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SGCE promotes breast cancer stemness by promoting the
transcription of FGF-BP1 by Sp1
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Breast cancer stem cells are mainly responsible for poor
prognosis, especially in triple-negative breast cancer (TNBC).
In a previous study, we demonstrated that e-Sarcoglycan
(SGCE), a type I single-transmembrane protein, is a potential
oncogene that promotes TNBC stemness by stabilizing EGFR.
Here, we further found that SGCE depletion reduces breast
cancer stem cells, partially through inhibiting the transcription
of FGF-BP1, a secreted oncoprotein. Mechanistically, we
demonstrate that SGCE could interact with the specific protein
1 transcription factor and translocate into the nucleus, which
leads to an increase in the transcription of FGF-BP1, and the
secreted FBF-BP1 activates FGF-FGFR signaling to promote
cancer cell stemness. The novel SGCE-Spl-FGF-BP1 axis
provides novel potential candidate diagnostic markers and
therapeutic targets for TNBC.

Breast cancer has become the leading cause of cancer
incidence among women aged 20 to 59 years worldwide, and
the incidence and mortality rate of breast cancer were the
highest in most countries among women in 2020 (1). Basal-like
breast cancer is an aggressive molecular subtype that repre-
sents 10 to 25% of all breast cancers, and it make up
approximately 50 to 75% of the triple-negative breast cancer
(TNBC) (2). This subtype lacks the expression of estrogen
receptor o, progesterone receptor, and human epidermal
growth factor 2 (2-4). However, due to the lack of effective
therapeutic targets (such as estrogen receptor a and human
epidermal growth factor 2), conventional chemotherapy is still
the primary established treatment for TNBC patients (3, 4). It
is urgent to develop more targeted therapies in TNBC.

Breast cancer stem cells (BCSCs) are a small subpopulation
of self-renewing cancer cells responsible for drug resistance,

* These authors contributed equally to this work.
*For correspondence: Ceshi Chen, chenc@mailkizac.cn; Baowei lJiao,
jiaobaowei@mail kiz.ac.cn; Dewei Jiang, jiangdewei@mail.kiz.ac.cn.

SASBMB

cancer initiation, and cancer progression (5, 6). Generally,
identification of BCSCs from tumor samples or breast cancer
cell lines has been based mainly on CD44*/CD24 """ or high
aldehyde dehydrogenase 1 activity (5, 6). Although chemo-
therapy can kill breast cancer cells, it fails to eliminate the
BCSCs population of TNBC, which may be the reason for
recurrence and drug resistance of TNBC patients (7). Thus,
targeting BCSCs is the key to improving the efficacy of TNBC
because they initiate tumor growth.

e-Sarcoglycan (SGCE) is a member of the sarcoglycan family
and includes transmembrane components in a dystrophin—
glycoprotein complex (8). It was hypothesized that defects in
the dystrophin—glycoprotein complex disrupt the mechanical
link between the cytoskeleton of muscle and the extracellular
matrix (9). SGCE is widely expressed in several different tissue
types compared with other sarcoglycan family members (9).
Mutations in the gene encoding SGCE cause myoclonus—
dystonia syndrome (10). Although SGCE was reported to be
a cancer risk gene in gastric cancer (11, 12), colorectal cancer
(13), hepatocellular carcinoma (14, 15), and B-cell chronic
lymphocytic leukemia (16), how it participates in cancer re-
mains elusive. SGCE was found to be highly expressed in
undifferentiated human embryonic stem cells lines and
downregulated in differentiated derivatives (17), suggesting
that SGCE may regulate stemness. In our previous study, we
analyzed the expression profile in BCSC populations of TNBC
at single-cell resolution based on published single-cell RNA-
Seq data and found 19 highly and commonly expressed genes
including SGCE (18). Indeed, our previous study showed that
the expression of SGCE was positively correlated with the
highly expressed genes identified in the CD24°"CD44™¢" or
aldehyde dehydrogenase 1" populations (18). Furthermore, we
showed that SGCE promotes cancer stemness though the
EGFR-AKT axis in TNBC (18). However, EGFR could only
partially restore the function of SGCE knockdown; therefore,
the molecular mechanisms of SGCE involved in the TNBC
stemness are insufficiently understood.
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SGCE promoting the transcription of FGF-BP1 by Sp1 in BC

Fibroblast growth factor binding protein 1 (FGF-BP1) is a
secreted, heparin-binding protein, that can bind fibroblast
growth factor (FGF) 1 and 2 (19). These FGFs are usually
stored in an inactive form on heparan sulfate proteoglycans in
the extracellular matrix, and it has been proposed that FGF-
BP1 functions as a chaperone molecule, that can mobilize
locally stored FGF and present growth factors to its tyrosine
kinase receptor (19, 20). We previously reported that FGF-BP1
is a transcription target of Kriippel-like Factor 5 (KLF5)
transcription factor in basal-like breast cancer (21). The
transcription factor Sp1 (specific protein 1) also belongs to the
Sp/KLF transcription factor family. Spl binds to GC boxes
with the consensus sequence 5'-G/T-GGGCGG-G/A-3'
(22-24). Spl promotes tumor development in several cancer
types (25-27).

Here, we show that SGCE promotes breast cancer stemness
partially by upregulating the expression of FGF-BP1. Mecha-
nistically, SGCE increases Spl translocation into the nucleus,
facilitates Spl binding to the FGF-BP1 gene promoter and
increases FGF-BP1 mRNA expression.

Results
SGCE upregulates FGF-BP1 mRNA expression in TNBC cells

Previously, we identified SGCE as a BCSC marker gene (18).
To further confirm the involvement of SGCE in regulating
TNBC stemness, SGCE-knockdown TNBC cells were used for
high-throughput RNA-sequencing assays (18). RNA-
sequencing data
downregulation

revealed that SGCE knockdown led to the
of the expression of a subset of genes,
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including FGF-BP1 and CD44 (Fig. 14). FGF-BP1 has been
demonstrated to enhance the biological and biochemical ac-
tivities of FGFs and to be closely related to the growth of
several cancers. Thus, we suspected that SGCE might promote
cancer stemness partially through the FGF-BP1 in TNBC.

We performed RT-qPCR and Western blot to confirm the
RNA-sequencing results in HCC1806 and HCC1937 cells.
Indeed, knockdown of SGCE dramatically decreased the
expression of FGF-BP1 at the mRNA and protein levels (Fig. 1,
B and C). We also detected the secreted FGF-BP1 in cell
condition media and found that FGF-BP1 secretion was
decreased upon SGCE knockdown (Fig. 1D). Consistently,
overexpression of SGCE significantly increased the mRNA and
protein levels of FGF-BP1 in HCC1806 and HCC1937 cells
(Fig. 1E).

FGF-BP1 promotes TNBC stemness

We previously reported that FGF-BP1 promotes breast
cancer cell proliferation (21) and survival (28). Then, we
wondered whether FGF-BP1 promotes breast cancer stemness.
To reveal the physiological role of FGF-BP1 in breast cancer,
we stably knocked down FGF-BP1 in HCC1806 and
HCC1937 cells (Fig. 2A). Interestingly, knockdown of FGEF-
BP1 markedly reduced the clonal formation and migration
abilities of HCC1806 and HCC1937 cells (Fig. 2, B and C).
Besides, FGF-BP1 knockdown significantly decreased the
CD24°YCD44"8" cell population (Fig. 2D) and reduced the
number of spheres in HCC1937 (Fig. 2E). Furthermore,
transplantations of HCC1806 cells with limiting dilution
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Figure 1. SGCE positively regulates FGF-BP1 in TNBC cells. A, heatmap showing the 29 downregulated genes that were identified by RNA-seq upon
SGCE silencing in HCC1806 cell. B and C, Western blot and RT-qPCR assay showed that SGCE knockdown inhibited FGF-BP1 expression in HCC1806 and
HCC1937 cells. D, the efficiencies of SGCE knockdown in whole-cell lysates (WCL) and FGF-BP1 protein expression in cell culture medium (Medium) were
examined by Western blot in HCC1806 and HCC1937 cells. E, Western blot and RT-gPCR assay showed that SGCE overexpression increased the FGF-BP1
mRNA and protein levels in HCC1806 and HCC1937 cells. Data are presented as the mean + SEM. n = 3 per group. **p < 0.01 and ***p < 0.001 versus
shNC group. FGF-BP1, fibroblast growth factor binding protein 1; SGCE, e-sarcoglycan; TNBC, triple-negative breast cancer.
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Figure 2. FGF-BP1 promotes breast cancer cell stemness. A, FGF-BP
HCC1937 cells. B, clonal formation assay and their number calculations

HCC1937

1 knockdown efficiencies were detected by Western blot in HCC1806 and
in FGF-BP1 depleted HCC1806 and HCC1937 cells. C, migration abilities of

HCC1806 cells following FGF-BP1 knockdown and statistical results. D, assays of CD24"°%CD44M9" population upon FGF-BP1 knockdown in HCC1806
and HCC1937 cells. E, tumorsphere assay upon FGF-BP1 knockdown in HCC1937 cells. F, xenograft assay (left) and statistical results (right) of xenograft assay

upon FGF-BP1 knockdown using whole HCC1806 cell line. G, assays of

CD24"°%CD44M9" "population upon FGF-BP1 overexpression in HCC1806 and

HCC1937 cells were analyzed by FACS. Data are presented as the mean = SEM. n = 3 per group except F. **p < 0.01, ***p < 0.001 and ****p < 0.0001 versus
shNC (negative control) group or EV (empty virus control) group. FGF-BP1, fibroblast growth factor binding protein 1.

revealed lower frequencies of tumor formation upon FGF-BP1
knockdown, compared to control (Fig. 2F), which was
consistent with SGCE knockdown (18). In agreement with
this, FGF-BP1 overexpression dramatically increased the

SASBMB

CD24'°"CD44"8" cell population in both HCC1806 and
HCC1937 cells (Fig. 2G). Altogether, our data identified that
FGF-BP1 was closely related with tumor formation by pro-
moting the stemness of TNBC cells.
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SGCE promotes TNBC stemness partially through FGF-BP1
Given that SGCE promotes BCSCs partially by stabilizing
EGEFR (18), we explored the molecular mechanisms of SGCE
involved in regulation of TNBC stemness. Clonal formation
assay showed that the numbers of colonies was significantly
reduced following SGCE knockdown, whereas overexpression
of FGF-BP1 significantly restored the clonal formation abilities
(Fig. 3, A-C). Furthermore, when FGF-BP1 was overexpressed
in SGCE knockdown cells, the numbers of spheres were

FGF-BP1

dramatically increased compared to SGCE knockdown cells
(Fig. 3, D and E). Finally, flow cytometry analysis confirmed
that enrichment of the CD24°“CD44™&" cell populations
abrogated by SGCE interruption were significantly increased
following FGF-BP1 overexpression (Fig. 3F). Thus, the above
data indicate that FGF-BP1 was a downstream factor of SGCE-
mediated stemness regulation.

As mentioned earlier, secreted FGF-BP1 is able be bound to
the extracellular matrix to release fibroblast growth factor and
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upregulation of FGF-BP1. A, the efficiencies of FGF-BP1 overexpression in

SGCE-deleted HCC1806 and HCC1937 cells were tested by Western blot. B and C, clonal formation assays showed that FGF-BP1 overexpression significantly
rescued the colony formation inhibition induced by SGCE knockdown in HCC1806 and HCC1937 cells. D and E, tumorsphere assay upon FGF-BP1 over-

expression in SGCE-deleted HCC1937 cells. F, assays of CD24'°"CD44Mish

population upon FGF-BP1 overexpression in SGCE-deleted HCC1806 and

HCC1937 cells. G, SGCE-deleted HCC1806 cells were treated with 10 ng/ml FGF-BP1 for 48 h, then the HCC1806 cells were collected for CD24'°"CD44"9"
population assays. Data are presented as the mean + SEM. n = 3 per group. *p < 0.05, **p < 0.01 and ***p < 0.001 versus shNC (negative control) group or
EV (empty virus control) group. FGF-BP1, fibroblast growth factor binding protein 1; SGCE, e-sarcoglycan.
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is associated with tumor angiogenesis, cancer growth, and
metastasis (19, 20). We wondered whether the recombinant
FGE-BP1 protein could promote BCSC upon SGCE knock-
down. As expected, the FGF-BP1 recombinant protein signif-
icantly reversed the decline of the CD24°"CD44"&" cell
population induced by SGCE knockdown in HCC1806 cells
(Fig. 3G). Together, targeting FGF-BP1 might improve the
therapeutic effects of TNBC when SGCE protein levels are
high.

SGCE promotes TNBC stemness through FGF-BP1/FGF2/FGFR
signaling

FGF-BP1 activates the FGF-FGEFR signaling (19), which ac-
tivates three dominant downstream pathways, RAS/MAPK,
PI3K/AKT, and PLCy, to maintain the self-renewal and plu-
ripotency of stem cells (29). It has been reported that the
expression levels of FGF2 are higher in TNBC patients with
respect to non-TNBC patients (30). Therefore, we tested
whether the recombinant protein FGF2 could promote TNBC
stemness. As expected, FGF2 significantly improved the
CD24'°"CD44"8" cell populations in a dose-dependent
manner (Fig. 4, A and B). Besides, flow cytometry analysis
showed that FGF2 partially restored the reduction in the
CD24"°"CD44"e" cell population upon SGCE knockdown
(Fig. 4C). In addition, treatment with the FGFR inhibitor
Infigratinib decreased the CD24'°“CD44"€" cell population
induced by overexpression of SGCE or FGF-BP1 (Fig. 4, D-G),
further suggesting the involvement of SGCE/FGF-BP1/FGF/
FGER signaling in TNBC stemness. Finally, we confirmed
that overexpression of SGCE or FGF-BP1 upregulated p-ERK
and p-AKT levels, whereas Infigratinib inhibited FGFR
downstream signaling, including ERK and AKT signaling
(Fig. 4H). Furthermore, the biological activity of FGF-BP1 and
FGF2 were neutralized by Infigratinib (Fig. 4H), suggesting the
potential for antibody-based therapeutic targeting. Thus, the
above data suggested that SGCE regulated BCSCs through
FGF-BP1/FGF2/FGER signaling.

SGCE upregulates the transcription of FGF-BP1 through Sp1

SGCE is known as a membrane protein stabilizing EGFR
(18); therefore, we first tested whether SGCE regulated FGEF-
BP1 through EGFR, we found that EGFR overexpression
could not rescue the decrease of FGF-BP1 induced by SGCE
knockdown (Fig. S1A). Previous studies have shown that KLF5
promotes breast cell proliferation, survival, and tumorigenesis,
partially by inducing FGF-BPI gene expression, activating ERK
signaling, and stabilizing the MKP-1 phosphatase (21, 31, 32).
Hence, we wondered whether SGCE regulates the expression
of KLF5 and FGF-BP1. However, either nuclear localization or
protein expression of KLF5 did not appear to be affected by
SGCE knockdown (Fig. S1B). An Spl consensus site is
essential for the basal activity of FGF-BP1 promoter (33, 34).
Furthermore, both Spl and KLF5 are able to specifically bind
to the GC boxes of FGF-BP1 promoter (35). We hypothesized
that Spl may mediate the transcription of FGF-BP1 induced by
SGCE overexpression. Here, we found that the total and

SASBMB

nuclear Spl protein levels were reduced after SGCE knock-
down (Fig. 5, A and B).

To further test whether endogenous Spl also regulates the
FGF-BPI mRNA levels, we knocked down Spl by two well-
characterized anti-Spl siRNA. We observed that the protein
levels and mRNA expression of Spl and its downstream target
gene FGF-BP1I were markedly reduced in both cell lines (Fig. 5,
C and D). Furthermore, an analysis including 995 patients with
TNBC showed that FGF-BP1 and Spl high expression were
associated with poorer overall survival (Fig. 5, E and F). We
also found that FGF-BP1 high expression was also associated
with shorter disease-free survival in patients with TNBC
(Fig. 5E). The above data suggested that Sp1l and FGF-BP1 are
potential prognostic markers. Finally, chromatin immunopre-
cipitation (ChIP) assays showed that Spl could specifically
recognize the GC-box element in the proximal promoter re-
gion of FGF-BP1, whereas SGCE knockdown could inhibit the
basal activity of FGF-BP1 promoter induced by Spl in
HCC1806 and HCC1937 cells (Fig. 5G). Altogether, Spl is a
key regulator of the FGF-BP1 transcription.

SGCE increases Sp1 nuclear localization

To explore the mechanism by which SGCE promoted the
nuclear localization of Sp1, we first performed coimmunopre-
cipitation experiments and demonstrated that SGCE interacted
with Sp1 in TNBC cells (Fig. 6, A and B). Next, we sought to
determine how SGCE and Spl interact with each other and
whether the interaction is required for their functions. Here, we
found that SGCE interacts with Spl mainly in the nucleus as
entire protein, but not in the cytoplasm (Fig. 6C). These findings
suggested that the membrane protein SGCE could translocate
into the nucleus as entire protein and form a transcription
complex with Spl. Indeed, luciferase reporter assays showed
that the FGF-BP1 gene promoter was activated by the over-
expression of SGCE and Spl in HEK293 cells (Fig. 6D).
Consistently, ChIP assays indicated that SGCE could also spe-
cifically recognize the GC-box element in the proximal pro-
moter region of FGF-BP1 (Fig. 6, E and F).

Here, we found that SGCE protein was localized in the
cytomembrane, cytoplasm, and nucleus of TNBC cells
(Fig. S2A). Additionally, we fused SGCE with FLAG and per-
formed immunofluorescence staining to detect the co-
localization of SGCE-FLAG and Spl in HCC1806 and
HCC1937 cells. The SGCE-FLAG protein colocalized with Sp1
in nucleus (Fig. 6G). Finally, we constructed two truncates of
SGCE according to its domains and found that the C terminus
of SGCE played an important role in nuclear translocation
(Fig. S2, B and C).

Together, our data supported the notion that SGCE pro-
motes breast cancer stemness partially by interacted with Spl
to enhance the transcription of FGF-BP1 (Fig. 6H).

Discussion

Previously, we showed that SGCE is identified as a regulator
of BCSCs self-renewal, chemosensitivity, and metastasis (18).
Exploring these results, we focused our attention on the
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HCC1937 cells were treated with 1 um Infigratinib for 48 h, then assays of CD24'°“CD44"9" population were analyzed by FACS. H, the FGF-BP1 or SGCE
overexpression HCC1806 and HCC1937 cells were treated with 1 um Infigratinib for 48 h, then total AKT and phosphor-AKT (P-AKT), total ERK and phosphor-

ERK (P-ERK) were examined by Western blot. Data are presented as the mean
shNC (negative control) group or EV (empty virus control) group. FGF-BP1, fi
negative breast cancer.

molecular mechanisms of SGCE involved in the TNBC
stemness. Here, we report that SGCE and transcription factor
PREP1 are required for the transcriptional regulation of FGF-
BP1, thereby activating FGF2/FGER signaling (Fig. 6H).
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+ SEM. n = 3 per group. **p < 0.01, ***p < 0.001 and ****p < 0.0001 versus
broblast growth factor binding protein 1; SGCE, e-sarcoglycan; TNBC, triple-

Sarcoglycan family of proteins are generally considered to
assemble as dystrophin-associated glycoprotein complex on
the plasma membrane. Here, we demonstrate that SGCE, a
membrane protein, can translocate into the nucleus and
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Figure 5. SGCE promotes the transcription of FGF-BP1 through the transcription factor Sp1. A and B, SGCE knockdown decreased the total and
nuclear Sp1 protein levels in HCC1806 and HCC1937 cells. A and B, the nuclear and cytoplasmic cell lysates (A), and whole-cell lysates (B) in the SGCE-
deleted HCC1806 and HCC1937 cells were examined and quantified by Western blot. C and D, Sp1 was knocked down with different siRNAs in
HCC1806 and HCC1937 cells. Western blot and RT-qPCR assay showed that Sp1 knockdown inhibited FGF-BP1 expression in HCC1806 and HCC1937 cells. E
and F, results from METABRIC database showed the correlation of FGF-BP1 and Sp1 expression with overall survival and disease-free survival. G, SGCE
knockdown significantly decreased endogenous Sp1 binding with FGF-BP1 gene promoter in HCC1806 and HCC1937 cells. ChIP-PCR assays were performed
and qualified in the SGCE stable knockdown HCC1806 and HCC1937 cells. IgG was used as a negative control. The putative Sp1 binding site and PCR
primers are shown on the right. Data are presented as the mean = SEM. n = 3 per group. *p < 0.05 versus siNC (negative control) group. ChIP, chromatin
immunoprecipitation; FGF-BP1, fibroblast growth factor binding protein 1; SGCE, e-sarcoglycan.

interact with transcription factor Spl. Similarly, the 4-pass
transmembrane protein Tspan8 can achieve nuclear localiza-
tion and promote breast stemness (36). Our previous study
showed that SGCE functions as a sponge molecule for the
interaction between EGFR and its E3 ubiquitination ligase (c-
Cbl), and thus inhibits EGFR lysosomal degradation (18).
Thus, FGF receptor may be regulated by SGCE. Further
studies will be needed to illustrate the role of SGCE in regu-
lating FGF receptor expression in TNBC cells.

This is the first report that SGCE can translocate into the
nucleus, here we found that SGCE can interact with Sp1 in the
nucleus and that both bind to the FGF-BP1 gene promoter. It
was reported that the ectodomain of SGCE is cleaved under
physiological conditions and that the C-terminal intracellular
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product is processed by the lysosome (37), similar to Notch
(38). The extracellular region of SGCE is located at its N ter-
minus and contains an immunoglobulin-like (Ig-like) domain
(37), similar to iHog which responds to the active Hedgehog
protein signal (39). SGCE may have the same characteristics as
Notch and iHog. Here, we found that the C terminus of SGCE
played an important role in nuclear translocation. However,
what upstream signals regulate the nuclear translocation
of SGCE, the potential function of SGCE in the nucleus,
and the underlying molecular mechanisms require further
investigation.

Alterations in the FGF-BP1/FGF/FGFR signaling across
the different subtypes of breast cancer have been described.
FGF-BP1 is necessary for embryo survival, can regulate
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FGF-dependent vascular permeability in embryos, and is an
angiogenesis switch in human cancer (40). In addition, FGF-
BP1 can increase angiogenesis during skin wound healing
and after hindlimb skeletal muscle ischemia injury (41). A
number of studies have shown that FGF-BP1 has a tumor-
promoting effect (19, 20, 40-42). Furthermore, Elena Tassi
et al. (42) generated monoclonal antibodies against FGF-BP1
and found that the biological activity of FGF-BP1 is neutral-
ized by antibody, suggesting the potential for antibody-based
therapeutics. Whereas, SGCE and FGF-BP1 might have func-
tional similarity and cross paths with each other. In the future,
the underlying molecular mechanisms require further inves-
tigation. Given the important oncogenic function of secreted
protein FGF-BP1 in breast cancer, FGF-BP1 has the potential
to be a serum biomarker and therapeutic target. We tested the
protein level of FGF-BP1 in human TNBC clinical samples by
immunohistochemical staining. Remarkably, FGF-BP1 posi-
tivity was observed in 43.3% (13 of 30) of TNBC samples
(Fig. S3).

FGER aberrations are common in a wide variety of cancers
(18% FGFR-aberrant in breast cancer), with the majority being
gene amplifications or activating mutations (43). Thus, FGFR
inhibition has been recently considered as a promising thera-
peutic option for breast cancer patients. Therapies targeting
FGFRs have shown promising results in many cancer types and
been approved for the treatment of urothelial carcinoma and
cholangiocarcinoma (44, 45). Adaptive or intrinsic resistance is
a common problem limiting the therapeutic efficacy of FGFR
inhibitors. For this reason, we need to identify breast cancer
patients with FGFR alterations who might better respond to
treatment. Here, we found that SGCE, Spl, FGF-BP1, and
FGFRs are potential therapeutic targets for TNBC. TNBC
patient with SGCE and FGF-BP1 positive might be benefit
from targeting FGFRs treatment. Unfortunately, we failed to
obtain an antibody for IHC to analyze the expression of SGCE
in clinical breast cancer samples. In the future, SGCE condi-
tional knockout mice will be required to confirm our results.

In summary, we demonstrated that SGCE can translocate
into the nucleus and interact with transcription factor Spl,
positively regulating the transcription of FGF-BP1. The SGCE/
Spl/FGF-BP1/FGF2/FGFR axis promotes stemness in TNBC
and serves as a potential therapeutic target.

Experimental procedures
Materials

All primers, antibodies, and agents (kits) can be found in
Tables S1-S3.

Cell culture and transfection

HCC1806, HCC1937, and HEK293T cells were purchased
from American Type Culture Collection and validated via
short tandem repeat analysis. HCC1806 and HCC1937 were
cultured in RPMI-1640 medium (Gibco) containing 10% fetal
bovine serum (ExCell Bio, FSD500). The HEK293T cell line
was cultured in Dulbecco’s modified Eagle’s medium (Gibco)
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supplemented with 10% fetal bovine serum. All cells were
maintained in an incubator with 5% CO, at 37 °C.

Coimmunoprecipitation and Western blot

Cells were washed with PBS and lysed in ice-cold lysis buffer
(lysis buffer: 150 mM NaCl, 1 mM ETDA pH 8.0, 50 mM Tris-
HCl pH 7.4, 1% Triton X-100) for 30 min with protease in-
hibitor (MCE, HY-K0010). Cell lysates were incubated with the
indicated antibodies for 36 h at 4 °C, followed by incubation
with protein A/G magnetic beads (MCE, HY-K0202) for 6 h at
4 °C. The beads were washed with cell lysis buffer three to five
times. Finally, the beads were boiled in 2x SDS loading buffer
at 95 °C for 15 min. The eluents were analyzed by Western
blot. Lysis samples were separated by sodium dodecylsulphate
polyacrylamide gel electrophoresis (SDS-PAGE), transferred
onto polyvinylidene fluoride membranes, blocked with 5%
nonfat dried milk for 1 h, incubated with the indicated primary
antibody at 4 °C overnight and with secondary antibody
conjugated HRP for 1 h, and then detected with a chemilu-
minescent HRP substrate (US EVERBRIGHT, s6009-500 ml,
China).

Mammosphere assay

The HCC1806 and HCC1937 cells were plated in ultralow
attachment 96-well plates with EpiCult-B Basal Medium
(Human) and Epicult-B Proliferation Supplement (Human)
with hydrocortisone and heparin. The mammosphere was
calculated after 10 to 14 days.

Flow cytometry

Cells were grown in 6-well plates (10° cells per well). After
48 h, the cells were digested, counted, and stained with the
following antibodies: anti-CD44-FITC (BD, 1:100), anti-CD24-
PE (BD, 1:100), and anti-7ZAAD (1:500). The details have been
described (31).

Quantitative RT-PCR

Total RNA from cells and tumor tissues was extracted using
Trizol (15596-026, Invitrogen) based on the manufacturer’s
instructions. RNA was resuspended in RNase free water.
Complementary DNA (cDNA) was produced from 1 pg of
RNA using the ExScript RT Reagent Kit (RR037A, Takara) per
the relevant instructions. The cDNA samples were subjected
to RT-qPCR using SYBR mix (Invitrogen, 4472908).

Clonal formation assay

The HCC1806 and HCC1937 cells were seeded into 6-well
plates at a density of 500 cells per well. Cells were cultured
for 10 days, with the medium changed every 3 days. The cells
were then fixed in 4% paraformaldehyde (PFA) and stained
with 0.2% crystal violet.

Xenograft assay

Nude female mice (aged 8 weeks) were used to study
tumorigenesis ability (18). The HCC1806 cells suspended in a
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1:1 mixture of PBS, and Matrigel (total volume of 100 pl) were
injected into the mammary fat pads. After 4 weeks of adap-
tation, the presence of palpable tumors was examined. The
number of tumor-initiating cells was calculated using the
extreme limiting dilution analysis web interface (http://bioinf.
wehi.edu.au/software/elda/). The animal experiment was
approved (SMKX-20160305-08) by the Animal Ethics Com-
mittee of the Kunming Institute of Zoology, CAS.

Plasmids, siRNAs, and transfection

All transfections for plasmids and siRNAs were performed
using Lipofectamine 2000 (Invitrogen) according to the man-
ufacturer’s instructions. In brief, cells were grown to 50 to 60%
confluence and transfected with the respective plasmids or
siRNA. Plasmids or diluted siRNA and Lipofectamine 2000
were added to separation tubes containing serum-free medium
and incubated at room temperature for 5 min. The contents of
the two tubes were then mixed, incubated at room tempera-
ture for 20 min, and distributed onto the respective cell culture
dishes. The cells were incubated in 5% CO2 at 37 °C for 48 h
for further experiments. All chemically synthesized siRNAs
were purchased from RiboBio and transfected at a final con-
centration of 20 nM.

shRNA transduction

Cell lines that stably expressed the specific shRNA or
nontargeted control shRNA (sh-control) were constructed
using the PLKO.l-based lentiviral shRNA technique. The
shRNA plasmid, along with PMD2.G and psPAX2 (4:1:3), was
transfected into the 293T cells to produce lentiviral particles.
The HCC1806 and MDA-MB-231 cells were infected with
lentiviruses expressing the shRNA constructs with polybrene
after cells were seeded into 6-well plates for 16 to 24 h. Fresh
medium was added after 24 h, with the cells then selected with
puromycin to obtain cell lines stably expressing shRNA.

Immunofluorescence

The HCC1806 and HCC1937 cells were seeded on cover-
slips in 12-well plates (50,000 cells per well) and fixed in 4%
PFA at 4 °C. Cells were then blocked with 0.1% Triton X-100
in 5% bovine serum albumin for 1 h, followed by incubation
with primary antibodies against Sp1 (Santa Cruz, SC-59 1:100)
and SGCE (Sigma, HPA074790, 1:100) overnight at 4 °C. and
Alexa Fluor 488- or 594-labeled secondary antibodies
(Abclonal, 1:1000) were used to treat cells for 1 h. Finally,
coverslips were mounted with 4/,6-diamidino-2-phenylindole
(Vector Laboratories) and observed via laser-scanning
confocal microscopy (ZEISS).

Migration assay

After cells grew exponentially, they were seeded into 24-well
culture inserts with 8 pum pores. After 24 h, a cotton swab was
applied to clean the cells on the upper surface of the filters.
Cells on the lower filter surface were defined as the invaded
cells. For easier visualization, the cells were fixed in 4% PFA
and stained with 0.2% crystal violet. In the invasion assay,
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before seeding the cells, the inserts were first coated with
Matrigel (BD) for 24 h, after which the cells and Matrigel were
removed with a cotton swab.

Chromatin immunoprecipitation

ChIP assays were performed using the HCC1806 and
HCC1937 cells following a protocol as described (46). The
diluted DNA-protein complex (25 pg protein) was incubated
with anti-Spl antibody (Santa Cruz, SC-59, 6 ug), SGCE
(Sigma, HPA074790, 6 pg) overnight at 4 °C in the presence of
herring sperm DNA and protein A/G beads or anti-Flag
magnetic beads. The primers for the FGF-BP1 gene pro-
moter region were 5'- GTTGTCCTCCTATCCTGGCCA-3'
(forward) and 5- GAGTGAATTGCAGGCTGCAGCT -3
(reverse), and the product was 278 bp.

Dual luciferase assays

The FGF-BP1 promoter was amplified using normal human
HCC1806 cDNA as a template. The PCR products were cloned
into the pGL4.15-Basic vector. The constructs were confirmed
by DNA sequencing. HEK293 cells were seeded in 48-well
plates at 3 x 10* cells per well. After 16 to 24 h of culture,
the cells were transfected with the FGF-BP1 promoter reporter
plasmid (0.15 ug/well) and the Renilla internal control
plasmid (0.01 pg/well), together with Ptomo-SGCE plasmid
(0.15 pg/well) or Plvx-3x Flag Spl plasmid (0.15 pg/well) or
negative control plasmid in triplicate. At 48 h after trans-
fection, luciferase activities were measured using the dual
luciferase reporter assay system (Promega).

Immunohistochemical staining

Human breast cancer specimens were obtained from 30
patients who had undergone surgical resection between 2006
and 2015 at the First Affiliated Hospital of Kunming Medical
University. Surgical specimens were formalin fixed, sectioned,
stained with hematoxylin and eosin, and examined by micro-
scopy. Diagnoses were made by experienced pathologists and
graded using standard histological and modified Scarff-
Bloom—Richardson criteria. Human breast cancer specimen
slides were incubated at 60 °C for 2 h and subjected to antigen
retrieval prior to conventional IHC. Anti-FGF-BP1 primary
antibody was used at a 1/1000 dilution. Staining patterns were
interpreted by two pathologists with no prior knowledge of the
clinicopathological parameters. Immunostained slides were
evaluated under a light microscope.

Statistical analysis

Student’s ¢ test (2-tailed) was used to compare differences
between two groups. One-way ANOVA was used to analyze
the differences among multiple groups. Data are presented as
the means + standard deviation (SD). p values of < 0.05 were
considered significant. All data were analyzed using GraphPad
Prism 6 (GraphPad Software Inc). Statistical data were calcu-
lated using GraphPad Prism 6 (GraphPad Software Inc)
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Data availability

Other data supporting the study findings are available from
the corresponding author upon reasonable request.

Supporting article  contains

information.

information—This supporting

Author contributions—C. C., B. ], and D. ]. methodology; C. C., B.],,
and D. J. supervision; T. Q., L. H, X. W, Z. Z,, C. Y., and L. Z.
investigation; T. Q., L. H,, and L. Z. formal analyses; T. Q., L. Z., and
D.J. writing-original draft; X. W., Z. Z,C. Y,,C.C,,B.], D.J, T. Q,,
L. H, L. Z., and D. J. writing—review and editing.

Funding and additional information—This work was supported by
National Key R&D Program of China (2020YFA0112300), National
Natural Science Foundation of China (82203878, 81830087,
U2102203, 82173014), CAS Light of West China program (Young
Scholar to DJ), and Yunnan Fundamental Research Projects
(202101AT070284, 202001AW070018, and 202101AS070050),
Biomedical Projects of Yunnan Key Science and Technology Pro-
gram (202302AA310046), and Yunnan (Kunming) Academician
Expert Workstation (grant No. YSZJGZZ-2020025).

Conflict of interest—The authors declare no conflicts of interest with
the contents of this article.

Abbreviations—The abbreviations used are: BCSC, breast cancer
stem cell; ChIP, chromatin immunoprecipitation; FGF, fibroblast
growth factor; FGF-BP1, fibroblast growth factor binding protein 1;
KLF5, Kriippel-like Factor 5; SGCE, e-sarcoglycan; TNBC, triple-
negative breast cancer.

References

1. Siegel, R. L., Miller, K. D., Wagle, N. S., and Jemal, A. (2023) Cancer
statistics, 2023. CA: Cancer J. Clin. 73, 17-48

2. Badve, S., Dabbs, D. J., Schnitt, S. J., Baehner, F. L., Decker, T., Eusebi, V.,
et al. (2011) Basal-like and triple-negative breast cancers: a critical review
with an emphasis on the implications for pathologists and oncologists.
Mod. Pathol. 24, 157-167

3. Cancer Genome Atlas Network (2012) Comprehensive molecular por-
traits of human breast tumours. Nature 490, 61-70

4. Perou, C. M. (2011) Molecular stratification of triple-negative breast
cancers. Oncologist 16, 61-70

5. Al-Hajj, M., Wicha, M. S., Benito-Hernandez, A., Morrison, S. J., and
Clarke, M. F. (2003) Prospective identification of tumorigenic breast
cancer cells. Proc. Natl. Acad. Sci. U. S. A. 100, 3983-3988

6. Ginestier, C., Hur, M. H., Charafe-Jauffret, E., Monville, F., Dutcher, J.,
Brown, M., et al. (2007) ALDH1 is a marker of normal and malignant
human mammary stem cells and a predictor of poor clinical outcome.
Cell stem cell 1, 555-567

7. Palomeras, S., Ruiz-Martinez, S., and Puig, T. (2018) Targeting breast
cancer stem cells to Overcome treatment resistance. Molecules 23, 2193

8. Hack, A. A, Groh, M. E,, and McNally, E. M. (2000) Sarcoglycans in
muscular dystrophy. Microsc. Res. Tech. 48, 167—180

9. McNally, E. M., Ly, C. T., and Kunkel, L. M. (1998) Human epsilon-
sarcoglycan is highly related to alpha-sarcoglycan (adhalin), the limb
girdle muscular dystrophy 2D gene. FEBS Lett. 422, 27-32

10. Zimprich, A., Grabowski, M., Asmus, F., Naumann, M., Berg, D., Ber-
tram, M., et al. (2001) Mutations in the gene encoding epsilon-
sarcoglycan cause myoclonus-dystonia syndrome. Nat. Genet. 29, 66—69

11. Hou, J. Y., Wang, Y. G.,, Ma, S. J,, Yang, B. Y, and Li, Q. P. (2017)
Identification of a prognostic 5-Gene expression signature for gastric
cancer. J. Cancer Res. Clin. Oncol. 143, 619-629

SASBMB

12. Sepulveda, J. L., Gutierrez-Pajares, J. L., Luna, A., Yao, Y., Tobias, ]. W.,
Thomas, S., et al. (2016) High-definition CpG methylation of novel genes
in gastric carcinogenesis identified by next-generation sequencing. Mod.
Pathol. 29, 182-193

13. Ortega, P., Moran, A., Fernandez-Marcelo, T., De Juan, C., Frias, C,
Lopez-Asenjo, J. A., et al. (2010) MMP-7 and SGCE as distinctive mo-
lecular factors in sporadic colorectal cancers from the mutator phenotype
pathway. Int. J. Oncol. 36, 1209-1215

14. Dong, H., Ge, X, Shen, Y., Chen, L., Kong, Y., Zhang, H., et al. (2009)
Gene expression profile analysis of human hepatocellular carcinoma us-
ing SAGE and LongSAGE. BMC Med. Genomics 2, 5

15. Dong, H., Zhang, H., Liang, J., Yan, H., Chen, Y., Shen, Y., et al. (2011)
Digital karyotyping reveals probable target genes at 7q21.3 locus in he-
patocellular carcinoma. BMC Med. Genomics 4, 60

16. Kainz, B., Shehata, M., Bilban, M., Kienle, D., Heintel, D., Krémer-Hol-
zinger, E., et al. (2007) Overexpression of the paternally expressed gene
10 (PEG10) from the imprinted locus on chromosome 7q21 in high-risk
B-cell chronic lymphocytic leukemia. Int. J. Cancer 121, 1984—-1993

17. Li, S. S, Yu, S. L., and Singh, S. (2010) Epigenetic states and expression of
imprinted genes in human embryonic stem cells. World J. Stem Cell 2,
97-102

18. Zhao, L., Qiy, T,, Jiang, D., Xu, H., Zou, L., Yang, Q., et al. (2020) SGCE
promotes breast cancer stem cells by stabilizing EGFR. Adv. Sci. (Weinh)
7, 1903700

19. Kurtz, A., Wang, H. L., Darwiche, N., Harris, V., and Wellstein, A. (1997)
Expression of a binding protein for FGF is associated with epithelial
development and skin carcinogenesis. Oncogene 14, 2671-2681

20. Wu, D. Q., Kan, M. K,, Sato, G. H., Okamoto, T., and Sato, J. D. (1991)
Characterization and molecular cloning of a putative binding protein for
heparin-binding growth factors. J. Biol. Chem. 266, 16778—16785

21. Zheng, H. Q., Zhou, Z., Huang, J., Chaudhury, L., Dong, J. T., and Chen,
C. (2009) Kriippel-like factor 5 promotes breast cell proliferation partially
through upregulating the transcription of fibroblast growth factor binding
protein 1. Oncogene 28, 3702—3713

22. Dynan, W. S., and Tjian, R. (1983) The promoter-specific transcription
factor Spl binds to upstream sequences in the SV40 early promoter. Cel/
35, 79-87

23. Dynan, W. S, and Tjian, R. (1983) Isolation of transcription factors that
discriminate between different promoters recognized by RNA polymerase
IL. Cell 32, 669-680

24. Wierstra, L. (2008) Spl: emerging roles—beyond constitutive activation of
TATA-less housekeeping genes. Biochem. Biophys. Res. Commun. 372,
1-13

25. Wang, L., Wei, D., Huang, S., Peng, Z., Le, X., Wu, T. T., et al. (2003)
Transcription factor Spl expression is a significant predictor of survival in
human gastric cancer. Clin. Cancer Res. 9, 6371-6380

26. Zhao, S., Venkatasubbarao, K., Li, S., and Freeman, J. W. (2003)
Requirement of a specific Spl site for histone deacetylase-mediated
repression of transforming growth factor beta Type II receptor expres-
sion in human pancreatic cancer cells. Cancer Res. 63, 2624—2630

27. Jungert, K., Buck, A., von Wichert, G., Adler, G., Kénig, A., Buchholz, M.,
et al. (2007) Sp1 is required for transforming growth factor-beta-induced
mesenchymal transition and migration in pancreatic cancer cells. Cancer
Res. 67, 1563—-1570

28. Liu, R, Zheng, H. Q., Zhou, Z., Dong, J. T., and Chen, C. (2009) KLF5
promotes breast cell survival partially through fibroblast growth factor-
binding protein 1-pERK-mediated dual specificity MKP-1 protein phos-
phorylation and stabilization. J. Biol. Chem. 284, 16791-16798

29. Mossahebi-Mohammadi, M., Quan, M., Zhang, J. S., and Li, X. (2020)
FGF signaling pathway: a key regulator of stem cell pluripotency. Front.
Cell Dev. Biol. 8, 79

30. Santolla, M. F., Talia, M., and Maggiolini, M. (2021) S100A4 is involved in
stimulatory effects elicited by the FGF2/FGFR1 signaling pathway in
triple-negative breast cancer (TNBC) cells. Int. J. Mol. Sci. 22, 4720

31. Wang, X,, Qiu, T., Wu, Y., Yang, C, Li, Y., Du, G, et al. (2021) Arginine
methyltransferase PRMT5 methylates and stabilizes KLF5 via decreasing
its phosphorylation and ubiquitination to promote basal-like breast
cancer. Cell Death Differ. 28, 2931-2945

J. Biol. Chem. (2023) 299(11) 105351 11


http://refhub.elsevier.com/S0021-9258(23)02379-7/sref1
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref1
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref2
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref2
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref2
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref2
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref3
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref3
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref4
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref4
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref5
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref5
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref5
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref6
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref6
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref6
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref6
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref7
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref7
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref8
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref8
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref9
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref9
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref9
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref10
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref10
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref10
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref11
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref11
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref11
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref12
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref12
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref12
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref12
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref13
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref13
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref13
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref13
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref14
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref14
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref14
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref15
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref15
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref15
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref16
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref16
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref16
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref16
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref17
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref17
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref17
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref18
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref18
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref18
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref19
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref19
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref19
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref20
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref20
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref20
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref21
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref21
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref21
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref21
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref22
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref22
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref22
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref23
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref23
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref23
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref24
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref24
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref24
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref25
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref25
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref25
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref26
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref26
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref26
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref26
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref27
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref27
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref27
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref27
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref28
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref28
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref28
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref28
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref29
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref29
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref29
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref30
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref30
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref30
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref31
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref31
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref31
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref31

SGCE promoting the transcription of FGF-BP1 by Sp1 in BC

32.

33.

34.

35.

36.

37.

38.

Shi, P., Liu, W., Tala, Wang, H., Li, F., Zhang, H., et al. (2017) Metformin
suppresses triple-negative breast cancer stem cells by targeting KLF5 for
degradation. Cell Discov. 3, 17010

Harris, V. K., Coticchia, C. M., Kagan, B. L., Ahmad, S., Wellstein, A., and
Riegel, A. T. (2000) Induction of the angiogenic modulator fibroblast
growth factor-binding protein by epidermal growth factor is mediated
through both MEK/ERK and p38 signal transduction pathways. J. Biol.
Chem. 275, 10802—10811

Harris, V. K., Liaudet-Coopman, E. D., Boyle, B. ], Wellstein, A., and
Riegel, A. T. (1998) Phorbol ester-induced transcription of a fibroblast
growth factor-binding protein is modulated by a complex interplay of
positive and negative regulatory promoter elements. J. Biol. Chem. 273,
19130-19139

Black, A. R, Black, J. D., and Azizkhan-Clifford, J. (2001) Spl and
krippel-like factor family of transcription factors in cell growth regula-
tion and cancer. J. Cell. Physiol. 188, 143—160

Huang, Y., Li, J, Du, W,, Li, S, Li, Y., Qu, H., et al. (2021) Nuclear
translocation of the 4-pass transmembrane protein Tspan8. Cell Res. 31,
1218-1221

Waite, A., De Rosa, M. C., Brancaccio, A., and Blake, D. J. (2011) A gain-
of-glycosylation mutation associated with myoclonus-dystonia syndrome
affects trafficking and processing of mouse e-sarcoglycan in the late
secretory pathway. Hum. Mutat. 32, 1246—1258

Schroeter, E. H.,, Kisslinger, J. A., and Kopan, R. (1998) Notch-1 signalling
requires ligand-induced proteolytic release of intracellular domain.
Nature 393, 382-386

12 J Biol Chem. (2023) 299(11) 105351

39.

40.

41.

42.

43.

45.

46.

Yao, S., Lum, L., and Beachy, P. (2006) The ihog cell-surface proteins bind
Hedgehog and mediate pathway activation. Cell 125, 343-357
Czubayko, F., Liaudet-Coopman, E. D., Aigner, A., Tuveson, A. T., Ber-
chem, G. ., and Wellstein, A. (1997) A secreted FGF-binding protein can
serve as the angiogenic switch in human cancer. Nat. Med. 3, 1137-1140
Tassi, E., McDonnell, K., Gibby, K. A,, Tilan, J. U., Kim, S. E., Kodack, D. P.,
et al. (2011) Impact of fibroblast growth factor-binding protein-1 expres-
sion on angiogenesis and wound healing. Am. J. Pathol. 179, 2220-2232
Tassi, E., Henke, R. T., Bowden, E. T., Swift, M. R., Kodack, D. P., Kuo, A.
H., et al. (2006) Expression of a fibroblast growth factor-binding protein
during the development of adenocarcinoma of the pancreas and colon.
Cancer Res. 66, 1191-1198

Helsten, T., Elkin, S., Arthur, E., Tomson, B. N, Carter, J., and Kurzrock,
R. (2016) The FGFR Landscape in cancer: analysis of 4,853 tumors by
next-generation sequencing. Clin. Cancer Res. 22, 259-267

. Loriot, Y., Necchi, A., Park, S. H., Garcia-Donas, J., Huddart, R., Burgess,

E., et al. (2019) Erdafitinib in locally advanced or metastatic urothelial
carcinoma. N. Engl. J. Med. 381, 338—348

Abou-Alfa, G. K., Sahai, V., Hollebecque, A., Vaccaro, G., Melisi, D., Al-
Rajabi, R, et al. (2020) Pemigatinib for previously treated, locally
advanced or metastatic cholangiocarcinoma: a multicentre, open-label,
phase 2 study. Lancet Oncol. 21, 671-684

Truax, A. D., and Greer, S. F. (2012) ChIP and Re-ChIP assays: investi-
gating interactions between regulatory proteins, histone modifications,
and the DNA sequences to which they bind. Methods Mol. Biol. 809,
175-188

SASBMB


http://refhub.elsevier.com/S0021-9258(23)02379-7/sref32
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref32
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref32
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref33
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref33
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref33
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref33
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref33
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref34
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref34
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref34
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref34
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref34
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref35
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref35
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref35
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref36
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref36
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref36
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref37
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref37
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref37
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref37
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref37
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref38
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref38
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref38
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref39
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref39
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref40
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref40
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref40
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref41
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref41
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref41
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref42
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref42
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref42
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref42
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref43
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref43
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref43
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref44
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref44
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref44
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref45
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref45
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref45
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref45
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref46
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref46
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref46
http://refhub.elsevier.com/S0021-9258(23)02379-7/sref46

	SGCE promotes breast cancer stemness by promoting the transcription of FGF-BP1 by Sp1
	Results
	SGCE upregulates FGF-BP1 mRNA expression in TNBC cells
	FGF-BP1 promotes TNBC stemness
	SGCE promotes TNBC stemness partially through FGF-BP1
	SGCE promotes TNBC stemness through FGF-BP1/FGF2/FGFR signaling
	SGCE upregulates the transcription of FGF-BP1 through Sp1
	SGCE increases Sp1 nuclear localization

	Discussion
	Experimental procedures
	Materials
	Cell culture and transfection
	Coimmunoprecipitation and Western blot
	Mammosphere assay
	Flow cytometry
	Quantitative RT-PCR
	Clonal formation assay
	Xenograft assay
	Plasmids, siRNAs, and transfection
	shRNA transduction
	Immunofluorescence
	Migration assay
	Chromatin immunoprecipitation
	Dual luciferase assays
	Immunohistochemical staining
	Statistical analysis

	Data availability
	Supporting information
	Author contributions
	Funding and additional information
	References


