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Abstract

Background: Severe hypertriglyceridemia (HTG) has been linked to defects in LPL, APOC2, APOA5, LMF1 and
GBIHBP1 genes. However, a number of severe HTG cases are probably caused by as yet unidentified mutations.
Very high triglyceride plasma levels (>112 mmol/L at diagnosis) were found in two sisters of a Chilean
consanguineous family, which is strongly suggestive of a recessive highly penetrant mutation. The aim of this study
was to determine the genetic locus responsible for the severe HTG in this family.

Methods: We carried out a genome-wide linkage study with nearly 300,000 biallelic markers (Illumina Human
CytoSNP-12 panel). Using the homozygosity mapping strategy, we searched for chromosome regions with excess
of homozygous genotypes in the affected cases compared to non-affected relatives.

Results: A large homozygous segment was found in the long arm of chromosome 11, with more than 2,500
consecutive homozygous SNP shared by the proband with her affected sister, and containing the APOA5/A4/C3/A1
cluster. Direct sequencing of the APOA5 gene revealed a known homozygous nonsense Q97X mutation
(p.Gln97Ter) found in both affected sisters but not in non-affected relatives nor in a sample of unrelated controls.

Conclusion: The Q97X mutation of the APOA5 gene in homozygous status is responsible for the severe
hypertriglyceridemia in this family. We have shown that homozygosity mapping correctly pinpointed the genomic
region containing the gene responsible for severe hypertriglyceridemia in this consanguineous Chilean family.
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Background
Hypertriglyceridemia (HTG) is defined as an elevation of
plasma triglycerides (TG) above 1.7 mmol/L, and con-
sidered as severe HTG when it reaches plasma levels
above 5.6 mmol/L [1]. HTG is a common dyslipidemia
in the general population, with a estimated prevalence in
Chile of about 30% [2]. HTG can be divided into primary
and secondary types. Primary HTG is usually caused by a
single genetic defect, while secondary HTG is multifactorial
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and associated with health conditions such as obesity,
diabetes mellitus, insulin resistance or certain drugs [3].
Following the Fredrickson classification, primary HTG

such as hyperlipidemia (HLP) type IV or type V, are
characterized by the cumulative effect of several relatively
common genetic variants in association with adverse en-
vironmental factors [4,5] On the other hand, monogenic
HTG usually manifests clinically as HLP type I. The main
genes known to be responsible for this disorder are LPL
and APOC2 [6]. In recent years, other genes causing se-
vere HTG have been identified such as APOA5,
GPIHBP1 and LMF1 [7-15]. However, it is estimated that
the metabolic and genetic defect underlying primary
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HTG is only known in few cases, indicating that there are
probably other unknown genes involved in the develop-
ment of this disorder [4,16]. On the other hand, Genome
Wide Association Studies (GWAS) have identified gene
variation related to discrete variations in plasma TG levels
in the general population [4]. Thus, common variants in
genes such as GCKR, TRIB1, MLXIPL, GALNT2, APOB,
APOA5, APOE, LPL, APOC2, APOC3, ANGPTL3 and
NCAN (for acronyms see Additional file 1: Table S1) have
shown a significant, although modest effect on plasma
TG [4,5,17-21]. Genotype-phenotype associations from
GWAS and family studies indicated that common and
rare variants in candidate genes are related to mild and
severe HTG [16,20-22]. On the other hand, homozygosity
mapping is a straightforward approach based on linkage
analysis suitable for the study of autosomal recessive dis-
eases in consanguineous families [23]. This strategy has
been successfully employed in the identification of the
genetic cause of diseases such as congenital generalized
lipodystrophy, Allstrom syndrome or complete achroma-
topsia, among others [24-26]. Thus, this approach may be
used for the identification of causative genes of severe
HTG in consanguineous families with multiple family
members affected.
The aim of the present study is to identify the gene

and mutation responsible for the severe HTG (plasma
TG >112 mmol/L) found in two sisters of a consanguin-
eous Chilean family. For this purpose, we performed a
genome scan using nearly 300,000 biallelic markers (Single
Nucleotide Polymorphism: SNP). Through extensive
search of regions showing consecutive homozygous mar-
kers (homozygosity mapping), we found a large segment
of homozygosity in chromosome 11q23 comprising
about 2,896 SNP shared by two affected sisters and non-
shared by the unaffected siblings. This region includes
the APOA5/A4/C3/A1 gene cluster, which in turn con-
tains APOA5 as a primary candidate gene. Direct sequen-
cing of the APOA5 gene revealed a homozygous nonsense
mutation (p.Gln97Ter; Q97X) in both affected sisters. In
this study, we show that homozygosity mapping is a useful
and efficient strategy to identify genetic loci responsible for
dyslipidemias in consanguineous families.

Subjects and methods
Subjects
Figure 1 shows the genealogy of the most relevant subset
of the consanguineous family under study (see Additional
file 1: Figure S1 for the complete pedigree). Saliva samples
were obtained for DNA analysis from 19 family members
using the Oragene DNA OG-250 kits (www.dnagenotek.
com). We conducted a brief medical interview with all
family members, requesting their medical history, past sur-
geries and diseases and medical treatments. We further
evaluated lifestyle variables and anthropometry. Written
informed consent was obtained from the proband and
her relatives. Written informed consent was obtained
from the patient for publication of this Case report and
any accompanying images. A copy of the written consent
is available for review by the Editor of this journal. The
study protocol was approved by the Ethics Committee of
the School of Medicine of the Pontificia Universidad
Católica de Chile (protocol number 09–112).
The proband (subject 11) is a 46-year-old woman who,

since age 22, has presented severe HTG, with maximum
plasma TG levels of 112 mmol/L. After suffering acute
pancreatitis during her first pregnancy, she required
weekly plasmapheresis during subsequent pregnancies in
order to maintain plasma TG levels below 11 mmol/L.
The proband has no co-morbidities associated with
HTG and shows normal body weight. Currently, her
condition is kept under control with diet and associated
therapy (fibrates and nicotinic acid). Her sister (subject
12), age 50, has presented severe HTG since the age of
30. She has reached a maximum TG level of 116 mmol/L
and has suffered several episodes of acute pancreatitis.
She has been diagnosed as pre-diabetic, is overweight,
and has required emergency plasmapheresis on several
occasions. Currently, she is under treatment with fibrates
and omega-3 fatty acids.
The brother of the proband (subject 13) has an inter-

mediate phenotype, presenting TG levels >5.6 mmol/L,
but not higher than 22 mmol/L. He has not presented
episodes of acute pancreatitis. He is diabetic and obese.
Although he has previously required fibrates, his condi-
tion is currently kept under good control with atorvasta-
tin only. Another younger sister of the proband (subject
14) has never presented severe HTG. The father (subject
8) was diagnosed with diabetes and died at age 69 of
coronary heart disease. Subject 9, a paternal uncle of the
affected sisters, is diabetic, overweight and presents an
intermediate phenotype with a maximum known level of
TG of 9 mmol/L. The mother of the affected sisters
(subject 7) is diabetic, obese, and also shows an inter-
mediate phenotype with a maximum TG of 12 mmol/L,
and without previous episodes of acute pancreatitis.
In 2006, levels of apolipoprotein C-II and C-III, lipid

profile and blood glucose levels were measured in most
of the members of the family (see lower part of Figure 1).
It is worth mentioning that the mother and the sister of
the proband showed elevated levels of Apo C-II and
Apo C-III.

Genome scan
Genomic DNA from saliva was checked for integrity,
treated with RNAse and fluorometrically quantified
(Qubit platform, Invitrogen). A genome-wide scan for
linkage was performed using the Human Cyto SNP-12
panel (http://www.illumina.com), which determines
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Subject 7 9 11 12 13 14

Age (years) 77 79 46 50 51 45

BMI (kg/m2) 30 30 22.9 27.5 30.8 22.9

Diabetes Yes Yes No No Yes No

Prediabetes - - No Yes - No

TG max  (mmol/L) 12 9 112 116 ND 1.8

TG (mmol/L)* 9 ND 1.6 38 5 2

Apo-CIII (mg/dL)* 53.1 ND 12.5 63.4 9.5 15.7

Apo-CII (mg/dL)* 12.8 ND 5.9 19.5 4 5.6

Figure 1 Clinical characteristics and haplotypes of the APOA5 gene and its flanking region in a consanguineous Chilean family with
hypertriglyceridemia. Arrow: proband (subject 11); Solid symbols: patients with triglycerides (TG) >56 mmol/L; Grey-filled symbols: patients with
5.6 < TG < 22 mmol/L; Double line: consanguineous marriage. Rs numbers represents SNPs flanking the APOA5 gene. In table: Grey-filled
columns: patients with severe chylomicronemia (TG >56 mmol/L), homozygous for 97X mutation; * Tests taken on 2006; TG: Triglycerides; BMI:
Body Mass Index; ND: Not Determined; Plasma Apo C-III normal range: 1.2 – 17.2 mg/dL. * Subject`s 8 haplotype was inferred from relative’s
haplotypes.
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approximately 300,000 SNP with an average distance of
9.7 kb (see panel features in Additional file 1: Table S2).
Genotyping was carried out at the Spanish National
Genotyping Centre (CeGen; http://www.cegen.org).
Using our own controls, the genotyping success rate,
reproducibility (two sets of duplicate samples) and
Mendelian consistency (case-parent trios from the family)
were above 99%.

Statistical analysis
Genotypes were analyzed with the PLINK software. R
routines were created at the School of Mathematics of
the Pontificia Universidad Católica of Chile to display
areas of homozygosity (routines are available under re-
quest). Using such R routines, genome regions showing
excess homozygosity (initially defined in an arbitrary
way as >100 consecutive SNPs) shared by the two
affected sisters, but not by healthy siblings, were identi-
fied as candidate regions for containing a disease locus
responsible for the severe HTG.
We also carried out a formal LOD score calculation to

assess linkage in the regions that showed excess homo-
zigosity [23]. Genetic markers flanking the APOA5/A4/
C3/A1 cluster were assessed first since this locus showed
the largest number of consecutive homozygous SNPs in
the initial scan. To reduce the computational burden of
multipoint linkage analysis and to increase marker infor-
mation, the complete haplotype, defined by six SNPs
flanking the APOA5/A4/C3/A1 cluster (rs3741301,
rs10488698 rs6640, rs1263173, rs2849176 and
rs11216162), was used for LOD score calculations under
a recessive model of complete penetrance. We used a
modified version of the MLINK 4.03 program compiled
for analysis of pedigrees with multiple consanguinity-
loops [25]. A LOD score > 3 is highly suggestive of link-
age, while LOD scores < −2 suggest linkage exclusion
[25]. (See Additional file 1: Methods for specification of
parameters used in the linkage analysis).

Genetic analysis of APOA5 gene
Primers were designed for sequencing APOA5 exons and
intron-exon boundaries. Genomic DNA was amplified
through PCR (see detailed information in Additional file 1:
Methods). Once the causative mutation was detected
(Q97X), a PCR-RFLP assay was developed to identify such
mutation in other family members and to verify its absence
in 50 anonymous DNA samples. Additionally, S19W
(rs3135506) and -1131T>C (rs662799) polymorphisms of
the APOA5 gene were genotyped in all family members [9]
(detailed information in Additional file 1: Methods).

Results
Fifteen regions were identified as a) having excess of
homozygosity (arbitrarily defined as > 100 consecutive
homozygous SNP) shared by the two affected cases (sub-
jects 11 and 12), and simultaneously, b) showing a sub-
stantial heterozygosity in the non-affected sister (subject
14; with heterozygosity found in at least 20% of the
SNP). The size of these regions ranged from 13,310 kb
to 195,339 kb, (from 100 to 3,000 consecutive homozy-
gous SNP) (Additional file 1: Table S3). The APOA5/
A4/C3/A1 cluster is located in the largest homozygous
region shared by the two affected cases (2,860 consecu-
tive homozygous SNP) (Figure 2). Given that the
APOA5/A4/C3/A1 cluster has been described in the
literature as responsible for increased plasma TG
levels, this locus was considered as the primary candi-
date region responsible for severe HTG in the family
[27]. The possible location of a causal mutation in this
locus was furthermore supported by classical linkage
analysis under a recessive model of complete pene-
trance, with a calculated LOD score of 2.02.
Considering the clinical characteristics displayed by the

affected cases in the family under study (subjects 11 and
12; HLP type V), the most probable candidate gene within
the APOA5/A4/C3/A1 cluster for carrying a mutation
was the APOA5 gene [9,28]. Therefore, we proceeded to
sequence analysis this gene, which led to the detection of
a known single nucleotide nonsense substitution in exon
4, which changes a glutamine at position 97 into a prema-
ture stop codon (mutation NM_001166598.1:c.289C>T;
NP_001160070.1:p.Gln97Ter, named from now on Q97X)
(Additional file 1: Figure S3). Sequencing and PCR-RFLP
analysis showed that the proband and her affected sister
(subjects 11 and 12) are homozygous for this nonsense
mutation, while subjects 7, 9 and 16 are heterozygous for
the mutation. Additionally, subjects 13 and 14 were found
to be non-carriers (Figure 1; Additional file 1: Figure S1
and S3). Descendants of subjects 11 and 12 are obligatory
heterozygous carriers, although their DNA was not avail-
able for this study (Additional file 1: Figure S1). The mu-
tation Q97X was not found in other family members
among those with available DNA, being absent in 50
anonymous DNA samples from Chilean unrelated
blood donors.
We also evaluated the common genetic variants

APOA5 S19W and -1131T>C in this family as they have
been significantly related to multifactorial hypertriglycer-
idemia [28,29] (Figure 1 and Additional file 1: Figure
S3). Heterozygous carriers of the Q97X mutation
showed homozygous wild-type genotypes for APOA5
S19W and -1131T>C, except for subject 8 (inferred
genotype) and subject 9, who showed a heterozygous
genotype in the APOA5 S19W polymorphism.

Discussion
We have conducted a genome-wide search for shared
homozygosity in affected sibs in order to identify the

http://www.cegen.org


Figure 2 Homozygous and heterozygous regions determined through homozygosity mapping in a consanguineous Chilean family
with hypertriglyceridemia. Chr: chromosome; Numbers, 11: proband; 12: affected sister; 13 and 14: nonaffected siblings; 7: mother; Solid
regions: heterozygosity in markers; Open regions: homozygosity in markers.
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mutation responsible for the severe HTG in a consan-
guineous Chilean family. There are three strategies com-
monly used to search for rare causative mutations in
severe monogenic diseases in families: a) genome or
exome sequencing, b) linkage analysis followed by se-
quencing of candidate genes within the genomic area
significant for linkage, and c) resequencing all candidate
genes related to the disease. Exome/genome sequencing
(a) is becoming with no doubt a key tool to find disease-
causing mutations [30]. The use of exome sequencing
approach would have been clearly successful in the iden-
tification of the genetic cause of HTG in our family.
However, in a more general context, there are still some
challenges associated with the exome sequencing strat-
egy. It has been estimated that each individual exome
harbors around 20,000 sequence variants in comparison
with the human reference genome, including 5,000 var-
iants affecting amino acid sequence. After filtering with
common genetic variation found in databases, still many
variants are left as candidate causal, even if we consider
recessive defects [31,32]. Linkage analysis (b) is a clas-
sical genetic strategy to search for causal loci responsible
of genetic diseases which is based on the use of a map of
genetic markers (microsatellite markers or SNP) across
the genome. A special case of linkage analysis is the so-
called homozygosity mapping strategy, which has been
extensively used in the study of genetic causes
underlying diseases with recessive effect in consanguin-
eous families. In these types of studies, the objective is
to identify homozygous markers shared by the affected
cases that pinpoint genomic regions that may contain
the responsible gene and mutation [23]. It is important
to mention that the combination of genome/exome se-
quencing and homozygosity mapping is an appealing ap-
proach that has been successfully applied in the
identification of mendelian diseases [33]. Direct sequen-
cing of candidate genes (c) is conceptually the most
straightforward approach to find causal mutations. How-
ever, there are some important considerations that
should be taken into account regarding the laboratory
effort required for resequencing studies. Sequencing the
five most plausible candidate genes for severe HTG
(LPL, APOC2, APOA5, LMF1 and GPIHBP1) would in-
clude the analysis of ten exons of the LPL gene (main
candidate gene), four exons of the APOA5 gene, thirteen
exons of the LMF1 gene, four exons of the GPIHBP1
gene and five exons of the APOC2 gene (a total of 36
exons). If no mutation is found initially in these genes,
next logical steps would be the search for novel muta-
tions in genes with common variants that have been
associated with multifactorial HTG through genome-
wide association studies such as for example GCKR (19
exons), and possibly testing genes with loss-of-function
mutations causing hypotriglyceridemia (for example, 6
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exons of the ANGPTL3, 29 exons of the APOB gene,
among others). Therefore, resequencing genes with trad-
itional techniques may represent an important invest-
ment in terms of time, especially if the causative
mutation is not found in the initial steps. In contrast,
the timeframe we have employed in this homozygosity
mapping study in submitting DNA to genome-wide ana-
lysis, locating the causative gene and discovering the
mutation was of approximately 6 months. This was
possible because the homozygosity mapping directly
led us to the chromosomal region in which the causal
mutation is located. As stated before, another advantage
of the homozygosity mapping strategy is that limits the
search for candidate mutations provided by exome se-
quencing in consanguineous families [34], and provides
the possibility to identify new genes not previously
described as responsible for extreme phenotypes. On the
contrary, the main limitation of homozygosity mapping
is that it requires consanguineous families. It is also im-
portant to notice that sometimes (especially in small
families), this method pinpoints a very large chromo-
somal region, in which hundreds of genes could be re-
sponsible of the causal mutation. It is also important to
mention that diseases caused by compound heterozygous
are not detectable using this strategy. In our study,
homozygosity mapping correctly pinpointed the region
carrying the gene responsible for the disease [9,28] in
11q23 that contains APOA5/A4/C3/A1 gene cluster.
After Sanger sequencing, the Q97X mutation of the
APOA5 gene was identified in a homozygous state in the
two affected sisters and in a heterozygous state in other
family members. Although statistical power for finding
significant LOD scores is always increased with larger
number of affected and unaffected relatives, it is note-
worthy to mention that the discovery of mutations is
possible using only a single family [25]. Given the argu-
ments presented above, we believe that homozygosity
mapping is a valid and fast approach to locate causal re-
cessive mutations in consanguineous families. This
power of this strategy is enhanced when used in combin-
ation with resequencing of candidate genes or exome se-
quencing techniques.
The APOA5 gene is located on chromosome 11q23,

within the APOA1/C3/A4/A5 gene cluster, a well-
studied region that had previously been associated with
variations in plasma TG [27]. Apo A-V protein was dis-
covered in 2001 by two research teams simultaneously
[35,36]. This apolipoprotein is synthesized in the liver
and is associated with very low density lipoprotein
(VLDL), chylomicrons (QM) and high-density lipoprotein
(HDL). Its concentration in plasma is very low (0.1-0.4
μg/ml), which is approximately 300-fold lower than Apo
C-III and roughly 2000-fold lower than Apo A-I [9,28,37].
It has been proposed that Apo A-V influences plasma TG
levels primarily by increasing the catabolism of TG-rich
lipoproteins through stimulation of LPL [38-41] or alter-
natively by inhibiting the rate of production of VLDL
[42]. It was demonstrated that adenoviral overexpression
of Apo A-V in mice is related to a 70% reduction in TG
levels compared to wild-type mice, while Apoa5 knock-
out mice showed a four-fold plasma levels relative to con-
trols [43,44]. In humans, an inverse association between
plasma Apo A-V and TG levels has been reported in
cases of homozygous APOA5 nonsense mutations [9],
whereas other reports indicate higher ApoA-V plasma
concentrations in HTG patients [45]. Interestingly, it has
been shown that intravenous injection of ApoA-V into
apoa5 knock-out mice induces a 60% decrease in plasma
TG after four hours [46].
An excess of rare APOA5 variants have been found in

HTG patients, providing evidence for the importance of
APOA5 in this disorder [47]. Mutations in the APOA5
gene have been described in cases of severe chylomicro-
nemia, such as the Q148X mutation, Q139X mutation,
IVS3+3G>C and three heterozygous missense variants
[48-51]. The phenotypic expression of these mutations is
highly variable, especially in heterozygous subjects, who
usually require additional adverse environmental triggers
(e.g. obesity, diabetes) or the presence of other suscepti-
bility genetic variants. The Q97X mutation found in this
study was described for the first time by Oliva et al. [52]
and subsequently by Charriere et al. [53]. After the re-
moval of the endoplasmic reticulum signal peptide of 23
amino acids, this mutation would cause truncation at
residue 74 of the mature protein (343 amino acids) [54],
creating a predicted 10 kDa peptide instead of the 39
kDa complete protein. This peptide, if synthesized (see
discussion on NMD below), would lack the essential do-
main for lipid binding and LPL activation (residues 192
to 238) and therefore is expected to be non-functional
[41,55] (Additional file 1: Figure S4 shows our own pre-
diction model of the Apo A-V protein structure). In
these previous reports on homozygous patients carrying
the Q97X mutation, neither wild-type nor truncated
Apo A-V were detected in plasma, thus suggesting a
complete Apo A-V deficiency [52,53].
There is a remarkable variability shown by affected

HTG cases that are carriers of the Q97X mutation in
different studies, especially in terms of drug require-
ments, responsiveness to treatment, age of onset, TG
plasma levels and other clinical manifestations [52,53]
(See Additional file 1: Table S4). For example, heterozy-
gous Q97X carriers reported by Oliva et al. showed phe-
notypes ranging from severe hyperchylomicronemia to
normotriglyceridemia [52]. It is possible that partial Apo
A-V deficiency by itself is not sufficient to trigger severe
HTG unless adverse environmental stimuli overload the
lipolytic system [52,53]. Similar observations have been
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reported for HTG cases with heterozygous genotypes in
other APOA5 mutations (Q139X, Q148X) [9,48,49,56].
In our study, two heterozygous carriers of the mutation
(subjects 7 and 9) are both diabetic and overweight,
showing an intermediate phenotype of HTG. They
developed severe HTG although never reached TG
values as high as the two homozygous 97X sisters, with
no history of acute pancreatitis. On the other hand, the
two homozygous affected sisters showed triglycerides
levels much higher than in the cases previously
described (112 mmol/L compared to 11 mmol/L in the
case reported by Oliva and 40 mmol/L in the case
reported by Charriere) [52,53]. It is possible that our
patients carry other alleles that contribute to this more
severe phenotype, such as common or rare gene variants
described in the APOE, LPL or APOB genes [16,21,22].
The fact that heterozygous carriers of this autosomic

recessive disease also show some pathologic manifesta-
tions indicates either haploinsufficiency or a dominant
negative effect of the truncated protein. In the first case,
LPL may play its role properly in adequate conditions
maintaining plasma TG levels within a normal range.
However, if the system is subjected to an overload due
to adverse environmental factors, the enzyme is no
longer able to maintain normal TG metabolism, and
HTG appears. In the second case, it can be postulated
that the truncated peptide has a negative effect by itself.
In this context, NMD (Nonsense Mediated mRNA
Decay) is a cellular mechanism that eliminates mRNA
that carries a premature stop codon in order to prevent
the synthesis of truncated proteins. It has been proposed
that NMD is not effective on premature stop codons
located in the last exon of the gene or less than 50
nucleotides upstream of the last splice junction [57].
Thus, it is possible that the NMD mechanism does not
occur in the Q97X premature stop codon, and the trun-
cated protein is synthesized and itself interferes with the
mature Apo A-V. Although previous reports of Q97X
mutations did not find the truncated peptide plasma
[52,53], one report indicates that the mature protein did
not properly bind to TG-rich lipoproteins in Q97X het-
erozygotes [53], suggesting that truncated peptide may
be synthesized but not secreted to the plasma.
APOA5 is a relatively polymorphic gene showing com-

mon variants in the promoter region (−1131T>C) and in
the signal peptide (S19W) that have been previously
associated with elevated plasma TG levels [28,29,58].
Recently, APOA5 -1131T>C polymorphism has been
associated with higher plasma TG levels in a large epide-
miologic study (16% increase for every C allele inherited)
[59]. The presence of susceptibility alleles for HTG in
APOA5 -1131T>C and S19W might be important in het-
erozygous carriers of Q97X when the mutation is located
in a different haplotype than the susceptibility common
variants APOA5 -1131C and 19W. In the French pedi-
gree described by Charriere et al., most of the Q97X het-
erozygotes carried another susceptibility haplotype on
the second chromosome [52]. Similar results were
observed in the report by Marcais et al. [49]. In our fam-
ily, only one of the three Q97X heterozygous subjects
showed the 19W susceptibility allelic variant (subject 9),
while the other heterozygous subjects showed the wild-
type genotype in the -1131T>C variant (Figure 1). It is re-
markable that even though subject 9 also carries the
19W susceptibility variant, he has not developed a more
severe disease compared with heterozygous subject 7,
who shows wild type S19 homozygous genotype. Never-
theless, we consider that it is not possible to assess the
influence of S19W common variants in Q97X heterozy-
gous subjects, given the limited number of subjects in
this family.
Regarding Apo C-III levels, both the mother (subject

7) and one of the affected sisters of the proband (subject
12) in our study showed elevated levels of Apo C-III. It
is remarkable that both were the only ones displaying se-
vere HTG (>5.6 mmol/L) at the time the test was per-
formed in 2006, when even the proband (who was under
treatment) showed normal TG levels and also normal
levels of this apolipoprotein (Figure 1). In previous
reports on Q97X and other APOA5 mutations that lead
to Apo A-V deficiency, higher levels of Apo C-III in the
mutation carriers have also been described [48,49,52,53].
In fact, a 2.7-fold increase of Apo C-III was observed in
Apo A-V deficient plasma compared to control plasma
[48]. Furthermore, the S19W and −1131 T>C variants in
the APOA5 gene have been associated with higher levels
of Apo C-III [60]. On the other hand, it has also been
described that hypertriglyceridemic patients display
higher levels of this apolipoprotein compared to controls
[61]. All these observations suggest a complex relation
between Apo A-V and Apo C-III. Therefore, it is possible
that the impaired TG hydrolysis in Apo A-V deficient
plasma is a consequence of the lack of an LPL activator
(Apo A-V), as well as the presence of an inhibitor (Apo
C-III) [62]. The proband in our study, who is homozy-
gous for the Q97X mutation and should have a deficiency
of Apo A-V in plasma, did not show elevated levels of
Apo C-III. Therefore, the observation of normal Apo C-
III in the proband may suggest that, in our patients,
plasma Apo C-III levels are mainly determined by HTG
itself and not by the Apo A-V deficiency.

Conclusions
We have identified a mutation in the APOA5 gene
(p.Gln97Ter; Q97X) responsible for severe HTG in a
consanguineous Chilean family using a genome-wide
approach based on the homozygosity mapping strategy.
The causative locus was initially located in the APOA5/
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A4/C3/A1 cluster and the mutation was finally found in
the APOA5 gene as a nonsense substitution Q97X. In
our family, homozygotes for Q97X showed plasma TG
levels > 112 mmol/L, while heterozygous family members
showed a less severe phenotype. In general, the pheno-
typic expression of this mutation is highly variable, espe-
cially in heterozygous, where adverse environmental
factors and other pathologic conditions may play a fun-
damental role in the manifestation of the disease.

Additional file

Additional file 1: Supplemental data. APOA5 Q97X mutation
identified through homozygosity mapping causes severe
hypertriglyceridemia in a consanguineous family. Supplemental tables:
Table S1. Genes related to hypertriglyceridemia. Table S2. Features of
the human Cyto SNP-12 panel (as reported by Illumina http://www.
illumina.com). Table S3. Regions showing excess of homozygosity in the
two affected sisters (family members 11 and 12) and more than 20% of
heterozygosis in a healthy sister (subject 14). Table S4. Main clinical
features of the 97X homozygous cases reported of Q97X mutation in
APOA5. Supplemental figures: Figure S1. Pedigree chart of the complete
family. Figure S2. PCR-RFLP analysis of S19W and -1131 T>C
polymorphisms of the APOA5 gene in the complete consanguineous
Chilean family with HTG and APOA5 mutation. Figure S3. Single
nucleotide substitution in exon 4 (c.289 C>T), which converts the
glutamine codon at position 97 into a termination codon (Q97X) in
APOA5 gene. Figure S4. Model of Apo A-V protein structure and critical
domains.

Abbreviations
Apo: Apolipoprotein; Apo AV: Apolipoprotein AV; GWAS: Genome Wide
Association Studies; HLP: Hyperlipoproteinemia; HTG: Hypertriglyceridemia;
LPL: Lipoprotein Lipase; PCR: Polymerase Chain Reaction;
PUFA: Polyunsaturated fatty acid; QM: Chylomicron; RFLP: Restriction
Fragment Length Polymorphism; SNP: Single Nucleotide Polymorphism;
TG: Triglyceride; VLDL: Very Low Density Lipoprotein.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
CD: AB, ES, FG VS: ES, FG AM: ES, FG SE: ES LRC: AB MC: ES SV S: AB MF: AB
AR: AB LR: AB CF L: AB JAM: FG JLS: AB, ES, FG. All authors read and
approved the final manuscript.

Acknowledgements
• Supported by the Chilean Society of Endocrinology and Diabetes and the
Department of Nutrition, Diabetes & Metabolism, School of Medicine,
Pontificia Universidad Católica of Chile.
• Spanish National Genotyping Centre. (CEGEN) Barcelona, Spain.
• Maria Magdalena Montfort Roca PhD. Center for Genomic Regulation (CRG).
Barcelona Biomedical Research Park. Barcelona, Spain.
• Ana María Acosta. Department of Nutrition, Diabetes and Metabolism.
Pontificia Universidad Católica de Chile. Santiago, Chile

Author details
1Department of Nutrition, Diabetes and Metabolism, School of Medicine,
Pontificia Universidad Católica de Chile, Alameda 340, Santiago, Chile.
2Department of Statistics, School of Mathematics, Pontificia Universidad
Católica de Chile, Santiago, Chile. 3Department of Pharmacy, School of
Chemistry, Pontifica Universidad Católica de Chile, Santiago, Chile.
4Department of Nutrition and Food Sciences, Physiology and Toxicology,
University of Navarra, Pamplona, Spain.

Received: 6 January 2012 Accepted: 23 October 2012
Published: 15 November 2012
References
1. 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). Adult Treatment Panel
III. JAMA 2001, 285:2486–2497.

2. Epidemiology department, Health Ministry: Chile National Health Survey.
2003, http://epi.minsal.cl.

3. Yuan G, Al–Shali KZ, Hegele RA: Hypertriglyceridemia: its etiology, effects
and treatment. CMAJ 2007, 176:1113–1120.

4. Hegele RA: Plasma lipoproteins: genetic influences and clinical
implications. Nat Rev Genet 2009, 10:109–121.

5. Hegele RA, Pollex RL: Hypertriglyceridemia: phenomics and genomics.
Mol Cell Biochem 2009, 326:35–43.

6. Scriver CR, Beaudet AL, Sly WS, Valle D: The metabolic and molecular bases of
inherited disease. 7th edition. Nueva York: McGraw-Hill; 1995:1913–1932.

7. Pennachio LA, Rubin EM: Apolipoprotein A5, a newly identified gene that
affects plasma triglyceride levels in humans and mice. Arterioscler Thromb
Vasc Biol 2003, 23:529–534.

8. Dallinga-Thie GM, Franssen R, Mooij HL, Visser ME, Hassing HC, Peelman F,
Kastelein JJP, Péterfy M, Nieuwdorp M: The metabolism of triglyceride-rich
lipoproteins revisited: New players, new insight. Atheroschlerosis 2010,
211:1–8.

9. Talmud PJ: Rare APOA5 mutations- clinical consequences, metabolic
and functional effects: an ENID review. Atheroschlerosis 2007,
194:287–292.

10. Peterfy M, Ben-Zeev O, Mao HZ, Weissglas-Volkov D, Aouizerat BE, Pullinger
CR, Frost PH, Kane JP, Malloy MJ, Reue K, Pajukanta P, Doolittle MH:
Mutations in LMF1 cause combined lipase deficiency and severe
hypertriglyceridemia. Nat Genet 2007, 39:1483–1487.

11. Cefalu AB, Noto D, Arpi ML, Yin F, Spina R, Hilden H, Barbagallo CM,
Carroccio A, Tarugi P, Squatrito S, Vigneri R, Taskinen MR, Péterfy M, Averna
MR: Novel LMF1 Nonsense mutation in a patient with severe
hypertriglyceridemia. J Clin Endocrinol Metab 2009, 94:4584–4590.

12. Beigneux AP, Davies BSJ, Gin P, Weinstein MM, Farber E, Qiao X, Peale F,
Bunting S, Walzem RL, Wong JS, Blaner WS, Ding Z, Melford K, Wongsiriroj
N, Shu X, De Sauvage F, Ryan RO, Fong LG, Bensadoun A, Young SG:
Glycosylphosphatidylinositol-anchored high-density lipoprotein-binding
protein 1 plays a critical role in the lipolytic processing of chylomicrons.
Cell Metab 2007, 5:279–291.

13. Beigneux AP, Weinstein MM, Davies PG, Bensadoun A, Fong LG, Young SG:
GPIHBP1 and lipolysis: an update. Curr Opin Lipidol 2009, 20:211–216.

14. Franssen R, Young SG, Peelman F, Hertecant J, Sierts JA, Schimmel AWM,
Bensadoun A, Kstelein JJP, Fong LG, Dallinga-Thie GM, Beigneux AP:
Chylomicronemia with low post heparin lipase levels in the setting of
GPIHBP1 defects. Circ Cardiovasc Genet 2010, 3:169–178.

15. Olivecrona G, Ehrenborg E, Semb H, Makoveichuk E, Lindberg A, Hayden
MR, Gin P, Davies BSJ, Weinstein MM, Fong LG, Beigneux AP, Young SG,
Olivecrona T, Hernell O: Mutation of conserved cysteines in the Ly6
domain of GPIHBP1 in familial chylomicronemia. J Lipid Res 2010,
51:1535–1545.

16. Wang J, Cao H, Ban MR, Kennedy BA, Zhu S, Anand S, Yuduf S, Pollex RL,
Hegele RA: Resequencing genomic DNA of patients with severe
hypertriglyceridemia. Arterioscler Vasc Biol 2007, 27:2450–2455.

17. Kathiresan S, Melander O, Guiducci C, Surti A, Burtt NP, Rieder MJ, Cooper
GM, Roos C, Voight BF, Havulinna AS, Wahlstrand B, Hedner T, Corella D, Tai
SE, Ordovas JM, Berglund G, Vartiainen E, Jousilahti P, Hedblad B, Taskinen
MR, Newton-Cheh C, Salomaa V, Peltonen L, Groop L, Altshuler DM, Orho-
Melander M: Six new loci associated with blood low-density lipoprotein
cholesterol, high density lipoprotein cholesterol or triglycerides in
humans. Nat Genet 2008, 40:189–197.

18. Kooner JS, Chambers JC, Aguilar-Salinas CA, Hinds DA, Hyde CL, Warnes GR,
et al: Genome-wide scan identifies variation in MLXIPL associated with
plasma triglycerides. Nat Genet 2008, 40:149–151.

19. Willer CJ, Sanna S, Jackson AU, Scuteri A, Bonnycastle LL, Clarke R, Heath SC,
Timpson NJ, Najjar SS, Stringham HM, Strait J, Duren WL, Maschio A,
Busonero F, Mulas A, Albai G, Swift AJ, Morken MA, Narisu N, Bennett D,
Parish S, Shen H, Galan P, Meneton P, Hercberg S, Zelenika D, Chen W-M, Li
Y, Scott LJ, Scheet PA, Sundvall J, Watanabe RM, Nagaraja R, Ebrahim A,
Lawlor DA, Ben-Shlomo Y, Davey-Smith G, Shuldiner AR, Collins R, Bergman
RN, Uda M, Tuomilehto J, Cao A, Collins FS, Lakatta E, Lathrop GM, Boehnke
M, Sclessinger D, Mohlke KL, Abecasis GR: Newly identified loci that

http://www.biomedcentral.com/content/supplementary/1471-2350-13-106-S1.docx
http://epi.minsal.cl


Dussaillant et al. BMC Medical Genetics 2012, 13:106 Page 9 of 10
http://www.biomedcentral.com/1471-2350/13/106
influence lipid concentrations and risk of coronary artery disease.
Nat Genet 2008, 40:161–169.

20. Hegele RA, Ban MR, Hsueh N, Kennedy BA, Cao H, Young Zou G, Anand S,
Yusuf S, Huffl MW, Wang JA: Polygenic basis for four classical Fredrickson
hyperlipoproteinemia phenotypes that are characterized by
hypertriglyceridemia. Hum Mol Genet 2009, 18:4189–4194.

21. Johansen CT, Kathiresan S, Hegele RA: Genetic determinants of plasma
triglycerides. J Lipid Res 2011, 52:189–206.

22. Wang J, Ban MR, Zou GY, Cao H, Lin T, Kennedy BA, Anand S, Yusuf S, Huffl
MW, Pollex RL, Hegele RA: Polygenic determinants of severe
hypertrygliceridemia. Hum Mol Genet 2008, 17:2894–2899.

23. Lander ES, Botstein D: Homozygosity mapping: a way to map human
recessive traits with the DNA of inbred children. Science 1987,
236:1567–1570.

24. Magre J, Delepine M, Khallouf E, Gedde-Dahl T, Van Maldergem L, Sobel E,
Papp J, Meier M, Mégarbane A, Lathrop M, Capeau J: Identification of the
gene altered in Berardinelli-Seip congenital lipodystrophy on
chromosome 11q13. Nat Genet 2001, 28:365–370.

25. Rojas CV, Santa María L, Santos JL, Cortés F, Alliende MA: A frameshift
insertion in the cone cyclic nucleotide gated cation channel causes
complete achromatopsia in a consanguineous family from a rural isolate.
Eur J Hum Genet 2002, 10:638–642.

26. Collin GB, Marshall JD, Cardon LR, Nishina PM: Homozygosity mapping of
Alström syndrome to chromosome 2p. Hum Mol Genet 1997,
6:213–219.

27. Groenendijk M, Cantor RM, De Bruin TWA, Dallinga –Thie GM: The apo
AI-CIII-AIV gene cluster. Atherosclerosis 2001, 157:1–11.

28. Kluger M, Heeren J, Merkel M: Apoprotein A-V: an important regulator of
trygliceride metabolism. J Inherit Metab Dis 2008, 31:281–288.

29. Wang J, Ban MR, Kennedy BA, Anand S, Yusuf S, Huff MW, Pollex RL, Hegele
RA: APOA5 genetic variants are markers for classic hyperlipoproteinemia
phenotypes and hypertriglyceridemia. Nat Clin Pract Cardiovasc Med 2008,
5:730–737.

30. Singleton AB: Exome sequencing: a transformative technology. Lancet
Neurol 2011, 10:942–946.

31. Musunuru K, Pirruccello BS, Do R, Peloso GM, Guiducci C, Sougnez C,
Garimella KV, Fisher S, Abreu J, Barry AJ, Fennell T, Banks E, Ambrogio L,
Cibulskis K, Kemytsky A, Gonzalez E, Rudzics N, Engert J, DePristo MA, Daly
MJ, Cohen JC, Hobbs HH, Altshuler D, Schonfeld G, Gabriel SB, Yue P,
Kathiresan S: Exome sequencing, ANGPTL3 mutations, and familial
combined hypolipidemia. N Engl J Med 2010, 363:2220–2227.

32. Mefford HC, Batshaw ML, Hoffman EP: Genomics, intellectual disability and
autism. N Engl J Med 2012, 366:733–743.

33. Bamshad MJ, Ng SB, Bigham AW, Tabor HK, Emond MJ, Nickerson DA,
Shendure J: Exome sequencing as a tool for Mendelian disease gene
discovery. Nat Rev Genet 2011, 12:745–755.

34. Pippucci T, Benelli M, Magi A, Martelli PL, Magini P, Torricelli F, Casadio R,
Seri M, Romeo G: EX-HOM (EXome HOMozygosity): a proof of principle.
Hum Hered 2011, 72:45–53.

35. Pennachio LA, Olivier M, Hubacek JA, Cohen JC, Cox DR, Fruchart JC,
Kraussl RM, Rubin EM: An apolipoprotein influencing tryglicerides in
humans and mice revealed by comparative sequencing. Science 2001,
294:169–173.

36. Van der Vliet HN, Sammels MG, Leegwater AC, Levels JH, Reitsma PH, Boers
W, Chamuleau RAFM: Apolipoprotein A-V: a novel apolipoprotein
associated with an early phase of liver regeneration. J Biol Chem 2001,
276:44512–44520.

37. O’Brien PJ, Alborn WE, Sloan JH, Ulmer M, Boodhoo A, Knierman MD,
Schultze AE, Konrad RJ: The novel apolipoprotein A5 is present in human
serum, is associated with VLDL, HDL and chylomicrons, and circulates at
very low concentrations compared with other apolipoproteins. Clin Chem
2005, 51:351–359.

38. Merkel M, Heeren J: Give me A5 for lipoprotein hydrolysis! J Clin Invest
2005, 115:2694–2696.

39. Merkel M, Loeffler B, Kluger M, Fabig N, Geppert G, Pennacchio LA, Laatsch
A, Heeren J: Apolipoprotein AV accelerates plasma hydrolysis of
trygliceride-rich lipoproteins by interaction with proteoglycan-bound
lipoprotein lipase. J Biol Chem 2005, 280:21553–21560.

40. Rensen P, Van Dijk KO, Havekes LM: Apolipoprotein AV: Low
concentration, high impact. Arterioscler Thromb Vasc Biol 2005,
25:2445–2447.
41. Wong K, Ryan RO: Characterization of apolipoprotein A-V structure and
mode of plasma triacylglycerol regulation. Curr Opin Lipidol 2007,
18:319–324.

42. Garelnabi M, Lor K, Jin J, Chai F, Santanam N: The paradox of ApoA5
modulation of triglycerides: Evidence from clinical and basic research.
Clin Biochem 2012, Epub ahead of print.

43. van der Vliet HN, Schaap FG, Levels JH, Ottenhoff R, Looije N, Wesseling JG,
Groen AK, Chamuleau RA: Adenoviral overexpression of apolipoprotein
A-V reduces serum levels of triglycerides and cholesterol in mice.
Biochem Biophys Res Commun 2002, 295:1156–1159.

44. Pennacchio LA, Olivier M, Hubacek JA, Cohen JC, Cox DR, Fruchart JC,
Krauss RM, Rubin EM: An apolipoprotein influencing triglycerides in
humans and mice revealed by comparative sequencing. Science 2001,
294:169–173.

45. Henneman P, Schaap F, Havekes L, Rensen PCN, Frants RR, Van Tol A,
Hattori H, Smelt AHM, Van Dijk KW: Plasma apo AV levels are markedly
elevated in severe hypertriglyceridemia and positively correlated with
de APOA5 S19W polymorphism. Atherosclerosis 2007, 193:129–134.

46. Shu X, Nelbach L, Weinstein MM, Burgess BL, Beckstead JA, Young SG, Ryan
RO, Forte TM: Intravenous injection of apolipoprotein A-V reconstituted
high-density lipoprotein decreases hypertriglyceridemia in
apoav−/− mice and requires glycosylphosphatidylinositol-anchored
high-density lipoprotein-binding protein 1. Arterioscler Thromb Vasc Biol
2010, 30:2504–2509.

47. Johansen CT, Wang J, Lanktree MB, Cao H, McIntrye AD, Ban MR, Martins
RA, Kennedy BA, Hassell RG, Visser ME, Scwartz SM, Voight BF, Elosua S,
Salomaa V, O’Donnell CJ, Dallinga-Thie GM, Anand SS, Yusuf S, Huff MW,
Kathiresan S, Hegele RA: Excess of rare variants in genes identified by
genome-wide association study of hypertriglyceridemia. Nat Genet 2010,
42:684–687.

48. Oliva CP, Pisciotta L, Li Volti G, Sambataro MP, Cantafora A, Bellocchio A,
Catapano A, Tarugi P, Bertolini S, Calandra S: Inherited apolipoprotein A-V
deficiency in severe hypertriglyceridemia. Arterioscler Thromb Vasc Biol
2005, 25:411–417.

49. Marcais C, Verges B, Charriere S, Pruneta V, Merlin M, Billon S, Perrot L, Drai
J, Sassolas A, Pennacchio LA, Fruchart-Najib J, Durlach V, Moulin P: Apoa5
Q139X truncation predisposes to late-onset hyperchylomicronemia due
to lipoprotein lipase impairment. J Clin Invest 2005, 115:2862–2869.

50. Oliva P, Tarugi P, Calandra S, Pisciotta L, Bellocchio A, Bertolini S, Calandra
SA: Novel sequence variant in APOA5 gene found in patients with
severe Hypertriglyceridemia. Atherosclerosis 2006, 188:215–217.

51. Dorfmeister B, Zeng WW, Dichlberger A, Nilsson SK, Schaap FG, Hubaceck
JA: Effects of six APOA5 variants, identified in patients with severe
hypertriglyceridemia, on in vitro lipoprotein lipase activity and receptor
binding. Arterioscler Thromb Vasc Biol 2008, 28:1866–1871.

52. Oliva P, Carubbi F, Schaap FG, Bertolini S, Calandra S: Hypertriglyceridemia
and low plasma HDL in a patient with apolipoprotein A-V deficiency due
to a novel mutation in the APOA5 gene. J Intern Med 2008,
263:450–458.

53. Charriere S, Cugnet C, Guitard M, Bernard S, Groisne L, Charcosset M,
Pruneta-Deloche V, Merlin M, Billon S, Delay M, Sassolas A, Moulin P, Marcais
C: Modulation phenotypic expression of APOA5 Q97X and L242P
mutations. Atherosclerosis 2009, 207:150–156.

54. Forte TM, Shu X, Ryan RO: The ins (cell) and outs (plasma) of
apolipoprotein A-V. J Lipid Res 2009, 50:150–155.

55. Sun G, Bi N, Li G, Zhu X, Zeng W, Wu G, Xue H, Chen B: Identification of
lipid binding and lipoprotein lipase activation domains of human apo
AV. Chem Phys Lipids 2006, 143:22–28.

56. Calandra S, Priore Oliva C, Tarugi P, Bertolini S: APOA5 and triglyceride
metabolism, lesson from human APOA5 deficiency. Curr Opin Lipidol
2006, 17:122–127.

57. Strachan T, Read A: Human Molecular Genetics. Garland Science; 2010.
58. Pennachio LA, Olivier M, Hubacek JA, Krauss RM, Rubin EM, Cohen JC: Two

independent apolipoprotein A5 haplotypes influence human plasma
triglyceride levels. Hum Mol Genet 2002, 11:3031–3038.

59. Ford I, Robertson M, Shepherd J, Cobbe S: Triglyceride-mediated pathways
and coronary disease: collaborative analysis of 101 studies. Lancet 2010,
375:1634–1639.

60. Martinelli N, Trabetti E, Bassi A, Girelli D, Friso S, Pizzolo F, Sandri M, Malerba
G, Pignatti PF, Corrocher R, Olivieri O: The −1131 T>C and S19W APOA5
gene polymorphisms are associated with high levels of triglycerides



Dussaillant et al. BMC Medical Genetics 2012, 13:106 Page 10 of 10
http://www.biomedcentral.com/1471-2350/13/106
and apolipoprotein C-III, but not with coronary artery disease: an
angiographic study. Atherosclerosis 2007, 191:409–417.

61. Schaap FG, Nierman MC, Berbe JFP, Hattori H, Talmud PJ, Vaessen SFC,
Rensen PCN, Chamuleau RAFM, Kuivenhoven JA, Groen AK: Evidence for a
complex relationship between apo A-V and Apo C-III in patients with
severe hypertriglyceridemia. J Lipid Res 2006, 47:2333–2339.

62. Wang C-S, Mc Conathy WJ, Kloer HU, Alaupovic P: Modulation of
lipoprotein lipase activity by apolipoproteins. Effect of apolipoprotein
C-III. J Clin Invest 1985, 75:384–390.

doi:10.1186/1471-2350-13-106
Cite this article as: Dussaillant et al.: APOA5 Q97X Mutation Identified
through homozygosity mapping causes severe hypertriglyceridemia in
a Chilean consanguineous family. BMC Medical Genetics 2012 13:106.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Subjects and methods
	Subjects
	Genome scan
	Statistical analysis
	Genetic analysis of APOA5 gene

	Results
	Discussion
	Conclusions
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


