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Abstract: Hepatic metastatic growth is dependent upon stromal factors including the matrisomal
proteins that make up the extracellular matrix (ECM). Laminins are ECM glycoproteins with several
functions relevant to tumour progression including angiogenesis. We investigated whether metastatic
colon cancer cells produce the laminins required for vascular basement membrane assembly as a
mechanism for the promotion of angiogenesis and liver metastasis growth. qPCR was performed
using human-specific primers to laminin chains on RNA from orthotopic human colorectal liver
metastases. Laminin a5 (LAMADS) expression was inhibited in colon cancer cells using shRNA.
Notch pathway gene expression was determined in endothelia from hepatic metastases. Orthotopic
hepatic metastases expressed human laminin chains «5, 31 and y1 (laminin 511), all of which are
required for vascular basement membrane assembly. The expression of Laminin 511 was associated
with reduced survival in several independent colorectal cancer cohorts and angiogenesis signatures or
vessel density significantly correlated with LAMADS expression. Colorectal cancer cells in culture made
little LAMADJ, but its levels were increased by culture in a medium conditioned by tumour-derived
CD11b* myeloid cells through TNFa/NF«B pathway signalling. Down-regulation of LAMAS in
cancer cells impaired liver metastatic growth and resulted in reduced intra-tumoural vessel branching
and increased the expression of Notch pathway genes in metastasis-derived endothelia. This data
demonstrates a mechanism whereby tumour inflammation induces LAMAS expression in colorectal
cancer cells. LAMAS is required for the successful growth of hepatic metastases where it promotes
branching angiogenesis and modulates Notch signalling.

Keywords: liver metastasis; laminin; angiogenesis; Notch; microenvironment; matrisome

1. Introduction

Although there have been significant improvements in colon cancer survivorship over the last five
decades, the treatment of hepatic metastasis remains particularly challenging. Surgical resection is the
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only curative option. However, not all patients are suitable candidates and post-operative recurrence
is commonplace.

Cells within the tumour stroma are crucial for the successful development of metastasis from
primary cancers and stromal gene signatures identify colon cancers with adverse outcomes [1,2],
suggesting that alterations in extracellular matrix (ECM) protein constituents affect cancer progression.
In primary tumours, hypoxia leads to collagen cross-linking, resulting in the generation of a stiff, fibrotic
ECM which promotes cancer cell migration and invasion [3]. Although significant differences exist in
the relative abundance of different ECM proteins in primary and metastatic colon cancers as well as
their normal tissue counterparts [4], the contributions of specific ECM proteins to the progression of
liver metastases have not been thoroughly studied.

Laminins are glycoproteins that are abundantly expressed in the tumour extracellular matrix,
first isolated from the murine Engelbreth-Holm-Swarm sarcoma [5]. They exist as heterotrimers, each
composed of an «, 3 and y chain, and are located primarily within the vascular and epithelial basement
membranes, compartments in which their relative chain abundance differs [6]. Laminins demonstrate
an organ-specific pattern of expression [7,8] and, after being deposited in the ECM, undergo enzymatic
cleavage to modulate their function [9]. The globular laminin domain enables interaction with integrin
receptors and other ECM proteins [10], facilitating cell adhesion and movement, the support of
developing vasculature, promotion of the stem cell phenotype and collagen cross-linking. Notably,
many of these functions are required for the metastatic phenotype, making laminins ideally suited to
facilitate cancer progression.

It is therefore not surprising that the over-expression of specific laminin chains is associated with
cancer progression [11] and poor cancer prognosis [12,13]. Laminin y2 expression promotes cancer
cell migration and invasion and is highly expressed in budding tumour cell colonies within colorectal
cancers [14] under the regulation of 3-catenin [15]. Laminins 511 and 411 are key components of the
vascular basement membrane [16] and are capable of self-assembly [17] with collagen IV in order
to form a scaffold for endothelial cell adherence [18]. In colon cancer cells, the over-expression of
laminin o1 increased angiogenesis and the growth of subcutaneous tumours [19]. In breast cancer, the
expression of laminins a4 and 1 in the vascular basement membrane increased in a stepwise fashion
from normal breast through primary breast cancer and distant metastasis [11]. Although tumour
cells produce laminins, a mechanism whereby cancer cells contribute to the vascular basal lamina
through laminin production has not been documented. Such a mechanism would enable tumour cells
to produce a suitable substrate for angiogenesis and would implicate cancer-derived laminin chain
expression as a novel driver of cancer angiogenesis. Nonetheless, the relevance of cancer-derived
laminin and the microenvironmental mechanisms governing laminin production by tumours cells are
unexplored. This is of particular relevance to the study of liver metastases which are highly angiogenic
and often unresponsive to traditional antiangiogenic therapies such as those targeting the VEGF
pathway [20-22].

Here, we demonstrate the tumour cell-specific expression of laminin chains «5, 31 and y1 (LAMAS,
LAMBI and LAMCT1 respectively) in orthotopic human liver metastases from mice and the deposition
of these laminin chains within the tumour stroma. We identify LAMADS specifically as a key promotor
of liver metastasis growth and find that the inhibition of tumour-derived LAMAS reduced branching
angiogenesis in association with increased Notch signalling in tumour endothelia. This data identifies
a novel mechanism through which LAMAS expression driven by myeloid-specific inflammatory cues
promotes branching angiogenesis and liver metastasis growth. Inhibiting the production of vascular
basement laminins by tumour cells may serve as a useful approach to prevent the growth of hepatic
metastases and the ability of tumour cells to regulate angiogenesis through the expression of vascular
basement membrane laminins warrants further investigation.
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2. Results

2.1. Colon Cancer Cells in Metastatic Tumours Express Laminin 511 Which Is Associated with Adverse Colon
Cancer Outcome

Immunofluorescent staining of liver metastases in mice and humans using an antibody that
recognises all laminin chains of both human and murine origin demonstrated deposition in extracellular
bands in both species (Figure 1A). In orthotopic liver metastases, laminin was present at high levels in
the tumour ECM, where it ensheathed much of the vasculature (Figure 1B).
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Figure 1. Laminin 511 is expressed by colon cancer cells in metastatic tumours and is associated
with adverse outcomes in colorectal cancer. (A) Immunofluorescence staining for laminin (green)
in orthotopic liver metastases developed using HT29, HCT116 or LoVo human colon cancer cell
lines or in a human liver metastasis resection specimen. Counterstained with DAPIL. M indicates
metastasis and the white border demarcates the metastasis-liver interface. Scale bar represents 100 um.
(B) Immunofluorescence staining of HT29 orthotopic liver metastasis stained for the indicated markers
using non species-specific antibodies. Scale bar represents 30 pum. (C) mRNA profile of all known
laminin and collagen type IV chain genes in RNA extracted from orthotopic HT29 (green), HCT116 (blue)
and LoVo (pink) liver metastases using human-specific primers. (D) Oncomine™ data demonstrating
mRNA expression of LAMAS5, LAMB1 and LAMC1 in colon cancer relative to normal colon from
multiple independent GSE datasets. (E) Expression of the indicated laminin chains in normal colon,
primary colon cancer, normal liver and liver metastases through analysis of data from GSE41258. Error
bars are the SEMs compared with Students t-test. (F) Kaplan-Meier curves (Log-rank comparison)
showing cancer-specific or absolute survival in data generated from publicly available gene array
datasets. Patient groups are defined by over-expression of LAMAS5, LAMB1 and LAMC1 (red) or
normal expression of these genes (blue). * 0.01 < p <0.05, ** p < 0.001.

We next characterized the expression of all known laminin and collagen IV chains using
human-specific PCR primers with RNA obtained from orthotopic liver metastases developed using
three human colon cancer cell lines. Among others, human LAMA5, LAMB1 and LAMCI transcripts
were expressed at high levels, with little or no expression of human collagen IV identified (Figure 1C),
indicating that the laminins required for vascular basement membrane assembly are produced by
metastatic colon cancer cells. In support of the increased cancer-specific production of these laminin
chains, we identified significantly greater expression of LAMAS5, LAMBI1 and LAMCI1 transcripts
in colon cancer tissues compared with normal colon in publicly available gene array data using the
Oncomine™ platform (Figure 1D). This was supported by the analysis of a further dataset (GSE41258)
which also demonstrated an increase in laminin chain expression in hepatic metastases when compared
with normal liver (Figure 1E). High levels of laminin 511 expression were also associated with reduced
survival in three independent colon cancer datasets (Figure 1F), indicating the importance of these
laminins for colon cancer progression.

2.2. Laminin 511 Expression in Primary and Metastatic Colon Cancers Is Associated with Angiogenesis

Immunohistochemical staining of orthotopic hepatic metastases and subcutaneous colon cancers
in mice using an antibody specific for human LAMAS demonstrated expression in a discontinuous
pattern on the basolateral surface of cancer cells in close association with murine collagen type IV
(Figure 2A). To investigate the significance of laminin 511 with respect to angiogenesis, we performed
Gene Set Enrichment Analysis (GSEA) analysis using TCGA colon cancer data. We identified a
striking association between the expression of a pro-angiogenic transcriptional signature [23] and the
over-expression of laminin 511 (Figure 2B), indicating a correlation between high levels of laminin 511
expression and angiogenesis in colon cancer.
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Figure 2. Laminin 511 expression in primary and metastatic colon cancers is associated with angiogenesis.
(A) Immunofluorescence staining of HT29 (top) and LoVo (bottom) orthotopic liver metastases and
subcutaneous tumours stained for LAMAS (human-specific antibody, h-LAMADS, green), collagen type
IV (red) and CD31 (white). Scale bars represent 20 um. (B) Gene Set Enrichment Analysis (GSEA) for
enrichment of a 20-gene signature regulating angiogenesis in TCGA colon cancers over-expressing
laminin LAMAS5, LAMB1 and LAMC. (C) Immunofluorescence staining of archival human primary
colon cancer and liver metastasis resection specimens stained for LAMADS (green) and CD31 (red).
Scale bars represent 40 um. (D) Immunofluorescence staining of archival liver metastasis resection
specimens stained for LAMAS5 and LAMBI (both green) and CD31 (red). Scale bars represent 40 pm.
(E) Immunofluorescence staining of human liver metastases from a patient with low microvessel
density (top row) and one with high microvessel density (lower row) stained for LAMADS (green)
and von Willebrand factor (red). Scale bars represent 100 pm. (F) Scatter plot of the percentage
of liver metastasis area staining positive for LAMAS (x) vs microvessel density (y) determined by
measuring the percentage area of the tumour staining positive for von Willebrand factor. Data shown
for liver metastases from 30 patients with at least five tumour areas quantified per patient (Spearman’s
rank correlation).
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In primary colon cancer and liver metastasis resection specimens, LAMAS5 and LAMB1 were
strongly expressed within the vascular basement membrane where they encased the tumour vasculature
similar to the pattern in the orthotopic tumours (Figure 2C,D). Finally, there was a significant correlation
between microvessel density and LAMAS deposition in a collection of 30 human hepatic metastases
(Pearson r = 0.55, p = 0.002) (Figure 2E,F). Taken together, this data indicates that the expression of
laminin 511 is associated with angiogenesis in colon cancer.

2.3. LAMAS Production by Colon Cancer Cells Is Mediated by TNFa Signalling through NFxB

We next explored the potential mechanisms that regulate LAMAS expression in colon cancer
cells. We previously demonstrated that myeloid cells support liver metastasis growth through the
promotion of angiogenesis [24-26] and so we hypothesised that inflammatory cues from these cells
might promote laminin expression in colon cancer cells. In GSEA analysis, myeloid immunomes [27]
were enriched in tumours over-expressing laminin 511 (Figure 3A), whereas there was no such
enrichment of immunomes associated with T- or B-cell infiltration (Figure 3A), indicating that laminin
511 expression is associated with a myeloid immune infiltrate. In keeping with these findings, we
identified a significant reduction in LAMAS expression in hepatic metastases from mice depleted of
neutrophils (Figure 3B,C).

To investigate these findings further, we assessed the effect of CD11b* myeloid cell-conditioned
media on LAMAS expression by colon cancer cells. LAMAS expression was increased in cells grown in
media conditioned by metastasis-derived myeloid cells, while no such effect was apparent for tumour
cells grown in media derived from naive myeloid cells (Figure 3D).

Polarisation of myeloid cells within the tumour microenvironment is well recognised and a
significant effect of such polarisation is the alteration of the immune cell secretome in response
to microenvironmental factors. To identify potential myeloid-derived factors responsible for
promoting LAMADS expression in cancer cells, we profiled the conditioned media from naive and
liver metastasis-derived CD11b* cells using protein cytokine arrays. Conditioned media from
metastasis-derived CD11b* cells demonstrated up-regulation of multiple cytokines including G-CSF,
IL-1b, CXCL10 and TNF-& when compared with media from naive CD11b" cells (Figure 3E).
The canonical NFkB pathway is downstream of TNF-« and is a major effector of TNF-oc activity. G-CSF,
IL-1b, and CXCL10 are released from the metastasis-derived myeloid cells and all also trigger the NF«B
pathway, which plays an important role in the cancer cell response to inflammation [28]. We used
TNF-o as an exemplar of NFkB-induced signalling. The treatment of colon cancer cells with TNF-«
resulted in an increase in LAMADS expression; an effect not demonstrated in endothelia (Figure 3F).

TNF-« caused the activation of the NFkB pathway in human colon cancer cells. (Figure 3G).
This was a dose-dependent increase in NF«B activation (Figure 3H) and was abrogated by addition of
the NF«B inhibitor ML120B (Figure 3I). Using this system, we identified a time-dependent increase in
LAMADJ expression upon TNF-« stimulation, an effect that was also abolished by co-administration
of ML120B (Figure 3]). These findings link TNF-« activity and NF«B activation to the production of
LAMADS by colon cancer cells.
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Figure 3. Laminin 511 expression is promoted by myeloid cell activity. (A) GSEA for enrichment of gene signatures reported to define specific immune cell infiltrates
(immunomes) in TCGA colon cancers over-expressing LAMA5, LAMB1 and LAMC1. (B) Immunofluorescence staining for LAMAD in HT29 liver metastases from
control mice (top) and those treated with anti-Ly6G (1A8), an antibody that depletes neutrophils (lower). Scale bar represents 20 um. (C) Quantification of the
percentage of the liver metastatic area staining positive for LAMAS in HT29 or HCT116 tumour-bearing control mice (green), or those depleted of neutrophils (pink).
A minimum of five mice per group were included with at least three tumour areas quantified per mouse. (D) LAMAS expression in cultured murine and human colon
cancer cells after 24 h of culture in naive or liver metastasis-derived CD11b* myeloid cell-conditioned media. Error bars generated from biological triplicates. (E)
Semi-quantitative analysis of the concentration of various cytokine proteins in the conditioned media from naive (grey) or liver metastasis-derived (clear) CD11b™*
myeloid cells determined using a commercially available antibody-based protein array. Error bars generated from biological triplicates. (F) LAMADS expression in
cultured murine and human colon cancer cells or the murine endothelial cell line 2H11, 24 h after stimulation with PBS (grey) or 100 ng/mL TNF« (clear). Error bars
generated from biological triplicates. (G) Flow cytometry of NFkB-GFP reporter HT29 cells 24 h following treatment with PBS (top) or 100 ng/mL TNF« (below)
demonstrating an increase in GFP expression in the later. (H) Percentage GFP* HT29, HCT116 or LoVo cells 24 h following treatment with increasing concentrations of
TNFo to a maximum concentration of 100 ng/mL. Error bars generated from biological triplicates. (I) Percentage GFP* HCT116 or LoVo cells 24 h following treatment
with TNFa and/or the NF«B inhibitor ML120B as indicated. (J) LAMAS expression in HCT116 cells treated with 100 ng/mL TNF« with (grey) or without (green) 40 pm
ML120B. Error bars generated from biological triplicates. Student’s t-test throughout. p < 0.05 considered significant. * 0.01 < p < 0.05, **0.001 < p < 0.01, **p <0.001,
ns: not significant.
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2.4. Downregulation of Tumour-Derived LAMAS Inhibits Metastatic Colon Cancer Growth, Inhibits Branching
Angiogenesis and Upregulates Notch Signalling in Endothelia

Laminins are initially secreted in their functional trimeric form [29] and inhibition of the production
of a single laminin chain gene will disrupt the successful formation of all laminins containing that chain.
We introduced shRNA-targeting LAMAS (denoted LAMASsh) to colon cancer cells which resulted in a
significant reduction in LAMADJ protein expression in transfected cells (Figure 4A). The reduction in
LAMADS was associated with a significant reduction in liver metastatic burden following intrasplenic
injection of colon cancer cells (Figure 4B,C). These LAMADB5sh metastases contained significantly less
LAMAS expression than the controls (Figure 4D).

Given the key role that LAMADS plays in embryonic vessel formation [30], we examined the
vasculature in HT29-LAMAbSsh liver metastases. LAMASsh metastases had an equivalent CD31
staining area when compared with control metastases. However, vessels in LAMA5sh metastases were
longer and had fewer branches compared to those from control metastases (Figure 4E,F). These changes
are in keeping with those documented in the vascular beds of mice lacking laminin «5 [30] and suggest
a role for LAMAS in the promotion of branching angiogenesis within tumours. Interestingly, the
blood vessels in LAMASsh tumours also displayed a significant reduction in perfusion (Figure 4G,H),
indicating that LAMADS loss significantly altered functional aspects of tumour vessels as well as
their morphology.

Angiogenesis is a recognised hallmark of cancer. The dysregulated angiogenesis in cancer often
has excessive and irregular branching. In general, branch formation is dependent upon coordinated
signalling between tip and stalk cells [31]. Notch pathway factors are crucial for determining tip or
stalk cell fate in new vascular sprouts [32] and thereby regulate branching angiogenesis. To investigate
the molecular mechanisms through which alterations in basement membrane LAMADJ loss might lead
to alterations in vascular structure and function, we performed qPCR for a range of angiogenesis
regulatory genes in endothelial cells from HT29ctrl and HT29-LAMADbSsh liver metastases. Isolated
endothelia expressed canonical endothelial genes CDH5, Pecam1, vWF and KDR and lacked the
expression of the immune cell genes PTPRC, Itgam and Itgb2 (Figure 4i), indicating successful
endothelial cell isolation. Strikingly, CD31* cells from HT29-LAMASsh tumours demonstrated the
increased expression of several Notch pathway genes including Hey2; an essential downstream target of
Notch and mediator of Notch signalling [33] (Figure 4]). CD31* cells from HT29-LAMA5sh metastases
also expressed higher levels of Spry2, a gene that inhibits branching angiogenesis through inhibition of
the phospho-Erk1/2 pathway [34]. In keeping with the JPCR data in endothelia, we also identified a
significant increase in Hey2 expression in protein lysates HT29-LAMAS5sh metastases (Figure 4K).

We subsequently developed an in vitro assay to confirm the inhibition of Notch signalling in
endothelia secondary TNA-« driven LAMA expression. Here, tumour cells cultured on gelatine
(control HT29 or shLAMADJ) are serum starved at confluence for 7 days in the presence of 100 ng/mL
TNF- or a PBS control. Following this, the plates are decellularised to leave behind an intact matrix [35].
As expected, control cells treated with TNF-« deposited LAMADS in the matrix, whereas TNF-« did not
have this effect in shLAMADS cells (Figure 4L). The subsequent culture of 2H11 cells on HT29-derived
matrices demonstrated a significant reduction in the nuclear expression of the Notch pathway proteins
NICD and HEY2 (Figure 4M-0), confirming the ability of TNF-« to inhibit endothelial Notch signalling
through the promotion of LAMAS deposition.
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Figure 4. Inhibition of tumour-derived LAMADS inhibits the growth of colorectal liver metastases and
promotes endothelial Notch signalling. (A) Western blotting for LAMADS5 in Het-116 and HT29 colon
cancer cell lines transfected with non-targeting control (ctrl) or one of two LAMAS shRNA constructs

90f18

(shl or sh2). (B) Liver metastasis growth in Het-116 ctrl and Hct-116-sh1 or Het-116-sh2 cell lines. (C)

Liver metastasis growth in HT29ctrl and HT29-sh1 or HT29-sh2 cell lines. (D) Immunofluorescence
staining for the human LAMADS protein in liver metastases developed using HT29ctrl or HT29-sh2
cell lines. Scale bars represent 40 pm. (E) Inmunofluorescence staining for CD31 in liver metastases
developed using HT29ctrl or HT29-sh2 cell lines. Scale bar represents 40 pm. (F) Quantification of total
CD31* area, total and average vessel length and vessel junction density in liver metastases developed
using HT29ctrl or HT29-sh2 cell lines. (G) Immunofluorescence staining for vessel perfusion (tail
vein injection of anti-CD31) in red and endothelial cells (immunohistochemistry for CD31) in green
in HT29ctrl and HT29-sh2 liver metastases. Scale bars represent 40 ym. (H) Quantification of the
percentage of perfused vessels in liver metastases developed using HT29ctrl and HT29-sh2 cell lines.



Cancers 2019, 11, 630 10 of 18

(I) RNA expression of endothelial and immune cell genes in endothelial (CD31%) and non-endothelial
(CD31"¢8) cells MACS-separated from liver metastases generated in mice using HT29ctr]l or HT29-sh2
cell lines. (J) Endothelial cell expression of genes involved in the regulation of angiogenesis presented
as fold-change in expression in CD31" cells MACS-separated from HT29-sh2 metastases relative to
those from HT29ctrl metastases. (K) Western blotting for Hey2 protein in lysates derived from hepatic
metastases developed using HT29ctrl or HT29-sh2 cell lines. (L) Blotting for LAMAS5 in matrices
derived from HT29 control and shLAMADS cells following 7-day serum-starved culture with and
without TNFa supplementation at 100 ng/mL. (M) Representative immunocytochemistry images of
2H11 endothelia following culture on matrices from (L) stained for the indicated Notch pathway
proteins. (N,0) Quantification of HEY2 and NCID nuclear staining intensity in endothelia from (M).
Analysis performed on at least 40 cells across experiments in triplicate. Student’s ¢-test throughout.
p < 0.05 considered significant. * 0.01 < p < 0.05, ** 0.001 < p < 0.01, *** p < 0.001, ns: not significant.

3. Discussion

Our first finding of significance is that colon cancer cells of diverse genetic backgrounds express
the laminin chains found in the vascular basement membrane. Human LAMAS5, LAMB1 and LAMC1
transcripts were identified in orthotopic metastases, a finding supported by immunohistochemical
analysis demonstrating the expression of the human LAMADS protein in these tumours. The expression
of laminin 511 was associated with the upregulation of a set of genes regulating angiogenesis in TCGA
data and, similarly, the expression of LAMADS in hepatic metastases was associated with increased
vessel density, linking the expression of these laminin chains to angiogenesis.

Importantly, these laminin chains were located primarily within the vascular basement membrane
on the basolateral surface of cancer cells, as indicated by their association with collagen IV.
Colonic epithelial cells are not reported to express vascular basement membrane laminins and
our data implicates the specific production of these laminin chains as a mechanism through which
colonic cancer cells promote angiogenesis. Although laminin 511 expression has been studied in
relation to breast cancer, the staining pattern we observe in liver metastases is different from that
in breast cancers. Breast cancers demonstrated diffuse high expression, dispersed surrounding the
cancer cells as well as in the vascular basement membrane. Although our findings do not exclude
the possibility that additional laminin 511 is provided by endothelial, perivascular cells or fibroblasts,
the profound effect on vascular morphology and function upon inhibition of LAMAS expression
specifically by colon cancer cells indicates that cancer cell laminin 511 deposition itself is indeed
important for tumour angiogenesis.

Importantly, the morphological changes we identified in vessels from LAMAS5-deficient tumours
are in keeping with those seen in mice lacking LAMAS, which demonstrate a deficiency in branching
angiogenesis during early embryogenesis [30]. Tumour vasculature is usually highly branched,
tortuous and fails to provide sufficient oxygen to the tumour microenvironment [32]; features reported
to be relevant for cancer progression. Indeed, in certain settings, the hypoxia resulting from such poorly
functioning vasculature promotes tumour cell invasion and cancer progression [36]. In our model,
LAMADS downregulation led to a significant reduction in vessel branching, changes that are similar to
vascular normalisation [37]. However, although vascular normalisation has been reported to sensitise
tumours to chemotherapy through improved tumour perfusion and thereby drug delivery [37], we
found reduced perfusion upon LAMADS loss. This may be because we analysed liver metastases at the
terminal phase of their growth and that LAMADS inhibition in fact causes vessel normalisation with a
transient increase in perfusion, as is seen for the vascular normalising effects of VEGF inhibition [38].
Alternatively, vessels from LAMAS knock-out mice demonstrate significantly reduced dilatation in
response to shear stress [39] indicating the potential importance of LAMADJ in the local regulation of
blood flow. Further investigation in this area is required to determine the clinical setting in which
attempts to alter the expression of tumour-derived laminin may be beneficial and it will be important
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to ensure that the inhibition of LAMAS does not inadvertently lead to therapeutic resistance as has
been reported for VEGF inhibition in the setting of liver metastasis [40].

As well as identifying a significant reduction in vessel branching upon LAMAS5 downregulation,
we also found evidence of Notch pathway activation in endothelia from liver metastases lacking
LAMADS. Branching angiogenesis is achieved through the coordinated activity of tip and stalk cells
which differ in their responsiveness to VEGF-A by altering the expression of VEGFR-2 (KDR). Tip cells
are found at the leading edge of branching vessels and demonstrate responsiveness to VEGF-A as
well as synthesis of DLL4, a Notch ligand which activates Notch signalling in the adjacent stalk cells.
The activation of Notch pathway activity in the stalk cells leads to VEGFR-2 suppression in those
cells and inhibits further branching [41]. Endothelia from metastases lacking LAMAS5 displayed
higher expression of the key Notch target gene Hey2 [33,42], without significant alteration in VEGFR-2
expression, suggesting that they maintain a stalk-like phenotype in keeping with reduced branching.
The regulation of tip-stalk cell fate by factors in the extracellular matrix is recognised [43] but is until
now unstudied in relation to LAMADS expression. Importantly, Notch pathway activation driven by
interaction between endothelial integrins and laminin has been reported in vitro [44], indicating a
mechanism in which laminins regulate Notch activity through outside-in signalling. Our data firmly
supports this and implicates tumour-derived LAMAS as a regulator of endothelial Notch signalling.

To investigate the potential stimuli that drive LAMAS expression in colon cancer cells, we chose
to analyse the role of infiltrating immune cells as we previously found them to be potent activators
of angiogenesis in liver metastases [24,26] and immune cells are key regulators of tumour ECM
deposition [45]. Initially, we identified the enrichment of various myeloid immunomes in tumours
expressing high levels of laminin 511, whereas there was no such increase in adaptive immune cell
signatures. Cancers infiltrated with myeloid cells typically display a poor prognosis [46], in keeping
with our survival analysis of colon cancers expressing high levels of laminin 511 which similarly
demonstrated poor outcome and enrichment of myeloid cell immunomes. Conditioned media from
myeloid cells extracted from the liver metastatic microenvironment contained an array of inflammatory
cytokines and promoted the expression of LAMAS5 in colon cancer cells. Many of the identified
cytokines are of relevance for colon cancer progression. However, TNFo was of particular interest
as it can promote LAMADJS expression in human intestinal crypt cells [47]. TNF« is also relevant to
liver metastasis formation as, in the setting of both colorectal and pancreatic cancer, TNFo blockade
reduced metastatic outgrowth [48,49]. The metastatic outgrowth period is particularly dependent upon
angiogenesis, providing further support for our findings. Whilst we could phenocopy the effect of
myeloid cell-conditioned media with recombinant TNFc alone, with respect to LAMADS in colon cancer
cells, it remains to be determined whether other factors produced by tumour-derived myeloid cells
can similarly drive LAMADS expression. Nonetheless, this data demonstrates a mechanism whereby
infiltrating myleloid cells drive the tumour cell expression of LAMADS5 through NfKB signalling to
promote angiogenesis and thereby link two hallmarks of cancer progression—inflammation and
angiogenesis—to ECM protein deposition, placing the regulation of laminin expression at the centre of
these processes.

4. Materials and Methods

4.1. Cell Culture and Lentiviral Transfection

HT29, HCT-116, LoVo, MC38 and 2H-11 cells were grown in RPMI supplemented with 10% foetal
calf serum under sterile, mycoplasma-free conditions. Cells were discarded after the 8th passage. Cell
line authentication was performed using Short Tandem Repeat profiling (Cancer Research UK genomic
facility, Leeds Institute of Molecular Medicine, March 2014).

For inhibition of LAMADS5 in colon cancer cell lines, HT29 and HCT-116 cells were transduced
with lentivirus expressing GFP- and shRNA-targeting LAMAS transcripts (Mission shRNA,
Sigma Aldrich, St. Louis, MO, USA). Multiple vector constructs (5 in total) were transduced



Cancers 2019, 11, 630 12 of 18

into cells and GFP* cells were FACS sorted using a high-speed cell sorter (Beckman Coulter,
Brea, CA, USA). LAMAS5 knockdown was confirmed in transduced cell lines by Western
blotting. The most successful LAMAS5 knockdowns were achieved with the following sequences;
CCGGACTGGATCAGGCTGACTATTTCTCGAGAAATAGTCAGCCTGATCCAGTTTTTTG and CCG
GCTCGCCTCATAGGTGTCTATTCTCGAGAATAGACACCTATGAGGCGAGTTTTTG designated
Shl and Sh2 respectively in the results section. For the generation of NFkB reporter cells, colon
cancer cell lines were transduced with lentivirus expressing GFP under the control of the NF«kB
transcriptional response element and a puromycin resistance gene (CLS-013L, QIAGEN, Hilden,
Germany). Successfully transduced cells were selected using puromycin and NFxB-GFP activity after
TNF« stimulation was determined using flow cytometry.

4.2. Animal Work

All studies were conducted in compliance with institutional and UK National animal welfare
guidelines (UK Guidance on the operation of the Animals (Scientific Procedures) Act (2014)). For the
anaesthetic, isoflurane (5% for induction, 3% maintenance) was delivered in O, using a precision
vaporiser. Anaesthetized, 8-week-old, female SCID mice underwent intrasplenic injection of 1 X 100
colon cancer cells. Liver metastases were analysed at the 5th week following injection, as specified in
our animal welfare licence. Liver metastasis volumes were calculated from ex vivo liver photos using
Image] (https://imagej.nih.gov/ij/).

4.3. Immunohistochemistry

Immunohistochemistry was performed on 12-pm frozen sections from tissues embedded in
Optimal Cutting Temperature compound (Thermo Scientific, Waltham, MA, USA) previously flash
frozen in liquid nitrogen. Sections were fixed in ice-cold acetone before blocking in 10% serum of the
secondary antibody species for 20 min. All primary antibodies were incubated for an hour at room
temperature, as were fluorophore-conjugated secondary antibodies. For the primary antibodies used
and their relevant concentrations, see Table 1.

Table 1. Immunohistochemistry/Immunocytochemistry antibodies.

Antigen Company Species Specificity Clone Dilution
Laminin ABCAM Human, mouse AB11575 1:200
Laminin «5 Millipore Human 4C7 1:200
Laminin 31 Millipore Human 4E10 1:200
Laminin y1 Santa Cruz Biotechnologies Human, mouse D-3 1:200
Collagen IV ABCAM Mouse AB19808 1:200
CD31 ABCAM Mouse, human MEC 7.46 1:100
Von Willebrand factor ABCAM Human AB6994 1:100
NCID ABCAM Human/mouse n/a 1:500
HEY2 ABCAM Human/mouse n/a 1:500

Tissues were imaged using a confocal (LSM880, Zeiss) or an epifluorescent (Nikon 90i, Tokyo,
Japan) microscope for four or three colours respectively. For the quantification of tumour vessel length
and junction density, Angiotool software (v0.5a, Department of Health and Human Services, NIH,
Bethesda, MD, USA) [50] was used. Tile scans of whole liver metastases were taken and segmented
into 800 pixel® images that were then loaded into the software for analysis. Using this, whole tumour
cross-sections rather than representative regions were quantified.

4.4. Western Blotting

Cells were lysed in RIPA buffer (ThermoFisher Scientific) on ice for 15 min before centrifuging
at 15,000 rpm for 15 min at 4 °C. Extracted proteins were quantified using the Pierce BCA assay
(ThermoFisher Scientific) before loading 8 ug of total protein with 10% v/v LDS sample buffer
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(Life Technologies, Carlsbad, CA, USA) onto a 4-12% Bis-Tris pre-cast protein gel (Sigma-Aldrich).
Samples were run at 150 V on ice for approximately 1 h before transferring to nitrocellulose membranes
at 40 V for 1.5 h. The membranes were incubated in 5% skim milk for 1 h before incubation overnight
at 4 °C in mouse anti-human LAMAS5 (CL3118, Novus Biologicals, Centennial, CO, USA), mouse
anti-human Hey2 (ab167280, ABCAM) or GAPDH (D16H11, Cell Signalling Technology, Danvers,
MA, USA) diluted at 1:500 in 1% skim milk. After incubation in secondary antibody (Santa Cruz
Biotechnology, Dallas, TX, USA), the membranes were incubated in ECL Prime solution (Amersham,
Amersham P], Little Chalfont, Amersham, United Kingdon) and visualised using the Odyssey Fc
imaging system (LI-COR Biosciences, Lincoln, NE, USA). Protein bands were quantified using Image].

4.5. Generation and Analysis of Single-Cell Suspensions from Murine Liver Metastases

Mice were injected with 199 mg/kg pentobarbitone via the intraperitoneal route. Laparotomy was
performed and the inferior vena cava was accessed by way of a 29 G in-house built cannula system.
The portal vein was incised and the thoracic portion of the inferior vena cava clamped with a metal
clip. The liver was then perfused with PBS containing 4 mM EGTA at a rate of 5 mL/min for 1 min
before perfusion with collagenase IV (Worthington Biochemical Corporation, Lakewood, NJ, USA),
diluted in Hanks Balanced Salt Solution to a final concentration of 100 U/mL at 5 mL/min for 5 min.
The digested liver was removed and cells were separated from the metastatic regions by dissociation
between forceps. The cell suspension was then incubated in red cell lysis (BD Bioscience, San Jose, CA,
USA) buffer before re-suspension in 0.5% BSA in phosphate buffered saline.

4.6. Isolation of CD31" Cells from Murine Hepatic Metastases

Following the generation of hepatic metastasis single-cell suspensions as described above, cells
were labelled with anti-CD45 MACS antibodies and separated using magnetic columns (Miltenyi
Biotech, Bergisch Gladbach, Germany) in order to remove immune cells. Following this step, the
effluent was re-incubated with anti-CD31 antibodies and again separated using magnetic columns to
isolate endothelial cells.

4.7. CD11b* Cell Isolation, Culture and Protein Expression Quantification

CD11b™* cells were FACS sorted from naive murine livers, or those bearing HT29 metastases
using the MoFlo XDP high-speed sorter (Beckman Coulter) and cultured for 24 h in serum-free media.
The conditioned supernatant was centrifuged at 1500 rpm to remove any cellular debris. Proteome
profiler membranes were incubated in the conditioned media and the assay was performed as per
the manufacturer’s instructions (ARY028, R&D Systems, Minneapolis, MN, USA). Membranes were
developed using the Odyssey Fc imaging system (LI-COR Biosciences, Lincoln, NE, USA) and the
intensity was determined using in-house software with normalisation to positive control.

4.8. gPCR

Cells were suspended in Trizol reagent (Thermo Fisher Scientific) and RNA was extracted as per
the manufacturer’s instructions. RNA quality and quantity were determined using a spectrophotometer
(NanoDrop 3300, Thermo Scientific). Complementary DNA was produced from 200 ng RNA
using the High-capacity RNA to cDNA kit (Applied Biosystems, Foster City, CA, USA) as per
the manufacturer’s instructions. cDNA was mixed with pre-designed forward and reverse KiCq Start
primers (Sigma-Aldrich) in the presence of Power SYBR Green PCR Master Mix (Applied Biosystems).
Samples were run on a Stratagene MX3005p PCR machine at 95 °C for 10 min followed by 40 cycles of
15sat 95 °C and 1 min at 60 °C. Primer specificity was confirmed by performing dissociation curves
for each primer pair.

For the extraction of RNA from liver metastases, 1-mm? pieces of tumour were dissociated in
500 pL Trizol reagent using a digital homogeniser (IKA). cDNA production and gPCR were carried
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out as described above. Laminin and collagen chains were profiled using custom gene array plates
containing primers specific for human transcripts (SA Biosciences, QIAGEN).

4.9. TNF and ML120B Treatment

2H-11 or human colon cancer cell lines were grown to 70% confluence before incubation in media
supplemented with 1% FCS for 24 h. Cells were treated with the NF«B inhibitor ML120B (R&D
systems) at a final concentration of 20 nM, incubated for 90 min, then recombinant murine or human
TNFax (both R&D systems) was added at the indicated concentrations. The specificity of ML120B
as an inhibitor of IkappaB Kinase beta (Ikk[3) inhibitor and therefore TNFx-driven NFkB activation
has previously been demonstrated [51]. Cells were grown in the presence of TNF« for variable time
periods prior to RNA extraction.

4.10. Tumour-Derived Matrix Generation

HT29 cells were cultured until confluence on angiogenesis slide chambers (Ibidi) coated with 0.2%
cross-linked gelatine. At this point, the serum-containing medium was changed for serum-free RPML
After 24 h, the medium was supplemented with a new serum-free medium containing 100 ng/mL
TNF-o or a PBS control. Supplemented media were changed every 24 h. After 7 days, all media were
removed, plates were washed in cold PBS and cells incubated in a decellularisation solution containing
0.5% (v/v) Triton X-100 and 20 mM NH4OH in PBS. After 5 min, the chambers were gently washed with
PBS three times and then incubated with PBS supplemented with 10 U/mL DNase overnight. At this
point, 2H11 endothelial cells were plated and cultured for 48 h prior to immunocytochemical analysis.

4.11. Immunocytochemistry

Endothelial cells were fixed/permeabilised in 2% paraformaldehyde with 0.1% Triton X100 for
10 min prior to blocking with 10% serum of the secondary antibody species for 20 min. All primary
antibodies were incubated overnight at 4 °C prior to incubation with fluorochrome conjugated
secondary antibodies for 1 h at room temperature. Chambers were visualized using a laser scanning
confocal microscope (LSM880, Zeiss, Carl-Zeiss-Strafie, Oberkochen, Germany). Median fluorescence
Intensity (MFI) of nuclear staining in cultured endothelial cells was determined using image J. Nuclei
were identified as DAPI-positive regions and fluorophore staining in these areas determined using
inbuilt algorithms within Image J. 4.11. Bioinformatics (Broad Institute of MIT, Cambridge, MA, USA).

The meta-analysis of multiple colon cancer datasets comparing laminin mRNA chain expression
in colon cancer and normal colon was performed using Oncomine™ (Waltham, MA, USA).
Gene Expression Omnibus (GEO) datasets (GSE41258 and GSE39582) and the TCGA dataset used to
generate survival curves in colon cancer patients were accessed using GEO2R (National Center for
Biotechnology Information) and cBioportal [52,53] respectively. Z-scores were generated from raw
gene expression data and the over-expression of LAMAS5, LAMB1 or LAMCI. For each gene, the
Z-score identifying the upper quartile of patients was used as a cut off. Patients were considered to
have a positive gene signature if their tumours expressed either LAMAS5, LAMB1 or LAMC1 above the
Z-score cut off. These patients were then compared with the remaining patients in the dataset.

Gene Set Enrichment Analysis (GSEA) was performed using the Broad Institute desktop application
(http://software.broadinstitute.org/gsea/index.jsp) [54]. Hand-curated .gct, .cls and .gmx files were
generated using relevant GSE colon cancer datasets. Genesets for angiogenesis and cancer immunomes
were taken from publications by Masiero et al. [23] and Bindea et al. [27] respectively.

4.12. Statistics

Statistical analysis was performed using GraphPad Prism V7 (San Diego, CA, USA). Data is
presented as the mean and standard error of the mean unless otherwise stated. Students f-test was
used to determine differences between groups of normally distributed data with p < 0.05 considered
significant. Differences in mRNA gene expression between experimental and control groups were
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determined using the AAct method and f-actin was used as the housekeeping gene throughout.
Spearman’s correlation coefficient was used to calculate the relationship between laminin deposition
and vascularity in human liver metastasis specimens. Kaplan—-Meier curves were used to generate
survival estimates which were then compared using the Log-rank test. For the analysis of laminin gene
expression in colon cancers defined by angiogenic gene signature or the cancer immunome, the false
discovery rate was reduced by applying the Benjamini-Hochberg procedure and these calculations
were performed in cBioportal. Throughout the figures * p = 0.01 to < 0.05, ** p = 0.001 to < 0.01 and ***
p <0.001. Animal experiments were repeated in triplicate.

5. Conclusions

This work demonstrates a novel mechanism whereby colon cancer cells stimulated by inflammatory
mediators produce vascular basement membrane laminins. These laminins are in turn required for
successful metastatic growth and promote the development of a highly branched vascular network.
Targeting laminin expression in the tumour microenvironment may serve as a novel way of reducing
branching angiogenesis and preventing cancer progression.

Author Contributions: Conceptualization, A.G.-W., RJ.M. and S.Y.L.; methodology, A.G.-W.,, R]J.M. and S.Y.L,;
validation, A.G.-W.,, A.Y,, KJ.,, S.Y.L. and ]J.C.; formal analysis, A.G.-W., S.Y.L.,, AY, K], S.L. and JLJAEV,;
investigation, A.G.-W,,S.Y.L,, AY,, K], S.L. and J].A.FV,; resources, A.G.-W. and R.J.M.; data curation, A.G.-W.,
A.Y; writing—original draft preparation, A.G.-W.; writing—review and editing, A.G.-W,, S.Y.L. and R.J.M.;
supervision, R.J.M.; project administration, A.G.-W. and R.J.M.; funding acquisition, A.G.-W. and R.J.M.

Funding: Cancer Research UK Grant Numbers: BBRVOT and BBRXID. Mr Alex Gordon-Weeks is funded by an
Academy of Medical Sciences, UK Grant.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Calon, A; Lonardo, E.; Berenguer-Llergo, A.; Espinet, E.; Hernando-Momblona, X.; Iglesias, M.; Evillano, M.;
Palomo-Ponce, S.; Tauriello, D.V.; Byrom, D.; et al. Stromal gene expression defines poor-prognosis subtypes
in colorectal cancer. Nat. Genet. 2015, 47, 320-329. [CrossRef] [PubMed]

2. Yuzhalin, A.E.; Urbonas, T.; Silva, M.A.; Muschel, R.].; Gordon-Weeks, A.N. A core matrisome gene signature
predicts cancer outcome. Br. J. Cancer 2018, 118, 435-440. [CrossRef]

3. Levental, KR, Yu, H.; Kass, L.; Lakins, ].N.; Egeblad, M.; Erler, ].T.; Fong, S.F,; Csiszar, K.; Giaccia, A.;
Weninger, W.; et al. Matrix Crosslinking Forces Tumor Progression by Enhancing Integrin Signaling. Cell
2009, 139, 891-906. [CrossRef] [PubMed]

4. Naba, A.; Clauser, K.R.; Whittaker, C.A.; Carr, S.A.; Tanabe, K.K.; Hynes, R.O. Extracellular matrix signatures
of human primary metastatic colon cancers and their metastases to liver. BMC Cancer 2014, 14, 518. [CrossRef]
[PubMed]

5. Timpl, R.;; Rohde, H.; Robey, P.G.; Rennard, S.I.; Foidart, ].M.; Martin, G.R. Laminin—A glycoprotein from
basement membranes. |. Biol. Chem. 1979, 254, 9933-9937. [PubMed]

6. Durbeej, M. Laminins. Cell Tissue Res. 2010, 339, 259-268. [CrossRef]

7. Koch, M.; Olson, P.F; Albus, A.; Jin, W.; Hunter, D.D.; Brunken, W.J.; Burgeson, R.E.; Champliaud, M.-F.
Characterization and Expression of the Laminin y3 Chain: A Novel, Non-Basement Membrane-associated,
Laminin Chain. J. Cell Biol. 1999, 145, 605-618. [CrossRef]

8. Durkin, M.E,; Loechel, F.; Mattei, M.-G.; Gilpin, B.].; Albrechtsen, R.; Wewer, U.M. Tissue-specific expression
of the human laminin o5-chain, and mapping of the gene to human chromosome 20q13.2-13.3 and to distal
mouse chromosome?2 near the locus for the ragged (Ra) mutation. FEBS Lett. 1997, 411, 296-300.

9.  Tzu,].; Marinkovich, M.P. Bridging structure with function: Structural, regulatory, and developmental role
of laminins. Int. J. Biochem. Cell Biol. 2008, 40, 199-214. [CrossRef]

10. Timpl, R; Tisi, D.; Talts, ].F.; Andac, Z.; Sasaki, T.; Hohenester, E. Structure and function of laminin LG
modules. Matrix Biol. 2000, 19, 309-317. [CrossRef]


http://dx.doi.org/10.1038/ng.3225
http://www.ncbi.nlm.nih.gov/pubmed/25706628
http://dx.doi.org/10.1038/bjc.2017.458
http://dx.doi.org/10.1016/j.cell.2009.10.027
http://www.ncbi.nlm.nih.gov/pubmed/19931152
http://dx.doi.org/10.1186/1471-2407-14-518
http://www.ncbi.nlm.nih.gov/pubmed/25037231
http://www.ncbi.nlm.nih.gov/pubmed/114518
http://dx.doi.org/10.1007/s00441-009-0838-2
http://dx.doi.org/10.1083/jcb.145.3.605
http://dx.doi.org/10.1016/j.biocel.2007.07.015
http://dx.doi.org/10.1016/S0945-053X(00)00072-X

Cancers 2019, 11, 630 16 of 18

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Fujita, M.; Khazenzon, N.M.; Bose, S.; Sekiguchi, K.; Sasaki, T.; Carter, W.G.; Ljubimov, A.V,; Black, K.L.;
Ljubimova, J.Y. Overexpression of 31-chain-containing laminins in capillary basement membranes of human
breast cancer and its metastases. Breast Cancer Res. 2005, 7, R411-R421. [CrossRef]

Yamamoto, H.; Itoh, F; Iku, S.; Hosokawa, M.; Imai, K. Expression of the y2 Chain of Laminin-5 at the
Invasive Front Is Associated with Recurrence and Poor Prognosis in Human Esophageal Squamous Cell
Carcinoma. Clin. Cancer Res. 2001, 7, 896-900.

Takahashi, S.; Hasebe, T.; Oda, T.; Sasaki, S.; Kinoshita, T.; Konishi, M.; Ochiai, T.; Ochiai, A. Cytoplasmic
expression of laminin y2 chain correlates with postoperative hepatic metastasis and poor prognosis in
patients with pancreatic ductal adenocarcinoma. Cancer 2002, 94, 1894-1901. [CrossRef] [PubMed]

Pyke, C.; Romer, J.; Kallunki, P.; Lund, L.R.; Ralfkiaer, E.; Dang, K.; Tryggvason, K. The gamma 2 chain of
kalinin/laminin 5 is preferentially expressed in invading malignant cells in human cancers. Am. J. Pathol.
1994, 145, 782-791. [PubMed]

Hlubek, F; Jung, A.; Kotzor, N.; Kirchner, T.; Brabletz, T. Expression of the Invasion Factor Laminin y2 in
Colorectal Carcinomas Is Regulated by 3-Catenin. Cancer Res. 2001, 61, 8089-8093.

Yousif, L.E; Di Russo, J.; Sorokin, L. Laminin isoforms in endothelial and perivascular basement membranes.
Cell Adhes. Migr. 2013, 7, 101-110. [CrossRef]

Timpl, R.; Brown, ]J.C. Supramolecular assembly of basement membranes. Bioessays 1996, 18, 123-132.
[CrossRef] [PubMed]

Schnaper, H.W.; Kleinman, H.K.; Grant, D.S. Role of laminin in endothelial cell recognition and differentiation.
Kidney Int. 1993, 43, 20-25. [CrossRef] [PubMed]

De Arcangelis, A.; Lefebvre, O.; Méchine-Neuville, A.; Arnold, C.; Klein, A.; Rémy, L.; Kedinger, M.;
Simon-Assmann, P. Overexpression of laminin alphal chain in colonic cancer cells induces an increase in
tumor growth. Int. . Cancer 2001, 94, 44-53. [CrossRef]

Tabernero, J.; Yoshino, T.; Cohn, A.L.; Obermannova, R.; Bodoky, G.; Garcia-Carbonero, R.; Ciuleanu, T.E.;
Portnoy, D.C.; Van Cutsem, E.; Grothey, A.; et al. Ramucirumab versus placebo in combination with
second-line FOLFIRI in patients with metastatic colorectal carcinoma that progressed during or after first-line
therapy with bevacizumab, oxaliplatin, and a fluoropyrimidine (RAISE): A randomised, double-blind,
multicentre, phase 3 study. Lancet Oncol. 2015, 16, 499-508.

Stintzing, S.; Modest, D.P.; Rossius, L.; Lerch, M.M.; von Weikersthal, L.F.; Decker, T.; Kiani, A;
Vehling-Kaiser, U.; Al-Batran, S.E.; Heintges, T.; et al. FOLFIRI plus cetuximab versus FOLFIRI plus
bevacizumab for metastatic colorectal cancer (FIRE-3): A post-hoc analysis of tumour dynamics in the final
RAS wild-type subgroup of this randomised open-label phase 3 trial. Lancet Oncol. 2016, 17, 1426-1434.
[CrossRef]

Simkens, L.H.].; van Tinteren, H.; May, A.; ten Tije, A.J.; Creemers, G.-].M.; Loosveld, O.J.L.; de Jongh, EE;
Erdkamp, FEL.G.; Erjavec, Z.; van der Torren, A.M.E.; et al. Maintenance treatment with capecitabine and
bevacizumab in metastatic colorectal cancer (CAIRO3): A phase 3 randomised controlled trial of the Dutch
Colorectal Cancer Group. Lancet 2015, 385, 1843-1852. [CrossRef]

Masiero, M.; Simodes, F.C.; Han, H.D.; Snell, C.; Peterkin, T.; Bridges, E.; Mangala, L.S.; Wu, S.Y.; Pradeep, S.;
Li, D.; et al. A core human primary tumor angiogenesis signature identifies the endothelial orphan receptor
ELTDL1 as a key regulator of angiogenesis. Cancer Cell 2013, 24, 229-241. [CrossRef]

Gordon-Weeks, A.N.; Lim, S.Y.; Yuzhalin, A.E.; Jones, K.; Markelc, B.; Kim, K.J.; Buzzelli, ].N.; Fokas, E.;
Cao, Y.; Smart, S.; et al. Neutrophils Promote Hepatic Metastasis Growth Through fibroblast growth factor
(FGF)2-dependent Angiogenesis. Hepatology 2017, 65, 1920-1935. [CrossRef] [PubMed]

Zhao, L.; Lim, S.Y.; Gordon-Weeks, A.N.; Tapmeier, T.T.; Im, J.H.; Cao, Y.; Beech, J.; Allen, D.; Smart, S.;
Muschel, R.J. Recruitment of a myeloid cell subset (CD11b/Grl mid) via CCL2/CCR2 promotes the
development of colorectal cancer liver metastasis. Hepatology 2013, 57, 829-839. [CrossRef]

Lim, S.Y.; Gordon-Weeks, A.; Allen, D.; Kersemans, V.; Beech, J.; Smart, S.; Muschel, R.]. Cd11b(+) myeloid
cells support hepatic metastasis through down-regulation of angiopoietin-like 7 in cancer cells. Hepatology
2015, 62, 521-533. [CrossRef]

Bindea, G.; Mlecnik, B.; Tosolini, M.; Kirilovsky, A.; Waldner, M.; Obenauf, A.C.; Angell, H.; Fredriksen, T.;
Lafontaine, L.; Berger, A ; et al. Spatiotemporal dynamics of intratumoral immune cells reveal the immune
landscape in human cancer. Immunity 2013, 39, 782-795. [CrossRef]


http://dx.doi.org/10.1186/bcr1011
http://dx.doi.org/10.1002/cncr.10395
http://www.ncbi.nlm.nih.gov/pubmed/11920553
http://www.ncbi.nlm.nih.gov/pubmed/7943170
http://dx.doi.org/10.4161/cam.22680
http://dx.doi.org/10.1002/bies.950180208
http://www.ncbi.nlm.nih.gov/pubmed/8851045
http://dx.doi.org/10.1038/ki.1993.5
http://www.ncbi.nlm.nih.gov/pubmed/8433560
http://dx.doi.org/10.1002/ijc.1444
http://dx.doi.org/10.1016/S1470-2045(16)30269-8
http://dx.doi.org/10.1016/S0140-6736(14)62004-3
http://dx.doi.org/10.1016/j.ccr.2013.06.004
http://dx.doi.org/10.1002/hep.29088
http://www.ncbi.nlm.nih.gov/pubmed/28133764
http://dx.doi.org/10.1002/hep.26094
http://dx.doi.org/10.1002/hep.27838
http://dx.doi.org/10.1016/j.immuni.2013.10.003

Cancers 2019, 11, 630 17 of 18

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Hoesel, B.; Schmid, J.A. The complexity of NF-kB signaling in inflammation and cancer. Mol. Cancer 2013, 12,
86. [CrossRef]

Kalluri, R. Basement membranes: Structure, assembly and role in tumour angiogenesis. Nat. Rev. Cancer
2003, 3, 422-433. [CrossRef]

Miner, J.H.; Cunningham, J.; Sanes, J.R. Roles for Laminin in Embryogenesis: Exencephaly, Syndactyly, and
Placentopathy in Mice Lacking the Laminin «5 Chain. . Cell Biol. 1998, 143, 1713-1723. [CrossRef]

Blanco, R.; Gerhardt, H. VEGF and Notch in Tip and Stalk Cell Selection. Cold Spring Harb. Perspect. Med.
2013. [CrossRef] [PubMed]

Ziyad, S.; Iruela-Arispe, M.L. Molecular Mechanisms of Tumor Angiogenesis. Genes Cancer 2011, 2, 1085-1096.
[CrossRef] [PubMed]

Fischer, A.; Schumacher, N.; Maier, M.; Sendtner, M.; Gessler, M. The Notch target genes Heyl and Hey?2 are
required for embryonic vascular development. Genes Dev. 2004, 18, 901-911. [CrossRef] [PubMed]
Wietecha, M.S.; Chen, L.; Ranzer, M.].; Anderson, K.; Ying, C.; Patel, T.B.; DiPietro, L.E. Sprouty2
downregulates angiogenesis during mouse skin wound healing. Am. . Physiol. 2011, 300, H459-H467.
[CrossRef] [PubMed]

Franco-Barraza, J.; Beacham, D.A.; Amatangelo, M.D.; Cukierman, E. Preparation of Extracellular Matrices
Produced by Cultured and Primary Fibroblasts. Curr. Protoc. Cell Biol. 2016, 71. [CrossRef]

Vaupel, P. The Role of Hypoxia-Induced Factors in Tumor Progression. Oncologist 2004, 9, 10-17. [CrossRef]
[PubMed]

Carmeliet, P; Jain, R.K. Principles and mechanisms of vessel normalization for cancer and other angiogenic
diseases. Nat. Rev. Drug Discov. 2011, 10, 417-427. [CrossRef]

Goel, S.; Wong, A.H.-K,; Jain, R.K. Vascular normalization as a therapeutic strategy for malignant and
nonmalignant disease. Cold Spring Harb. Perspect. Med. 2012, 2, 006486. [CrossRef]

Di Russo, J.; Luik, A.; Yousif, L.; Budny, S.; Oberleithner, H.; Hofschroer, V.; Klingauf, J.; van Bavel, E.;
Bakker, E.M.; Hellstrand, P.; et al. Endothelial basement membrane laminin 511 is essential for shear stress
response. EMBO . 2017, 36, 183-201. [CrossRef]

Rahbari, N.N.; Kedrin, D.; Incio, J.; Liu, H.; Ho, WW.,; Nia, H.T,; Edrich, C.M.; Jung, K.; Daubriac, J.; Chen, I.;
et al. Anti-VEGF therapy induces ECM remodeling and mechanical barriers to therapy in colorectal cancer
liver metastases. Sci. Transl. Med. 2016, 8. [CrossRef]

Siekmann, A.F.; Lawson, N.D. Notch Signalling and the Regulation of Angiogenesis. Cell Adhes. Migr. 2007,
1,104-106. [CrossRef]

Hayashi, H.; Kume, T. Foxc Transcription Factors Directly Regulate D114 and Hey?2 Expression by Interacting
with the VEGF-Notch Signaling Pathways in Endothelial Cells. PLoS ONE 2008, 3, e2401. [CrossRef]
Mettouchi, A. The role of extracellular matrix in vascular branching morphogenesis. Cell Adhes. Migr. 2012,
6, 528-534. [CrossRef]

Estrach, S.; Cailleteau, L.; Franco, C.A.; Gerhardt, H.; Stefani, C.; Lemichez, E.; Gagnoux-Palacios, L.;
Meneguzzi, G.; Mettouchi, A. Laminin-binding integrins induce D114 expression and Notch signaling in
endothelial cells. Circ. Res. 2011, 109, 172-182. [CrossRef]

Bonnans, C.; Chou, J.; Werb, Z. Remodelling the extracellular matrix in development and disease. Nat. Rev.
Mol. Cell Biol. 2014, 15, 786-801. [CrossRef]

Gentles, A.J.; Newman, A.M.; Liu, C.L.; Bratman, S.V.; Feng, W.; Kim, D.; Nair, V.S,; Xu, Y.; Khuong, A.;
Hoang, C.D.; et al. The prognostic landscape of genes and infiltrating immune cells across human cancers.
Nat. Med. 2015, 21, 938-945. [CrossRef]

Francoeur, C.; Escaffit, F.; Vachon, P.H.; Beaulieu, ].-F. Proinflammatory cytokines TNF-« and IFN-vy alter
laminin expression under an apoptosis-independent mechanism in human intestinal epithelial cells. Am. J.
Physiol. 2004, 287, G592-G598. [CrossRef]

Egberts, J.-H.; Cloosters, V.; Noack, A.; Schniewind, B.; Thon, L.; Klose, S.; Kettler, B.; von Forstner, C.;
Kneitz, C.; Tepel, J.; et al. Anti-tumor necrosis factor therapy inhibits pancreatic tumor growth and metastasis.
Cancer Res. 2008, 68, 1443-1450. [CrossRef]

Jiao, S.-E; Sun, K,; Chen, X.-].; Zhao, X.; Cai, N,; Liu, Y.-J.; Xu, L.-M.; Kong, X.-M.; Wei, L.-X. Inhibition of
tumor necrosis factor alpha reduces the outgrowth of hepatic micrometastasis of colorectal tumors in a
mouse model of liver ischemia-reperfusion injury. J. Biomed. Sci. 2014, 21, 1. [CrossRef] [PubMed]


http://dx.doi.org/10.1186/1476-4598-12-86
http://dx.doi.org/10.1038/nrc1094
http://dx.doi.org/10.1083/jcb.143.6.1713
http://dx.doi.org/10.1101/cshperspect.a006569
http://www.ncbi.nlm.nih.gov/pubmed/23085847
http://dx.doi.org/10.1177/1947601911432334
http://www.ncbi.nlm.nih.gov/pubmed/22866200
http://dx.doi.org/10.1101/gad.291004
http://www.ncbi.nlm.nih.gov/pubmed/15107403
http://dx.doi.org/10.1152/ajpheart.00244.2010
http://www.ncbi.nlm.nih.gov/pubmed/21076020
http://dx.doi.org/10.1002/cpcb.2
http://dx.doi.org/10.1634/theoncologist.9-90005-10
http://www.ncbi.nlm.nih.gov/pubmed/15591418
http://dx.doi.org/10.1038/nrd3455
http://dx.doi.org/10.1101/cshperspect.a006486
http://dx.doi.org/10.15252/embj.201694756
http://dx.doi.org/10.1126/scitranslmed.aaf5219
http://dx.doi.org/10.4161/cam.1.2.4488
http://dx.doi.org/10.1371/journal.pone.0002401
http://dx.doi.org/10.4161/cam.22862
http://dx.doi.org/10.1161/CIRCRESAHA.111.240622
http://dx.doi.org/10.1038/nrm3904
http://dx.doi.org/10.1038/nm.3909
http://dx.doi.org/10.1152/ajpgi.00535.2003
http://dx.doi.org/10.1158/0008-5472.CAN-07-5704
http://dx.doi.org/10.1186/1423-0127-21-1
http://www.ncbi.nlm.nih.gov/pubmed/24397824

Cancers 2019, 11, 630 18 of 18

50.

51.

52.

53.

54.

Zudaire, E.; Gambardella, L.; Kurcz, C.; Vermeren, S. A Computational Tool for Quantitative Analysis of
Vascular Networks. PLoS ONE 2011, 6, e27385. [CrossRef] [PubMed]

Wen, D.; Nong, Y.; Morgan, J.G.; Gangurde, P.; Bielecki, A.; Dasilva, J.; Keaveney, M.; Cheng, H.;
Fraser, C.; Schopf, L.; et al. A selective small molecule IkappaB Kinase beta inhibitor blocks nuclear
factor kappaB-mediated inflammatory responses in human fibroblast-like synoviocytes, chondrocytes, and
mast cells. J. Pharmacol. Exp. Ther. 2006, 317, 989-1001. [CrossRef]

Gao, J.; Aksoy, B.A.; Dogrusoz, U.; Dresdner, G.; Gross, B.; Sumer, S.0.; Sun, Y.; Jacobsen, A.; Sinha, R.;
Larsson, E.; et al. Integrative analysis of complex cancer genomics and clinical profiles using the cBioPortal.
Sci. Signal. 2013, 6. [CrossRef] [PubMed]

Cerami, E.; Gao, J.; Dogrusoz, U.; Gross, B.E.; Sumer, S.0.; Aksoy, B.A.; Jacobsen, A.; Byrne, C.J.; Heuer, M.L.;
Larsson, E.; et al. The c¢Bio Cancer Genomics Portal: An Open Platform for Exploring Multidimensional
Cancer Genomics Data. Cancer Discov. 2012, 2, 401-404. [CrossRef] [PubMed]

Subramanian, A.; Tamayo, P; Mootha, VK.; Mukherjee, S.; Ebert, B.L.; Gillette, M.A.; Paulovich, A;
Pomeroy, S.L.; Golub, T.R.; Lander, E.S.; et al. Gene set enrichment analysis: A knowledge-based approach
for interpreting genome-wide expression profiles. Proc. Natl. Acad. Sci. USA 2005, 102, 15545-15550.
[CrossRef] [PubMed]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1371/journal.pone.0027385
http://www.ncbi.nlm.nih.gov/pubmed/22110636
http://dx.doi.org/10.1124/jpet.105.097584
http://dx.doi.org/10.1126/scisignal.2004088
http://www.ncbi.nlm.nih.gov/pubmed/23550210
http://dx.doi.org/10.1158/2159-8290.CD-12-0095
http://www.ncbi.nlm.nih.gov/pubmed/22588877
http://dx.doi.org/10.1073/pnas.0506580102
http://www.ncbi.nlm.nih.gov/pubmed/16199517
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Colon Cancer Cells in Metastatic Tumours Express Laminin 511 Which Is Associated with Adverse Colon Cancer Outcome 
	Laminin 511 Expression in Primary and Metastatic Colon Cancers Is Associated with Angiogenesis 
	LAMA5 Production by Colon Cancer Cells Is Mediated by TNF Signalling through NFB 
	Downregulation of Tumour-Derived LAMA5 Inhibits Metastatic Colon Cancer Growth, Inhibits Branching Angiogenesis and Upregulates Notch Signalling in Endothelia 

	Discussion 
	Materials and Methods 
	Cell Culture and Lentiviral Transfection 
	Animal Work 
	Immunohistochemistry 
	Western Blotting 
	Generation and Analysis of Single-Cell Suspensions from Murine Liver Metastases 
	Isolation of CD31+ Cells from Murine Hepatic Metastases 
	CD11b+ Cell Isolation, Culture and Protein Expression Quantification 
	qPCR 
	TNF and ML120B Treatment 
	Tumour-Derived Matrix Generation 
	Immunocytochemistry 
	Statistics 

	Conclusions 
	References

