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Abstract

metastasis of breast cancer remains unknown.

mouse models.

anti-metastasis strategy for breast cancer therapy.

Background: Mounting evidence suggests that complement components promote tumor progression via modulating
immune suppression, angiogenesis, or tumor cell proliferation. However, the role of C3a-C3aR signaling in regulating lung

Methods: We performed various ex-vivo and in-vivo assays. Genetic and pharmacological C3aR blockade models were
applied to investigate the role of C3a-C3aR in metastasis of breast cancer.

Results: C3a-C3aR signaling in CAFs facilitates the metastasis of breast cancer. Mechanically, C3a-C3aR signaling augments
pro-metastatic cytokine secretion and extracellular matrix components expression of CAFs via the activation of PI3K-AKT
signaling. Genetic or pharmacological blockade of C3aR signaling effectively inhibited lung metastasis of breast cancer in

Conclusions: C3a-C3aR signaling in CAFs facilitates the metastasis of breast cancer. Targeting C3aR signaling is a potential
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Background

The complement system is an important part of innate im-
munity, which consists of a series of serine proteases
encoded by the same ancestral gene as the coagulation pro-
tein [1]. In recent years, the role of the complement system
has shifted from a blood- based antimicrobial infection to a
wide range of immune regulation and tissue homeostasis
regulation [2—4]. In addition to participating in innate im-
munity, many complement proteins facilitate cross-talk be-
tween the immune cells and tumor cells in the tumor
microenvironment (TME) [5-7]. Complement C3 is a cen-
tral component in complement activation [1, 8], activation of
C3 results in the generation of C3a, which is a prominent
tumor-promoting factor in TME [9, 10]. Numerous studies
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have shown that myeloid cells (including monocytes, macro-
phages, DCs) and T cells express C3aR [7, 11]. In addition,
activated astrocytes, endothelial cells, epithelial cells [12],
smooth muscle cells [2], renal tubular epithelial cells [13] are
also regulated by the C3a-C3aR axis. Previously, we and
others demonstrated that C3aR signaling promotes tumor
growth by promoting immune inhibition [6, 10, 14]. How-
ever, the role of C3a-C3aR signaling in breast cancer metas-
tasis remains to be explored. Published studies suggested
that C3a-C3aR signaling contributes to the formation of pul-
monary fibrosis [15] and renal fibrosis [16], characterized by
activation of fibroblasts, which reveal the potential of C3a-
C3aR axis in promoting metastasis via regulating fibroblasts
in TME.

A growing body of evidence suggests that tumor me-
tastasis is not only dependent on tumor cells themselves,
but is also regulated by the tumor microenvironment
(TME) [17]. Carcinoma associated fibroblasts (CAFs) are
the largest populations of tumor cells which accumulate
in TME [18, 19] (e.g. breast cancer [20], hepatocellular
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carcinoma [21]) and promote cancer metastasis through
multiple pathways [22, 23]. Manipulating the function of
CAFs is a promising strategy to treat cancer [24]. How-
ever, whether and how C3a-C3aR signaling is involved
in the regulation of CAFs remain largely unknown.

In the current study, we demonstrated that C3a pro-
motes tumor cell metastasis by modulating CAFs. C3a
binds to its cognate receptor C3aR to activate PI3K/
AKT signaling, which resulted in CAFs activation. More-
over, in human invasive breast cancers, C3 expression is
positively correlated with expression of CAFs activation
markers and functional effectors. Genetic or pharmaco-
logical blockade of C3aR signaling effectively inhibits
lung metastasis of breast cancer. Our data demonstrated
that targeting C3aR might be an effective strategy in
tumor metastasis control.

Material and methods

Cell lines and cell cultures

The mouse breast cancer cell lines 4 T1 and EO771 used in
this study were obtained from the American Tissue Culture
Collection (ATCC) and CH3 BioSystems respectively. Cells
were routinely cultured in the recommended high-glucose
DMEM medium (Hyclone) supplemented with 10% fetal
bovine serum (Hyclone), L-glutamine (2mM), penicillin
(100 mg/mL), and streptomycin (100 mg/L). Primary CAFs
were isolated from 4 T1 breast tumor tissues of BalB/c mice
or C3a receptor-deficient (C3aR™") mice by FACS. All cul-
tures were incubated at 37 °C in a humidified atmosphere of
5% CO,,

Mice

Six- to 8-week-old female Wild-type BalB/c mice were
purchased from the Chinese Academy of Medical Sci-
ences (Beijing, China). C3aR™’~ mice with a BalB/c back-
ground were kindly provided by Dr. Zhou Hong
(Department of Immunology, Nanjing Medical Univer-
sity). The mice were kept under specific pathogen-free
conditions at the Animal Center of Third Military Med-
ical University. Six- to 8-week-old female nude mice
were purchased from the Animal Institute of the Acad-
emy of Medical Science (Beijing, China). The MMTV-
PyMT mice were kindly provided by Dr. Liu Xiaolong
(Institute of Biochemistry and Cell Biology, Shanghai
Institutes for Biological Sciences, Chinese Academy of
Sciences). For sacrificing the mice, they were kept in a
chamber with isoflurane (concentration: 3—4%) for 2—3
min. After the induction of anesthesia, mice were imme-
diately sacrificed by cervical dislocation. The animal
studies have been conducted in accordance with the
guidelines of the Institutional Animal Care and Use
Committee (IACUC) of the Third Military Medical
University [10].
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The orthotopic transplanted tumorigenicity

The 4 T1 cells were routinely cultured with DMEM con-
taining 10% fetal bovine serum until they reached 70—
80% confluency. Thereafter, 6 to 8-week-old female
C3aR™’~ (Balb/c background) or Balb/c mice were ortho-
topically injected with 1x10° 4T1 cells in 100 pl
phosphate-buffered saline per mice in the third mam-
mary fat pad at day 0. Tumor sizes were monitored two
or three times per week from day 7,and tumor volume
was calculated as follows: V =(length x width?) x 0.5
[25]. The mice were anesthetized and sacrificed 28 days
after tumor inoculation. Primary tumors were dissected
from the body and weighed, and tumor weight and vol-
ume were analyzed. There were six to eight mice in each

group.

Lung metastasis assays

For the orthotopic model of spontaneous metastasis, 4
T1 cells were inoculated into the third mammary fat pad
of WT or C3aR™’~ mice on day 0, and tumor sizes were
monitored three times a week. The mice were anesthe-
tized and sacrificed on day 28 post tumor injection. In-
dian ink was injected into the lungs of sacrificed mice
with a syringe through the trachea until the lungs were
completely filled with ink. The lungs were then removed
immediately and immersed in Fekete’s solution for sev-
eral minutes to show the pulmonary nodules; white dots
on the black lungs were observed and counted for tumor
metastasis. The MMTV-PyMT mice were sacrificed at
16 weeks of age, and tumor nodules in the lungs were
counted after India ink injection as indicated above.

For the co-implantation assay, a total of 5x 10* 4 T1
cells alone or mixed with 2.5 x 10° sorted CAFs from ei-
ther WT or C3aR™'~ mice were co-injected into the third
mammary fat pad of 6 week old female Balb/c nude
mice. Tumor sizes were measured twice or three times a
week and tumor volumes were calculated 28 days later,
mice were anaesthetized and sacrificed. Filling the lungs
with ink so that metastatic nodules were visible, the
number of metastases was compared among three
groups, each of which used 5-7 mice.

C3aR antagonism treatment
A selective antagonist of C3aR (C3aRA, SB290157, Cay-
man) was used for C3aR blockade. 4 T1 tumor-bearing
mice were randomly assigned to control or experimental
groups on day 1 post tumor inoculation and were intra-
peritoneally injected with C3aRA (10 mg/kg body
weight) or PBS twice weekly, the mice were euthanized
and sacrificed 28 days after tumor injection and the lung
nodules were calculated and analyzed.

The MMTV-PyMT mice were treated with C3aRA(10
mg/Kg bodyweight) in 200 ul or PBS as early as 4-weeks of
age, and they were sacrificed at 16 weeks of age. Lung
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metastases were identified and compared between the
C3aRA treatment and control groups.

Western blot

Protein was extracted from the cells or tumor tissues
with RIPA buffer, dissolved with SDS—polyacrylamide
gels and transferred to PVDF membranes (Millipore,
0.45 um). The membranes were then blocked with 5%
BSA at 37°C for 1h and incubated with primary anti-
bodies at 4°C overnight. Primary antibodies against a-
SMA (clone: E184, Abcam,1:1000 diluted), p-AKT-
Ser473 (clone: D9E, CST, 1:1000 diluted), AKT (CST, 1:
1000), GAPDH (Beyotime, AF0006, 1:1000 diluted),
Vimentin (Beyotime, AF0318, 1:1000 diluted), and E-
Cadherin (Beyotime, AF0138,1:1000 diluted),a-Tubulin
Rabbit Polyclonal Antibody (Beyotime, AF0001, 1:1000
diluted), were used. After washing with 0.1% TBST sev-
eral times, the membranes were incubated with goat
anti-rabbit secondary antibodies (Beyotime, 1:5000) or
goat anti-mouse secondary antibodies (Beyotime, 1:5000)
for 1h at room temperature. The protein expression
levels were visualized by the enhanced chemo-
luminescence assay (ECL, Beyotime). Images were cap-
tured by using FluorChem HD2 system.

ELISA assay

For in vitro stimulation of fibroblasts assay, sorted fibro-
blasts were seeded in 24-well plates in DMEM contain-
ing 10% FBS and 100 units/ml penicillin/streptomycin
until 80% confluency. After washing with PBS, the cells
were cultured in fresh serum-free media or stimulated
with different doses of recombinant mouse C3a (rmC3a)
(R&D). Supernatants were collected 48 h later, and filter
sterilized using a 0.22 um filter. The TGFB1-ELISA kit
(Dakewe, 1,217,102) was used for TGF-B1 detection. All
experiments were performed according to the manufac-
turer’s instructions.

Quantitative PCR and RNA sequencing

The RNA extraction of C3aR** or C3aR™'~ CAFs were
performed as previously described in [25]. In brief, 500 ng
of RNA was reverse-transcribed using the PrimeScript™
RT Master Mix kit (Takakra). Real-time PCR was con-
ducted with SYBR Premix Ex Taq™ II (Takara) to quantify
the relative expression of mRNA. All primer sequences for
real-time qPCR are shown in (Additional file 1: Table S1).
Relative changes were quantified using the 2 - AACT
method [26].

For RNA sequencing, after RNA collection from four
WT tumors and four C3aR™~ tumor tissues, sequencing
libraries were generated using NEBNext® UltraTM RNA
Library Prep Kit for Illumina® (NEB, USA). The library
preparations were sequenced on an Illumina Hiseq plat-
form and was performed by Novogene (Beijing, China).
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The DESeq2 R package was used for differential expres-
sion analysis of two groups. The clusterProfiler R pack-
age was used to conduct Gene Ontology (GO)
enrichment analysis on differentially expressed genes to
correct gene length deviation. The significance of the
differential gene expression was as setting the p value
threshold at 0.05.

Analysis of the 2012 Cancer genome atlas (TCGA) data set
The mRNA profiles for tumor samples of 526 invasive
breast cancer patients were downloaded in February
2019 from the cBioPortal for cancer genomics (www.
cbioportal.com) [27-29]. Spearman’s correlation analyses
were conducted to determine the correlation between
C3 expression and expression of CAF markers and func-
tional cytokine transcript levels. P-values <0.05 were
considered statistically significant.

Transwell and wound-healing assays

Transwell assays were performed in 24-well inserts (Fal-
con 8.0-um pore size, Corning) for migration or invasion
assays. 4T1 or EO771 cells were serum starved over-
night. Then, 2 x 10* tumor cells were plated in transwell
inserts or matrigel-coated inserts as previously described
[30], followed by co-culturing with 1 x 10> CAFs isolated
from WT mice or C3aR™~ mice for 24 h. Cells in the
upper part of the transwells were removed with a cotton
swab, and the migrated cells were fixed in 4% parafor-
maldehyde and stained with 0.5% crystal violet. The
membrane was observed under the microscope and
photographed to calculate the total number of cells.
Each experiment was repeated at least three times
independently.

For the wound-healing assay, 2x 10°/wells of 4 T1
were seeded in six-well plates. A pipette tip was used to
draw a gap on the plates. The sorted WT CAFs or
C3aR™’~ CAFs were plated in the upper inserts. The mi-
gration of 4 T1 to the blank area was observed under the
microscope and imaged at a specific time point.

Flow cytometry assays and CAFs isolation

The mammary tumors were dissected from the mice at
the indicated time points. The tissues were cut into pieces
and digested with collagen IV (1 mg/ml, sigma) and Dis-
pase II (1 mg/ml, Sigma) and they were shaking for 1 h at
37°C. The tissue/media mixture was strained using a
70 um cell strainer for single cell suspension preparation.
The cells were added anti-mouse CD16/CD32 (Clone 93,
Biolegend) and incubated on ice for 10 min. Thereafter
they were labeled with anti-mouse PDGFRa (Clone APAS5,
Biolegend) and anti-mouse F4/80 antibodies (Clone BMS,
Biolegend) at a 1:100 dilution for 30 min on ice. Cells were
fixed and permeabilized using Fixation/permeabilization
concentrate (Ebioscience) and labeled with anti-Ki67
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(Clone SolA15, Ebioscience). The FACS data were ac-
quired using a Cantoll flowcytometer (BD) and analyzed
with FlowJo software. The living PDGFRa"F4/80" CAFs
were sorted using Aria II cell sorter (BD Bioscience).

Sorted CAFs were seeded in 24-well plates in DMEM
containing 10% FBS and 100 units/ml penicillin/strepto-
mycin. Subsequently, non-adherent cells were removed
by extensive washing with PBS and adherent cells were
treated as indicated for further analysis.

Immunofluorescence

For the cell immunofluorescence assay sorted CAFs were
seeded in a cell culture dish (NEST) and cultured over-
night. The CAFs were fixed in 4% paraformaldehyde for
20 min and incubated with solution (including 1% BSA
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and 0.3% Triton X-100 in PBS) for permeabilization and
blockade of unspecific binding at room temperature for
45 min. The primary antibody against mouse C3aR (14D4,
Hycult biotech, 1:50 diluted) and rabbit anti-mouse a
smooth muscle actin (E184, Abcam, 1:500 diluted) were
incubated at 4 °C overnight. For tumor tissues, frozen sec-
tions of mammary tissue from WT/C3aR™’~ mice were
fixed with ice-cold 4% paraformaldehyde for 15min at
room temperature. After washing with PBS, the sections
were blocked with 5% bovine serum albumin-containing
PBS for 1h at room temperature, followed by primary
antibody incubation overnight at 4 °C. The following anti-
bodies were used for tissue immunofluorescence staining:
E-Cadherin mouse monoclonal antibodies (AF0138, Beyo-
time, 1:50 diluted) and Vimentin Mouse Monoclonal
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Fig. 1 Lung metastasis were reduced in C3aR deficiency breast tumor-bearing mice. a-f 4 T1 cells were orthotopically injected into WT (n=7) or
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(See figure on previous page.)
Fig. 2 The reduced lung metastasis of breast cancer in C3aR—/— mice is associated with the altered function of CAFs. a-b 4 T1 cells were orthotopically

injected into WT or C3aR™" mice. Mice were sacrificed 16 days post tumor inoculation and the tumors were harvested. RNA-sequencing was conducted. a
Gene ontology enrichment analysis of WT and C3aR™ 4 T1 tumors. Enrichment scatter plot in which the abscissa is the GeneRatio (the ratio of the number of
differential genes on the GO pathway to the total number of differential genes). b Heat map of mRNA expression for differential extracellular matrix related
genes. ¢ gPCR analysis of mMRNA levels of CAF markers (ACTA-2, PDGFRa) and functional cytokines (TGS, HGF, CXCL12, and VEGF-A) of CAFs, isolated from WT or

C3aR™" tumors (*P < 005*P < 001)
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as the mean + SEM. (*p < 0.05,**p < 0.01,**p < 0.001)

Fig. 4 C3aR signaling promotes the pro-meatastatic function of CAF. a CAFs were sorted by Flow cytometry as PDGFRa*F4/80™ cells of 4 T1 tumor
tissues from WT or C3aR™~ mice. Immunofluorescence analysis of C3aR expression in WT and C3aR™~ CAF. b The migratory properties of 4 T1 cells
cultured with WT and C3aR ™~ CAFs detected in scratch assays (*P < 0.05). c-d The migration and invasive capability of 4 T1/EO771 tumor cells co-
cultured with WT CAFs and C3aR™~ CAFs (*P < 0.05). CAF obtained from 4 T1 tumor-bearing WT mice were stimulated with rmC3a(0.5ug/ml) for 24 h,
the expression of a-SMA was analyzed by immunofluorescence (e) and western blotting assay (f). The software ImageJ was used to qualify the signal
intensities of the western blot, and the ratio of a-SMA/B-actin is presented. g Quantitative PCR analysis of mRNA level of CAF markers (PDGFRA, FAP,
ACTA2) and functional cytokines (TGF-B1, HGF, VEGFA) in treated or untreated CAFs was performed. h-i 4 T1 cells were co-injected with CAFs derived
from WT or C3aR™~ mice in the mammary fat pad. The number of 4 T1 lung metastasis tumor burden was calculated after 28 days. Data are expressed

Antibodies (AF0318, Beyotime, 1:100 diluted). Alexa Fluor
488-labeled goat anti-rabbit IgG (1:200 dilution, Abcam),
Alexa Fluor 488-labeled goat anti-Armenian hamster anti-
body (1:200 dilution, Abcam),or Alexa Fluor647-labeled
goat anti-rabbit IgG (1:200 dilution, Abcam) were used as
secondary antibodies. After counterstaining with DAPI
(Beyotime), sections were imaged under an Olympus
Fluorescence Microscope.

Data availability
RNA-sequencing data has been deposited to NCBI
(PRJINA600392).

Statistical analysis

Data were expressed as the means + SEM after more
than three repeated independent experiments and were
analyzed using the GraphPad 7.0 software. Either two-
tailed unpaired Students T-tests or other statistical
methods indicated were used to evaluate the differences.
P-values < 0.05 were considered statistically significant.

Results

C3aR deficiency reduced metastasis of breast cancer to
the lungs

Previously, we and others demonstrate that C3aR signal-
ing promote tumor growth by promoting immune inhib-
ition [6, 10]. However, its role in metastatic spread of
breast cancer has not been explored. To investigated
whether C3aR signaling contributed to metastasis, we
orthotopicaly injected 4 T1 cells (a mouse breast cancer
cell line), which closely mimics stage IV of human breast
cancer, into mammary fat pad of Balb/c C3aR™* mice
and C3aR™'~ mice, respectively. Our result suggest that
C3aR deficiency resulted in a decreased lung metastatic
burden (Fig. la and b), while it did not significantly
affect the growth of primary breast tumors (Additional
file 1: Figure Sla-d). Epithelial mesenchymal transitio-
n(EMT)induction is one of the most important mecha-
nisms for cancer metastasis [22], the downregulation of
epithelial marker E-cadherin and the upregulation of
mesenchymal marker vimentin are typical characteristics
of EMT. To this end, we detected the EMT markers in
tumor tissues and found that the mesenchymal marker
vimentin was down-regulated, and the epithelial marker

E-cadherin was up-regulated when the 4 T1 cell was in-
oculated in C3aR™~ mice (Fig. 1c-f). The results suggest
that C3aR signaling promote metastasis of breast cancer
via inducing EMT of tumor cells.

Involvement of CAFs in C3aR mediated breast cancer

lung metastasis

To further illustrate the underling mechanism of C3a-
C3aR mediated breast cancer metastasis, we applied
RNA sequencing to profile the gene expression of 4 T1
tumors from WT mice or C3aR™~’~ mice. RNA sequen-
cing data revealed that tumor tissue from C3aR™'~ mice
displayed significant differences in gene expression pro-
files compared with that of WT tumors. Among them,
we found that genes associated with extracellular
matrix components were significantly downregulated in
tumors isolated from C3aR™’~ mice than those from
WT mice (Fig. 2a and b). To our knowledge, CAFs is
the main source of extracellular matrix components in
TME [31]. Hence, we clarified whether C3aR signaling
altered the quantity and quality of CAFs within the
TME. We firstly compared the percentage of CAFs
(PDGFRa"F4/80™ cells) in tumors isolated from WT
and C3aR ™'~ mice. We found comparable CAFs infiltra-
tion between the two groups (Additional file 1: Figure
S2a&b). We next determined the mRNA expression of
genes, associated with activation and functionality of
CAFs, isolated from the 4T1 tumors from C3aR™’~
mice or WT mice (Additional file 1: Figure S2c). Our
data indicates that C3aR™~ CAFs expressed a dimin-
ished level of conventional fibroblast markers, including
a-SMA, PDGFRa, FAP when compared with WT CAFs.
Accordingly, C3aR™’~ CAFs also expressed reduced
functional cytokines including TGF-5, CXCL12, HGF
(Fig. 2c). These results suggest that C3aR signaling
promotes lung metastasis of breast cancer possibly by
altering the function of CAF, rather than changing its
numbers.

C3 expression is correlated with CAF activation and
function makers in human breast cancer

Upon analysis of the clinical data from human inva-
sive breast cancer mRNA profiles for tumor samples
of 526 invasive breast cancer patients, we found that
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Fig. 5 (3aR signaling shifts CAF function via PI3K activation. a Dynamic up-regulation of phosphorylated AKT (Ser473) in CAFs stimulated with rmC3a at different
time points. b Dynamic phosphorylated AKT (Ser473) expression of C3aR™ " CAFs treated with rmC3a at different time points. ¢ rmC3a-induced phosphorylated
AKT (Ser473) expression of WT CAFs after pretreatment of C3aR antagonist (SB290157), PI3K inhibitor (LY294002), or C3aR antibodies (14D4). d a-SMA expression
of C3a-induced CAFs blocked with C3aR antagonist, PI3K inhibitor, or C3aR antibodies. (*p < 0.05) (€) Transwell assay demonstrated that rmC3a treated CAF
facilitate migration capacity of 4 T1 cells, and can be inhibited by C3aR antagonist and PI3K inhibitor. (**p < 001,%*p < 0.001,%**p < 00001) fTGF-B1 secretion of
CAF stimulated by rmC3a after blockade with C3aR antagonist or PI3K inhibitor (LY294002), compared with medium only. (*p < 0.05)

C3 expression was positively correlated with CAFs
markers (Fig. 3.)a-c and its effector cytokines(Fig. 3.d-
f) in human breast cancer tissues [32]. Additionally,
the ECM components (Fig. 3.g-1) mostly synthesized
by CAF were also associated with local C3 expression.
To sum up, we concluded that production of C3
complement may contribute to enhancing the func-
tion of CAF and promoting the formation of invasive
breast cancer.

C3aR signaling is involved in CAFs activation

To illustrate the role of C3aR signaling in modulating CAFs
function, we firstly asked whether CAFs express C3aR. To
this end, we stained C3aR in sorted PDGFRa" F4/80™ cells
by immunofluorescence. We found that CAFs cells
expressed C3aR, a G-protein coupled receptor, both on the
membrane and intracellularly (Fig. 4a). To our knowledge,
internalization of C3aR usually suggests that the C3aR recep-
tor is functional as it was reported before [33].

The elevated expression of soluble factors in CAFs has
been suggested to act as a possible regulator of adjacent can-
cer cell migration. To test this, we co-cultured 4 T1 cells or
EO771 cells with CAFs isolated from C3aR** or C3aR™~
tumor-bearing mice, respectively. Scratch assay and transwell
migration/invasion assays confirmed that the co-culturing of
C3aR™~ CAFs with 4 T1 cells rarely stimulated breast cancer
epithelial cell migration and invasion, while co-culturing of
C3aR""* CAFs significantly promoted EO771 cells migration
and invasion (Fig. 4b-d). Moreover, recombinant mouse C3a
did not only induce CAFs phenotype markers characterized
by alpha smooth muscle actin (a-SMA) expression (Fig. 4e),
but it also stimulated the expression and secretion of TGEp,
a crucial pro-metastasis cytokine effector of CAFs. Further-
more, the expression of genes associated with phenotype
markers and functional cytokines of CAFs were upregulated
under C3a stimulation (Fig. 4g). For the analysis of whether
C3aR signaling on CAFs altered the ability of promoting me-
tastasis in-vivo, we injected 4 T1 cells alone, with WT CAFs
or with C3aR™~ CAFs orthotopically into the mammary fat
pad of immunodeficient nude mice. Co-inoculation of 4 T1
cells with WT CAFs accelerated lung metastasis, compared
with 4 T1 alone, while C3aR signaling deficiency in CAFs ab-
rogated its metastasis-promoting effect (Fig. 4h and i). These
results indicated that C3a acts directly on CAFs in a C3aR
dependent manner.

PI3K-AKT signaling is involved in C3aR signaling-driven
CAFs activation

We found that CAFs were stimulated with rmC3a pro-
tein and showed an increased phosphorylation of AKT
at Serd73 as early as 5 min, reaching a peak at 15 min
(Fig. 5a). However, rmC3a stimulation could not acti-
vate PI3K signaling in C3aR™~’~ CAFs (Fig. 5b). Pre-
treatment with PI3K inhibitor (LY294002) inhibited
increased expression of a-SMA and TGFp secretion in-
duced by C3a. To further determine whether C3a-
mediated AKT phosphorylation is C3aR-dependent, we
used C3aR antibody (14D4) or a C3aR antagonist
(SB290157) to block C3aR signaling. Our data suggest
that both C3aR antagonist and C3aR antibody pretreat-
ment could inhibit C3a-mediated AKT phosphoryl-
ation (Fig. 5c). Similarly, C3a-induced a-SMA and
TGEFP1 were greatly suppressed after C3aR blockade or
PI3K inhibition (Fig. 5d and f). C3a stimulated CAF fa-
cilitated migration capacity of 4 T1 cells, and can be
inhibited by C3aR antagonist and PI3K inhibitor.
These data suggest C3a plays a crucial role in regulat-
ing CAF activation and effector cytokine production
via activating PI3K/AKT signaling pathway.

Pharmacological inhibition of C3aR signaling inhibits
breast cancer metastasis

To address the possible utility of targeting C3aR as a
translational anti-metastasis strategy, we employed a
C3aR antagonist (SB290157), used in studies of reactive
airway [34] and leptomeningeal metastasis [12], to treat
a 4T1 orthotopic mouse model (Fig. 6a). Our data sug-
gest that lung metastasis was markedly reduced by treat-
ment with C3aR antagonist (Fig. 6b-d), whereas the
difference in the tumor weight was not significantly
changed (Additional file 1: Figure S3a). In addition,
C3aR inhibition also protected against the development
of lung metastasis in the PyMT-MMTV mouse spontan-
eous breast cancer model (Fig. 6e and f). Additionally,
we explored TCGA data and analyzed the correlation
between C3aR1*PDGFA" expression and the survival of
triple negative breast cancer patients, we found that pa-
tients with a high level of C3aR1"PDGFA" expression
had a poorer survival rate (Fig. 6g). These results po-
tentiate C3aR signaling blockade as an effective anti-
metastasis strategy in breast cancer management.
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were considered significant

Fig. 6 Targeting C3aR Inhibits Lung Metastasis of Breast Cancer. a 4 T1 cells were inoculated into the third mammary fat pad of mice on day 0.
C3aRA or PBS were injected i.p.10 mg/kg bodyweight from day 1, twice a week. b 28 days after tumor inoculation, lung metastasis burden in the
(C3aRA treated (n=7) or PBS injected (n = 6) tumor-bearing mice. c-d Vimentin and E-Cadherin expression were detected by immunofluorescence
assay. Data shown as three repeated experiments. e 4-5-week-old female MMTV-PyMT mice were intraperitoneally injected with (10 mg/Kg body
weight) C3aR antagonist twice a week. f The experimental mice were euthanized at 16 weeks of age, the lungs were inflated with India ink, and
the white nodules visible in the lungs represented the metastases burden. (*P < 0.05). g Kaplan-Meier curve for survival of human triple negative
breast cancer patients from the TCGA-BRAC data sets. Data were obtained from the PROGgeneV2 web application and C3aR1 and PDGFA gene
co-expression was divided into high and low at the median expression. n represents the number of patients at day 0. P-values less than 0.05

Discussion

Breast cancer related deaths are primarily attributed to
metastasis [35]. It is well known that CAFs form the
major population of tumor stromal cells and serve as a
main source of tumor extracellular matrix components
[31, 36]. Crosstalk between cancer cells and CAFs is in-
volved in the metastasis of breast cancer [37], yet the
master regulators and their underlying mechanisms re-
main largely unknown. In this study, we demonstrated
that C3a-C3aR signaling facilitates the metastasis of
breast cancer via modulating CAFs function. Activation
of PI3K/AKT signaling was involved in C3a-C3aR signal-
ing which drive CAF activation. Moreover, previous
studies demonstrated that PI3K-AKT signaling is in-
volved in CAFs’ function [10, 30], and we and others
have revealed that C3aR signaling could promote PI3K-
AKT activation [9]. Genetic or pharmacological blockade
of C3aR signaling effectively inhibited lung metastasis in
breast cancer mouse models. Our findings suggest C3aR
signaling might be a promising anti-metastatic strategy
in breast cancer therapy.

Previously, complement activation has been identified
as an important element in infection [1, 38]. However,
new insights regarding the mechanism of complement
activation have revealed an additional complex level in-
volved in biology and its impact on diseases. A series of
complement components accumulated in TME deter-
mined tumor development by binding to their corre-
sponding receptors. Our findings were in line with
those from previous studies which demonstrated that
C3a-C3aR signaling promotes tumor growth via the al-
teration of TME [6, 7, 9, 33, 39]. It was reported that
B16 tumor growth in C3aR deficient mice was sup-
pressed by relieving the neutrophil and CD4" T cell re-
sponses [14]. Additionally, C3aR blockade delayed
tumor growth of orthotopic inoculated CMT and LLC
in an immunocompetent model of lung cancer [7]. Fi-
nally, intracellular activation of complement C3 con-
tributed to tumor growth via the modulation of tumor
associated macrophages [10, 40] . A recent study dem-
onstrated that tumor-cell-derived C3 activates the C3a
receptor of the choroid plexus epithelium to disrupt
the blood-CSF barrier, which promotes leptomeningeal
metastasis [12]. However, whether and how C3a-C3aR

signaling promotes the metastasis of breast cancer re-
mains unknown.

In this study, we demonstrated that C3a-C3aR signal-
ing promotes breast cancer metastasis via the modula-
tion of CAFs. CAFs are the largest population of stromal
cells within breast cancers and accumulating evidence
suggest that CAFs play a critical role in cancer metasta-
sis by releasing cytokines, chemokines, and extracellular
matrix [41]. Our findings suggest that C3a-C3aR signal-
ing promotes the activation of CAFs as characterized by
enhanced expression of activation markers, such as
alpha-SMA. Consistent with our results, previous studies
have revealed a key role of C3a-C3aR signaling in the
promotion of fibrosis, a process orchestrated by acti-
vated fibroblast.

Accumulating evidence suggest that EMT induction is
one of the most important mechanisms for cancer me-
tastasis [22, 42], and the down-regulation of epithelial
marker E-cadherin and the upregulation of mesenchy-
mal marker vimentin are typical characteristics of EMT
[43]. Our data suggest that C3aR signaling activated
CAFs augmenting metastasis by promoting EMT of
tumor cells. EMT is one of the major mechanisms in
tumor metastasis, and TGFp has been approved as a
critical promoter for transforming epithelial cells into
mesenchymal cells [24]. We assumed that C3aR signal-
ing activated CAFs facilitated EMT of tumor cells via
TGEP, which was induced by recombinant mouse C3a
in-vitro. Decreased secretion of pro-metastasis factors
(such as TGF-f, platelet-derived growth factor [PDGF],
hepatocyte growth factor [HGF]) involved in CAFs activ-
ity were observed in the C3aR deficiency CAFs in the 4
T1-bearing model. Moreover, increasing TGF-f and
CAF markers were found in C3a-treated CAFs in vitro.
Importantly, the effects of C3aR signaling on metastasis,
independent from mechanisms operating in primary tu-
mors, did not delay the growth of the primary tumor.
This finding, which is in contrast with our previously re-
ported findings, can be attributed to the difference in
tumor type, as was previously reported for C5aR signal-
ing in cancer [44].

Mechanically, we identified that PI3BK/AKT signaling
plays an essential role in C3a/C3aR signaling mediated
the activation of CAFs. Our data suggest that
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recombinant C3a induced the phosphorylation of AKT
and C3aR antibodies. Moreover, increasing TGF-B and
CAF markers were found in C3a-treated CAFs in vitro.
Additionally, C3a-stimulated elevation of TGFf and mi-
gration capacity of 4 T1 cells can be blocked by C3aR
antibodies and C3aR antagonists assist with the suppres-
sion of AKT-phosphorylation. Consistent with our data,
previous reports showed that alterations in the PI3K/
AKT pathway are involved in the activation of tumor
stromal cells [45].

Conclusion

In summary, our study showed that C3aR signaling plays
a unique role in promoting lung metastasis of breast
cancer by modulating CAFs. C3aR deficiency inhibits
pro-metastatic cytokines production by CAFs in a 4T1
tumor model. Moreover, increased expression of TGF-
and CAF markers were found in C3a-treated CAFs
in vitro. Mechanically, we identified that PI3K/AKT sig-
naling plays an essential role in C3a-C3aR signaling me-
diated by CAFs activation. Our data demonstrated that
targeting C3aR might be an effective strategy in tumor
metastasis control in breast cancer.

Additional file

Additional file 1: Table S1. Listing of primers used in this study.
Figure S1. Breast cancer development in C3aR deficient mice. a 4 T1
cells were orthotopically injected into WT or C3aR™~ mice. Tumor
volumes of WT and C3aR™~ mice were monitored at various time points
after tumor inoculation. b On day 28 post tumor challenge, the tumor
size and weight of these mice were investigated. ¢ Tumors were
harvested on day 15 after 4T1 cell inoculation and single cell suspension
was prepared for flow cytometry staining. The gating strategy for living
cells is shown. d Percentage of Ki67* cells in CD45~ tumor cells in WT
(n=8) and C3aR™/~ (n=7) mice detected by FACs. Figure S2. The
proliferation of CAF cells in C3aR™~ mice was comparable with that of
WT mice. a Tumors were harvested on day 15 after 4T1 cell inoculation
and single cell suspension was prepared for flow cytometry staining. CAF
was defined as PDGFRa*F4/80™. b Percentage of PDGFRa*F4/80 in total
living cells from C3aR™~ and WT tumor-bearing mice. ¢ Tumors were har-
vested on day 15 after 4T1 cell inoculation and CAFs were sorted from
FACS. The purity of sorted CAF was shown. Figure S3. C3aRA treatment
has no effect on the breast cancer growth in 4 T1-bearing mice. a Tumor
growth of 4 T1-bearing mice in C3aRA treated or PBS treated group. b
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Tumor weight of the two group of mice.

Abbreviations

C3a: Complement 3a; C3aRA: Compelment 3 receptor antagonist;

CAF: Carcinoma associated fibroblast; EMT: Epithelial-Mesenchymal Transition;
HGF: Hepatocyte growth factor; TGF: Transforming growth factor;

TME: Tumor microenviroment

Acknowledgements

We thank Zhou Hong (Department of Immunology, Nanjing Medical University)
for kindly providing C3aR knockout mice; Liu Xiaolong (Institute of Biochemistry
and Cell Biology, Shanghai Institutes for Biological Sciences, Chinese Academy
of Sciences) for kindly providing MMTV-PyMT mice.

Authors’ contribution
CS, BG and BZ contributed the conception and design. CS, HL and XW
contributed to the development of methodology. CS and HZ discussed the

Page 13 of 14

results and analyzed the data and wrote the manuscript conceived and
designed the experiments. CS and FY contributed to the animal experiments.
CS and JG contributed to statistical analysis. CH and LZ contributed to the FACs
sorting. CS and HZ revised the manuscript. All of the authors were involved in
the discussions.

Funding

This work was supported by the National Nature Science Foundation of
China (No. 81472648 and No. 81620108023 to Bo Zhu, No. 31570866 to Bo
Guo, No.31900627 to Haoran Zha).

Availability of data and materials
The datasets used and/or analyzed during the current study are available
from the corresponding author on reasonable request.

Ethics approval and consent to participate

The animal studies have been conducted in accordance with the guidelines
of the Institutional Animal Care and Use Committee (IACUC) of the Third
Military Medical University [10].

Consent for publication
Not applicable.

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

Author details

'Institute of Cancer, Xingiao Hospital, Third Military Medical University,
Chongging 400037, People’s Republic of China. *Chongging Key Laboratory
of Immunotherapy, Chongqing 400037, People’s Republic of China.
3Depar‘[mem of Oncology, The General Hospital of the PLA Rocket Force,
Beijing 100088, People’s Republic of China. “Maternal & Child Health
Research Institute, Baoan Women's and Children’s Hospital, Jinan University,
Shenzhen 518101, People’s Republic of China.

Received: 16 September 2019 Accepted: 22 December 2019
Published online: 13 January 2020

References
1. Walport MJ. Complement. First of two parts. N Engl J Med. 2001;344(14):
1058-66.

2. RenW, LiuY, Wang X, Piao C, Ma Y, Qiu S, Jia L, Chen B, Wang VY, Jiang W,
et al. The complement C3a-C3aR Axis promotes development of thoracic
aortic dissection via regulation of MMP2 expression. J Immunol. 2018;200(5):
1829-38.

3. Hajishengallis G, Reis ES, Mastellos DC, Ricklin D, Lambris JD. Novel
mechanisms and functions of complement. Nat Immunol. 2017;18(12):
1288-98.

4. Cho MS, Rupaimoole R, Choi HJ, Noh K, Chen J, Hu Q, Sood AK, Afshar-
Kharghan V. Complement Component 3 Is Regulated by TWISTT and
Mediates Epithelial-Mesenchymal Transition. J Immunol (Baltimore, Md :
1950). 2016;196(3):1412-8.

5. Bulla R, Tripodo C, Rami D, Ling GS, Agostinis C, Guarnotta C, Zorzet S,
Durigutto P, Botto M, Tedesco F. C1q acts in the tumour microenvironment
as a cancer-promoting factor independently of complement activation. Nat
Commun. 2016;7:10346.

6. Wang Y, Sun SN, Liu Q, Yu YY, Guo J, Wang K, Xing BC, Zheng QF, Campa
MJ, Patz EF Jr, et al. Autocrine complement inhibits IL10-dependent T-cell-
mediated antitumor immunity to promote tumor progression. Cancer
Discov. 2016;6(9):1022-35.

7. Kwak JW, Laskowski J, Li HY, McSharry MV, Sippel TR, Bullock BL, Johnson
AM, Poczobutt JM, Neuwelt AJ, Malkoski SP, et al. Complement activation
via a C3a receptor pathway alters CD4(+) T lymphocytes and mediates lung
Cancer progression. Cancer Res. 2018,;78(1):143-56.

8. Afshar-Kharghan V. The role of the complement system in cancer. J Clin
Invest. 2017;127(3):780-9.

9. Cho MS, Vasquez HG, Rupaimoole R, Pradeep S, Wu S, Zand B, Han HD,
Rodriguez-Aguayo C, Bottsford-Miller J, Huang J, et al. Autocrine effects of
tumor-derived complement. Cell Rep. 2014;6(6):1085-95.

10.  Zha H, Wang X, Zhu Y, Chen D, Han X, Yang F, Gao J, Hu C, Shu C, Feng Y,
et al. Intracellular activation of complement C3 leads to PD-L1 antibody



Shu et al. Journal of Experimental & Clinical Cancer Research

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

32.

treatment resistance by modulating tumor-associated macrophages. Cancer
Immunol Res. 2019;7(2):193-207.

Strainic MG, Shevach EM, An F, Lin F, Medof ME. Absence of signaling
into CD4(+) cells via C3aR and C5aR enables autoinductive TGF-betal
signaling and induction of Foxp3(+) regulatory T cells. Nat Immunol.
2013;14(2):162-71.

Boire A, Zou Y, Shieh J, Macalinao DG, Pentsova E, Massague J. Complement
Component 3 Adapts the Cerebrospinal Fluid for Leptomeningeal
Metastasis. Cell. 2017;168(6):1101-1113.e1113.

Ye J, Qian Z, Xue M, Liu' Y, Zhu S, Li Y, Liu X, Cai D, Rui J, Zhang L.
Avristolochic acid | aggravates renal injury by activating the C3a/C3aR
complement system. Toxicol Lett. 2019;312:118-24.

Nabizadeh JA, Manthey HD, Steyn FJ, Chen W, Widiapradja A, Md Akhir FN,
Boyle GM, Taylor SM, Woodruff TM, Rolfe BE. The complement C3a receptor
contributes to melanoma tumorigenesis by inhibiting neutrophil and CD4+
T cell responses. J Immunol. 2016;196(11):4783-92.

Gu H, Fisher AJ, Mickler EA, Duerson F 3rd, Cummings OW, Peters-Golden
M, Twigg HL 3rd, Woodruff TM, Wilkes DS, Vittal R. Contribution of the
anaphylatoxin receptors, C3aR and C5aR, to the pathogenesis of pulmonary
fibrosis. FASEB J : official publication of the Federation of American Societies
for Experimental Biology. 2016;30(6):2336-50.

Liu'Y, Wang K, Liang X, Li Y, Zhang Y, Zhang C, Wei H, Luo R, Ge S, Xu G.
Complement C3 produced by macrophages promotes renal fibrosis via IL-
17A secretion. Front Immunol. 2018;9:2385.

Zhang Y, Yang P, Wang XF. Microenvironmental regulation of cancer
metastasis by miRNAs. Trends Cell Biol. 2014;24(3):153-60.

Quail DF, Joyce JA. Microenvironmental regulation of tumor progression
and metastasis. Nat Med. 2013;19:1423-37.

Bussard KM, Mutkus L, Stumpf K, Gomez-Manzano C, Marini FC. Tumor-
associated stromal cells as key contributors to the tumor microenvironment.
Breast Cancer Res : BCR. 2016;18(1):84.

Dumont N, Liu B, DeFilippis RA, Chang H, Rabban JT, Karnezis AN, Tjoe JA,
Marx J, Parvin B, Tlsty TD. Breast fibroblasts modulate early dissemination,
tumorigenesis, and metastasis through alteration of extracellular matrix
characteristics. Neoplasia. 2013;15(3):249-IN247.

Zhou Y, Ren H, Dai B, Li J, Shang L, Huang J, Shi X. Hepatocellular
carcinoma-derived exosomal miRNA-21 contributes to tumor progression
by converting hepatocyte stellate cells to cancer-associated fibroblasts. J
Exp Clin Cancer Res. 2018;37(1):324.

Yan L, Xu F, Dai CL. Relationship between epithelial-to-mesenchymal
transition and the inflammatory microenvironment of hepatocellular
carcinoma. J Exp Clin Cancer Res. 2018;37(1):203.

Djurec M, Grana O, Lee A, Troule K, Espinet E, Cabras L, Navas C, Blasco MT,
Martin-Diaz L, Burdiel M, et al. Saa3 is a key mediator of the protumorigenic
properties of cancer-associated fibroblasts in pancreatic tumors. Proc Natl
Acad Sci U S A. 2018;115(6):E1147-56.

Houthuijzen JM, Jonkers J. Cancer-associated fibroblasts as key regulators of
the breast cancer tumor microenvironment. Cancer Metastasis Rev. 2018
37(4):577-97.

Zhu Y, Zhang L, Zha H, Yang F, Hu C, Chen L, Guo B, Zhu B. Stroma-derived
fibrinogen-like protein 2 activates Cancer-associated fibroblasts to promote
tumor growth in lung Cancer. Int J Biol Sci. 2017;13(6):804-14.

Livak KJ, Schmittgen TD. Analysis of relative gene expression data using
real-time quantitative PCR and the 2(—Delta Delta C(T)) method. Methods.
2001;25(4):402-8.

Cerami E, Gao J, Dogrusoz U, Gross BE, Sumer SO, Aksoy BA, Jacobsen A,
Byrne CJ, Heuer ML, Larsson E, et al. The cBio cancer genomics portal: an
open platform for exploring multidimensional cancer genomics data.
Cancer Discov. 2012;2(5):401-4.

Cancer Genome Atlas N: Comprehensive molecular portraits of human
breast tumours. Nature. 2012;490(7418):61-70.

Gao J, Aksoy BA, Dogrusoz U, Dresdner G, Gross B, Sumer SO, 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(269):pl1.

Chen'Y, Zeng C, Zhan Y, Wang H, Jiang X, Li W. Aberrant low expression of
p85alpha in stromal fibroblasts promotes breast cancer cell metastasis through
exosome-mediated paracrine Wnt10b. Oncogene. 2017;36(33):4692-705.
Kalluri R. The biology and function of fibroblasts in cancer. Nat Rev Cancer.
2016;16(9):582-98.

Turley SJ, Cremasco V, Astarita JL. Immunological hallmarks of stromal cells
in the tumour microenvironment. Nat Rev Immunol. 2015;15:669-82.

(2020) 39:11

33.

34.

36.

37.

38.
39.

40.

42.
43.

44,

45.

Page 14 of 14

Markiewski MM, DeAngelis RA, Benencia F, Ricklin-Lichtsteiner SK, Koutoulaki
A, Gerard C, Coukos G, Lambris JD. Modulation of the antitumor immune
response by complement. Nat Immunol. 2008,9(11):1225-35.

Mizutani N, Nabe T, Yoshino S. Complement C3a regulates late
asthmatic response and airway hyperresponsiveness in mice. J Immunol.
2009;183(6):4039-46.

Weigelt B, Peterse JL, van 't Veer LJ: Breast cancer metastasis: markers and
models. Nat Rev Cancer 2005, 5(8):591-602.

Nissen NI, Karsdal M, Willumsen N. Collagens and Cancer associated
fibroblasts in the reactive stroma and its relation to Cancer biology. J Exp
Clin Cancer Res. 2019;38(1):115.

Santolla MF, Lappano R, Cirillo F, Rigiracciolo DC, Sebastiani A, Abonante S,
Tassone P, Tagliaferri P, Di Martino MT, Maggiolini M, et al. miR-221
stimulates breast cancer cells and cancer-associated fibroblasts (CAFs)
through selective interference with the A20/c-Rel/CTGF signaling. J Exp Clin
Cancer Res. 2018;37(1):94.

Walport MJ. Complement. Second of two parts. N Engl J Med. 2001;
344(15):1140-4.

Joyce JA, Pollard JW. Microenvironmental regulation of metastasis. Nat Rev
Cancer. 2009;9(4):239-52.

Arnold JN, Magiera L, Kraman M, Fearon DT. Tumoral immune suppression
by macrophages expressing fibroblast activation protein-a and heme
oxygenase-1. Cancer Immunol Res. 2014;2:121-6.

Cirillo F, Lappano R, Bruno L, Rizzuti B, Grande F, Guzzi R, Briguori S, Miglietta
AM, Nakajima M, Di Martino MT, et al. AHR and GPER mediate the stimulatory
effects induced by 3-methylcholanthrene in breast cancer cells and cancer-
associated fibroblasts (CAFs). J Exp Clin Cancer Res. 2019;38(1):335.

Mitra A, Mishra L, Li S. EMT, CTCs and CSCs in tumor relapse and drug-
resistance. Oncotarget. 2015;6:10697-711.

Thiery JP. Epithelial-mesenchymal transitions in tumour progression. Nat Rev
Cancer. 2002;2(6):442-54.

Vadrevu SK, Chintala NK; Sharma SK, Sharma P, Cleveland C, Riediger L,
Manne S, Fairlie DP, Gorczyca W, Almanza O, et al. Complement c5a
receptor facilitates cancer metastasis by altering T-cell responses in the
metastatic niche. Cancer Res. 2014;74(13):3454-65.

Yamamura Y, Asai N, Enomoto A, Kato T, Mii S, Kondo Y, Ushida K, Niimi K,
Tsunoda N, Nagino M, et al. Akt-Girdin signaling in cancer-associated
fibroblasts contributes to tumor progression. Cancer Res. 2015;75(5):813-23.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Ready to submit your research? Choose BMC and benefit from:

e fast, convenient online submission

o thorough peer review by experienced researchers in your field

 rapid publication on acceptance

o support for research data, including large and complex data types

e gold Open Access which fosters wider collaboration and increased citations
e maximum visibility for your research: over 100M website views per year

K BMC

At BMC, research is always in progress.

Learn more biomedcentral.com/submissions




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Material and methods
	Cell lines and cell cultures
	Mice
	The orthotopic transplanted tumorigenicity
	Lung metastasis assays
	C3aR antagonism treatment
	Western blot
	ELISA assay
	Quantitative PCR and RNA sequencing
	Analysis of the 2012 Cancer genome atlas (TCGA) data set
	Transwell and wound-healing assays
	Flow cytometry assays and CAFs isolation
	Immunofluorescence
	Data availability
	Statistical analysis

	Results
	C3aR deficiency reduced metastasis of breast cancer to the lungs
	Involvement of CAFs in C3aR mediated breast cancer lung metastasis
	C3 expression is correlated with CAF activation and function makers in human breast cancer
	C3aR signaling is involved in CAFs activation
	PI3K-AKT signaling is involved in C3aR signaling-driven CAFs activation
	Pharmacological inhibition of C3aR signaling inhibits breast cancer metastasis

	Discussion
	Conclusion

	Additional file
	Abbreviations
	Acknowledgements
	Authors’ contribution
	Funding
	Availability of data and materials
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Author details
	References
	Publisher’s Note

