patients with lipoprotein lipase de-
ficiency and hypertriglyceridemia. Diabetes Res. Clin. Pract. 72: 6–11.

40. Fujita, T., T. Fujioka, T. Murakami, A. Satomura, Y. Fuke, and K.
Matsumoto. 2007. Chylomicron accelerates C3 tick-over by regulat-
ing the role of factor H, leading to overproduction of acylation stim-
ulating protein. J. Clin. Lab. Anal. 21: 14–23.

41. Expert Panel on Detection, Evaluation, and Treatment of High
Blood Cholesterol in Adults. Executive Summary of the Third Report
of the National Cholesterol Education Program (NCEP) Expert Panel
on Detection, Evaluation, and Treatment of High Blood Cholesterol
in Adults (Adult Treatment Panel III). 2001. JAMA. 285: 2486–2497.

42. Duval, C., M. Muller, and S. Kersten. 2007. PPARalpha and dyslipid-
emia. Biochim. Biophys. Acta. 1771: 961–971.

43. Kaser, S., A. Sandhofer, B. Holzl, R. Gander, C. F. Ebenbichler, B.
Paulweber, and J. R. Patsch. 2003. Phospholipid and cholesteryl

ester transfer are increased in lipoprotein lipase deficiency. J. Intern.
Med. 253: 208–216.

44. Braissant, O., F. Foufelle, C. Scotto, M. Dauca, and W. Wahli. 1996.
Differential expression of peroxisome proliferator-activated recep-
tors (PPARs): tissue distribution of PPAR-alpha, -beta, and -gamma
in the adult rat. Endocrinology. 137: 354–366.

45. Cabrero, A., M. Alegret, R. M. Sanchez, T. Adzet, J. C. Laguna, and
M. Vazquez. 2001. Bezafibrate reduces mRNA levels of adipocyte
markers and increases fatty acid oxidation in primary culture of adi-
pocytes. Diabetes. 50: 1883–1890.

46. Zhao, S. P., and J. Wu. 2004. Fenofibrate reduces tumor necrosis
factor-alpha serum concentration and adipocyte secretion of hyper-
cholesterolemic rabbits. Clin. Chim. Acta. 347: 145–150.

47. Hiuge, A., A. Tenenbaum, N. Maeda, M. Benderly, M. Kumada, E. Z.
Fisman, D. Tanne, Z. Matas, T. Hibuse, K. Fujita, et al. 2007. Effects of
peroxisome proliferator-activated receptor ligands, bezafibrate and
fenofibrate, on adiponectin level. Arterioscler. Thromb. Vasc. Biol. 27:
635–641.

48. Choi, K. C., O. H. Ryu, K. W. Lee, H. Y. Kim, J. A. Seo, S. G. Kim, N. H.
Kim, D. S. Choi, S. H. Baik, and K. M. Choi. 2005. Effect of PPAR-
alpha and -gamma agonist on the expression of visfatin, adiponectin,
and TNF-alpha in visceral fat of OLETF rats. Biochem. Biophys. Res.
Commun. 336: 747–753.

ASP levels in LPL deficiency 1119

 by guest, on June 14, 2012
w

w
w

.jlr.org
D

ow
nloaded from

 

http://www.jlr.org/

