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The angiogenic switch, the time at which a tumor becomes vascularized, is a critical step in tumor
progression. Indeed, without blood supply, tumors will fail to grow beyond 1 mm?3 and are unlikely

to disseminate. The extracellular matrix (ECM), a major component of the tumor microenvironment,

is known to undergo significant changes during angiogenesis and tumor progression. However the
extent of these changes remains unknown. In this study, we used quantitative proteomics to profile
the composition of the ECM of pancreatic islets in a mouse model of insulinoma characterized by

a precisely timed angiogenic switch. Out of the 120 ECM proteins quantified, 35 were detected in
significantly different abundance as pancreatic islets progressed from being hyperplastic to angiogenic
to insulinomas. Among these, the core ECM proteins, EFEMP1, fibrillin 1, and periostin were found in
higher abundance, and decorin, Dmbt1, hemicentin, and Vwab5 in lower abundance. The angiogenic
switch being a common feature of solid tumors, we propose that some of the proteins identified
represent potential novel anti-angiogenic targets. In addition, we report the characterization of the
ECM composition of normal pancreatic islets and propose that this could be of interest for the design of
tissue-engineering strategies for treatment of diabetes.

In 2012, the World Health Organization estimated that 14 million people had received a cancer diagnosis and
that 8.2 million deaths were due to cancer’. These numbers will undoubtedly decrease as we get a better under-
standing of the molecules and mechanisms involved in the disease and devise strategies to interfere with tumor
progression.

The last few decades of research in the field of cancer biology have demonstrated that, in order to progress,
tumors not only need to accumulate genetic alterations but also need to be surrounded by a locally permissive
microenvironment? In this context, the tumor stroma, and more particularly the extracellular matrix (ECM),
appear to be of great interest’. The extracellular matrix (ECM) is a complex meshwork of highly cross-linked
proteins that controls organ and tissue organization and mechanical properties. In addition, via their interactions
with cell-surface receptors, or with growth factors, ECM proteins provide biochemical signals that control vari-
ous cellular processes such as proliferation, survival, and differentiation of both normal and tumor cells*-%. ECM
deposition is a hallmark of cancers and has been used by pathologists as a poor-prognosis factor, long before the
complexity of the ECM was even appreciated’.

We have previously reported the development of a pipeline combining proteomic and bioinformatic
approaches to characterize the composition of tissue and tumor ECM®®. Using this approach, we have shown
that there are qualitative changes in the composition of the ECM between primary tumors and the normal tissues
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from which they originate!’, primary tumors and derived-metastases!®, and tumors of differing metastatic poten-
tials®!!. Importantly, we and other have also demonstrated that the ECM plays causal roles in cancer progres-
sion''"13, However the ECM is a very dynamic compartment under constant remodeling'* and we still do not
know how the composition of the tumor extracellular matrix changes as tumors progress.

In this study, we aimed to characterize the changes in ECM composition that occur during tumor progression.
To do so, we chose a mouse model of insulinoma, a subtype of pancreatic neuroendocrine tumors'?, in which
the oncogenic SV40 large T antigen (Tag) transgene is under the control of the rat insulin promoter (RIP) and is
thus expressed in all 3-cells of the pancreatic islets (RIP1-Tag2 model)'®. This model is characterized by a high
penetrance (all mice will develop invasive tumors by 12-14 weeks of age), and a highly reproducible progression
timeline: hyperplastic islets appear by 4 weeks of age, a small fraction of hyperplastic islets will switch on an
angiogenic program by 7-9 weeks of age, solid tumors emerge at 10 weeks and progress into large and sometime
invasive adenomas by 12 to 13 weeks. The angiogenic switch, the time at which a tumor becomes vascularized, is a
crucial event required for tumors to grow and disseminate, indeed solid tumors that are not vascularized will not
grow beyond 1 mm?7~1%, and it is clear that interactions of vascular cells with ECM proteins play key roles in angi-
ogenesis®?2, The RIP1-Tag2 insulinoma model has been widely used to identify the molecules and mechanisms
controlling tumor angiogenesis, evaluate the relevance of ECM and ECM receptors in tumor progression®-%, and
to test the efficacy of potential therapeutic approaches to inhibit the angiogenic switch or normalize the tumor
vasculature, some of which are currently approved for the treatment of cancer patients'?*?. In a recent study,
Langlois and collaborators compared the mRNA expression profile of non-angiogenic and angiogenic RIP1-Tag2
islets and identified 110 ECM genes up-regulated in angiogenic islets, they termed this set the “angiomatrix” sig-
nature. They further showed that the angiomatrix signature correlated with poor prognosis of colorectal cancer
and glioblastoma patients®.

In order to further understand the contribution of the ECM to tumor progression and the angiogenic switch,
we utilized quantitative proteomics, based on isobaric peptide labeling (iTRAQ), to profile the extracellular
matrix proteomes or “matrisomes” of normal pancreatic islets, hyperplastic islets, angiogenic pancreatic islet, and
insulinomas (Fig. 1A). The quantitative comparison of these matrisomes led to the quantification of 120 ECM
proteins of which 9 were detected in significantly higher abundance and 26 in significantly lower abundance
during insulinoma progression. In addition, we report the detailed characterization of the extracellular matrix of
normal pancreatic islets, which we propose could be of interest to scientists interested in regenerative medicine
or tissue bioengineering attempting to design materials supporting the regeneration of islets for diabetic patients.

Materials and Methods

Animals. B6.D2-Tg(RIP1-Tag2)2Dh (RIP1-Tag2) mice were by obtained from the NCI Mouse Repository
(strain number 01XD5)!°. RIP1-Tag2 mice were fed a diet with adjusted sucrose and cornstarch (Harlan,
Madison, WT) and were monitored and handled according to an animal protocol approved by MIT’s Department
of Comparative Medicine and Committee on Animal Care.

Histochemistry. Normal or tumor-bearing pancreatic samples were fixed in 3.8% formaldehyde and embed-
ded in paraffin. Sections were dewaxed and rehydrated following standard procedures. Hematoxylin and eosin
and Masson’s trichrome stainings were performed following standard procedures.

Pancreatic islet isolation. RIP1-Tag2 mice or wild-type (WT) littermates were sacrificed when they
reached 6, 9 or 12 weeks of age by CO, inhalation, in conformity with guidelines of MIT’s Department of
Comparative Medicine and Committee on Animal Care. Pancreatic islets were isolated as previously described™'.
In brief, 3 mL of a solution of 1 mg/ml of type IV collagenase (Sigma-Aldrich, Saint Louis, MO) reconstituted
in Hank’s Balanced Salt Solution (HBSS) were infused via the common bile duct into the pancreas using a
30G1/2 needle. We chose type IV collagenase because of its low general proteolytic activity. The pancreas was
then resected and placed in a tube containing an additional 2mL of collagenase and incubated for 21 minutes
at 37 °C with agitation. The digestion was stopped by adding cold HBSS and the pancreas preparation was cen-
trifuged at 290 g. Islet-enriched pancreas extracts were washed twice in HBSS. The pancreas preparation was
then filtered through a 70-pm strainer (BD Biosciences, San Jose, CA) and the retained islets collected in a Petri
dish. Finally, islets were hand-picked and separated from contaminating exocrine tissue. For WT and hyper-
plastic islets, this was facilitated by staining the islets with dithizone (Millipore, Temecula, CA)*'. Angiogenic
islets (from 9-week-old mice) were red in appearance due to the increased vasculature and thus did not need
to be stained. Insulinomas were hand-picked from the strainer based on their size. To obtain enough material
to conduct proteomic analysis using equivalent amount of tissue for each time point, we collected and pooled
material from multiple mice. For each of the two replicate series, we collected islets from ~25-35 6-week-old
WT or RIP1-Tag2 mice, angiogenic islets from ~15-20 9-week-old RIP1-Tag2 mice, and insulinomas from 3 to
4 12-week-old RIP1-TAg2 mice.

We will further refer to the different stages of the disease progression as follows: hyperplastic islets collected
from 6-week old RIP1-Tag2 mice: T6; angiogenic islets collected from 9-week old RIP1-Tag2 mice: T9; insuli-
noma collected from 12-week old RIP1-Tag2 mice: T12.

Pancreatic islet decellularization and ECM enrichment. Normal, hyperplastic and angiogenic islets
and insulinomas were homogenized with a Bullet Blender (Next Advance, Averill Park, NY) according to the
manufacturer’s instructions. Decellularization (removal of intracellular proteins) and concomitant enrichment of
ECM proteins were performed using the CNMCS compartmental protein extraction kit (Millipore, Billerica, MA)
as previously described®*2. The effectiveness of the ECM enrichment was monitored by immunoblotting using
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Figure 1. Enrichment of ECM protein from pancreatic islets and insulinomas. (A) Hematoxylin and eosin
staining (upper panel) or collagen staining using Masson’s trichrome (lower panel) of pancreas from 6-week-
old wild-type mice and 6-, 9- or 12-week-old RIP1-Tag2 mice. Dashed lines circle islets and insulinomas. Black
arrowheads on the upper panels indicate blood vessels; white arrowheads on the lower panels indicate collagen
fibers. (B) Anti-collagen I immunoblotting shows that collagen I is not removed during the decellularization
of normal and diseased pancreatic islets. Arrows indicate minor soluble fragments of collagen I (<9kDa)

that may be the result of collagenase treatment. (C) The sequential extraction of intracellular components
during the decellularization process was monitored by immunoblotting for the cytoskeletal protein, actin; the
cytosolic protein, GAPDH; the nuclear histones. The insoluble fraction obtained after decellularization was
highly enriched for ECM proteins (see collagen I and laminins panels) and largely depleted for intracellular

components.

the following primary antibodies: rabbit anti-collagen I, mouse anti-GAPDH and rabbit anti-histones (Millipore,
Billerica, MA), the rabbit anti-actin antibody (serum 14-1) was generated in our laboratory.
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Quantitative proteomic analysis of ECM-enriched samples. ECM-enriched pellets from each
time-point were solubilized and digested as previously described®*2. In brief, ECM-enriched fractions were solu-
bilized in 8 M urea, disulfide bonds were reduced with dithothreitol (10 mM) and alkylated with iodoacetamide
(25 mM), and proteins were digested with PNGaseF, Lys-C, and trypsin at 37 °C. Samples were acidified, desalted
using 10 mg HLB Oasis Cartridges (Waters Corp., Milford, MA), and eluted with 60% acetonitrile, 0.1% trifluo-
roacetic acid.

Aliquots of the 4 time points (6-week-old WT, 6-week-old RIP1-Tag2 or T6, 9-week-old RIP1-Tag2 or T9, and
12-week-old RIP1-Tag2 or T12) were labeled with Isobaric Tags for Relative and Absolute Quantitation (iTRAQ)
4-plex reagents. Samples from each time point were combined (~50 pg each time point). Peptide mixes were sep-
arated into 64 fractions by reversed-phase chromatography at high pH (basic pH RP) and the fractions were then
recombined by pooling every 8% fraction in a step-wise concatenation strategy (see Supplementary Methods).
Each pool was analyzed by LC-MS/MS with an Orbitrap Elite mass spectrometer (Thermo Fisher Scientific, San
Jose, CA) (see Supplementary Methods for acquisition parameters).

Mass spectra were interpreted with Spectrum Mill (Agilent Technologies, Santa Clara, CA). High-resolution
MS/MS spectra were searched against a UniProt database containing mouse reference proteome sequences
(including isoforms and excluding fragments), 41,307 entries. The sequences were downloaded from the
UniProt web site on October 17, 2014, redundant sequences removed, and a set of common laboratory contam-
inant proteins (150 sequences) appended. Peptides identified with a false discovery rate estimate of <1.3% were
assembled into identified proteins, and annotated as being ECM-derived or not, as previously described®’ (see
Supplementary Table 1A and 1B).

Relative protein quantitation was evaluated using iTRAQ ratios for the 4 time points (normal, hyperplastic
and angiogenic islets and insulinomas). Spectrum Mill used the reporter-ion intensities to calculate the iTRAQ
ratios for each peptide spectrum match (PSM). A protein level iTRAQ ratio was calculated as the median of
all PSM level ratios contributing to the protein remaining after excluding those PSMs lacking an iTRAQ label,
having a negative delta forward-reverse score (estimated false-positive identifications), or having a precursor-ion
purity < 50% (MS/MS has significant precursor isolation contamination from co-eluting peptides). To account
for differences in ECM protein amount between individual time-point samples within one iTRAQ 4-plex exper-
iment, all iTRAQ time-point ratios were normalized for the ECM population median in the dataset. It is impor-
tant to note that protein-abundance ratios measured with iTRAQ quantitation can be compressed by a factor of
20-30% due to co-isolation interference and that real effect sizes might be larger than what was measured®.

Detailed information on protein identification and quantitation is provided as Supplementary Methods.

The raw mass spectrometry data and the sequence database used for searches have been deposited in the pub-
lic proteomics repository MassIVE and are accessible at ftp://massive.ucsd.edu/MSV000080124/.

Statistical analysis. All protein ratios in the protein quantitation tables from Spectrum Mill containing
protein-level log2 iTRAQ ratios were normalized by the median protein-level ratio of the subset of matrisome
proteins measured for each reporter-ion channel (time point) and provided in Supplementary Table 1C. This
normalization accounts for differences in both the total protein content and the extent of ECM enrichment in
each of the 4 samples mixed together. Normalized protein-level log2 iTRAQ ratios were used for the statistical
analysis. Each time point was treated as an independent group, with statistical significance of a non-zero log-ratio
in any group assessed using a moderated F-test based on the ratio of between-group to within-group variability.
The F-test allows capture of trends that are not unidirectional, and the moderated version of the test borrows
information from all the observed proteins to assess variance of the ratios in a more robust manner. The moder-
ated F-test is implemented in R (R Core Team, 2014) using the limma library®. Limma uses an empirical Bayes
approach to implement a robust shrinkage strategy for protein-wise variance estimation, thereby enabling the
approach to work well with small number of samples®. Our analysis is based on a nominal p-value threshold of
0.05 since we tested only 120 proteins for differential regulation. When corrected for multiple testing, the proteins
have a Benjamini-Hochberg FDR p-value < 0.16%. Scatter plots were generated in R in conjunction with the mod-
erated F-test. For proteins quantified in both replicates and detected in statistically significant different abundance
(nominal p-value < 0.05), a heatmap was generated in R with either the individual or averaged protein-level log2
iTRAQ ratios from both experiments and for each time point, using the heatmap function in the NMF library®’.
The columns were hierarchically clustered with complete linkage and Minkowski distance.

Results and Discussion

Pancreatic islet isolation and decellularization. The pancreas comprises an exocrine part com-
posed of acinar cells that produce and secrete digestive enzymes, and an endocrine part, the pancreatic islets, or
Langerhans islets, composed of hormone-producing cells including the a-cells producing glucagon and (3-cells
producing insulin which cooperate to regulate glycemia. Islets are dispersed within the exocrine pancreas and
can be distinguished by their histological organization (Fig. 1A). 3-cell tumors or insulinomas in the RIP1-Tag2
mouse model progress from hyperplastic islets to angiogenic islets to insulinoma and this progression is accom-
panied by increased islet vascularization (Fig. 1A, upper panel) and ECM deposition (Fig. 1A, lower panel). In
order to profile the composition of the ECM of pancreatic islets during insulinoma progression, we first dissoci-
ated the islets from the rest of the pancreas using a mild collagenase treatment. As collagens are major compo-
nents of the ECM and we are interested in quantifying their abundance in tumors, we monitored by immunoblot
that the collagenase treatment did not cause major degradation of the collagens. We could observe only very
minor fragments of collagen I (<9kDa) in the normal islet extracts (Fig. 1B). This loss is minor as the numbers
of collagen peptides detected by mass spectrometry are comparable to the numbers of peptides detected in tis-
sues not subjected to collagenase digestion but otherwise processed similarly (Supplementary Table 1A). The
decellularization, or removal of intracellular components, of islets was achieved using a method we previously
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Figure 2. Quantitative proteomic profiling of the ECM of normal pancreatic islets and insulinomas.

(A) Schematic illustration of the iTRAQ-based quantitative proteomic pipeline used in this study.
Fragmentation of MS-selected iTRAQ-tagged peptides in MS/MS yields both peptide identity and relative
quantities as it generates low molecular mass-reporter ions with 4 distinct masses (114, 115, 116, and117 -
represented by squares). (B) Pie charts represent the distribution of ECM and ECM-associated proteins within
the different matrisome categories in replicate A (left panel) and B (right panel). (C) Venn diagram represents
the overlap between ECM and ECM-associated proteins detected in the two biological replicates. The 120 ECM
and ECM-associated proteins detected in both replicates are listed in Table 1.

developed that relies on the incubation of tissue extracts in buffers of different salt and detergent composition
and takes advantage of the fact that ECM proteins are, by nature, insoluble®*2. The decellularization resulted (for
all four tissues; normal islets, hyperplastic islets, angiogenic islets, and insulinomas) in the enrichment for ECM
components (Fig. 1C).

iTRAQ-based quantitative proteomics of the extracellular matrix of normal pancreatic islets
and insulinomas. ECM-enriched protein samples obtained from pancreas of wild-type or RIP1-Tag2 mice
were digested into peptides. For quantitative proteomic analysis, peptides obtained from normal-pancreatic-islet
preparation were labeled using the 117 iTRAQ tag, peptides obtained from islets isolated from RIP1-Tag2 mice
at different time points during insulinoma progression (week 6, week 9 and week 12) were labeled with the 116,
115 and 114 tags respectively (Fig. 2A). The four samples were combined, fractionated by basic reversed-phase
chromatography and analyzed by tandem mass spectrometry (see Supplementary Methods). Since the four iso-
baric iTRAQ tags each have the same total mass, the same peptide originating from different samples and labe-
led with different tags remained indistinguishable during HPLC separation and peptide-precursor-ion-mass
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Dmbtl Collal Celal Anxal
Dpt Collal Cela2a Anxa2
Ecml Colla2 Cela3b Anxa3
Efempl Col2al Cst3 Anxa4
Eln Col3al Cstb Anxa5
Emilinl Col4al Ctsb Anxa6
Fbln5 Col4a2 Ctsd Anxa6
Fbnl Col4a5 Ctsl Anxa7
Fbnl Col5al Fl13al Anxall
Fbn2 Col5a2 F2 Lgalsl
Fga Col5a3 Gmb5771 Lmanl
Fgb Col6al Itih4 Regl
Fgg Col6a2 Kngl Reg2
Fnl Col6a3 Kng2 Reg3b
Hmenl Col6a3 Ngly1l Reg3g
Lamal Col6a5 Plg
Lama2 Col6a6 Prss1 _
Lama3 Col7al Prss2 Hcfel
Lama4 Col8al Prss3 Insl
Lama5 Colllal Pzp Ins2
Lambl Collla2 Serpina3k §100a10
Lamb2 Coll2al Serpinbla S100al1
Lamcl Coll2al Serpinf2 §100a6
Lamcl Coll4al Serpinhl
Nid1 Coll6al Serpini2
Nid2 Col18al Tgm2
Postn Col27al Tryl0
Tgfbi Col28al Try4
Thbs1
Tnc Aspn
Vtn Bgn
Vwal Dcn
Vwa5a Hspg2
Vwf Lum

Ogn

Prelp

Prg2

Table 1. List of 120 ECM proteins detected and quantified in both replicates. Proteins are classified as
being part of the core matrisome or being matrisome-associated (see Supplementary Table 1B). Within
these two divisions, we further annotated core matrisome proteins as being ECM glycoproteins, collagens or
proteoglycans, and the matrisome-associated proteins as being ECM-affiliated, ECM regulators or secreted
factors.

measurement by MS. However, the MS/MS fragmentation not only allowed the sequencing of each peptide, but
also fragmented the iTRAQ tags to generate low molecular mass reporter ions with 4 distinct masses (114, 115,
116, and117). The reporter-intensity ratios were used for relative quantitation of the four samples for each peptide
and eventually the proteins from which they originated (Fig. 2A). The proteomic analysis was conducted on two
independent biological replicates and identified 145 ECM and ECM-associated proteins in replicate A and 160
in replicate B (see Supplementary Table 1A and 1B). Furthermore, the distribution of these proteins within the
different categories of matrisome proteins was comparable (Fig. 2B).

To further evaluate the quantitative changes in the ECM of pancreatic islets during insulinoma progression,
we focused on the 120 ECM proteins quantified in both biological replicates (Fig. 2C). This set of 120 proteins
comprises 71 core matrisome proteins (35 ECM glycoproteins, 28 collagen chains, and 8 proteoglycans) and
49 ECM-associated proteins (28 ECM regulators, 15 ECM-affiliated proteins and 6 secreted factors) (Table 1,
Supplementary Table 1B). Among the core matrisome proteins detected, a large number are components of base-
ment membranes, including several laminin chains (Lamal, Lama2, Lama3, Lama4, Lama5, Lamb1, Lamb2,
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Lamcl, Lamc2), nidogens (Nid1 and Nid2), type IV and type VI collagen chains, and heparan-sulfate proteo-
glycan 2 (HSPG2). We also noted the presence of pancreatic enzymes such as trypsinogens and trypsins (Prssl,
Prss2, Prss3, Try4, Try 10) and elastases (Celal, Cela2a, Cela3b) indicating that, despite enriching for pancreatic
islets, our preparation still contained some exocrine pancreatic tissue (see below). This observation might also
indicate an increased association of the proteases with insoluble core ECM proteins.

Identification of changes in the ECM content of pancreatic islets during insulinoma pro-
gression. Since our experimental pipeline required pooling of islets from a large number of mice,
especially for the early time points (see Materials and Methods section), we evaluated the extent of the repro-
ducibility in protein quantitation (protein-level normalized log2 iTRAQ ratios) in the two biological replicates
(Supplementary Figure 1A-C and Supplementary Table 1C, columns F to K). We observed that the abundance of
the 120 ECM and ECM-associated proteins quantified in both replicates remains relatively unchanged in hyper-
plastic islets (isolated from 6-week old RIP1-Tag2 mice) as compared to aged-matched normal islets (Fig. 3A,
Supplementary Figure 1D, Supplementary Table 1B). It is also apparent that the data on angiogenic islets (i.e.
samples from 9-week-old RIP1-Tag2 mice) time point present more variability than the data from the 6-week-old
and 12-week-old RIP-Tag2 samples (Supplementary Figures 1 A-C). This may indicate somewhat more advanced
insulinoma progression at 9wk in replicate B than in replicate A.

We next sought to identify proteins detected in significantly and consistently different abundance during
the course of tumor progression by applying a moderated F-test (see Materials and Methods section, Statistical
analysis). Out of the 120 ECM proteins quantified, 35 were detected in statistically significantly different abun-
dance in tumor samples (hyperplastic, angiogenic islets or insulinomas) as compared to normal islets (Fig. 3A,
Supplementary Figure 1D, Supplementary Table 1C). Of these, 9 were detected in higher abundance and 26 in
lower abundance.

To gain insights into the relevance and implications of this protein signature, we further grouped the proteins
based on structural or functional categories (Fig. 3B-G). The first group (Fig. 3B) comprises core matrisome
proteins detected in higher abundance as tumors progress. Within this cluster, EGF Containing Fibulin-Like
Extracellular Matrix Protein 1 (Efempl, or fibulin 3) and periostin abundance increased at the angiogenic switch
(T9) whereas the abundance of fibrillin 1 only increased in advanced insulinomas (Fig. 3B). In agreement with
our results, Efemp1 and periostin have been previously shown to be elevated in various human cancers and
to contribute to tumor progression in animal models of cancer, however their functional contribution to the
angiogenic switch remains to be demonstrated. Fibrillin 1, however, has not been previously associated func-
tionally with tumor progression. The second group includes ECM and ECM-associated proteins (fibrinogens
and kininogens, respectively) involved in hemostasis (Fig. 3C). Their detection in higher abundance may reflect
the increased tumor vascularization and the increased leakiness of neo-vessels, as has been observed by others™.
Note that all 3 fibrinogen chains, that assemble to form a hexamer of two molecules of each chain, follow the same
trend.

The 26 proteins detected in significantly lower abundance during insulinoma progression were divided into 4
subgroups. The first subgroup includes 4 core matrisome proteins, decorin, the tumor suppressor Dmbt1 (Deleted
In Malignant Brain Tumors 1, also known as muclin), the basement-membrane-associated glycoprotein hemi-
centin 1 and the von Willebrand factor A domain-containing 5 A (Vwa5a) (Fig. 3D). The proteoglycan decorin
has been shown to be anti-angiogenic and to inhibit the progression of different tumor types*+. In agreement
with this, we observed that the abundance of decorin significantly decreases at the angiogenic switch and is even
further decreased in advanced insulinoma. Dmbt1 has been shown to be deleted or mutated in various tumor
types*~**. Future work will be required to evaluate whether hemicentin or Vwa5a play functional roles in cancer
progression and the angiogenic switch. The second subgroup includes matrisome-associated proteins (Fig. 3E).
In addition to several annexins (A3, A6, A7, A11), all significantly decreased in angiogenic islets but not further
decreased in insulinoma, we found Lectin, Mannose Binding 1 (Lmanl), galectin 1 and the protease cathepsin L
to be present in lower abundance in the ECM of both angiogenic islets and insulinomas. Interestingly, the mRNA
expression of cathepsin L has previously been shown to be up-regulated in RIP1-Tag2 tumors*. This result, con-
trasting with the proteomic results, suggests that for cathepsin L, the level of mRNA expression is not predictive
of the amount of protein found in the insoluble ECM. Further experiments, in particular the evaluation of the
level of soluble versus insoluble cathepsin L, are required to decipher the importance of insoluble cathepsin L in
insulinoma progression.

Two additional groups of ECM-associated proteins were found in lower abundance during insulinoma pro-
gression: regenerating islet-derived proteins (Regl, Reg2, Reg3g), known markers of normal and regenerating
pancreatic islets*® (Fig. 3F), and proteins produced by the exocrine pancreas (trypsinogens and trypsins: Prss1,
Prss2, Prss3, Try4, Try 10, elastases: Celal, Cela2a, Cela3b) (Fig. 3G). This observation likely reflects the lower
level of contaminating non-islet material, which can be explained by the ease of dissociating encapsulated tumors
from the surrounding exocrine pancreas as opposed to the difficulty of purifying normal, smaller islets. It is worth
noting that, as the proteomic profiling is conducted on proteins that remained insoluble after tissue decellular-
ization, the detection in higher or lower abundance of certain proteins could not only be due to an increase or
decrease in protein production and secretion, but could also be due to an increase or decrease in their solubility.

In a recent study using microarray, Langlois and collaborators compared the mRNA expression profile of
angiogenic vs non-angiogenic islets and identified 110 ECM genes up-regulated, they termed this set the “angi-
omatrix” signature®. This study differs form the present study in that it evaluates mRNA level in two oncogenic
islet populations (isolated from 8-week-old RIP1-Tag2 mice), angiogenic or not and defined a signature of only
up-regulated genes, whereas the present study employs proteomics to evaluate the composition of insoluble ECM
during the time-course of tumor progression and uses as reference normal pancreatic islets. Of the core matri-
some glycoproteins detected in higher abundance in the present study, two, periostin and fibrillin 1, are part of
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Figure 3. 35 ECM and ECM-associated proteins detected in significantly different abundance during
insulinoma progression. (A) Heat map representing the average protein-level log2 iTRAQ ratios from both
experiments for the 36 ECM proteins detected in significantly different abundance (nominal p-value < 0.05) at
the different time points of insulinoma progression. (B-G) Charts represent proteins showing similar trends
during insulinoma progression. Proteins were grouped according to matrisome categories. Levels of detection
(mean protein-level log2 iTRAQ ratio) are plotted as a function of tumor progression.

the angiomatrix signature, suggesting that the increased protein abundance may be due to an up-regulation of the
genes encoding them. On the other hand, Efemp1 detected in higher abundance by proteomics is not part of the
angiomatrix signature, which can indicate that its increased abundance results in an increase in its insolubility
rather than an increase in gene expression. More generally, out of the 38 ECM glycoproteins of the angiomatrix
signature, we detected 22 at the protein level, only 2 being significantly more abundant in the present study, and
of the 16 glycoproteins not detected in this study, the majority are matricellular proteins (thrombospondin 2 and
4, CCN2 and 4, SPARCLI, IGFBP4 and 5), that are intrinsically more soluble than structural ECM glycoproteins.
In addition, we detected all 15 collagens of the angiomatrix signature at the protein level but did not detect any
changes in abundance during insulinoma progression. Similarly we detected 7 out of the 9 proteoglycans of the
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Mfap5 7.32E+06 Col22al 5.54E+06 Kng2* 2.58E+06 1gf2* 3.35E+06
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Tinagll 6.39E+06 Col28al 3.18E+06 LoxI2 2.16E+06 Egfl7 3.19E+05
Sparc 5.01E+06 Col24al 1.85E+06 Plod3 2.12E+06 | S100a3* 2.92E+05
Reln 4.20E+06 Col9a2 5.44E+05 Itih4 1.41E+06
Tnc 4.18E+06 Col9a2 2.49E+05 Pzp 1.16E+06
Vwal 4.11E+06 Serpinala 5.89E+05
FbIn5 3.52E+06 Proteoglycans Ctsc 4.88E+05
Pxdn 3.26E+06 Dcn Adamtsl1 3.83E+05
Creldl 2.64E+06 Hspg2 Hrg 1.43E+05
Ecml 2.62E+06 Bgn Ctsz 1.32E+05
Ltbp4 2.30E+06 Prelp
Matn2 2.24E+06 Aspn
Thbs1 1.97E+06 Ogn
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Table 2. Relative abundance of proteins constituting the matrisome of normal pancreatic islets. We
defined the matrisome of normal pancreatic islets as the ensemble of 120 ECM and ECM-associated proteins
detected in both replicates plus the 58 ECM and ECM-associated proteins detected in one of the two replicate
but with at least 2 unique peptides. The relative abundances of ECM and ECM-associated proteins in normal
islets were calculated as the precursor-ion-weighted average normalized 117-reporter ion intensity (see
Supplementary Table 1D). Proteins are sorted by descending relative abundance (Grey scale represents high
abundance in dark shades and low abundance in lighter shades). Asterisk (*) indicates proteins not detected in
any of the 14 tissues and tumor types contributing to the previously presented ECM atlas’.
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signature. Among those, decorin was found to be up-regulated at the mRNA level, whereas we detected decreased
protein abundance. Recent large-scale proteomics studies of colon, breast, and ovarian tumors have reported
correlation of mRNA-to-protein with median values of r ~0.4 with significant positive correlation for > 65% of
mRNA-protein pairs*-#, but these studies did not report correlations focused on ECM proteins. We can pos-
tulate that, as the proteomic pipeline employed in the present study focuses on the insoluble ECM, an increase
in gene expression could be accompanied by an overall increase in protein abundance but not necessarily by an
increased abundance in the insoluble fraction.

Defining the matrisome of normal pancreaticislets. Inhumans, insulinoma is a rare subtype of pan-
creatic neuroendocrine tumors®>*!. They account for approximately 5% of all pancreatic tumors and are malig-
nant in only 10% of the cases. A more prominent disease impacting significantly public health and affecting
pancreatic islets is diabetes. In the auto-immune type-1 diabetes, the body does not produce enough insulin to
regulate glycemia. Islet transplantation has been proposed to be a longer-term alternative to treatment approaches
consisting in insulin injections®2. Because of the shortage of organs available for transplantation, researchers have
turned to regenerative medicine and tissue engineering approaches to generate in vitro insulin-producing cells*®
and in this context, knowing the composition of the in vivo islet microenvironment is of particular interest>*.

We thus sought to exploit the data generated in this study to characterize the ECM of normal pancreatic
islets and defined the matrisome of normal pancreatic islets as the ensemble of 120 ECM and ECM-associated
proteins detected in both replicates and the additional 58 proteins detected in only one of the two replicates but
with at least two unique peptides. According to this definition, the matrisome of normal pancreatic islets is com-
posed of 57 ECM glycoproteins, 37 collagens, 9 proteoglycans, 23 ECM-affiliated proteins, 42 ECM regulators
and 10 secreted factors (Table 2, Supplementary Table 1D). Using the combination of precursor- and reporter-ion
intensities in the mass spectrometry data (see Supplementary Methods), we were further able to rank the rela-
tive abundance of each ECM and ECM-associated protein in normal islets (Table 2, Supplementary Table 1D,
column D). Fibrillar collagens, including collagen I, III, and V, fibronectin and fibrillin 1, and components of
the basement membranes (such as laminins and nidogens) are the most abundant components of the islet ECM.
As compared to the ECM composition of other normal and diseased tissues compiled in an ECM atlas’, we have
identified 25 proteins (indicated with an asterisk in Table 2) not previously detected in any of the 14 different
tissues and tumor types incorporated in the atlas. In addition to known pancreatic- or islet-specific ECM proteins
and secreted factors (insulin, elastases, regenerating islet-derived proteins discussed above), we detected for the
first time using proteomics, the following structural glycoproteins as components of islet ECM: Sco-spondin
(Sspo), Cysteine Rich With EGF Like Domains 2 (Creld2), the proteoglycan Spock2, and the guidance molecule
Slit2. Acknowledging the fact that murine and human pancreases present numerous structural and organizational
differences®, we propose that this first draft of the murine islet matrisome, and in particular the identification of
islet-specific ECM proteins, could serve as a guide to engineer environments to support either the differentiation
of stem cells into islet cells or the propagation of islet cells in vitro for therapeutic purposes.

Conclusion

Using label-based quantitative proteomics, we report the characterization of the matrisome of pancreatic islets
and the identification of a 35-ECM-protein signature characteristic of insulinoma progression. Future work will
be required to determine the mechanisms leading to the presence in lower or higher abundance of these ECM
proteins in the microenvironment of insulinomas. Indeed the change in abundance of these proteins could result
from changes in transcription or translation but could also reflect changes in the secretion, assembly or stability
of ECM proteins in the tumor microenvironment. Several of the proteins identified in this study have previously
been shown to contribute to tumor progression. In addition, we report here the identification of ECM proteins
not previously associated with tumor progression (fibrillin 1, Vwa5a, hemicentin) and it would be interesting to
evaluate whether they play a functional role in the angiogenic switch and support tumor progression since, if they
do, they could serve as potential anti-angiogenic or anti-tumor therapeutic targets. Finally, we present a compre-
hensive listing of ECM and ECM-associated proteins in normal pancreatic islets that may be of interest in efforts
to develop treatments for diabetes using pancreatic (3 cells.

References
1. WHO Cancer. WHO Available at: http://www.who.int/mediacentre/factsheets/fs297/en/. (Accessed: 26th July 2016).
2. Quail, D. E. & Joyce, J. A. Microenvironmental regulation of tumor progression and metastasis. Nat. Med. 19, 1423-1437 (2013).
3. Lu, P,, Weaver, V. M. & Werb, Z. The extracellular matrix: a dynamic niche in cancer progression. J. Cell Biol. 196, 395-406 (2012).
4. DeSimone, D. W, Norton, P. A. & Hynes, R. O. Identification and characterization of alternatively spliced fibronectin mRNAs
expressed in early Xenopus embryos. Dev. Biol. 149, 357-69 (1992).
. Hynes, R. O. The extracellular matrix: not just pretty fibrils. Science 326, 1216-9 (2009).
. Hynes, R. O. & Yamada, K. M. Extracellular Matrix Biology. (Cold Spring Harbor Laboratory Press, 2012).
7. Anastassiades, O. T. & Pryce, D. M. Fibrosis as in indication of time in infiltrating breast cancer and its importance in prognosis. Br.
J. Cancer 29, 232-239 (1974).
8. Naba, A. et al. The matrisome: in silico definition and in vivo characterization by proteomics of normal and tumor extracellular
matrices. Mol. Cell. Proteomics 11, M111.014647 (2012).
9. Naba, A. et al. The extracellular matrix: Tools and insights for the ‘omics’ era. Matrix Biol. 49, 10-24 (2016).
10. Naba, A. et al. Extracellular matrix signatures of human primary metastatic colon cancers and their metastases to liver. BMC Cancer
14, 518 (2014).
11. Naba, A,, Clauser, K. R., Lamar, J. M., Carr, S. A. & Hynes, R. O. Extracellular matrix signatures of human mammary carcinoma
identify novel metastasis promoters. eLife 3, €01308 (2014).
12. Oskarsson, T. et al. Breast cancer cells produce tenascin C as a metastatic niche component to colonize the lungs. Nat. Med. 17,
867-874 (2011).
13. Provenzano, P. P. et al. Collagen density promotes mammary tumor initiation and progression. BMC Med. 6, 11 (2008).

A

SCIENTIFIC REPORTS | 7:40495 | DOI: 10.1038/srep40495 10


http://www.who.int/mediacentre/factsheets/fs297/en/

www.nature.com/scientificreports/

14.

15.

16.

17.

18.

24.

25.
26.

27.
28.
29.
30.
31.
32.
33.
34.
35.
36.
37.
38.
39.
40.
41.
42.

43.
44,

45.
46.
47.
48.
49.
50.

51.
52.

53.
54.

55.

Bonnans, C., Chou, J. & Werb, Z. Remodelling the extracellular matrix in development and disease. Nat. Rev. Mol. Cell Biol. 15,
786-801 (2014).

Pancreatic Neuroendocrine Tumors (Islet Cell Tumors). National Cancer Institute Available at: http://www.cancer.gov/types/
pancreatic/patient/pnet-treatment-pdg#section/_1.

Hanahan, D. Heritable formation of pancreatic beta-cell tumours in transgenic mice expressing recombinant insulin/simian virus
40 oncogenes. Nature 315, 115-122 (1985).

Folkman, J., Watson, K., Ingber, D. & Hanahan, D. Induction of angiogenesis during the transition from hyperplasia to neoplasia.
Nature 339, 58-61 (1989).

Ribatti, D., Nico, B., Crivellato, E., Roccaro, A. M. & Vacca, A. The history of the angiogenic switch concept. Leukemia 21, 44-52
(2007).

. Cao, Y. et al. Forty-year journey of angiogenesis translational research. Sci. Transl. Med. 3, 114rv3 (2011).
. Kalluri, R. Basement membranes: structure, assembly and role in tumour angiogenesis. Nat. Rev. 3, 422-33 (2003).
. Simon-Assmann, P, Orend, G., Mammadova-Bach, E., Spenlé, C. & Lefebvre, O. Role of laminins in physiological and pathological

angiogenesis. Int. J. Dev. Biol. 55, 455-465 (2011).

. Hynes, R. O. Cell-matrix adhesion in vascular development. J. Thromb. Haemost. JTH 5 Suppl 1, 32-40 (2007).
. Astrof, S. et al. Direct test of potential roles of EIIIA and EIIIB alternatively spliced segments of fibronectin in physiological and

tumor angiogenesis. Mol. Cell. Biol. 24, 8662-70 (2004).

Murphy, P. A., Begum, S. & Hynes, R. O. Tumor Angiogenesis in the Absence of Fibronectin or Its Cognate Integrin Receptors. Plos
One 10 (2015).

Gocheva, V. et al. Distinct roles for cysteine cathepsin genes in multistage tumorigenesis. Genes Dev. 20, 543-556 (2006).

Saupe, F et al. Tenascin-C downregulates wnt inhibitor dickkopf-1, promoting tumorigenesis in a neuroendocrine tumor model.
Cell Rep. 5, 482-492 (2013).

Xie, L. et al. Counterbalancing angiogenic regulatory factors control the rate of cancer progression and survival in a stage-specific
manner. Proc. Natl. Acad. Sci. USA 108, 9939-9944 (2011).

Carmeliet, P. & Jain, R. K. Angiogenesis in cancer and other diseases. Nature 407, 249-257 (2000).

Jain, R. K. Antiangiogenesis strategies revisited: from starving tumors to alleviating hypoxia. Cancer Cell 26, 605-622 (2014).
Langlois, B. et al. AngioMatrix, a signature of the tumor angiogenic switch-specific matrisome, correlates with poor prognosis for
glioma and colorectal cancer patients. Oncotarget 5, 10529-10545 (2014).

Li, D.-S., Yuan, Y.-H., Tu, H.-].,, Liang, Q.-L. & Dai, L.-]. A protocol for islet isolation from mouse pancreas. Nat. Protoc. 4, 1649-1652
(2009).

Naba, A, Clauser, K. R. & Hynes, R. O. Enrichment of extracellular matrix proteins from tissues and digestion into peptides for mass
spectrometry analysis. J. Vis. Exp. 101, e53057 (2015).

Ow, S. Y. et al. iTRAQ underestimation in simple and complex mixtures: ‘the good, the bad and the ugly’. J. Proteome Res. 8,
5347-5355 (2009).

Smyth, G. K. Linear models and empirical bayes methods for assessing differential expression in microarray experiments. Stat. Appl.
Genet. Mol. Biol. 3, Article3 (2004).

Ritchie, M. E. et al. limma powers differential expression analyses for RNA-sequencing and microarray studies. Nucleic Acids Res.
gkv007, doi: 10.1093/nar/gkv007 (2015).

Benjamini, Y. & Hochberg, Y. Controlling the False Discovery Rate: A Practical and Powerful Approach to Multiple Testing. J. R.
Stat. Soc. Ser. B Methodol. 57, 289-300 (1995).

Gaujoux, R. & Seoighe, C. A flexible R package for nonnegative matrix factorization. BMC Bioinformatics 11, 367 (2010).
McDonald, D. M. & Baluk, P. Significance of Blood Vessel Leakiness in Cancer. Cancer Res. 62, 5381-5385 (2002).

Tozzo, R. V. & Sanderson, R. D. Proteoglycans in cancer biology, tumour microenvironment and angiogenesis. J. Cell. Mol. Med. 15,
1013-1031 (2011).

Neill, T., Schaefer, L. & Iozzo, R. V. Decorin as a multivalent therapeutic agent against cancer. Adv. Drug Deliv. Rev. 97, 174-185
(2016).

Motomura, K. et al. DMBT1 homozygous deletion in diffuse astrocytomas is associated with unfavorable clinical outcome.
J. Neuropathol. Exp. Neurol. 71, 702-707 (2012).

Takeshita, H. et al. Expression of the DMBT1 gene is frequently suppressed in human lung cancer. Jpn. J. Cancer Res. Gann 90,
903-908 (1999).

Mori, M. et al. Lack of DMBT1 expression in oesophageal, gastric and colon cancers. Br. J. Cancer 79, 211-213 (1999).

Pang, J. C.-S. et al. Mutation analysis of DMBT1 in glioblastoma, medulloblastoma and oligodendroglial tumors. Int. J. Cancer 105,
76-81 (2003).

Joyce, J. A. et al. Cathepsin cysteine proteases are effectors of invasive growth and angiogenesis during multistage tumorigenesis.
Cancer Cell 5,443-453 (2004).

Okamoto, H. The Reg gene family and Reg proteins: with special attention to the regeneration of pancreatic beta-cells.
J. Hepatobiliary. Pancreat. Surg. 6, 254-262 (1999).

Zhang, B. et al. Proteogenomic characterization of human colon and rectal cancer. Nature 513, 382-387 (2014).

Mertins, P. et al. Proteogenomics connects somatic mutations to signalling in breast cancer. Nature 534, 55-62 (2016).

Zhang, H. et al. Integrated Proteogenomic Characterization of Human High-Grade Serous Ovarian Cancer. Cell 166, 755-765
(2016).

Jonkers, Y. M. H., Ramaekers, E. C. S. & Speel, E. ]. M. Molecular alterations during insulinoma tumorigenesis. Biochim. Biophys.
Acta BBA - Rev. Cancer 1775, 313-332 (2007).

Oberg, K. Pancreatic endocrine tumors. Semin. Oncol. 37, 594-618 (2010).

Veiseh, O., Tang, B. C., Whitehead, K. A., Anderson, D. G. & Langer, R. Managing diabetes with nanomedicine: challenges and
opportunities. Nat. Rev. Drug Discov. 14, 45-57 (2015).

Pagliuca, E W. & Melton, D. A. How to make a functional 3-cell. Dev. Camb. Engl. 140, 2472-2483 (2013).

Stendahl, J. C., Kaufman, D. B. & Stupp, S. I. Extracellular matrix in pancreatic islets: relevance to scaffold design and transplantation.
Cell Transplant. 18, 1-12 (2009).

Dolensek, J., Rupnik, M. S. & Stozer, A. Structural similarities and differences between the human and the mouse pancreas. Islets 7,
€1024405 (2015).

Acknowledgements

The authors would like to thank Laurie Tang and Lisa Billings for technical assistance and the members of the
Hynes and Carr labs for helpful discussions. This work was supported by grants from the National Cancer
Institute - Tumor Microenvironment Network (U54 CA126515/CA163109), the Broad Institute of MIT and
Harvard, the Howard Hughes Medical Institute, of which ROH is an Investigator, and in part by Support Grant
to the Koch Institute (P30-CA14051 from the National Cancer Institute). AN was supported by postdoctoral
fellowships from the Howard Hughes Medical Institute and the Ludwig Center for Cancer Research.

SCIENTIFIC REPORTS | 7:40495 | DOI: 10.1038/srep40495 11


http://www.cancer.gov/types/pancreatic/patient/pnet-treatment-pdq#section/_1
http://www.cancer.gov/types/pancreatic/patient/pnet-treatment-pdq#section/_1

www.nature.com/scientificreports/

Author Contributions

AN, KR.C,S.A.C, and R.O.H. conceived the study. A.N. and K.R.C. developed the proteomics methodology
and acquired the data. A.N., K.R.C., and D.R.M. analyzed and interpreted the data. AN., KR.C., D.RM,, S.A.C,,
R.O.H. wrote and revised the manuscript. All authors have read and approved the submitted manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep

Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Naba, A. et al. Quantitative proteomic profiling of the extracellular matrix of pancreatic
islets during the angiogenic switch and insulinoma progression. Sci. Rep. 7, 40495; doi: 10.1038/srep40495
(2017).

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

= or other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2017

SCIENTIFIC REPORTS | 7:40495 | DOI: 10.1038/srep40495 12


http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Quantitative proteomic profiling of the extracellular matrix of pancreatic islets during the angiogenic switch and insulino ...
	Materials and Methods

	Animals. 
	Histochemistry. 
	Pancreatic islet isolation. 
	Pancreatic islet decellularization and ECM enrichment. 
	Quantitative proteomic analysis of ECM-enriched samples. 
	Statistical analysis. 

	Results and Discussion

	Pancreatic islet isolation and decellularization. 
	iTRAQ-based quantitative proteomics of the extracellular matrix of normal pancreatic islets and insulinomas. 
	Identification of changes in the ECM content of pancreatic islets during insulinoma progression. 
	Defining the matrisome of normal pancreatic islets. 

	Conclusion

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ Enrichment of ECM protein from pancreatic islets and insulinomas.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Quantitative proteomic profiling of the ECM of normal pancreatic islets and insulinomas.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ 35 ECM and ECM-associated proteins detected in significantly different abundance during insulinoma progression.
	﻿Table 1﻿﻿. ﻿  List of 120 ECM proteins detected and quantified in both replicates.
	﻿Table 2﻿﻿. ﻿  Relative abundance of proteins constituting the matrisome of normal pancreatic islets.



 
    
       
          application/pdf
          
             
                Quantitative proteomic profiling of the extracellular matrix of pancreatic islets during the angiogenic switch and insulinoma progression
            
         
          
             
                srep ,  (2016). doi:10.1038/srep40495
            
         
          
             
                Alexandra Naba
                Karl R. Clauser
                D. R. Mani
                Steven A. Carr
                Richard O. Hynes
            
         
          doi:10.1038/srep40495
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep40495
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep40495
            
         
      
       
          
          
          
             
                doi:10.1038/srep40495
            
         
          
             
                srep ,  (2016). doi:10.1038/srep40495
            
         
          
          
      
       
       
          True
      
   




