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BACKGROUND: This study aimed to investigate the underlying mechanisms of matricellular protein periostin (POSTN) on tumour-
stroma crosstalk in the liver metastatic microenvironment of colorectal cancer (CRC).

METHODS: Postn-knockout mice and hepatic Postn-overexpressing mice were used to investigate the functions of POSTN on the
formation of fibrotic microenvironment and the tumour-stroma crosstalk in the liver metastatic microenvironment of CRC. Clinical
samples and database were analyzed to show the correlation between POSTN expression and fibrotic features and TGF-f signalling
in metastatic livers of CRC.

RESULTS: POSTN deficiency reduced hepatic stellate cell (HSC) activation and liver metastasis, whereas POSTN overexpression in
the liver significantly augmented the formation of a fibrotic microenvironment to support the liver metastatic growth of CRC cells in
mice. Moreover, HSC-derived POSTN promoted TGF-f1 expression in CRC cells through the integrin/FAK/ERK/STAT3 pathway;
conversely, tumour cell-derived TGF-31 induced POSTN expression in HSCs via the Smad pathway. POSTN levels correlated with
fibrotic features and TGF-( signalling in metastatic liver tissues of CRC patients.

CONCLUSIONS: POSTN and TGF-B1 cooperatively contribute to the tumour-stroma crosstalk by forming a supporting fibrotic
microenvironment to promote liver metastasis of CRC cells via the POSTN/integrin/FAK/ERK/STAT3/TGF-@ axis in tumour cells and

TGF-B/Smad/POSTN signalling in activated HSCs.

British Journal of Cancer (2024) 130:358-368; https://doi.org/10.1038/s41416-023-02516-3

INTRODUCTION
Colorectal cancer (CRC) is one of the most common malignant
neoplasms worldwide [1]. CRC originates from benign lesions of
adenomatous polyps in the intestine and eventually develops into
highly invasive carcinoma. Once colorectal tumour cells invade the
underlying colorectal wall, more than 80% of CRC patients would
rapidly develop liver metastases, which are the major cause of
death in CRC patients [2-4]. Recent studies have demonstrated
that interactions between tumour cells and stromal cells in the
metastatic liver govern their fate and subsequent metastatic
colonization in the livers [5-7]. As a major component of the
tumour microenvironment, the extracellular matrix (ECM) mod-
ulates the dissemination, adhesion, survival, and growth of cancer
cells in metastatic organs [8, 9]. However, the underlying
mechanisms of ECM components on tumour-stroma interaction
in liver metastasis of CRC cells remain largely unknown.

Periostin (POSTN) is a secreted component of the ECM and is
considered a critical mediator of tissue remodeling and fibrosis in

various organs [10-13]. Current evidence also demonstrates that
POSTN plays an important role in tumourigenesis and metastasis
[14-17]. Recently, we demonstrated that fibroblast-derived POSTN
induces IL-6 secretion in colorectal tumour cells whereas tumour
cell-derived IL-6 increases POSTN expression in fibroblasts; thus,
fibroblast-derived POSTN and tumour cell-secreted IL-6 work
cooperatively to promote tumourigenesis in AOM/DSS-treated
mice and in APC™™" mice [18]. We also found that POSTN
deficiency reduces the infiltration of PD-1" tumour-associated
macrophages (TAMs) and enhances the phagocytosis of TAMs,
thus decreasing the immune evasion of tumour cells in CRC [19].
Moreover, ectopic overexpression of POSTN in colorectal tumour
cells promotes metastatic growth of CRC cells in the liver [20].
However, it is still largely unclear how POSTN serves as a link
between tumour cells and stromal cells in the metastatic liver
of CRC.

Here, we found that POSTN deficiency alleviates the formation
of a fibrotic microenvironment in the metastatic liver and inhibits
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the metastatic outgrowth of CRC cells in mice, whereas over-
expression of POSTN in the liver significantly augments the
formation of a fibrotic microenvironment to support the meta-
static growth of CRC cells in the livers of mice. Moreover, hepatic
stellate cell (HSC)-derived POSTN promotes the expression of TGF-
31 in CRC cells by activating the integrin/FAK/ERK/STAT3 pathway,
whereas tumour cell-derived TGF-1 increases the expression of
POSTN in HSCs via the Smad pathway. Our data demonstrate that
POSTN and TGF-B1 cooperatively contribute to the tumour-stroma
crosstalk by forming a supporting fibrotic microenvironment to
promote liver metastasis of CRC cells via the POSTN/integrin/FAK/
ERK/STAT3/TGF-B axis in tumour cells and TGF-3/Smad/POSTN
signalling in activated HSCs.

MATERIALS AND METHODS

Animal experiments

Postn™" mice with a C57BL/6 background were purchased from the
Jackson Laboratory. Wild-type and POSTN-deficient C57BL/6 mice were
generated by crossing Postn™” mice with Postn™" mice as previously
described [17]. Wild-type and POSTN-deficient mice with a Balb/c
background were generated, similar to the C57BL/6 background mice.

A liver metastasis model was constructed in 6-to-8-week-old wild-type and
POSTN-deficient male mice by intrasplenic injection of 5 x 10° CRC cells and
the bioluminescent signals in mice were examined three weeks after injection
using a live animal Lumina Il system (Xenogen IVIS System). Overexpression of
POSTN or GFP in the livers of mice was achieved by tail vein injection with
adenovirus-Postn (Ad-Postn) or adenovirus-GFP (Ad-GFP) (2 x 10° plaque-
forming units) 2 days after intraperitoneal injection of CRC cells, and the
bioluminescent signals in mice were examined 2 weeks after injection.
Recombinant adenoviruses were obtained from Prof. Xiaoying Li (Shanghai
Jiao Tong University School of Medicine, Shanghai, China) [21].

All animal experiments were conducted in accordance with animal protocols
approved by the Animal Care and Use Committee of Xiamen University.

Liver histology

Liver tissues were fixed overnight in 4% paraformaldehyde and embedded
in paraffin, and serial sections were stained with hematoxylin and eosin
(H&E), Sirius red, immunohistochemical and immunofluorescence staining.

For immunohistochemical staining, deparaffinization and rehydration steps
were carried out on tissue sections, and the antigen was retrieved with 0.01 M
sodium citrate buffer. Pre-treated sections were blocked with normal goat
serum at room temperature and incubated with primary antibodies (1:200
dilution) overnight at 4°C. The sections were washed and incubated with
streptavidin-horseradish peroxidase-conjugated secondary antibodies for 1 h
at room temperature. The signal was detected using DAB staining.

For immunofluorescence staining, liver tissues were embedded in OCT
(Sakura) and frozen at —20 °C. Tissue sections were baked at 37 °C for 1.5 h,
fixed with ice-cold acetone for 10 min, washed with PBS, and blocked with a
blocking solution for 1 h. The tissue sections were incubated with primary
antibodies overnight at 4 °C. The sections were washed and incubated with
the corresponding secondary antibodies for 1h in the dark. After washing
with PBS, the sections were stained with Hoechst. Stained sections were
mounted on slides for immunofluorescence analysis using a fluorescence
microscope (Zeiss LSM 780). The antibodies used in this study are listed in the
Supplementary Table S1.

Quantitative real-time PCR

Total RNA was extracted from fresh liver tissues or cultured cells using
TRIzol reagent (Invitrogen) according to the manufacturer’s instructions.
Reverse transcription was performed using a ReverTra Ace qPCR RT Kit
(Toyobo). The relative levels of various target genes were quantified using
the 2724 formula with GAPDH RNA as the reference transcript for
normalization. The relative mRNA levels were shown as fold-changes over
the corresponding control value. The primers used are listed in the
Supplementary Table S2.

Cell culture

CRC cell lines and the human hepatic stellate cell line LX-2 were purchased
from the ATCC and tested for free from Mycoplasma infection by MycoBlue
Mycoplasma Detector (Vazyme). The murine CRC cell lines CT26 and
CMT93 and the human CRC cell line SW620 were cultured in Dulbecco’s
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modified DMEM medium (DMEM; Gibco) with 10% foetal bovine serum
(HyClone) and 1% penicillin-streptomycin (Gibco). The lentivirus-mediated
packaging system was used to generate luciferase-expressing cell lines
CMT93-luc and CT26-luc. After high-titre lentiviruses were added to infect
the cells, puromycin was added to select cell lines with stable firefly
luciferase expression. All the cell lines were maintained at 37°C with 5%
CO; in a humidified atmosphere.

Co-culture of SW620 cells with LX-2 cells was conducted in serum-free
DMEM using 6-well plates with 0.4-um pore size Transwell chambers
(Costar; 3412). LX-2 cells were seeded in 6-well plates at 6 x 10° cells/well
and SW620 cells were added to the upper chamber at 2 x 10° cells/well.

Recombinant protein treatment

For recombinant POSTN or TGF-f1 treatment experiment, CMT93, SW620
cells or HSCs were serum-starved for 12 h, and then stimulated with
200 ng/ml recombinant human or mouse POSTN (rhPOSTN or rmPOSTN)
(R&D Systems) or 10 ng/ml recombinant human TGF-31 (R&D Systems).

Western blot analysis

Liver tissues were homogenized in radioimmunoprecipitation (RIPA) lysis
buffer supplemented with PhosSTOP™ phosphatase inhibitor (Roche). The
samples were centrifuged at 13,000 rpm for 10 min at 4 °C and the soluble
supernatants were retained. The total protein concentration was measured
using a BCA Protein Assay kit (Thermo Scientific). Proteins were separated
by electrophoresis on 6-10% polyacrylamide gels and transferred onto
nitrocellulose membranes (Millipore). The membranes were blocked with
Tris-buffered saline and 0.1% Tween 20 (TBST) containing 5% bovine
serum albumin (BSA), and then incubated with primary antibodies at 4 °C
overnight. After washing three times with TBST buffer at room
temperature, the membranes were incubated with secondary antibodies
for 1 h. The membranes were washed, incubated with ECL Western Blot
Substrate (Millipore), and visualized on X-ray films. The antibodies used in
this study are listed in the Supplementary Table S1. All the original western
blots were included in the “original data file".

Luciferase reporter assay

The luciferase activity was evaluated by using the Dual Luciferase Assay
System, as described by the manufacturer (Promega). Transient transfec-
tions of the indicated firefly luciferase reporters and Renilla luciferase,
which served as a transfection internal control, were performed using
polyethylenimine (PEI) reagent. Cells were lysed in 1 X Passive Lysis Buffer,
and signals were measured using the Dual Luciferase Reporter Assay
System. Firefly luciferase activity was normalized to Renilla luciferase
activity, and data were expressed as fold-induction in the experimental
condition compared to the control.

Clinical tissue samples

Human clinical samples were collected with informed consent from the
patients. The collection and study of human clinical samples were
performed in accordance with the approved guidelines of the Ethics and
Scientific Committees of Xiamen Hospital of Traditional Chinese Medicine.

Statistical analysis

All results are presented as the mean + standard error of the mean (SEM).
Independent biological replicates were chosen in advance and are
indicated in figure legends. Statistical analyses were performed using
Student’s t test for normally distributed data or one-way ANOVA test to
evaluate differences among groups when three or more groups were
analyzed. p < 0.05 was considered statistically significant.

RESULTS

POSTN is highly expressed in the fibrotic metastatic livers

of mice

Metastatic tumour cells can induce the formation of a hepatic
fibrotic metastatic microenvironment that facilitates metastatic
outgrowth in the liver [7]. Our previous work demonstrated that
POSTN is highly expressed in metastatic livers of CRC patients [20];
however, it remains unknown whether highly expressed POSTN is
involved in the formation of a fibrotic metastatic microenvironment
in the liver. Here, we found that collagen deposition and POSTN
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POSTN is highly expressed in the fibrotic metastatic microenvironment. a H&E staining (upper panels), Sirius Red staining (middle

panels) and immunohistochemistry of POSTN (lower panels) in the liver sections of mice 0, 7, 14 and 21 days after intrasplenic injection with
CMT93 colorectal tumour cells. Scare bars, 50 um. gRT-PCR detection for mRNA levels of Postn (b) and the indicated fibrosis-related genes
(Actaz, Collal, Col3al and Tgfb1) (c) in the livers of mice 0, 7, 14, 21 days after injection. d Western blot analysis of POSTN and a-SMA in the
livers of mice 0, 7, 14, 21 days after injection. *, p < 0.05; **, p < 0.01; ***, p < 0.001; n.s., not significant.

expression were increased in the metastatic livers of mice
intrasplenically injected with murine CRC cell line CMT93 (Fig. 1a).
We further analyzed the mRNA levels of Postn and fibrotic markers,
including Acta2, Collal, Col3al, and Tgfbl, at different time points
after intrasplenic injection. Compared with normal liver tissues, the
mRNA levels of Postn and fibrotic markers significantly increased on
days 14 and 21 in metastatic liver samples (Fig. 1b, c). Western blot
analysis further revealed the upregulation of POSTN and a-SMA in
metastatic livers (Fig. 1d). Moreover, POSTN co-localized with a-SMA
and collagen | in the stroma, indicating that POSTN is mainly
derived from activated HSCs (Supplementary Fig. S1). Our previous
studies demonstrated that POSTN is mainly derived from activated
HSCs in liver tumours and fibrotic livers, and POSTN can be
regarded as a marker of HSC activation, similar to a-SMA, in liver
tumours [12, 22]. These results indicate that HSC-derived POSTN is
highly expressed in the fibrotic microenvironment of metastatic
livers of mice injected with CRC cells.

POSTN deficiency reduces the fibrotic metastatic
microenvironment formation and metastatic colonization of
CRC cells in mouse livers

After determining that POSTN is highly expressed in the hepatic
fibrotic microenvironment in metastatic livers, we further investi-
gated the effect of POSTN deficiency on liver metastasis of CRC cells.
We intrasplenically injected CMT93 colorectal tumour cells labelled
with luciferase (CMT93-Luc) into wild-type and Postn-knockout mice
on a C57BL/6 background. Three weeks after implantation, the

metastatic lesions were analyzed using live bioluminescence
imaging. The size of liver metastases in Postn-knockout mice was
significantly smaller than that in wild-type mice (Fig. 2a, b and
Supplementary Fig. S2A). Moreover, the liver/body weight ratio was
significantly lower in Postn-knockout mice (Fig. 2c). H&E staining
showed that the metastatic areas were dramatically decreased in the
livers of Postn-knockout mice compared with those of wild-type
mice (Fig. 2d). Additionally, fewer Ki67-positive cells were observed
in Postn-knockout mice, indicating that the metastatic outgrowth of
CRC cells in the liver is alleviated in the Postn-deficient microenvir-
onment (Fig. 2e). Furthermore, Sirius Red staining showed that fewer
collagens were deposited in the metastatic livers of Postn-knockout
mice (Fig. 2f). Quantitative gene expression analysis of HSC
activation markers, such as Acta2, Col1al, Col3al, and Tgfb1, further
confirmed that POSTN deficiency significantly decreased HSC
activation in the liver (Fig. 2g). We then analyzed a-SMA protein
levels by western blotting and found that a-SMA expression was
greatly reduced in the liver extracts from Postn-knockout mice
(Fig. 2h). In line with this result, immunofluorescence analysis
revealed that both a-SMA and collagen | were downregulated in the
livers of Postn-knockout mice (Fig. 2i).

To further confirm the effect of POSTN deficiency on liver
metastasis of CRC cells, we intrasplenically injected the murine
CRC cell line CT26, which was labelled with luciferase (CT26-Luc),
into BALB/c mice. We also found that Postn-knockout mice
showed decreased metastatic burden, fewer Ki67-positive cells,
and lower levels of fibrotic markers than wild-type mice (Fig. 3a-i
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Fig. 2 POSTN deficiency reduces the fibrotic metastatic microenvironment formation and metastatic colonization of CMT93 colorectal

6) or

Postn-knockout (KO) mice (n=7) 21 days after intrasplenic injection of CMT93-Luc cells. b, ¢ Representative liver images (b) and liver:body
weight ratio (c) of WT or KO mice in the group presented in (a). d H&E staining of metastatic liver sections of mice 21 days after cell injection.
Scare bars, 100 pm. e Representative immunohistochemical staining images and quantification of Ki67-positive tumour cells in metastatic
livers of mice. Scare bars, 50 pm. f Sirius Red staining and quantification of collagen deposition. Scare bars, 100 pm. g qRT-PCR measurement
for mRNA levels of the indicated fibrotic genes. Western blot analysis of POSTN and a-SMA (h) and immunofluorescent co-staining for POSTN
and a-SMA/collagen | (i) in metastatic livers. Scare bars, 100 um. *, p < 0.05; **, p < 0.01; ***, p <0.001; n.s., not significant.

and Supplementary Fig. S2B). Taken together, these findings
demonstrate that POSTN deficiency attenuates the formation of a
fibrotic microenvironment and inhibits the metastatic growth of
CRC cells in the livers of mice.

POSTN overexpression promotes the fibrotic metastatic
microenvironment formation and metastatic colonization of
CRC cells in mouse livers

To further investigate the function of POSTN in the development of
liver metastasis, we overexpressed POSTN in the liver by delivering

British Journal of Cancer (2024) 130:358 - 368

an adenoviral vector with Postn (Ad-Postn) via tail vein injection two
days after intrasplenic injection of CMT93-Luc cells. Two weeks later,
we observed that the mice injected with Ad-Postn had larger liver
metastatic nodules than those injected with Ad-GFP (Fig. 4a, b and
Supplementary Fig. S2C). Moreover, the liver/body weight ratio
significantly increased in the Ad-Postn injection group (Fig. 4c).
Compared to the control group, Ad-Postn-injected mice showed
increased metastatic colonization (Fig. 4d) and more Ki67-positive
cells in the metastatic areas (Fig. 4e). Furthermore, the deposition of
collagens (Fig. 4f) and the mRNA (Fig. 4g) and protein (Fig. 4h)
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metastatic livers. Scare bars, 100 um. ¥, p < 0.05; **, p < 0.01; ***, p < 0.001; n.s., not significant.

levels of fibrosis-associated markers were also specifically increased
in the metastatic livers of Ad-Postn mice. Immunofluorescent
staining showed that POSTN overexpression increased the levels of
a-SMA and collagen | in the liver and that POSTN co-localized with
a-SMA and collagen | in metastatic livers (Fig. 4i). These data
suggest that overexpression of POSTN in the liver promotes the
formation of a fibrotic microenvironment and the metastatic
growth of CRC cells in mouse livers.

POSTN promotes the expression of TGF-B1 in colorectal
tumour cells by activating the integrin/FAK/ERK/STAT3
pathway

Having demonstrated that HSC-derived POSTN promotes liver
metastatic colonization of CRC tumour cells, we further deter-
mined the cytokines from colorectal tumour cells that could be
induced by HSC-derived POSTN. Previous studies have shown that
high levels of TGF-B1 in the serum of patients with CRC are
associated with poor outcomes, and elevation of TGF-3 levels in
colorectal tumour cells enhances the efficiency of liver coloniza-
tion [5, 23]. Interestingly, our data revealed that POSTN deficiency

or decreased, whereas POSTN overexpression increased, the
expression of Tgfbl in colorectal tumours (Figs. 1c, 2g, 39, 49).
Moreover, current reports have demonstrated that POSTN can
induce TGF-B expression in inflammatory microenvironment
[11, 24]; however, the exact underlying regulatory mechanism
remains unclear. To determine whether POSTN induces TGF-3/
Smad signal transduction in colorectal tumour cells, we measured
the mRNA level of Tgfb1 in colorectal tumour cells upon POSTN
stimulation. We found that treatment with mouse recombinant
POSTN (rmPOSTN) upregulated the mRNA level of Tgfb1 in mouse
CMT93 colorectal tumour cells (Fig. 5a). We further treated mouse
(CMT93) and human (SW620) colorectal tumour cells with mouse
and human recombinant POSTN protein, respectively, and found
that the phosphorylation of FAK, ERK, and STAT3 was increased by
POSTN stimulation (Fig. 5b, c). The increase of FAK, ERK, and STAT3
phosphorylation induced by POSTN treatment was impaired in
CMT93 and SW620 cells after pre-incubation with antibodies
against the POSTN receptors av33 or av5 integrins (Fig. 5b, c), or
with the p-FAK inhibitor PF573228 (Fig. 5d, e). Moreover, the
upregulation of Tgfbl mRNA levels in CMT93 and SW620 cells
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a-SMA (h) and immunofluorescent co-staining for POSTN and a-SMA/collagen | (i) in metastatic livers. Scare bars, 100 pm. *, p < 0.05; **,
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induced by POSTN treatment was impaired by pre-incubation with
PF573228 (Fig. 5d, e, lower panels). Furthermore, inhibition of ERK
signalling with PD98059 treatment decreased the level of
phosphorylated STAT3 and the mRNA level of Tgfb1 but had no
effect on the level of phosphorylated FAK (Fig. 5f, g). The ELISA
and immunofluorescence results showed that the upregulation of
TGF-B1 levels in CMT93 and SW620 cells induced by POSTN
treatment was impaired by pre-incubation with PF573228 or
PD98059 (Supplementary Fig. S3 and S4). STAT3 was shown to
directly bind to the Tgfb1 promoter to induce its expression [25].
Indeed, the mRNA level of Tgfbl was significantly decreased by
treatment with Stattic, a STAT3 inhibitor (Fig. 5h, i). Moreover,
knockdown of STAT3 using short interfering RNAs (siRNAs)
impaired rmPOSTN-induced Tgfb7 mRNA expression in colorectal
tumour cells (Fig. 5j, k). We also found that the levels of
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phosphorylated FAK, ERK, and STAT3 in the metastatic livers of
Postn-knockout mice were lower, whereas Ad-Postn mice were
higher, than those in control mice (Supplementary Fig. S5A, B).
Moreover, the colorectal tumour cells isolated from metastatic
lesions expressed high levels of TGF-1, but the tumour cells
isolated from metastatic lesions of Postn-knockout mice showed
decreased levels of TgfbT compared to those from wild-type mice
(Supplementary Fig. S5C). Immunohistochemical staining showed
that the accumulation of phosphorylated STAT3 was significantly
decreased in the metastatic livers of Postn-knockout mice
(Supplementary Fig. S6A). In contrast, Ad-Postn overexpression
increased the levels of phosphorylated STAT3 in the metastatic
livers of mice injected with CRC cells (Supplementary Fig. S6B).
Moreover, we found higher levels of phosphorylated STAT3 in
metastatic liver tumours of CRC patients compared to adjacent
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tissues (Supplementary Fig. S6C). These data suggest that POSTN
can induce TGF-B expression in colorectal tumour cells by
activating the integrin/FAK/ERK/STAT3 signalling pathway.

TGF-B promotes the expression of POSTN in HSCs via Smad
pathway

Having demonstrated that HSC-derived POSTN can induce the
expression of TGF-B1 in colorectal tumour cells, we further
determined whether tumour cell-derived TGF-B1 can promote
the expression of POSTN in activated HSCs in a positive feedback
manner. Previous studies have demonstrated that TGF-B induces

POSTN expression in stromal cells [14, 26]; however, the under-
lying mechanisms remain largely unknown. We stimulated human
HSCs with recombinant human TGF-B1 (rhTGF-1) and found that
rhTGF-f1 treatment increased POSTN mRNA expression in human
HSC LX-2 cells in a dose-dependent manner (Fig. 6a). Moreover,
knockdown of Smad3 using short interfering RNAs (siRNAs)
impaired rhTGF-B1-induced POSTN expression in LX-2 cells
(Fig. 6b, c). We also found that the expression of POSTN and
phosphorylated Smad3 was enhanced in LX-2 cells when
indirectly co-cultured with SW620 colorectal tumour cells in vitro
(Fig. 6d, e). To further determine whether POSTN is a direct target
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of TGF-B/Smad signalling, we investigated the transcriptional
regulation of Smad3 on POSTN expression using a dual-luciferase
reporter system. As shown in Figs. 6f, g, overexpression of Smad3
in 293 T cells resulted in enhanced luciferase activity, which was
used to monitor the transcriptional activity of mouse or human
POSTN promoters. We then performed a reporter assay using a
series of truncated mutants to identify the minimal promoter
required for POSTN transcription. We found two critical DNA

regions for Smad3-induced transcriptional activity within mouse
and human POSTN promoters (Fig. 6f, g). To further identify the
core transcription region within the POSTN promoters, we
generated mutant POSTN promoter constructs (Mut) containing
mutations in the Smad-binding element domain by site-directed
mutagenesis. We found that promoter activity induced by Smad3
was partially abolished upon mutation of the first or second site of
the mouse Postn promoter, while the promoter activity was nearly
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completely abolished upon mutation of the second site of the
human POSTN promoter (Fig. 6f, g). To further determine whether
TGF-B1 triggers POSTN expression through the downstream
Smad-dependent pathway, we found that the levels of phos-
phorylated Smad3 were decreased in the metastatic liver extracts
from Postn-knockout mice but increased in Ad-Postn mice,
compared to their control (Fig. 6h, i). Immunohistochemical
staining demonstrated that the accumulation of phosphorylated
Smad3 was significantly decreased in the metastatic livers of
Postn-knockout mice (Fig. 6j). In contrast, POSTN overexpression
increased the levels of phosphorylated Smad3 in the metastatic
livers of mice injected with CRC cells (Fig. 6k).

We also observed increased POSTN expression and p-Smad3
accumulation in activated HSCs in the metastatic livers of mice
(Fig. 6l). These results indicate that TGF-B/Smad signalling can directly
enhance the transcriptional activity of the Postn promoter, thereby
potentiating the expression of POSTN in HSCs in metastatic livers.

POSTN level correlates with fibrotic features and TGF-f
signalling in metastatic liver tissues of CRC patients

Next, we analyzed the correlation between POSTN expression,
fibrotic features, and TGF- signalling in the metastatic livers of
patients with CRC. Sirius Red staining revealed increased collagen
deposition in metastatic tumour tissues compared to adjacent
tissues, indicating that a fibrotic microenvironment is also formed in
the clinical metastatic liver samples (Fig. 7a). Moreover, immuno-
histochemical assays demonstrated that high levels of POSTN were
deposited in the stromal areas of metastatic liver samples, in which
a-SMA expression could also be detected, while the staining signals
in adjacent tissues were negative (Fig. 7b). A large proportion of
stromal cells with phosphorylated Smad3 was greatly increased in
the fibrotic metastatic livers of patients with CRC (Fig. 7b). We also
found that there was a positive correlation between POSTN levels
and fibrotic markers, including TGFB1, ACTA2, COL1AT and COL3A1
in CRC patients with liver metastases by analyzing microarray data
from the R2 database (Fig. 7c). These results suggest that POSTN
levels correlate with fibrotic features and TGF-B signalling in
metastatic liver tissues of patients with CRC.

DISCUSSION

Metastatic outgrowth in the liver is a major cause of mortality in
patients with CRC. The hepatic microenvironment can provide
cues to drive cell adhesion, survival, and the outgrowth of
metastatic CRC cells in the liver. Metastatic tumour cells interact
with their neighbouring stromal cells to establish a supportive
microenvironment in the metastatic liver [27]. Many studies have
determined that activated HSCs are the main source of ECM, and
the number of activated HSCs is significantly increased in the
metastatic livers of CRC [28, 29]. Activated HSCs can create a
tumour-supportive microenvironment that facilitates tumour
metastasis [30, 31]. Previous studies have demonstrated that
POSTN can induce a fibrotic microenvironment to support the
growth of primary and metastatic pancreatic cancer [32, 33]. We
also found that activated HSC-derived POSTN promoted the
formation of a fibrotic microenvironment in the livers of mice
with acute or chronic liver inflammation and in the liver tumours
of mice treated with DEN [11, 22]. Here, we found that POSTN is
mainly derived from activated HSCs and is largely distributed in
the fibrotic microenvironment of metastatic liver. Knockout of
Postn alleviates the formation of a fibrotic microenvironment and
inhibits liver metastasis of colorectal tumour cells in mice,
whereas overexpression of POSTN in the liver promotes fibrotic
metastatic microenvironment formation and augments meta-
static outgrowth of CRC cells in the liver. These data suggest that
activated HSCs secrete POSTN to form a fibrotic microenviron-
ment that supports the metastatic outgrowth of colorectal
tumour cells in the liver.
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As a matricellular protein, POSTN plays a critical role in mediating
crosstalk between tumour cells and stromal cells in tumour
microenvironments  during  tumourigenesis and  metastasis
[14, 17-19, 22]. In lung metastasis of breast cancer, breast cancer
stem cell (CSC)-derived TGF-f can induce POSTN expression in
cancer-associated fibroblasts (CAFs), whereas CAF-derived POSTN
can augment Wnt signalling to promote CSC self-renewal and
metastatic colonization in the lungs [14]. In B-cell acute lympho-
blastic leukaemia (B-ALL), bone marrow-derived mesenchymal
stromal cells (BM-MSCs) express high levels of POSTN and promote
leukaemia cells secretion of CCL2 via integrin/ILK/NF-kB signalling,
whereas leukaemia cell-derived CCL2 increases POSTN expression in
BM-MSCs through the CCR2/STAT3 pathway [17]. In colorectal
tumours, we found that Postn knockout inhibits tumourigenesis in
AOM/DSS-treated mice and APC™™* mice. Colorectal tumour cell-
derived IL-6 can induce the expression of POSTN in fibroblasts and
fibroblast-derived POSTN stimulates the expression of IL-6 in tumour
cells, indicating that fibroblast-derived POSTN cooperates with
tumour cell-derived IL-6 to promote the development of colorectal
tumours [18]. Recently, we further demonstrated that CAF-derived
POSTN increases PD-1" TAM infiltration and immune evasion of
tumour cells, and the combined blockage of POSTN and PD-1
significantly inhibits tumour progression in mouse CRC [19].
Previously, we found that ectopic overexpression of POSTN in colon
cancer cells promotes the metastatic growth of colon cancer cells in
the livers of mice [20]. It is well known that CRC cells secrete multiple
growth factors, including TGF-B, to activate HSCs, and that TGF-3
promotes liver metastasis of CRC [5 34, 35]. However, the
mechanism by which POSTN regulates TGF-8 expression and how
TGF-f induces POSTN expression in tumourigenesis and metastasis
of CRC remain largely unknown. Here, we found that colorectal
tumour cells produce high levels of TGF-3 to promote the activation
of HSCs into a-SMA-positive myofibroblasts, which supports liver
metastasis of tumour cells by secreting large amounts of POSTN to
provide a supportive fibrotic microenvironment. We also found that
activated HSC-derived POSTN stimulates TGF-$ expression in color-
ectal tumour cells via the integrin/FAK/ERK/STAT3 pathway. These
data suggest that POSTN and TGF-3 play a critical role in mediating
the crosstalk between tumour cells and HSCs in the hepatic fibrotic
microenvironment during the liver metastasis of CRC cells.

In conclusion, metastatic colorectal tumour cells educate and
activate HSCs to produce excessive amounts of POSTN and other
ECM proteins to form a fibrotic metastatic microenvironment via the
TGF-B/Smad pathway. In turn, activated HSC-derived POSTN
increases the expression of TGF-§ in CRC cells by activating the
integrin/FAK/ERK/STATS3 signalling pathway. Thus, colorectal tumour
cell-derived TGF-B and activated HSC-derived POSTN cooperatively
promote the formation of a fibrotic metastatic microenvironment
and the metastatic outgrowth of colorectal tumour cells in the liver
through tumour-stroma crosstalk (Fig. 7d). The discovery of
POSTN-TGF-( feedforward loop between tumour cells and activated
HSCs might provide a potential target for destroying tumour-stroma
crosstalk to inhibit the formation of a hepatic fibrotic microenviron-
ment and decrease liver metastasis of colorectal tumour cells.
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