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The lipoprotein receptor LRP1 modulates sphingosine-1-
phosphate signaling and is essential for vascular development
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Michael Frotscher7, Joachim Herz2,8, Hans H. Bock1,2,4 and Petra May1,2,4,‡

ABSTRACT
Low density lipoprotein receptor-related protein 1 (LRP1) is
indispensable for embryonic development. Comparing different
genetically engineered mouse models, we found that expression of
Lrp1 is essential in the embryo proper. Loss of LRP1 leads to lethal
vascular defects with lack of proper investment with mural cells of
both large and small vessels. We further demonstrate that LRP1
modulates Gi-dependent sphingosine-1-phosphate (S1P) signaling
and integrates S1P and PDGF-BB signaling pathways, which are
both crucial for mural cell recruitment, via its intracellular domain.
Loss of LRP1 leads to a lack of S1P-dependent inhibition of RAC1
and loss of constraint of PDGF-BB-induced cell migration. Our
studies thus identify LRP1 as a novel player in angiogenesis and in
the recruitment and maintenance of mural cells. Moreover, they
reveal an unexpected link between lipoprotein receptor and
sphingolipid signaling that, in addition to angiogenesis during
embryonic development, is of potential importance for other targets
of these pathways, such as tumor angiogenesis and inflammatory
processes.
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INTRODUCTION
During vertebrate embryonic development the formation of
blood vessels by vasculogenesis and angiogenesis leads to the
establishment of blood circulation (Adams and Alitalo, 2007).
For the circulation to be adequately maintained throughout
development and in postnatal life, blood vessels need to mature,
i.e. they need to be invested withmural cells for support and stability
(Gaengel et al., 2009). This involves the differentiation of pericytes
and vascular smooth muscle cells, collectively called mural cells,
from mesenchymal precursors, their recruitment to developing
blood vessels, and their adequate proliferation. Some crucial
mechanisms that regulate this complex process have been

identified: PDGF-BB secreted by endothelial cells and acting via
PDGF receptor-β (PDGFRβ) onmural cells plays an essential role in
recruiting pericytes/vascular smooth muscle cells and maintaining
vascular stability (Hellstrom et al., 1999; Bjarnegard et al., 2004). A
related function, which is likely to involve modulation of the PDGF-
BB–PDGFRβ signaling axis, is carried out by sphingosine-
1-phosphate (S1P) and the components of its signaling network
(Liu et al., 2000; Hobson et al., 2001; Mizugishi et al., 2005). Of the
five S1P receptors, S1P1 (also known as EDG1 or S1PR1) seems to
play the predominant role during vascular development. It is highly
expressed on endothelial cells and to a lesser extent also on vascular
smooth muscle cells, on which S1P2 (EDG5 or S1PR2) is
more prominent (Allende and Proia, 2002; Kluk and Hla, 2002;
Ryu et al., 2002).

The transmembrane receptor LRP1 is a member of the low
density lipoprotein (LDL) receptor family of lipoprotein receptors.
It is expressed ubiquitously in the adult and has dual functions in
endocytosis and signal transduction (May et al., 2005; Lillis et al.,
2008). Examination of mice lacking LRP1 in smooth muscle cells,
including differentiated vascular smooth muscle cells, revealed that
the receptor is essential for the integrity of the vascular wall. On
the one hand, it confers protection from cholesterol-induced
atherosclerosis independently of systemic cholesterol levels
(Boucher et al., 2003). On the other hand, it controls PDGF-BB
and TGFβ signaling in vascular smooth muscle cells and thus
prevents their overproliferation and disruption of their normal
layering (Boucher et al., 2007). Its role during vascular
development is less clear owing to the early embryonic lethality
of conventionally genetically engineered Lrp1-deficient mice (Herz
et al., 1992). Although the initial hypothesis that Lrp1−/− embryos
die before implantation into the uterus was amended to embryonic
lethality during early to mid-gestation (Herz et al., 1993), its actual
function during embryonic development is yet to be elucidated.
Also, it is unclear whether LRP1 exerts its essential functions in the
embryo proper or whether its main role is in the supporting
extraembryonic tissues, where it could serve in cargo transport
across the placenta owing to its ability to endocytose extracellular
ligands.

Here, we examined mice that lack Lrp1 either completely or in
the embryo proper only. We show that Lrp1 has an essential role in
the embryo proper and that Lrp1 expression in the supporting
tissues is insufficient to rescue embryonic development.
Morphological and immunohistochemical analyses of Lrp1−/−

embryos reveal an essential role of LRP1 in blood vessel
maturation, as proper investment with mural cells does not occur
in these animals. The vascular defects result in widespread
hemorrhage and subsequent circulatory failure and ultimately in
the death of the embryos at ∼E13.5. In vitro examination of
mesenchymal cell migration and signal transduction in both
fibroblasts and endothelial cells reveals a regulatory role of LRP1Received 17 February 2014; Accepted 4 September 2014
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in Gi-dependent S1P signaling and in the crosstalk of the S1P and
PDGF-BB pathways, which requires the LRP1 intracellular domain
and seems to underlie the vascular developmental defect observed
in Lrp1−/− animals.

RESULTS
LRP1 plays an essential role during development of the
embryo proper
In order to clarify the role of LRP1 during embryonic development,
we crossed mice with floxed Lrp1 alleles to knock-in mice that
express Cre recombinase under the control of the Meox2 promoter.
The Meox2 promoter is activated in the epiblast (Tallquist and
Soriano, 2000) and thus leads to Cre expression and subsequent
recombination of floxed alleles in all tissues of the embryo proper,
whereas the extraembryonic tissues are spared.

Comparison of conditionally Lrp1-deficient MeoxCre-LRP1rec/lox

embryos with embryos with completely recombined Lrp1 alleles
(LRP1rec/rec) confirmed a lack of LRP1 protein in extraembryonic
membranes and the embryoproperofLRP1rec/rec offspring.Bycontrast,
in MeoxCre-LRP1rec/lox LRP1 is preserved in the extraembryonic
tissues but is almost completely absent from the embryo proper
(Fig. 1A). Neither genotype was found in newborn offspring from
suitable matings and genotyping of timed embryos revealed that
LRP1rec/rec embryos die after E11.5 with no living LRP1rec/rec

conceptus left after E13.5 (Table 1). MeoxCre-LRP1rec/lox embryos
show a similar decline that begins after E12.5, with complete loss by
E14.5.

These findings indicate that preservation of LRP1 in the
extraembryonic tissues cannot rescue Lrp1−/− embryos from their
lethal developmental defects and point to an essential developmental
role for LRP1 in the embryo proper.

LRP1 is expressed ubiquitously during embryonic
development
E9.5-12.5 wild-type embryos were examined by whole-mount
in situ hybridization with an antisense probe specific for the Lrp1
mRNA. Comparison of these embryos with Lrp1−/− controls and
wild-type controls stained with a sense probe revealed ubiquitous
expression of Lrp1 mRNA during all stages examined (Fig. 1B).
Western blotting confirmed LRP1 expression in the developing
brain as well as in heart, liver and intestine (Fig. 1C). Interestingly,
the LRP1 protein already exhibited the organ-dependent variation in
apparent size that is observed in adult animals and occurs due to
differential glycosylation (May et al., 2003).

Severe vascular defects underlie the embryonic lethality of
Lrp1 deficiency
Macroscopic morphological analysis of Lrp1-deficient LRP1rec/rec

embryos revealed extensive hemorrhage (Fig. 2A-C). Bleeding

Fig. 1. LRP1 expression in the experimental mouse lines. (A) Lysates of
Lrp1-containing (WT: LRP1lox/lox), conditionally Lrp1-deficient (cond. k.o.:
MeoxCre-LRP1rec/lox) and conventionally Lrp1-deficient (conv. k.o.: LRPrec/rec)
embryos (E) and membranes (M) were prepared. 40 µg protein was separated
by SDS-PAGE and analyzed by western blotting and staining with an
LRP1 antibody. Staining with an actin antibody served as loading control.
(B) Embryos of different ages were prepared from time-mated pregnant mice
and examined by whole-mount in situ hybridization with an Lrp1 antisense
probe. The corresponding sense probe or examination of Lrp1−/− embryos
served as controls. Wild-type embryos were examined at E9.5, E10.5 and
E11.5 (sense probe left, antisense right). E12.5 Lrp1−/− (left) and wild-type
(right) embryos examined with antisense probe. (C) Various organs were
prepared fromE12.5 wild-type embryos. Organ lysates were analyzed by SDS-
PAGE, western blotting and staining with LRP1 antibody.

Table 1. Survival of conditionally and completely Lrp1-deficient embryos

E11.5 E12.5 E13.5 E14.5

Conventional k.o.
k.o. expected (%) 25 25 25
k.o. observed (%) 23 27 22
k.o. alive (%) 23 19 0
Number of animals 48 198 36

Conditional k.o.
k.o. expected (%) 25 25 25
k.o. observed (%) 20 35 24
k.o. alive (%) 20 10 0
Number of animals 35 51 38

Embryos of time-mated mice were assessed for viability and genotyped at the
time points indicated. Matings were: MeoxCre-LRP1wt/rec×LRP1lox/lox for
conditionally Lrp1-deficient embryos and LRP1lox/rec×LRP1lox/rec for
completely Lrp1-deficient embryos. The total number of embryos examined is
given for each day.
k.o., knockout.
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was evident from E11.5 and often became severe by E12.5.
Microscopic examination of paraffin-embedded and Hematoxylin
and Eosin (HE)-stained sections confirmed the macroscopic
findings (Fig. 2D-G). In addition, LRP1rec/rec embryos showed
anasarca and their cardinal veins and jugular veins appeared
distended. In summary, this morphology was compatible with
extensive hemorrhage and secondary circulatory failure leading
ultimately to the death of the embryos.
Further investigation into the cause of the profuse bleeding

in Lrp1-deficient embryos revealed an underlying vascular defect. On

microscopic examination, compared with wild-type embryos
(Fig. 2H,J), the aorta in Lrp1-deficient embryos was grossly dilated
with a thin and disorganized smooth muscle cell layer (Fig. 2I,K).
Areas of interrupted endothelial integrity could be identified where
bleeding into the perivascular soft tissue had occurred (Fig. 2L).
Immunohistochemical analysis with an anti-desmin antibody
confirmed the absence of an organized tunica media in the Lrp1-
deficient embryos (Fig. 2N) as compared with LRP1-containing
embryos (Fig. 2M). Examination of sections fromwild-type embryos
with antibodies directed against LRP1 and smooth muscle actin
(SMA) revealed that LRP1 is abundantly expressed in aortic smooth
muscle cells (Fig. 3A, upper panels), whereas only very little LRP1
could be detected in the aortic endothelium by co-staining with anti-
LRP1 and anti-CD31 (also known as PECAM1) as an endothelial
marker (Fig. 3D). The thickness of the aortic wall was quantified after
staining of sections from Lrp1-deficient and LRP1-containing control
embryoswith an anti-SMAantibody (Fig. 3B,C). Comparison of both
the number of smooth muscle cell layers (Fig. 3Ca,c) and the media
thickness (Fig. 3Cb,d) revealed no significant difference between
Lrp1-deficient and control embryos at E11.5. At E12.5, however, a
significantly thinner tunica media was noted in the absence of LRP1.

On further examination, an additional defect of small vessel
architecture was identified. Electron microscopy images of
capillaries in the brain of E12.5 animals showed that, in the
absence of LRP1, pericytes are missing (Fig. 4Ab-d), whereas they
are easily identified by their characteristic processes and location
within the endothelial basement membrane in the presence of LRP1
(Fig. 4Aa). Examination by confocal microscopy after staining with
antibodies directed against the pericyte marker PDGFRβ and the
endothelial marker CD31 revealed the almost complete absence of
PDGFRβ-positive and CD31-negative pericytes in the Lrp1-
deficient animals (Fig. 4Ba, quantification in Fig. 4Bb). Similar
results were obtained after immunostaining for SMA as a pericyte
marker (supplementary material Fig. S1). At E11.5, the number of
putative pericytes was still low in both the Lrp1-deficient and in
control animals. Immunohistochemical analysis with anti-LRP1
showed expression of LRP1 in capillary vessels, both in pericytes
and in endothelial cells (Fig. 4Bc).

Taken together, Lrp1-deficient embryos apparently fail to recruit
(or maintain) mural cells, i.e. pericytes and vascular smooth muscle
cells, to developing vessels of different sizes.

In addition to the vascular developmental defects, the
developmental delay of several other structures was observed,
which possibly occurred secondary to the circulatory failure
(supplementary material Fig. S2A,B). Nevertheless, somite
number and crown-rump length at E11.5 and E12.5, respectively,
did not show a significant difference between Lrp1-deficient and
control embryos (supplementary material Fig. S2C).

LRP1 modulates the crosstalk between S1P and PDGF-BB
pathways in migrating mesenchymal cells
Collectively, the alterations observed in the Lrp1−/− embryos
resembled those described for mice with defective S1P signaling,
i.e. those genetically engineered for homozygous loss of the S1P
receptor S1P1 (Liu et al., 2000). The homozygous S1P1 defect is lethal
by E14.5, and affected embryos show signs of defective sheathing of
developing blood vessels with mural cells, resulting in hemorrhage
and subsequent circulatory failure with widespread edema.

Owing to this similarity in phenotypes we examined whether S1P
signaling was altered in the absence of LRP1. Expression of
S1P receptors S1P1 and S1P2 was essentially the same in aortic and
capillary endothelial cells and in the underlying aortic media of

Fig. 2. Widespread hemorrhage due to vascular anomalies in Lrp1-
deficient mice. (A-C) E12.5 Lrp1-deficient embryo showing: (A) bleeding into
the umbilical cord (arrowhead), into the pericardium, and into the
subcutaneous tissue (double arrowhead); (B) extensive hemorrhage in the
pleural (arrow) and abdominal cavities (arrowhead); (C) subcutaneous
hemorrhage along an extremity (arrowhead). (D-F) HE-stained paraffin section
of E12.5 Lrp1-deficient embryo showing: (D) bullous subcutaneous
hemorrhage (arrowhead); (E) hematopericardium (asterisk) (circle marks
ventricle); (F) hematoperitoneum (arrowhead). In the lower left corner the liver
is visible. (G-N) Paraffin-embedded E12.5 tissues were sectioned coronally
and stained with HE (G-L) or analyzed by immunohistochemistry (M,N).
(G) Lrp1-deficient embryo showing blood in the neural canal (arrowhead).
(H) Wild-type embryo with the aorta at the center. (I) Lrp1−/− embryo with the
aorta at the center. (J) Wild-type embryo showing the aorta (arrowhead).
(K) Lrp1−/− embryo showing the dilated aorta (arrowhead). (L) Lrp1−/− embryo
showing the aorta; the arrow points to a discontinuity in the endothelium and
blood cells in the surrounding tissue. (M) Wild-type and (N) Lrp1−/− embryos
were analyzed by immunohistochemistry with an anti-desmin antibody. Bound
antibody was visualized with a chromogenic substrate for horseradish
peroxidase via the avidin/extravidin system. Bracket indicates the smooth
muscle cell layers of the aortal wall. Scale bars: 100 µm in A-I; 20 µm in J-N.
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Lrp1-deficient and control embryos at E11.5 (supplementary
material Fig. S3A-D). Subsequently, at E12.5, when hemorrhage
was already evident, both S1P1 and S1P2 were lost from the aortic
endothelium (supplementary material Fig. S3A,C). As this could
not explain the vascular defects in the absence of LRP1, we
examined S1P downstream signaling events in the absence and
presence of LRP1. Migration of Lrp1-deficient and wild-type
murine embryonic fibroblasts (MEFs) was studied in a transwell
assay, both in the basal state and after treatment with S1P, PDGF-
BB or co-treatment with both factors. The Lrp1-deficient cells
showed increased migration compared with their wild-type
counterparts in the basal state (Fig. 5A,C). Treatment with S1P
did not significantly alter motility of either cell line and treatment
with PDGF-BB comparably induced migration of both Lrp1-
deficient and wild-type cells. If both PDGF-BB and S1P were
applied, S1P significantly reduced PDGF-BB-induced cell motility
in the wild-type cells. By contrast, in LRP1-deficient cells S1P did
not significantly alter PDGF-BB-induced migration (Fig. 5B,C). To
rule out underlying LRP1-independent clonal differences in the cell
lines, we repeated the migration assay with Lrp1-deficient cells
stably retransfected with either an LRP1 expression vector or with
the empty plasmid backbone. Again, in the presence of LRP1, S1P
significantly inhibited the PDGF-BB-dependent induction of cell
migration, whereas it did not in the absence of LRP1 (Fig. 5D).

The LRP1 intracellular domain mediates modulation of
S1P–PDGF-BB crosstalk
Interestingly, retransfection of the LRP1 intracellular domain was
sufficient to restore the S1P effect on PDGF-BB-induced cell
migration (Fig. 5D,E), indicating that modulation of cytoplasmic
signaling events, rather than extracellular binding of either ligand,

underlies the regulatory role of LRP1.When cells were retransfected
with an expression plasmid for an LRP1 intracellular domain in
which the two NPxY protein interaction motifs had been mutated,
S1P did not reduce PDGF-BB-induced cell motility (Fig. 5E). This
finding further corroborates the role of the LRP1 intracellular
domain and its interaction with cytoplasmic scaffolding and
signaling molecules in proper S1P action.

S1P downregulates PDGF-BB-induced cell migration via
activation of S1P2-dependent pathways in LRP1-containing
cells
S1P regulates the migratory activity of mesenchymal cells primarily
through its G protein-coupled receptors S1P1 and S1P2 (Okamoto
et al., 2000; Hobson et al., 2001; Kluk and Hla, 2001; Goparaju
et al., 2005; Mizugishi et al., 2005). Signaling via S1P1 involves the
activation of RAC1 via Gi and stimulates migration (Hobson et al.,
2001; Kluk and Hla, 2001), whereas activation of S1P2 via Gq and
G12/13 leads to an increase in RHOA activity with a concomitant
reduction in RAC1 activation and reduction in cell migration
(Okamoto et al., 2000; Goparaju et al., 2005; Mizugishi et al.,
2005). To test whether, in our experimental system, the inhibitory
effect exerted by S1P on PDGF-BB-induced cell migration in
LRP1-containing cells is mediated by S1P2 as previously described,
we pre-treated cells with the S1P2 antagonist JTE-013. As expected,
treatment with S1P no longer reduced PDGF-BB-induced cell
migration in LRP1-expressing cells after blockade of S1P2. Instead,
S1P induced further migration under these conditions, presumably
by activating S1P1. In LRP1-deficient cells, where S1P did not alter
PDGF-BB-induced cell migration, pre-treatment with JTE-013 had
no effect on the number of migrating cells after co-stimulation with
S1P and PDGF-BB (Fig. 6A). To further elucidate why S1P cannot

Fig. 3. LRP1 is expressed in the vascular
wall, and in Lrp1-deficient embryos the
thickness of the aortic media is reduced.
(A) Transverse sections from the thoracic area
of E12.5 Lrp1-deficient (LRP1rec/rec) and
control (LRP1lox/lox) embryos were
immunostained with anti-LRP1 (green) and
anti-SMA (red) antibodies and micrographs
were taken of the dorsal aortic wall. (B) Dorsal
aorta of E11.5 and E12.5 Lrp1-deficient
(LRP1rec/rec) (a,c) and control (LRP1lox/lox)
(b,d) embryos after staining with anti-SMA
(white). The boxed regions in c and d are
enlarged in c′ and d′. (C) Quantitative analysis
of aortic media thickness of E11.5 and E12.5
Lrp1-deficient (LRP1rec/rec) and control
(LRP1lox/lox) embryoswas performed from four
randomly chosen regions of the anti-SMA-
stained transverse aortic section by
determining (a,c) the number of smooth
muscle cell layers and (b,d) the breadth of the
aortic media. This analysis was undertaken for
three animals of each genotype. Error bars
represent mean±s.e.m. ***P<0.0001;
Student’s t-test. (D) Transverse sections from
the thoracic area of E12.5 Lrp1-deficient (K.O.:
LRP1rec/rec) and control (Con.: LRP1lox/lox)
embryos were immunostained with anti-LRP1
(red) and anti-CD31 (green) antibodies. Scale
bars: 20 µm in A,D; 100 µm in Ba-d; 10 µm in
Bc′,d′.
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inhibit PDGF-BB-induced cell migration via S1P2 in LRP1-
deficient cells, we compared the expression levels of S1P1 and
S1P2mRNAs in both LRP1-containing and LRP1-deficient cells by
quantitative RT-PCR. The mRNAs of both receptors were equally
abundant in the two cell lines (Fig. 6B). In addition, neither S1P1
nor S1P2 directly interacted with LRP1 in co-immunoprecipitation
experiments (supplementary material Fig. S4).
We next examined activation of the S1P2 downstream effector

RHOA in the two cell lines after treatment with S1P and S1P/
PDGF-BB co-treatment. In both LRP1-containing and LRP1-
deficient cells, exposure to S1P led to comparable RHOA activation
(Fig. 6C), indicating that this part of the S1P2 signaling pathway is
intact in the absence of LRP1.

G1-mediated S1P signaling pathways are overactive in LRP1-
deficient cells
Wenext examinedRAC1 activity after PDGF-BBandS1P/PDGF-BB
co-treatment in LRP1-containing and LRP1-deficient cells. In the

former, S1P/PDGF-BB co-treatment led to a significant reduction in
RAC1 activity compared with PDFG-BB-induced RAC1 activity.
This S1P-induced decrease in RAC1 activity did not occur in the
LRP1-deficient cells (Fig. 6D). In the context of cell migration, RAC1
is regulated by S1P via S1P2, leading to a reduction in RAC1 activity,
and via S1P1 and activation of the heterotrimeric Gi protein, resulting
in an increase in RAC1 activity (Hobson et al., 2001; Goparaju et al.,
2005). To test whether the failure to constrain RAC1 activity was due
to increased activation of S1P1 in LRP1-deficient cells, we employed
the selective S1P1 antagonist W146 in the transwell migration assays.
Pre-treatment with W146, however, did not alter the migratory
behavior of LRP1-containing or LRP1-deficient cells, indicating that
the dysregulation of migration in the LRP1-deficient cells does not
occur at the S1P1 receptor level (Fig. 7B).We therefore tested whether
downstream inhibition of Gi by pertussis toxin would restore the
inhibitory effect of S1P in theLRP1-deficient cells. Pre-treatmentwith
pertussis toxin augmented the inhibitory effect of S1P on cell
migration inbothLRP1-containingandLRP1-deficient cells, such that

Fig. 4. Defective investment with mural cells of the
developing vasculature in Lrp1-deficient embryos.
(A) Electron micrographs of a brain capillary of E12.5
wild-type (a) or Lrp1−/− (b) embryo. The boxed regions
in b and c are enlarged in c and d, respectively.
A, astrocyte; E, endothelial cell; M, microglia; P,
pericyte. (B) (a) Capillaries in the telencephalon of
E11.5 and E12.5 Lrp1-deficient (MeoxCre-LRP1lox/rec)
and control (LRP1lox/lox) embryos were analyzed after
immunostaining for the pericyte marker PDGFRβ
(green) and the endothelial cell marker CD31 (red).
Arrowheads indicate pericytes. (b) Pericyte density of
E12.5 and E11.5 Lrp1-deficient (MeoxCre-LRP1lox/rec)
and control (LRP1lox/lox) embryos was determined by
counting the number of PDGFRβ-positive, CD31-
negative cells per area of CD31-positive capillaries
(µm2). Five random frames per animal were analyzed
in four (E12.5) or three (E11.5) different mice of each
genotype. At E11.5, the number of PDGFRβ-positive
cells per area of CD31-positive capillaries (µm2) was
calculated from Lrp1-deficient and control embryos.
Error bars represent mean±s.e.m. ***P<0.0001; n.s.,
not significant; Student’s t-test. (c) Capillaries in the
telencephalon of E12.5 Lrp1-deficient (MeoxCre-
LRP1lox/rec) and control (LRP1lox/lox) embryos were
analyzed after immunostaining for LRP1 (green) and
the endothelial cell marker CD31 (red). Arrows indicate
LRP1 expressed on CD31-negative mural cells, which
are typically situated for pericytes on the outer side of
the capillary wall. Scale bars in B: 10 µm.
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single treatment with S1P led to a reduction in cell migration. The
inhibitory effect on PDGF-BB-induced cell migration was enhanced
in LRP1-containing cells and, in addition, was restored in LRP1-
deficient cells (Fig. 7A), indicating that overactive Gi-mediated

signaling prevented the S1P inhibitory effect in non-pertussis toxin-
treated LRP1-deficient cells. Similar results were obtained when
RAC1 activity was measured in LRP1-deficient versus LRP1-
containing cells. Treatment with S1P in addition to PDGF-BB

Fig. 5. Inhibition of PDGF-BB-induced cell migration by S1P is LRP1-dependent and mediated by the LRP1 intracellular domain. (A) LRP1-expressing
(WT) and Lrp1-deficient (K.O.) fibroblasts were seeded into transwells of 8 µm pore size, allowed to settle for 1 h and then tomigrate through themembrane for 5 h
towards an S1P gradient, a PDGF-BB gradient or no gradient. (B) As in A, using the following gradients: an S1P+PDGF-BB gradient, a PDGF-BB gradient or no
gradient. (C) Representative images (from experiments in A and B) of cells that have migrated through the transwell membrane. (D) Lrp1-deficient cells stably
retransfected with an LRP1 expression plasmid (LRP1), with the empty plasmid vector (Vector) or an expression plasmid for the LRP1 intracellular domain
(LRP105) were seeded into transwells and allowed to migrate toward an S1P+PDGF-BB gradient, a PDGF-BB gradient or no gradient. (E) Lrp1-deficient cells
stably retransfected with LRP105, empty plasmid vector, or an expression plasmid for the LRP1 intracellular domain in which the two NPxY motifs have been
mutated to AAAA (1st+2nd) were seeded into transwells and allowed to migrate toward an S1P+PDGF-BB gradient, a PDGF-BB gradient or no gradient. ut,
untransfected controls. In each case, N=3 independent experiments (each performed in duplicate). Error bars indicate s.e.m. *P<0.05; n.s., not significant;
Student’s t-test.
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reduced RAC1 activity in the presence of LRP1, but not in LRP1-
deficient cells. Pretreatmentwith pertussis toxin restored the inhibitory
effect of S1P in the absence of LRP1 (Fig. 7C). Immunocytochemical
analysis of LRP1-containing and LRP1-deficient cells with an

antibody against Gi-GTP confirmed an excess of activated Gi after
S1P and PDGF-BB co-treatment in LRP1-deficient cells (Fig. 7D).
LRP1 thus functions as an integrator of signaling input, regulating the
activity of heterotrimeric Gi protein and, subsequently, that of small
GTPases involved in cytoskeleton remodeling in migrating cells.
Immunocytochemical analysis of the LRP1-containingMEFs showed
localization of LRP1 on filopodial protrusions and on lamellipodia
(Fig. 7E), where it would be correctly located to fulfill its regulatory
functions during cell migration.

To examine whether LRP1 also modulates Gi-dependent
integration of S1P and PDGF-BB signals in endothelial cells, we
used human umbilical cord venous endothelial cells (HUVECs),
which contain very little LRP1 in their native state (Fig. 8A). We
compared levels of Gi-GTP before and after treatment with S1P and/
or PDGF-BB in HUVECs transfected with an expression plasmid
for LRP1 or with the empty plasmid vector. Transfection of LRP1
decreased basal levels of Gi-GTP in HUVECs (Fig. 8Ba,b). After
treatment with S1P there was significantly more active Gi in vector-
transfected control cells, whereas PDGF-BB induced comparable
levels of Gi-GTP in both groups (Fig. 8Bc-f). Co-treatment with
S1P significantly reduced Gi-GTP in PDGF-BB-treated HUVECs
only when LRP1was overexpressed (Fig. 8Bg,h), indicating that the
molecular interaction described in fibroblasts also takes place in
endothelial cells.

Similar results were obtained when SV40-transformed endothelial
cells (SVEC4-10), which do express LRP1, were transfected with
siRNA to silence LRP1 expression (Fig. 8C). Basal levels of Gi-GTP
were higher in these cells, which was exaggerated after transfection of
LRP1 siRNA. Single treatment with S1P or PDGF-BB effected little
change in the already high Gi-GTP levels, whereas after S1P/PDGF-
BB co-treatment Gi-GTP levels were constrained only in the presence
of LRP1, and silencing ofLrp1 led to further augmentation ofGi-GTP
in SVEC4-10 cells (Fig. 8D).

In summary, our current findings show that LRP1plays an essential
role for embryonic development in the embryo proper. LRP1 is
necessary for the correct investment of developing vessels with mural
cells. In its absence disturbed vessel architecture leads to extensive
hemorrhage and secondary circulatory failure. Our in vitro data
indicate that LRP1-dependent modulation of S1P–PDGF-BB
crosstalk, which has been shown to be crucial in the regulation of
cell migration and vascular development, might underlie the essential
role of LRP1 in vessel maturation. LRP1 is located on lamellipodia of
mesenchymal cells and mediates integration of S1P and PDGF-BB
signaling input via its intracellular domain at the level of
heterotrimeric Gi protein, leading to subsequent influence on RAC1
activity and cell migration (Fig. 9).

DISCUSSION
In this study we have unveiled an unexpected role of the lipoprotein
receptor LRP1 in blood vessel maturation. The developmental
phenotype of LRP1-deficient mice resembles that of mice with
genetic defects in S1P signaling, and our in vitro studies reveal a
hitherto unknown function of LRP1 in modulating S1P signaling,
specifically in supporting its inhibitory effect on PDGF-BB-
induced cell migration via Gi-dependent regulation of Rho family
GTPase activity.

LRP1 expression in extraembryonic tissues cannot rescue
Lrp1-deficient embryos
In the Lrp1-deficient strain examined here, E11.5-12.5 was
identified as the time of lethality of Lrp1-deficient embryos
(Table 1). A previous study did not find viable Lrp1−/− embryos

Fig. 6. The LRP1-dependent inhibition of PDGF-BB-induced cell
migration by S1P is mediated by S1P2 via RHOA activation and RAC1
inhibition, the latter being defective in the absence of LRP1. (A) Lrp1-
deficient cells stably retransfected with an LRP1 expression plasmid (LRP1) or
with the empty plasmid vector (Vector) were seeded into transwells and
allowed to migrate toward an S1P gradient, an S1P+PDGF-BB gradient, a
PDGF-BB gradient or no gradient after pretreatment for 20 min with the
S1P2 antagonist JTE-013 (10 µM) or pretreatment with the vehicle alone.
(B) Relative expression of S1P1 and S1P2 mRNA in Lrp1-deficient cells stably
retransfected with an LRP1 expression plasmid or with the empty plasmid
vector. (C,D) Lrp1-deficient cells stably retransfected with an LRP1 expression
plasmid or with the empty plasmid vector were treated with 1 µM S1P and/or
50 ng/ml PDGF-BB or were left untreated. Active RHOA (C) or active RAC1 (D)
was determined in cell lysates by a chemiluminescence-based ELISA (RLU,
relative luminescence units). N=3 (A,C), 8 (B) or 4 (D) independent
experiments (each performed in duplicate). In each case, error bars indicate s.
e.m. **P<0.05, ***P<0.005; n.s., not significant; Student’s t-test.
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beyond E12.5, and their number was smaller than expected from
E9.5 on (Herz et al., 1993). The exact nature of the genetic
inactivation of Lrp1 differed in this and our current study. It is thus
conceivable that a difference exists in the genomic information that
is lost in addition to the sequences coding for the LRP1 protein, e.g.
information carried by non-coding RNAs. In both cases, however,
loss of LRP1 was complete and differences in the time of embryonic
lethality between the two strains are also likely to stem from
variations in the genetic background of the lines.
The widespread expression and multifunctionality of LRP1

theoretically enable it partake in diverse developmental tasks (May
et al., 2005; Lillis et al., 2008). These include a role in nutrient
transport in the placenta in analogy to its LDLR gene family relative,
the insect vitellogenin receptor (Barber et al., 1991), as opposed to a
role in the embryo proper. Here we showed that the presence of LRP1
in the placenta and other extraembryonic tissues is not sufficient to
rescue conditionally Lrp1-deficient animals that lack LRP1 in the
embryo proper, indicating that the predominant function of LRP1
during development is in the latter. It is of note, however, that in the
MeoxCre-LRP1lox/lox conditionally Lrp1-deficient embryos, where

recombination takes place in epiblast-derived tissues, LRP1 is also
lost in the epiblast-derived extraembryonic mesoderm, including the
visceral mesoderm of the yolk sac and the allantoic and chorionic
mesoderm of the chorio-allantoic placenta. Thus, a role for LRP1 in
these tissues cannot be excluded, especially for the formation of the
fetal part of the placental vasculature, but a predominant function as a
nutrient transporter is still unlikely, as one would expect this to occur
on the labyrinthine syncytiotrophoblast, which is in direct contact
with maternal blood.

The slight delay in lethality in the conditionally Lrp1-deficient
embryosmight also be attributable to the incomplete recombination of
the floxed Lrp1 allele in the conditional line (Fig. 1). It was noted
during the initial characterization of theMeox2Cre line in combination
with a reporter strain that recombination was mosaic, occurring in
95% of cells in the embryo proper (Tallquist and Soriano, 2000).

Lrp1 deficiency in the embryo proper leads to defects in
vessel maturation and subsequent circulatory failure
Morphological analysis of Lrp1-deficient embryos revealed that,
around the great arterial vessels, the smooth muscle cell layers of

Fig. 7. LRP1 modulates S1P signaling via
pertussis toxin-sensitive G proteins. (A) Lrp1-
deficient cells stably retransfected with an LRP1
expression plasmid (LRP1) or with the empty
plasmid vector (Vector) were seeded into
transwells and allowed to migrate toward an S1P
gradient, an S1P+PDGF-BB gradient, a PDGF-
BB gradient or no gradient after pretreatment for
2 h with 200 ng/ml pertussis toxin (PTX) or with
vehicle alone. (B) Cells stably transfected with
LRP1 expression plasmid or empty plasmid
vector were seeded into transwells and allowed to
migrate toward an S1P gradient, an S1P+PDGF-
BB gradient, a PDGF-BB gradient or no gradient
after pretreatment for 1 h with 10 µM W146 or
vehicle alone. (C) Cells stably transfected with
LRP1 expression plasmid or empty plasmid
vector were pretreated for 2 h with 200 ng/ml
pertussis toxin or left untreated. They were then
treated with 1 µM S1P and/or 50 ng/ml PDGF-BB
for 1 min or were left untreated. Active RAC1 was
determined in cell lysates by a
chemiluminescence-based ELISA. N=5 (A,B) or
3 (C) independent experiments (each performed
in duplicate). Error bars indicate s.e.m. *P<0.05
(A,B) or **P<0.01 (C); n.s., not significant;
Student’s t-test. (D) LRP1-expressing (WT, a,c,e,
g) and Lrp1-deficient (K.O., b,d,f,h) fibroblasts
were treated with 1 µM S1P and/or 50 ng/ml
PDGF-BB for 1 min or were left untreated. They
were then stained with an anti-Gi-GTP antibody
(red) and counterstainedwith DAPI. (E) (a) LRP1-
expressing (WT) and Lrp1-deficient (K.O.)
fibroblasts were stained with antibodies against
LRP1 (red) and actin-related protein 2 [ARP2
(ACTR2), green]. (b) Enlargements of regions 1-3
from a. LRP1 is present on ARP2-positive
filopodial protrusions (1 and 2). In lamellipodia,
there is partial colocalization of ARP2 and LRP1
(in 3). Scale bars: 10 µm in D,Eb; 20 µm in Ea.
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the tunica media are greatly reduced and disorganized compared
with wild-type embryos (Fig. 2H-L). Additionally, electron
microscopy analysis of brain capillaries showed an absence of
pericytes in the Lrp1-deficient embryos (Fig. 4Ab-d). The initial
description of conventionally engineered Lrp1-deficient embryos
included evidence of hemorrhage (Herz et al., 1993). By contrast,
genetically engineered mice that lack Lrp1 in smooth muscle cells,
including those of the vascular wall, show considerable thickening
of the tunica media with an increase in smooth muscle cells
(Boucher et al., 2003). This discrepancy is likely to be explained
by two crucial differences in the mouse strains examined. First, to
obtain mice that lack Lrp1 in smooth muscle cells only, Cre
recombinase was expressed under the control of the Sm22 (Tagln)
promoter (Boucher et al., 2003). Thus, recombination of Lrp1
takes place only after differentiation of the smooth muscle lineage,
whereas in our study LRP1 is already lost in the mesenchymal
precursor that gives rise to both types of mural cells, i.e. pericytes
and smooth muscle cells. Second, in our study LRP1 is also
lacking in endothelial cells, which play a crucial role in the
investment of developing vessels with mural cells (Bjarnegard
et al., 2004).
Defects in the investment of blood vessels with mural cells have

been described in genetically engineered mice with dysregulation of
various signaling pathways (Adams and Alitalo, 2007). The crucial
roles of PDGF-BB and PDGFRβ in this process have been
demonstrated through analysis of knockout mice (Soriano, 1994;
Lindahl et al., 1997; Tallquist et al., 2003). Both types of animals,
however, die perinatally, considerably later than the Lrp1-deficient
mice. TGFβ-deficient mice, on the other hand, suffer from defects
of vasculogenesis in addition to disturbed vessel maturation
and show even more profoundly disrupted development than

LRP1-deficient animals, with earlier lethality (Martin et al., 1995).
Interestingly, mice deficient in S1P1 display a developmental
phenotype that closely resembles that of the Lrp1-deficient animals
(Liu et al., 2000). They exhibit a defect in mural cell investment of
their blood vessels, which was attributed to the lack of normal
crosstalk between S1P and PDGF receptor pathways (Hobson
et al., 2001).

Fig. 8. LRP1 modulates S1P signaling in endothelial
cells. (A) HUVECs, as well as Lrp1-deficient fibroblasts
stably retransfected with an LRP1 expression plasmid
(LRP1) or with empty plasmid vector (Vector) were cultured.
Whole cell lysates were subjected to western blotting
against LRP1, with actin as a loading control. (B) HUVECs
transiently transfected with an LRP1 expression plasmid
(HUVEC+LRP1) or with the empty plasmid vector (HUVEC
+Vector) were treated with 1 µM S1P and/or with 50 ng/ml
PDGF-BB for 1 min or were left untreated and Gi activation
was detected by immunocytochemistry. The cells were
stained for activated Gi-GTP (red) and LRP1 (green), with
DAPI as counterstain. (C) SVEC4-10 cells were transfected
with siRNA targeted at the mouse Lrp1 sequence (LRP1
siRNA) or firefly luciferase sequence (control siRNA).
Knockdown of LRP1 was assayed by western blotting from
whole cell lysates. (D) Transiently transfected SVEC4-10
cells were treated with 1 µMS1Pand/or 50 ng/ml PDGF-BB
for 2 min or left untreated. The cells were immunostained for
Gi-GTP (red) and LRP1 (green), with DAPI counterstain.
Scale bars: 10 µm in B; 20 µm in D.

Fig. 9. Schematicmodel of LRP1 acting via Gi tomodulate S1P–PDGF-BB
crosstalk. LRP1 restrains the activation of Gi, which integrates input from
several signaling pathways and mediates the promigratory effect of S1P-
activated S1P1. Red line indicates the cell membrane.
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Owing to the phenotypic similarities between Lrp1-deficent mice
and thosewith a genetic defect in S1P signaling, we hypothesized that
LRP1 might modulate S1P-induced cellular responses. As LRP1 is
already known to interact with and regulate PDGFRβ signaling
(Boucher et al., 2002; Loukinova et al., 2002), we specifically tested
whether LRP1 modulates S1P–PDGF-BB crosstalk.

LRP1 is necessary for S1P tomodulatePDGF-BB-inducedcell
migration
When migration of MEFs expressing or lacking Lrp1was compared,
it transpired that, although PDGF-BB induced similar maximal rates
of migration in both cell lines, S1P could modulate, i.e. reduce, this
effect only in the presence of LRP1 (Fig. 5B). Several signaling
properties of LRP1might underlie its role in mediating the S1P effect
on PDGF-BB-induced cell migration. First, LRP1 itself negatively
regulates PDGFRβ-mediated signaling processes; it directly interacts
with PDGF protein and regulates its internalization and degradation
(Boucher et al., 2002; Loukinova et al., 2002; Takayama et al., 2005).
Nevertheless, we found that Lrp1-expressing and Lrp1-deficient
MEFs show comparable migration toward a PDGF-BB gradient and
that both the presence of LRP1 and treatmentwith S1Pwere necessary
to reduce this effect (Fig. 5). Thus, it seems more likely that LRP1
targets S1P signaling in this context. S1P has several transmembrane
receptors, all of which are G protein-coupled. S1P1 has the best-
documented role in angiogenesis, where it is essential for vessel
maturation through investment with mural cells (Allende and Proia,
2002). Endothelial cell-specific conditional ablation of S1P1
expression proved that S1P1 is essential in this cell type (Allende
et al., 2003). No studies concerning a mural (precursor) cell-specific
ablation have been published so far, so its role in this cell type is less
clear. As investment with pericytes/smoothmuscle cells requires their
interaction with endothelial cells, such an interaction might well be
essential in mural precursors, which are targets of PDGF-BB during
vascular development, as well. Although it was initially shown that
S1P, via the S1P1 receptor, augments PGDF-BB-induced cell
migration (Hobson et al., 2001), it had long been known that S1P
could inhibit the PDGF-BB-induced migration of smooth muscle
cells (Bornfeldt et al., 1995) and it was subsequently demonstrated
that it has a dose-dependent effect on the migration of this cell type
(Boguslawski et al., 2002). S1P2 has been identified as a negative
regulator of RAC1 activation and cell migration (Okamoto et al.,
2000). It thus seems that integration of the activity of different S1P
receptors, as well as other signaling input, results in the final response
in terms of cellmigration andmural/endothelial cell interaction during
vessel maturation.
It is conceivable that the exact mechanism that results in

defective mural cell coverage differs in small and large vessels, as
there is a difference in LRP1 expression between these vessel
types: in brain capillaries LRP1 was abundantly identified in both
endothelial cells and pericytes in control embryos, whereas in the
aortal endothelium there was very little LRP1 but strong LRP1
expression in the smooth muscle cell layers (Fig. 4 and Fig. 3,
respectively). This could mean that LRP1 exerts its regulatory role
in both endothelial cells and pericytes in capillaries, whereas in the
large vessel type it seems more likely that its role is confined to
cells of the smooth muscle layer.

Lack of LRP1 results in the failure of S1P to downregulate
RAC1 activity in PDGF-BB-treated cells due to inadequate
activity of Gi
A central player both in S1P signaling pathways and in the
regulation of cell migration is the heterotrimeric G protein Gi. It

receives input both from S1P1, which signals mainly via Gi, and to
a lesser extent from S1P2, which also uses Gq and G12/13 (Daum
et al., 2009). In addition, PDGF-BB has been described to signal
via Gi in airway smooth muscle cells (Conway et al., 1999). Our
experiments showed that in the LRP1-containing cells S1P exerts
its influence on PDGF-BB-induced cell migration via S1P2
(Fig. 6A). In the absence of LRP1, S1P was still able to induce
RHOA activity (Fig. 6C), which has been shown to play an
important role in the negative regulation of migration by S1P
(Goparaju et al., 2005), although it failed to decrease PDGF-BB-
induced cell migration. As it also failed to downregulate RAC1
activity (Fig. 6D), one might speculate that there is not a lack of
antimigratory activity but a surplus of promigratory input in the
LRP1-deficient cells. Indeed, inhibition of Gi by pertussis toxin
restored the S1P-dependent decrease in PDGF-BB-induced cell
migration (Fig. 7A) and RAC1 activity (Fig. 7C) in the LRP1-
deficient cells. Apparently, the increased Gi activity in the
LRP1-deficient cell line does not stem from a preponderance of
S1P1 activation by S1P, as blockade of S1P1 by the antagonist
W146 had no influence (Fig. 7B) on cell migration in the transwell
assay. Furthermore, co-immunoprecipitation experiments did
not show direct interaction of LRP1 with S1P1 (nor S1P2)
(supplementary material Fig. S4) and expression levels of S1P1
(and S1P2) are comparable regardless of the presence of LRP1
(Fig. 6B; supplementary material Fig. S3). The exact molecular
mechanism by which LRP1 modulates Gi activity remains to be
elucidated. As we could show that LRP1 exerts its influence via its
intracellular domain, with the NPxY protein interaction motifs
being necessary for this activity (Fig. 5D,E), it might control the
assembly of the intracellular signaling scaffold, where Gi is
activated. The localization of LRP1 in lamellipodia (Fig. 7E)
would suit such a role and, interestingly, LRP1 has been found to
modulate signaling processes via pertussis toxin-sensitive G
proteins in the context of focal adhesion disassembly (Orr et al.,
2002), ApoE4-induced neuronal apoptosis (Hashimoto et al.,
2000) and LRP1-dependent signaling processes in macrophages
(Misra et al., 1994).

Thus, the unexpected role of LRP1 in the modulation of S1P
signaling is likely to have an impact not only on vascular
development, as shown here, but also on S1P action in other
contexts, such as tumor angiogenesis and the pathogenesis of
atherosclerosis.

MATERIALS AND METHODS
Chemicals
PDGF-BB was purchased from Sigma-Aldrich, sphingosine-1-phosphate
was from Biomol, JTE-013 was from Cayman Chemical, W146 from
Avanti Polar Lipids, (2-hydroxypropyl)-β-cyclodextrin from Tocris
Bioscience and pertussis toxin from Biozol. W146 was solubilized in
10 mMNa2CO3/2% (2-hydroxypropyl)-β-cyclodextrin to provide a 5 mM
stock solution.

Animals
Mice carrying a loxP-marked Lrp1 allele were described previously
(Rohlmann et al., 1996). To obtain epiblast-specific recombination of the
floxed allele, these micewere bred to animals heterozygous for a knock-in of
the viral Cre recombinase into the Meox2 locus (Tallquist and Soriano,
2000). Embryos completely deficient for Lrp1 were obtained by mating
mice heterozygous for the recombined Lrp1 allele derived from the
MeoxCre-LRP1lox line (LRP1lox/rec×LRP1lox/rec).

Animals were kept under standard laboratory conditions. Experiments
were carried out according to the principles of good laboratory animal care
and were approved by the Regierungspräsidium Freiburg.

4522

RESEARCH ARTICLE Development (2014) 141, 4513-4525 doi:10.1242/dev.109124

D
E
V
E
LO

P
M

E
N
T

http://dev.biologists.org/lookup/suppl/doi:10.1242/dev.109124/-/DC1
http://dev.biologists.org/lookup/suppl/doi:10.1242/dev.109124/-/DC1
http://dev.biologists.org/lookup/suppl/doi:10.1242/dev.109124/-/DC1


Preparation of organ lysates and western blot analysis
Organs were dissected from embryos as indicated in the Results section and
homogenized in cold lysis buffer [PBS (pH 7.4) containing 0.5% Triton
X-100 and EDTA-free protease inhibitor cocktail (Roche)]. After
centrifugation (4 min, 17,000 g at 4°C) supernatants were subjected to
SDS-PAGE and western blotting according to standard procedures.
Preparation of membrane fractions was as described (Marschang et al.,
2004). LRP1 was detected with an LRP1 antiserum directed against the
C-terminus (Herz et al., 1988). After incubation with an HRP-conjugated
secondary antibody, bound antibodies were visualized by enhanced
chemiluminescence (ECL) using Immobilon Western Chemiluminescence
HRP Substrate (Millipore).

Whole-mount in situ hybridization
Transcription of sense and antisense probes was performed using the DIG
RNA Labeling Kit (Roche) followed by purification with Mini Quick Spin
RNA columns (Roche). Whole-mount in situ hybridization was then
performed according to Belo et al. (1997). For cloning of the Lrp1 cDNA
fragment see supplementary Methods.

Paraffin sections and immunohistochemistry
Embryos were dissected from pregnant mice at the time points indicated,
fixed in 4% paraformaldehyde (PFA) overnight and embedded in paraffin
according to standard procedures; 5 µm sections were cut and rehydrated for
further analysis. They were either stained with Hematoxylin-Eosin or
subjected to immunohistochemical analysis (IHC). For detection with
primary antibodies, paraffin sections were incubated in Tris-EDTA buffer
(10 mM Tris, 1 mM EDTA, 0.05% Tween 20, pH 9.0) for 20 min at
95-100°C. Then slides were washed in PBS with 0.025% Triton X-100 and
blocked with 5% donkey serum and 2%BSA in PBS containing 0.1% Triton
X-100 for 2 hours at room temperature. Incubation with primary antibodies
was overnight at 4°C. Alexa Fluor 488- or 555-conjugated secondary
antibodies diluted 1:500 were used (A-21206, A-31572, A-21202, A-31570,
A-11055, A-21432, Life Technologies). Sections were mounted in ProLong
Gold (Invitrogen) and images were obtained. For details of the antibodies
used, detection of anti-desmin and image acquisition see supplementary
Methods.

Electron microscopy
E12.5 embryos were fixed by perfusion with 0.9 % NaCl followed by 4%
PFA, 0.1% glutaraldehyde and 0.2% picric acid in 0.1 M phosphate buffer
(pH 7.4) and postfixed overnight after dissection. Brains were then excised
and cut in 0.1 M phosphate buffer using a Vibratome. After osmication
(1% OsO4) and dehydration in a graded series of alcohols and propylene
oxide the sections were embedded in flat sheets of Durcopan (Fluka).
Ultrathin sections were cut on a Leica EM UC6 ultramicrotome, mounted
on formvar-coated slot nickel grids, and stained with uranyl acetate and
lead citrate. Analysis and documentation were performed on a Philips CM
100 electron microscope equipped with a digital camera device (Gatan,
Orius SC600).

Cell culture and stable transfection of MEFs
MEFs derived fromwild-type or Lrp1-deficient embryos weremaintained in
DMEM with glucose 4.5 g/l, 2 mM L-glutamine (Invitrogen), 100 U/ml
penicillin, 100 μg/ml streptomycin sulfate (Invitrogen) and 8% FCS (Sigma
Aldrich).

Mutant Lrp1 plasmids and generation of stable transfectants have been
described previously (Zurhove et al., 2008). In addition, mutations of the
two NPxY motifs in the LRP1 cytoplasmic domain to AAAA were
introduced into the cDNA by overlapping PCR using mutated primers
(Zurhove et al., 2008; see supplementary Methods).

Culture and transient transfection of primary HUVECs and
SVEC4-10 cells
HUVECs were cultured in Vascular Cell Basal Medium (ATCC)
supplemented with Endothelial Cell Growth Kit-VEGF (ATCC) at 37°C

in a 5% CO2 atmosphere. HUVECs were transiently transfected (for details
see supplementary Methods) at ∼70% confluency with an Lrp1 expression
plasmid or empty vector (Zurhove et al., 2008).

SVECs were cultured in DMEMwith glucose 4.5 g/l, 4 mM L-glutamine
(Invitrogen) and 10% FCS (Sigma-Aldrich). Transfection with siRNA was
performed with Lipofectamine 2000 (Invitrogen) according to the
manufacturer’s instruction (see supplementary Methods for sequence
information). The cells were incubated for 48 h before further analysis.

Transwell assays
All experiments were performed in duplicate and repeated independently at
least three times. Insert membranes (PET, 0.3 cm2, 8 µm pore size; BD
Falcon) were incubated with poly-D-lysine (0.05 mg/ml; Sigma) for 1 h at
37°C and subsequently with collagen I (0.01%; Sigma) overnight at 4°C.
100,000 cells per insert were seeded in DMEM (4.5 g/l glucose, 0.1% FBS)
and allowed to attach for 1 h. Then, chemoattractants (1 µM S1P or 50 ng/ml
PDGF-BB) were added to the lower chamber and cells were allowed to
migrate through the membrane for 5 h. They were then fixed with 4% PFA,
permeabilized with 0.01% Triton X-100 and stained with DAPI (1 µg/ml).
Cells on the upper side of the membrane were removed using a cotton swab.
Images of five random fields per insert were taken with an Olympus BX-50
fluorescence microscope. Cells were counted using ImageJ (NIH).
Statistical analysis employed Student’s t-test.

Quantitative real-time PCR
RNA was extracted from MEFs grown to 95-100% confluence with Trizol
(Invitrogen) and then treated with RNase-free DNase I (Fermentas). For
cDNA synthesis, random primers (Promega), M-MLV reverse transcriptase
(Promega), RNase inhibitor (Promega) and dNTPs (Fermentas) were used.
The real-time PCR reaction was set up with 2x Absolute QPCR SYBR
Green Mix with Fluorescein (Abgene) on a single-color real-time PCR
detection system (Bio-Rad MyiQ with MyiQ Optical System Software
version 1.0). For primer sequences see supplementaryMethods. To compare
expression levels, the ΔΔCt method was used. Ct values were standardized
with respect to Gapdh. For all experiments, samples were assayed at least in
duplicate and the mean of Ct was used for further calculations. Experiments
were repeated independently eight times.

G-Lisa assays
Chemiluminescence-based RAC1 (cat. #BK126) and RHOA (cat.
#BK121) G-Lisa activation assays were performed according to the
manufacturer’s (Cytoskeleton) instructions. Briefly, 450,000 MEFs were
seeded per 60 mm dish in DMEM (4.5 g/l glucose) with 0.1% FCS. After
24 h, cells were stimulated with S1P (1 µM), PDGF-BB (50 ng/ml) or both
for 1 min. Then they were washed with ice-cold PBS and lysed using the
lysis buffer provided with the kit. After adjustment to a protein
concentration of 1 mg/ml, the luminescence of lysates was measured
with a FLUOstar OPTIMA plate reader (BMG Labtech) with 100 ms
integration time.

Immunocytochemistry
MEFs, HUVECs or SVEC4-10 cells cultured on glass cover slips were fixed
with 4% PFA, permeabilized and blocked with 5% donkey serum and 1%
albumin in PBS containing 0.1% Triton X-100. Incubation with primary
antibodies was overnight at 4°C: anti-LRP1monoclonal antibody (50 µg/ml;
Calbiochem, 438192) or affinity purified LRP1 antiserum directed against
the C-terminus; rat anti-ARP2 (1:500; Abcam, ab47654); anti-active Gαi
GTP monoclonal antibody (1:100; New East Biosciences, 26901). Alexa
Fluor 555- or 488-labeled secondary antibodies (Invitrogen) were used at
1:1000. Nuclear counterstaining was performed with DAPI (0.1 µg/ml).
Cover slips were mounted in aqueous mounting medium (Thermo
Scientific) and examined with a Zeiss Axioplan 2 imaging microscope
with ApoTome or Leica TCS SP5.
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May, P. (2013). Low density lipoprotein receptor-related protein 1 (LRP1)
modulates N-methyl-D-aspartate (NMDA) receptor-dependent intracellular
signaling and NMDA-induced regulation of postsynaptic protein complexes. J.
Biol. Chem 288, 21909-21923.

Okamoto, H., Takuwa, N., Yokomizo, T., Sugimoto, N., Sakurada, S.,
Shigematsu, H. and Takuwa, Y. (2000). Inhibitory regulation of Rac activation,
membrane ruffling, and cell migration by the G protein-coupled sphingosine-1-
phosphate receptor EDG5 but not EDG1 or EDG3.Mol. Cell. Biol. 20, 9247-9261.

Orr, A. W., Pallero, M. A. and Murphy-Ullrich, J. E. (2002). Thrombospondin
stimulates focal adhesion disassembly through Gi- and phosphoinositide 3-
kinase-dependent ERK activation. J. Biol. Chem. 277, 20453-20460.

4524

RESEARCH ARTICLE Development (2014) 141, 4513-4525 doi:10.1242/dev.109124

D
E
V
E
LO

P
M

E
N
T

http://dev.biologists.org/lookup/suppl/doi:10.1242/dev.109124/-/DC1
http://dev.biologists.org/lookup/suppl/doi:10.1242/dev.109124/-/DC1
http://dx.doi.org/10.1038/nrm2183
http://dx.doi.org/10.1038/nrm2183
http://dx.doi.org/10.1016/S1388-1981(02)00175-0
http://dx.doi.org/10.1016/S1388-1981(02)00175-0
http://dx.doi.org/10.1016/S1388-1981(02)00175-0
http://dx.doi.org/10.1182/blood-2003-02-0460
http://dx.doi.org/10.1182/blood-2003-02-0460
http://dx.doi.org/10.1182/blood-2003-02-0460
http://dx.doi.org/10.1016/S0925-4773(97)00125-1
http://dx.doi.org/10.1016/S0925-4773(97)00125-1
http://dx.doi.org/10.1016/S0925-4773(97)00125-1
http://dx.doi.org/10.1016/S0925-4773(97)00125-1
http://dx.doi.org/10.1242/dev.01080
http://dx.doi.org/10.1242/dev.01080
http://dx.doi.org/10.1242/dev.01080
http://dx.doi.org/10.1242/dev.01080
http://dx.doi.org/10.1006/excr.2002.5472
http://dx.doi.org/10.1006/excr.2002.5472
http://dx.doi.org/10.1006/excr.2002.5472
http://dx.doi.org/10.1006/excr.2002.5472
http://dx.doi.org/10.1006/excr.2002.5472
http://dx.doi.org/10.1083/jcb.130.1.193
http://dx.doi.org/10.1083/jcb.130.1.193
http://dx.doi.org/10.1083/jcb.130.1.193
http://dx.doi.org/10.1083/jcb.130.1.193
http://dx.doi.org/10.1083/jcb.130.1.193
http://dx.doi.org/10.1074/jbc.M200428200
http://dx.doi.org/10.1074/jbc.M200428200
http://dx.doi.org/10.1074/jbc.M200428200
http://dx.doi.org/10.1074/jbc.M200428200
http://dx.doi.org/10.1126/science.1082095
http://dx.doi.org/10.1126/science.1082095
http://dx.doi.org/10.1126/science.1082095
http://dx.doi.org/10.1371/journal.pone.0000448
http://dx.doi.org/10.1371/journal.pone.0000448
http://dx.doi.org/10.1371/journal.pone.0000448
http://dx.doi.org/10.1371/journal.pone.0000448
http://dx.doi.org/10.1042/0264-6021:3370171
http://dx.doi.org/10.1042/0264-6021:3370171
http://dx.doi.org/10.1042/0264-6021:3370171
http://dx.doi.org/10.1042/0264-6021:3370171
http://dx.doi.org/10.1161/ATVBAHA.108.175240
http://dx.doi.org/10.1161/ATVBAHA.108.175240
http://dx.doi.org/10.1158/0008-5472.CAN-05-1560
http://dx.doi.org/10.1158/0008-5472.CAN-05-1560
http://dx.doi.org/10.1158/0008-5472.CAN-05-1560
http://dx.doi.org/10.1158/0008-5472.CAN-05-1560
http://dx.doi.org/10.1161/ATVBAHA.107.161521
http://dx.doi.org/10.1161/ATVBAHA.107.161521
http://dx.doi.org/10.1161/ATVBAHA.107.161521
http://dx.doi.org/10.1128/MCB.25.10.4237-4249.2005
http://dx.doi.org/10.1128/MCB.25.10.4237-4249.2005
http://dx.doi.org/10.1128/MCB.25.10.4237-4249.2005
http://dx.doi.org/10.1128/MCB.25.10.4237-4249.2005
http://dx.doi.org/10.1016/0092-8674(92)90511-A
http://dx.doi.org/10.1016/0092-8674(92)90511-A
http://dx.doi.org/10.1016/0092-8674(92)90511-A
http://dx.doi.org/10.1016/0092-8674(93)90130-I
http://dx.doi.org/10.1016/0092-8674(93)90130-I
http://dx.doi.org/10.1016/0092-8674(93)90130-I
http://dx.doi.org/10.1126/science.1057559
http://dx.doi.org/10.1126/science.1057559
http://dx.doi.org/10.1126/science.1057559
http://dx.doi.org/10.1161/hh1801.096338
http://dx.doi.org/10.1161/hh1801.096338
http://dx.doi.org/10.1016/S1388-1981(02)00139-7
http://dx.doi.org/10.1016/S1388-1981(02)00139-7
http://dx.doi.org/10.1152/physrev.00033.2007
http://dx.doi.org/10.1152/physrev.00033.2007
http://dx.doi.org/10.1152/physrev.00033.2007
http://dx.doi.org/10.1126/science.277.5323.242
http://dx.doi.org/10.1126/science.277.5323.242
http://dx.doi.org/10.1126/science.277.5323.242
http://dx.doi.org/10.1172/JCI10905
http://dx.doi.org/10.1172/JCI10905
http://dx.doi.org/10.1172/JCI10905
http://dx.doi.org/10.1172/JCI10905
http://dx.doi.org/10.1074/jbc.M200427200
http://dx.doi.org/10.1074/jbc.M200427200
http://dx.doi.org/10.1074/jbc.M200427200
http://dx.doi.org/10.1074/jbc.M200427200
http://dx.doi.org/10.1074/jbc.M200427200
http://dx.doi.org/10.1074/jbc.M200427200
http://dx.doi.org/10.1128/MCB.24.9.3782-3793.2004
http://dx.doi.org/10.1128/MCB.24.9.3782-3793.2004
http://dx.doi.org/10.1128/MCB.24.9.3782-3793.2004
http://dx.doi.org/10.1128/MCB.24.9.3782-3793.2004
http://dx.doi.org/10.1111/j.1749-6632.1995.tb17439.x
http://dx.doi.org/10.1111/j.1749-6632.1995.tb17439.x
http://dx.doi.org/10.1111/j.1749-6632.1995.tb17439.x
http://dx.doi.org/10.1111/j.1749-6632.1995.tb17439.x
http://dx.doi.org/10.1371/journal.pone.0007422
http://dx.doi.org/10.1371/journal.pone.0007422
http://dx.doi.org/10.1371/journal.pone.0007422
http://dx.doi.org/10.1371/journal.pone.0007422
http://dx.doi.org/10.1074/jbc.M305858200
http://dx.doi.org/10.1074/jbc.M305858200
http://dx.doi.org/10.1074/jbc.M305858200
http://dx.doi.org/10.1007/s00018-005-5231-z
http://dx.doi.org/10.1007/s00018-005-5231-z
http://dx.doi.org/10.1128/MCB.25.24.11113-11121.2005
http://dx.doi.org/10.1128/MCB.25.24.11113-11121.2005
http://dx.doi.org/10.1128/MCB.25.24.11113-11121.2005
http://dx.doi.org/10.1074/jbc.M112.444364
http://dx.doi.org/10.1074/jbc.M112.444364
http://dx.doi.org/10.1074/jbc.M112.444364
http://dx.doi.org/10.1074/jbc.M112.444364
http://dx.doi.org/10.1074/jbc.M112.444364
http://dx.doi.org/10.1128/MCB.20.24.9247-9261.2000
http://dx.doi.org/10.1128/MCB.20.24.9247-9261.2000
http://dx.doi.org/10.1128/MCB.20.24.9247-9261.2000
http://dx.doi.org/10.1128/MCB.20.24.9247-9261.2000
http://dx.doi.org/10.1074/jbc.M112091200
http://dx.doi.org/10.1074/jbc.M112091200
http://dx.doi.org/10.1074/jbc.M112091200


Rohlmann, A., Gotthardt, M., Willnow, T. E., Hammer, R. E. and Herz, J. (1996).
Sustained somatic gene inactivation by viral transfer of Cre recombinase. Nat.
Biotechnol. 14, 1562-1565.

Ryu, Y., Takuwa, N., Sugimoto, N., Sakurada, S., Usui, S., Okamoto, H., Matsui,
O. and Takuwa, Y. (2002). Sphingosine-1-phosphate, a platelet-derived
lysophospholipid mediator, negatively regulates cellular Rac activity and cell
migration in vascular smooth muscle cells. Circ. Res. 90, 325-332.

Soriano, P. (1994). Abnormal kidney development and hematological disorders in
PDGF beta-receptor mutant mice. Genes Dev. 8, 1888-1896.

Takayama, Y., May, P., Anderson, R. G. W. and Herz, J. (2005). Low density
lipoprotein receptor-related protein 1 (LRP1) controls endocytosis and c-CBL-

mediated ubiquitination of the platelet-derived growth factor receptor beta
(PDGFR beta). J. Biol. Chem. 280, 18504-18510.

Tallquist, M. D. and Soriano, P. (2000). Epiblast-restricted Cre expression in
MORE mice: a tool to distinguish embryonic vs. extra-embryonic gene function.
Genesis 26, 113-115.

Tallquist, M. D., French, W. J. and Soriano, P. (2003). Additive effects of PDGF
receptor beta signaling pathways in vascular smooth muscle cell development.
PLoS Biol. 1, E52.

Zurhove, K., Nakajima, C., Herz, J., Bock, H. H. and May, P. (2008). Gamma-
secretase limits the inflammatory response through the processing of LRP1. Sci.
Signal. 1, ra15.

4525

RESEARCH ARTICLE Development (2014) 141, 4513-4525 doi:10.1242/dev.109124

D
E
V
E
LO

P
M

E
N
T

http://dx.doi.org/10.1038/nbt1196-1562
http://dx.doi.org/10.1038/nbt1196-1562
http://dx.doi.org/10.1038/nbt1196-1562
http://dx.doi.org/10.1161/hh0302.104455
http://dx.doi.org/10.1161/hh0302.104455
http://dx.doi.org/10.1161/hh0302.104455
http://dx.doi.org/10.1161/hh0302.104455
http://dx.doi.org/10.1101/gad.8.16.1888
http://dx.doi.org/10.1101/gad.8.16.1888
http://dx.doi.org/10.1074/jbc.M410265200
http://dx.doi.org/10.1074/jbc.M410265200
http://dx.doi.org/10.1074/jbc.M410265200
http://dx.doi.org/10.1074/jbc.M410265200
http://dx.doi.org/10.1002/(SICI)1526-968X(200002)26:2<113::AID-GENE3>3.0.CO;2-2
http://dx.doi.org/10.1002/(SICI)1526-968X(200002)26:2<113::AID-GENE3>3.0.CO;2-2
http://dx.doi.org/10.1002/(SICI)1526-968X(200002)26:2<113::AID-GENE3>3.0.CO;2-2
http://dx.doi.org/10.1371/journal.pbio.0000052
http://dx.doi.org/10.1371/journal.pbio.0000052
http://dx.doi.org/10.1371/journal.pbio.0000052
http://dx.doi.org/10.1126/scisignal.1164263
http://dx.doi.org/10.1126/scisignal.1164263
http://dx.doi.org/10.1126/scisignal.1164263


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /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 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.32000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.32000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    34.69606
    34.27087
    34.69606
    34.27087
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


