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Baicalein suppress EMT of breast cancer by mediating 
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Abstract: Tumor associated macrophages (TAMs) are the main infiltrating component in the tumor microenviron-
ment and play an important role in cancer progression. Baicalein has a wide range of pharmacological properties. 
This study explores the potential effect of baicalein on macrophages polarization and epithelial-mesenchymal tran-
sition (EMT) of breast cancer. Co-culture system was established to evaluate the interaction between TAMs and 
breast cancer cells. Then the role of baicalein in modulating TAMs function was assessed. Finally, breast cancer 
mouse model was established to study the underlying mechanism. In vitro experiments showed that co-culture with 
M2 macrophages significantly enhanced EMT of both MDA-MB-231 and MCF-7 breast cancer cells. Baicalein could 
regulate polarization of M2 and attenuate TGF-β1 secretion. In vivo experiments showed that compared with the 
MDA-MB-231 + M2 group, tumor growth and metastasis of baicalein + MDA-MB-231 + M2 group was significantly 
inhibited, with smaller tumor size and decreased lung metastasis lesions. Our findings suggest that the regulation 
of TAMs may be a novel mechanism underlying the anti-tumor effects of baicalein in breast cancer. 
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Introduction

Breast cancer is the most common cancer type 
and the second leading cause of cancer death 
for females worldwide and is expected to 
account for 29% of all new cancer diagnoses 
[1]. Recent advances in diagnosis, chemothera-
pies, hormonal therapies and anti-HER2 thera-
pies have significantly improved the prognosis 
of breast cancer. However, metastasis is still 
main cause of cancer death [2]. Traditionally, 
breast cancer is regarded as a low immunogen-
ic carcinoma, but the impact of local immuno-
logic factors has attracted more and more 
attention [3]. Our group has shown that TAMs 
are associated with poor OS (overall survival) 
and RFS (relapse-free survival) in breast cancer 
[4]. As the association between tumor cells and 
TAMs becomes clear, TAMs are starting to be 
regarded as potential biomarker for diagnosis 

and prognosis of cancer, and even a therapeu-
tic target [5, 6].

Recent studies have shown that the functions 
of macrophages change as tumor progress. 
Macrophages acquire different phenotypic 
characteristics through different activation 
mechanisms, including classical activated mac-
rophages (M1-like) and alternatively activated 
macrophages (M2-like) [7]. M1 and M2 macro-
phages have distinct cytokines and receptors 
expression. CD86 and CD80 are used as M1 
macrophages marker, and CD206 and CD163 
are used as M2 macrophages marker [8, 9]. 
CD68 is a pan macrophage marker [9]. Tumor 
associated macrophages (TAMs) mainly are of 
the M2 phenotype and are the main infiltrating 
component in tumor microenvironment with 
content varying from 50% to 80% in human 
cancers [10-12]. Accumulated evidence indi-
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cates TAMs play a critical role in cancer and 
that, more importantly, TAMs can be repro-
grammed to anti-tumor phenotype (M1), which 
may provide a perfect target for suppressing 
tumor progression [13, 14].

Tumor metastasis is a complex multistep pro-
cess and EMT is an early and important step of 
metastasis. It has been reported that TAMs are 
associated with EMT and that cytokines secret-
ed by TAMs in the tumor microenvironment may 
promote cancer stem cell-like properties and 
EMT [15, 16]. TGF-β1 is a strong EMT inducer 
and can activate Smad signaling and non-Smad 
signaling pathway, such as MAPK, PI3K, and 
AKT signals [17]. Akt, also named protein kin- 
ase B or PKB, is a serine/threonine kinase that 
plays vital role in phosphoinositide 3-kinase 
(PI3K)-Akt signaling pathway. This cascade 
exerts a crucial role in oncogenesis, drug resis-
tance and EMT [18, 19].

Baicalein is a widely used Chinese herbal medi-
cine derived from the root of scutellaria bai- 
calensis that possesses many biochemical and 
pharmacological benefits including anti-fibro-
sis, anti-microbial, anti-inflammation and anti-
tumor properties [20, 21] and has a defined 
chemical structure. Emerging studies have 
demonstrated that Chinese medicinal herbs 
can exert their anti-tumor effects through tar-
geting of the tumor microenvironment [22, 23]. 
However, there are still no studies about the 
role of baicalein on TAMs regulation in breast 
cancer.

Material and methods

Reagents and cell lines

Human breast cancer cell lines of MDA-MB-231 
and MCF-7, and human acute leukemia mono-
nuclear cell line of THP-1 were obtained from 
Shanghai Cell Biological Institute of the Chin- 
ese Academy of Science (Shanghai, China). 
MDA-MB-231 cells were cultured in DMEM-F12 
(Hyclone, USA), MCF-7 cells were cultured in 
DMEM (Hyclone, USA) and THP-1 cells were cul-
tured in RPMI 1640 (Hyclone, USA) according to 
instructions. All the medium were supplied with 
10% fetal bovine serum (Gibco, Life Tech- 
nologies, USA) and 1% penicillin-streptomycin 
solution (Thermo Fisher Scientific, USA). Cells 
were cultured at 37°C in moist atmosphere 
containing 5% CO2.

The stock solution of baicalein (465119, Sigma-
Aldrich) was diluted with dimethyl sulfoxide 
(DMSO) and stored in -20°C in the dark. Re- 
combinant human TGF-β1 (240-B, R&D Sys- 
tems, USA) was used with condition of 5 ng/ 
ml for 24 h. Anti-TGF-β1 neutralizing antibody 
(MAB240, R&D Systems, USA) 1.0 µg/m was 
used 1 h before other treatment [24]. TGFβR-I/
II inhibitor (LY2109761, Selleck Chem) 10 µM 
was used to block action of TGF-β1 two hours 
ahead of other treatment as described previ-
ously [25]. Baicalein treatment and extraction 
of RNA and protein were all performed during 
the logarithmic growth phase of cells.

Co-culture procedure

Breast cancer cells and THP-1-derived macro-
phages were co-cultured using cell culture 
insert (Corning, NY, USA) with 0.4 μm porous 
membrane to separate the upper and lower 
chambers. THP-1 monocytes (5 × 105 cells/ml) 
were seeded into the upper chamber of the 
transwell apparatus, stimulated to differentiate 
into macrophages by the addition of 100 ng/ 
ml PMA (phorbol myristate acetate) (Sigma-
Aldrich) for 24 h and IL4/IL13 (Sino Biological, 
China) for another 24 h as described before 
[26]. Then the chambers were washed three 
times with phosphate-buffered saline (PBS). 
The MDA-MB-231 and MCF-7 cells were placed 
in the lower chamber at a density of 2.5 × 105 
cells/ml for 24 h to allow their adherence to the 
walls. After that, chambers with the THP-1-
derived macrophages were placed directly on 
top of the six-well plates containing the MDA-
MB-231 and MCF-7 cells. The co-culture sys-
tems were incubated for 24 h in serum-free 
RPMI 1640. Breast cancer cells and THP-1 
derived macrophages alone were also cultured 
for 24 h in serum-free RPMI 1640 as controls.

Flow cytometry

Monocytes with different treatments were col-
lected and washed twice in PBS, then cells 
were stained with FITC-CD68 (eBioscience, 11-
0689) or FITC-CD86 (eBioscience, MHCD8601) 
antibody for 30 min at room temperature using 
the recommended dilution of instruction. As to 
CD206 detection, cells were fixed with 4% para-
formaldehyde (PFA) for 30 min at room temper-
ature and next permeabilized with 0.1% Triton 
X-100 (Sigma-Aldrich) for 5 min, then stained 
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with PE-CD206 (eBioscience, 12-2069-42) an- 
tibody for 30 min at room temperature using 
the recommended dilution. After incubation, 
cells were washed twice for examination and 
analyzed with FlowJo software. 

CCK-8 assay

Effects of baicalein on the vitality of MDA-
MB-231, MCF-7 and induced TAMs were ana-
lyzed by CCK-8 assay (7 sea biotech, China). 5 
× 103 cells/well were seeded in 96-well plates 
and treated with different concentrations of 
baicalein for 24 h, 48 h and 72 h at 37°C in a 
moist atmosphere containing 5% CO2. Then the 
medium was removed and replaced with fresh 
medium containing 10% CCK-8. After incubat-
ing 3 h, the optical density of each well was 
measured at a wavelength of 450 nm and 
recorded with a standard ELISA microplate 
reader (BioTek). The inhibition rate was calcu-
lated as follows: Inhibition rate = (1 - (OD drug 
treated - OD blank)/(OD control - OD blank)) × 
100% [27].

RT-PCR assay

Total RNA was obtained using MiniBEST Uni- 
versal RNA Extraction Kit (TaKaRa, Tokyo, 
Japan). cDNA was synthesized with Prime- 
ScriptTM RT Master Mix (TaKaRa). Quantitative 
real-time reverse transcription polymerase 
chain reaction (RT-PCR) reaction system was 
prepared following the instructions of SYBR® 

Premix Ex TaqII (Tli RNaseH Plus) RT-PCR Kit 
(TaKaRa). GAPDH was used as endogenous 
control. Each sample was analyzed in triplicate 
by using a StepOneTMReal-Time PCR System 
(Thermo Fisher Scientific). Data of gene copy 
number was analyzed in accordance with the 
2-ΔΔCt method relative to expression of GAPDH 
and compared with control. Primers for specific 
genes in this study were listed in Table 1.

C67E7) and p-AKT (Ser473, rabbit mAb, D9E). 
Tubulin (ab7291, mouse mAb) and TGF-β1 
(ab179695, Rabbit monoclonal) was bought 
from Abcam (Cambridge, MA, USA). Peroxidase-
conjugated anti-mouse or rabbit antibody (CST) 
was used as secondary antibody and the anti-
gen-antibody reaction was visualized by enha- 
nced chemiluminescence assay (ECL, Thermo). 
After centrifugation, culture supernatant was 
collected and level of TGF-β1 secreted by mac-
rophages and breast cancer cells was qualified 
using active TGF-β1 ELISA kits (R&D Systems) 
according to the manufacturer’s instructions.

Immunofluorescence

Immunofluorescence assay was used to identi-
fy the expression of Ki67. Cells were seeded in 
24-well plates with PLL-coated coverslips at 
density of 2 × 104/well. After cells adhered 
overnight, 4% paraformaldehyde (PFA) was 
used to fix cells on coverslips for 30 min at 
room temperature. Then cells were permeabi-
lized with 0.3% Triton X-100 (Sigma-Aldrich) for 
5 min and blocked with goat serum (CWBIO, 
China) for 1 h. Primary antibodies rabbit anti-
Ki67 (1:200; Abcam) were added on the cover-
lips and incubated overnight at 4°C. After that, 
second antibodies cy3 goat anti-rabbit IgG 
(1:200; CWBIO) was used for 2 h in the dark at 
room temperature. All antibodies were diluted 
with PBS. Controls for non-specific binding 
included omitting primary or secondary anti-
bodies. Then cells were washed and stained 
with 4’,6-diamidino-2-phenylindole (DAPI, 1 μg/
mL) for 5 min. After coverslips were placed on 
glass slides using glycerinum, images were 
taken by Olympus BX51 fluorescence micro-
scope equipped with a DP71 digital camera 
connected to computer (Olympus). Then cell 
numbers of Ki67 expression and DAPI expres-
sion were counted and averaged in five random 
fields.

Table 1. RT-PCR primers

Gene
Primer sequence
Forward (5’-3’) Reverse (5’-3’)

TGF-β1 TCCTGGCGATACCTCAGCAA GCTAAGGCGAAAGCCCTCAA
IL-10 GACTTTAAGGGTTACCTGGGTTG TCACATGCGCCTTGATGTCTG
Arginase-1 GTGGAAACTTGCATGGACAAC AATCCTGGCACATCGGGAATC
IL-12 (p35) CCTTGCACTTCTGAAGAGATTGA ACAGGGCCATCATAAAAGAGGT
TNF-α GAGGCCAAGCCCTGGTATG CGGGCCGATTGATCTCAGC
GAPDH TGTTGCCATCAATGACCCCTT CTCCACGACGTACTCAGCG

Western blotting and ELISA

Cells were collected and cells 
lysis was used for Western blot 
analysis. Antibodies used for 
Western blot analysis were pur-
chased from Cell Signaling Te- 
chnology (Danvers, MA, USA): 
E-cadherin (rabbit mAb, 24E10), 
N-cadherin (rabbit mAb, D4R- 
1H), vimentin (rabbit mAb, D21- 
H3), AKT (pan, rabbit mAb, 
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Immunohistochemistry and scoring

Tumor tissues and metastasis lesions were col-
lected and paraffin-embedded. Then paraffin-
embedded tissues were sliced into 5 μm  
sections. The sections were incubated with 
F4/80 (GB11077-1, 1:1000), CD206 (GB110- 
62, 1:500), TGF-β1 (GB11179, 1:500), iNOS 
(GB11119, 1:1000), N-cad (GB11135, 1:2000), 
Vimentin (GB11192, 1:1000), E-cad (GB13083, 
1:400) and p-AKT (GB13012-3, 1:100) over-
night at 4°C. Primary antibodies for IHC were all 
purchased from Servicebio technology (China). 
Images were taken using Zeiss microscope 
(Zeiss Microscopy, Jena, Germany). Stained 
slides were scored by a pathologist who was 
blind to the grouping. Staining, scoring and 
qualification was carried out as described in a 
recent study [28]. Staining intensity was graded 
as negative (0-5%), weak (6-25%), moderate 
(26-50%), intense (51-75%) or very intense (76-
100%) according to the intensity of each slide, 
with H score ranging from 0-4.

Invasion assay

The invasion assay was conducted using 24- 
well transwell chambers of 8 μm pore size with 
Matrigel (BD Biosciences, 1:8 dilution). MDA-
MB-231 (3 × 104 cells, 30 h) and MCF-7 (1 × 
105 cells, 70 h) under different treatment were 
seeded in serum free medium. The lower cham-
bers were filled with medium supplemented 
with 10% FBS as chemo-attractant. Untreated 
MDA-MB-231 and MCF-7 were taken as con-
trols. Then the upper chambers were washed 
with PBS and then fixed in 100% methanol. 
Cells remained in the upper chamber were 
wiped off gently and those passed through 
pores to the lower surface were stained using 
0.3% crystal violet solution and washed with 
PBS. After that, cell numbers were counted and 
averaged in five random fields at magnification 
of × 200.

In vivo studies

BALB/c nude mice of 6-8 weeks were divided 
into three groups (N = 5/each group), the first 
group and second/third group were subcutane-
ously injected with MDA-MB-231 cancer cells 
alone (2 × 106 cells) and MDA-MB-231 cancer 
cells (2 × 106 cells) mixed with M2 macro-
phages (4 × 106 cells) respectively into right 
side of axillary. Cells were resuspended in 50% 

serum-free RPMI1640 and 50% Matrigel medi-
um with total volume of 200 μl [29]. Tumor size 
was measured every three days. Tumor volume 
was calculated using formula: V (mm3) = L 
(major axis) × W2 (minor axis)/2. The third group 
was treated with baicalein (dissolved in corn oil, 
50 mg/kg, every other day) by gavage after 1 
week since inoculation and the other two 
groups were treated with vehicle meantime. To 
obtain tumor tissues, mice were sacrificed after 
5 weeks.

Statistical methods

All results of quantitative assays were shown as 
mean ± SD from three independent experi-
ments. Statistical significance was determined 
using Student’s t-test with SPSS statistical soft-
ware (version 12.0). P<0.05 was considered 
statistically significant. And all graphs were 
made using GraphPad Prism 6 software 
(GraphPad Software, Inc.).

Results

Morphology of cancer cells changed after co-
culture with TAMs

After treating THP-1 with PMA for 24 h and IL4/
IL13 for another 24 h, results showed that cell 
morphology changed from round to multiple 
apophysis (Figure 1A) and there was a signifi-
cant increase of CD68 (pan macrophage mark-
er) and CD206 (M2 specific marker) (Figure 1B) 
expression, which indicated that PMA and IL-4/
IL-13 treatment in vitro could induce THP-1 to 
differentiate to M2 macrophages, as mention- 
ed in lots of literature [8, 30].

Besides, morphology of both MDA-MB-231 and 
MCF-7 changed after co-culture with M2 mac-
rophages. The shape of MDA-MB-231 tended 
to be more fusiform (Figure 1C) and shape of 
MCF-7 changed from epithelioid phenotype to 
mesenchymal phenotype (Figure 1C) with cell 
gap enlarged, which was more prone to metas-
tasis [31, 32].

TGF-β1 secretion promotes MDA-MB-231 and 
MCF-7 cellular proliferation and metastasis in 
vitro

Active TGF-β1 secretion in mono-culture and 
co-culture supernatant of M2, MDA-MB-231 
and MCF-7 was tested. M2 macrophages cul-
tured alone secreted more active TGF-β1 than 
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MDA-MB-231 and MCF-7 breast cancer cells 
cultured alone (P<0.001, P<0.001) (Figure 2A). 
Besides, active TGF-β1 secretion of co-culture 
system increased significantly (P<0.001, Figure 
2A). Moreover, mRNA level of TGF-β1 was ana-
lyzed. Results showed that TGF-β1 mRNA level 
of M2 macrophages co-cultured with MDA-
MB-231 and MCF-7 increased nearly eight to 
nine times compared with M2 macrophages 
cultured alone (Figure 2B). And TGF-β1 mRNA 
level of MDA-MB-231 and MCF-7 after co-cul-
ture increased about three to four times (Figure 
2C). From the above, TGF-β1 secretion in co-
culture medium was significantly increased and 
TGF-β1 mRNA levels of M2, MDA-MB-231 and 
MCF-7 after co-culture were obviously upregu-
lated. We next analyzed metastasis and prolif-
eration ability of cancer cells before and after 
co-culture.

After co-culture with TAMs, invasion cell num-
bers of both MDA-MB-231 and MCF-7 were  
significantly increased (P<0.01, P<0.05). And 
rhTGF-β1 (recombinant TGF-β1) treatment alo- 
ne achieved the same effect for MDA-MB- 
231 and MCF-7 cancer cells (P<0.05, P<0.01). 
Besides, addition of anti-TGF-β1 neutralizing 
antibody before co-culture could reverse inva-
sion ability of both MDA-MB-231 and MCF-7 
cancer cells compared with breast cancer cells 

co-cultured with M2 macrophages (P<0.01, 
P<0.05) (Figure 2D). Immunofluorescence of 
Ki67 indicated that proliferation of both MDA-
MB-231 and MCF-7 was enhanced after co-
culture (P<0.01, P<0.05). And rhTGF-β1 treat-
ment alone also obtained the same result for 
MDA-MB-231 and MCF-7 cancer cells (P<0.01, 
P<0.05). Besides, addition of anti-TGF-β1 neu-
tralizing antibody before co-culture could re- 
verse proliferation ability of both MDA-MB-231 
and MCF-7 cancer cells compared with breast 
cancer cells co-cultured with M2 macrophages 
(P<0.01, P<0.05) (Figure 2E).

Baicalein suppress viability of M2, MDA-
MB-231 and MCF-7 dose- and time-depend-
ently and induce phenotype and function 
skewing of M2 macrophage to M1 macro-
phage

The viability of MDA-MB-231, MCF-7 and TAMs 
was inhibited by baicalein (0-140 μmol/L) in a 
dose- and time-dependent manner (Figure 3A). 
IC50 of baicalein for MDA-MB-231 at 24 h, 48 h 
and 72 h was 79.12/50.10/34.77 μmol/L, for 
MCF-7 at 24 h, 48 h and 72 h was 49.76/ 
43.73/39.44 μmol/L, for TAM at 24 h, 48 h  
and 72 h was 191.5/107.1/41.78 μmol/L res- 
pectively, which suggested that baicalein had 
much more biological toxic effect on breast 

Figure 1. M2 macrophages induction and morphology change of cancer cells after co-culture. A. Morphology of 
THP-1 after treatment of PMA for 24 h and IL-4/IL-13 for anther 24 h. B. CD68 and CD206 expression of THP-1 after 
treatment with PMA and IL-4/13 was analyzed by FACS. C. Morphology of MDA-MB-231 and MCF-7 after co-culture 
with M2 macrophages for 24 h. Scale bar = 50 μm.
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cancer cells directly than on TAMs. Synthesized 
IC50 of all three cell lines above and excluded 

the obvious suppressing effect of baicalein on 
MDA-MB-231 and MCF-7, the concentration 

Figure 2. TGF-β1 secreted by M2 macrophage improve the invasion and proliferation of breast cancer cells. A. Ac-
tive TGF-β1 expression levels in mono-culture medium of M2, MDA-MB-231 and MCF-7 and in co-culture medium 
of M2/MDA-MB-231 and M2/MCF-7 were analyzed using Elisa assay. B. TGF-β1 mRNA levels of M2 macrophages 
before and after co-culture with MDA-MB-231 and MCF-7 breast cancer cells respectively. C. TGF-β1 mRNA levels 
of MDA-MB-231 and MCF-7 before and after co-culture with M2 macrophages. D. Invasion assay of MDA-MB-231 
and MCF-7 of mono-culture, co-culture, TGF-β1 treatment, co-culture + neutralizing TGF-β1 antibody. Results were 
qualified. E. Ki67 immunofluorescence staining of MDA-MB-231 and MCF-7 of mono-culture, co-culture, TGF-β1 
treatment, co-culture + neutralizing TGF-β1 antibody. Results were qualified. Values were represented as mean ± 
SD, *P<0.05, **P<0.01, ***P<0.001. Scale bar = 50 μm. 231, MDA-MB-231. Co, co-culture. TGF-β1Ab, neutral-
izing TGF-β1 antibody.
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less than or equal to 40 μmol/L for 48 h was 
adopted to verify whether baicalein could 
induce skewing of M2 macrophages to M1 
phenotype.

After treatment of baicalein (0, 20, 40 μmol/L), 
M2 macrophages were collected and used for 
Flow cytometry. Results showed M2 specific 
marker CD206 decreased and M1 specific 

marker CD86 increased significantly, which 
indicated that baicalein could change the phe-
notype of macrophages from M2 to M1 (Figure 
3B). Further test was performed to confirm 
whether macrophages polarization induced by 
baicalein was functional. Results showed that 
baicalein could lead to not only phenotype shift 
but also functional change with mRNA expres-
sion of M2 associated cytokines (TGF-β1, Arg1, 

Figure 3. Baicalein suppress vitality of M2, MDA-
MB 231 and MCF-7 dose- and time-dependently 
and induce phenotype and function skewing of M2 
macrophages to M1 macrophages. A. Effect of ba-
icalein (0-140 μmol/L) on viability of M2, MDA-MB 
231 and MCF-7 for 24 h, 48 h and 72 h. B. CD206 
and CD86 expression of M2 macrophages treated 
with baicalein (0, 20, 40 μmol/L) and quantifi ca-μmol/L) and quantifi ca-/L) and quantifica-
tion. C. Effect of baicalein (0, 20, 40 μmol/L) on 
Arg1, TGF-β1, IL-10, IL-12 and TNF-α mRNA level 
of M2 macrophages. Values were represented as 
mean ± SD. *P<0.05, **P<0.01, ***P<0.001.
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IL-10) decreasing and M1 associated cytokines 
(IL-12 and TNF-α) increasing significantly at 40 
μmol/L (Figure 3C). Based on the above, baica-
lein concentration of 40 μmol/L was used for 
further experiment.

Baicalein inhibit enhanced EMT of breast can-
cer cells induced by co-culture with TAMs

TAMs were divided into three groups according 
to different treatments and then co-cultured 

with cancer cells. Pretreatment of baicalein  
for 48 h before co-culture could significantly 
reduce proliferation (Figure 4A) and migration 
(Figure 4B) of both MDA-MB 231 and MCF-7 
compared with control group. And addition of 
rhTGF-β1 in co-culture medium could reverse 
inhibiting effects of baicalein (Figure 4A and 
4B).

Since TGF-β1 is a strong EMT inducer, we next 
analyzed the protein expression involved in 

Figure 4. Baicalein inhibit enhanced 
EMT of breast cancer cells induced by 
M2 macrophages. A. Ki67 expression of 
MDA-MB-231 and MCF-7 after co-culture 
with M2 macrophages, M2 macrophages 
treated with baicalein, M2 macrophages 
treated with baicalein plus TGF-β1 sepa-
rately. B. Invasion of MDA-MB-231 and 
MCF-7 after co-culture with M2 macro-
phages, M2 macrophages treated with 
baicalein and M2 macrophages treated 
with baicalein plus TGF-β1 separately. C. 
Protein expression of TGF-β1, E-cadherin, 
N-cadherin, Vimentin, t-AKT and p-AKT of 
MDA-MB-231 and MCF-7 before and af-
ter co-culture with M2 macrophages or 
M2 macrophages treated with baicalein. 
Values were represented as mean ± SD. 
*P<0.05, **P<0.01. Scale bar = 50 μm. 
Co, co-culture.
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Figure 5. Baicalein suppress breast cancer in vivo. A. Primary tumors were collected from MDA-MB-231, MDA-
MB-231/M2 and MDA-MB-231/M2/baicalein groups. B. Growth curve of primary tumors in BALB/c nude mice. 
Tumor volume was described as mean ± SD (mm3). C. Quantification of lung lesions for each group, data was 
represented as percentage of lesion area of lung tissue. D. TGF-β1, F4/80, CD206, iNOS, E-cadherin, N-cadherin, 
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EMT process. Co-culture with M2 macrophages 
could significantly upregulate TGF-β1, N-cad- 
herin and Vimentin expression in both MDA-
MB-231 and MCF-7, and downregulate E-cad- 
herin expression in MCF-7 cancer cells. And 
baicalein pretreatment before co-culture could 
reverse this effect (Figure 4C). Besides, the 
role of inhibiting EMT shift after co-culture of 
baicalein could be targeting PI3K-AKT signal 
pathway (Figure 4C).

Baicalein inhibit growth and metastasis of 
breast cancer in vivo

To further confirm our results, BALB/c nude 
mice was used for in vivo analysis. After co-
culture with M2 macrophages, MDA-MB-231 
breast cancer cells had stronger ability in pro-
moting tumor growth (Figure 5A and 5B) and 
lung metastasis (Figure 5C) and baicalein treat-
ment could effectively prevent this effect and 
exerted anti-tumor role (Figure 5A-C). Potential 
mechanism was explored using immunohisto-
chemical method. For primary tumor tissues, 
expression of TGF-β1, CD206, N-cadherin, Vi- 
mentin and p-AKT expression was significantly 
upregulated after co-culture. And compared 

of TAMs that may lead to promotion or inhibi-
tion of tumor progression [33]. It has been 
reported that IL-4 and IL-13 are strong inducers 
of M2-like macrophage activation [14, 34]. 
TGF-β also induces an M2-like functional phe-
notypes that share properties with IL-4 or IL-13 
activated macrophages [34]. Since macro-
phages in tumor microenvironment mainly are 
of the M2 phenotype, we use THP-1 derived M2 
macrophages to mimic TAMs. In this study, we 
showed that TAMs produced plenty of TGF-β1 
to activate PI3K-Akt signal pathway and indu- 
ced EMT of breast cancer cells. In turn, breast 
cancer cells after co-culture secreted TGF-β1 to 
keep macrophages as a TAM-like phenotype, 
forming a positive feedback loop. Moreover, 
baicalein induced skewing of M2-like TAMs to 
M1-like phenotypes and decreased TGF-β1 
expression, thus breaking the vicious circle 
(Figure 6). 

The molecular mechanism that polarize TAMs 
towards the M2 pro-tumor phenotype have 
become research hot spot recently. TGF-β1 has 
been reported to promote the differentiation of 
non-activated macrophages into a TAM-like 
(M2-like) phenotype [35] and plays a funda-

Vimentin and p-AKT expression of primary tumors by immunohistochemistry. E. TGF-β1, CD206, iNOS and p-AKT 
expression of lung lesions by immunohistochemistry. F. Qualification of TGF-β1, CD206, iNOS and p-AKT expression 
of lung lesions. G. Qualification of TGF-β1, F4/80, CD206, iNOS, E-cadherin, N-cadherin, Vimentin and p-AKT expres-
sion of primary tumor. Scale bar = 50 μm. *P<0.05, **P<0.01, ***P<0.001.

Figure 6. Schematic diagram of baicalin in inhibiting breast cancer by regu-
lating tumor microenvironment. 

with co-culture group, addi-
tional baicalein treatment co- 
uld significantly increase ex- 
pression of iNOS, E-cadherin 
and decrease expression of 
TGF-β1, CD206, N-cadherin, 
Vimentin and p-Akt. There was 
no statistical difference of 
F4/80 expression among th- 
ree groups (Figure 5D and 5G). 
For metastatic lung lesions, 
expression of TGF-β1, CD206, 
p-Akt and iNOS were consis-
tent with primary tumor tis-
sues (Figure 5E and 5F). 

Discussion

During carcinogenesis, the in- 
terplay between cancer cells 
and various tumor microenvi-
ronment components shapes 
the phenotype and physiology 
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mental role in multiple steps of cancer progres-
sion, including EMT [36]. PI3K-Akt signals, as 
non-Smad signaling pathways, are activated in 
TGF-β induced EMT [17]. Our study showed that 
the addition of neutralizing TGF-β1 antibody in 
co-culture medium blocked the tumor promot-
ing effect of TAMs. Besides, we showed that 
addition of rhTGF-β1 in baicalein pretreatment 
co-culture medium could reverse the inhibiting 
effects of baicalein, which indicated that TGF-
β1 might be the main factor for TAMs to execute 
tumor supporting function. 

It has been reported that baicalein may be an 
immunomodulatory agent through regulating 
Th17 cells and dendritic cells and that baicalein 
can increase expressions of IFN-γ and IL-12, 
thus boosting immune response [37]. So far, 
there are no studies investigating the role of 
baicalein on the interaction between breast 
cancer cells and TAMs. Our results indicated 
that baicalein could directly inhibit viability of 
breast cancer cells and TAMs, but the concen-
tration needed for TAMs inhibition was higher 
than directly targeting breast cancer cells. 
However, we found that baicalein regulated 
macrophages polarization at lower concentra-
tions. Our in-vivo immunohistochemical stain-
ing of F4/80 showed that baicalein didn’t 
change the total number of macrophages, but 
increased the amount of M1 phenotype (iNOS+) 
and decreased the amount of M2 phenotype 
(CD206+) in primary tumor. Besides, higher 
expression of TGF-β1, CD206 and p-Akt could 
be seen in lung lesions after MDA-MB-231 co-
cultured with M2 macrophages, which was con-
sistent with in vitro results that co-culture with 
M2 could enhance proliferation and invasion of 
breast cancer cells. Most importantly, baicalein 
could block the effect of M2 macrophages by 
repolarization and inhibit TGF-β mRNA of M2 
macrophages. Many studies showed that P38 
MAPK, ERK, and JNK were involved in TGF-β 
transcription [38, 39]. And baicalein, as a multi-
target drug, could block MAPK signal pathways, 
which maybe the potential mechanism of inhib-
iting TGF-β mRNA level [40-42]. In summary, 
our study showed that baicalein had dual roles 
in tumor suppression at lower concentration: 
one was the direct role in poisoning cancer 
cells, and the other was through the regulation 
of macrophage polarization. 

AKT isoforms have been reported to play key 
roles in a wide variety of cellular processes 

including anti-apoptosis, proliferation, polarity, 
migration, DNA repair, angiogenesis, and stem 
cell self-renewal [43]. Our study showed that 
co-culture with TAMs could enhance EMT of 
breast cancer cells possibly through TGF-β1-
Akt signal pathway and that baicalein could 
regulate TAMs polarization, thus blocking this 
effect. PI3K/Akt pathway has been reported to 
involve in inflammatory signals and can regu-
late activation phenotype of macrophages [44]. 
PI3K activation is an essential step towards  
M2 macrophages activation in response to IL-4 
[45]. And Akt activation is needed for M2 acti-
vation, because Akt inhibition abolish the up- 
regulation of M2 genes [45]. It is possible that 
baicalein may regulate M2 macrophages repo-
larization through inhibiting PI3K/Akt signal 
pathway. 

Taken together, our study shows an important 
role of the positive feedback loop between 
breast cancer cells and TAMs in cancer growth 
and metastasis. Baicalein, as an inhibitor of 
breast cancer through regulating the polariza-
tion and function of TAMs, provides novel 
mechanism for cancer therapy. Considering 
that baicalein can also directly target cancer 
cells under same condition, our study provides 
a new insight regarding the therapeutic poten-
tial of baicalein for breast cancer, and possibly 
for other cancers as well.

Acknowledgements

This study was funded by National Natural 
Science Foundation of China supported this 
study (NO. 81274136). The authors would like 
to acknowledge the National Natural Science 
Foundation of China, which supported this 
study.

Disclosure of conflict of interest

None.

Address correspondence to: Dr. Shuqun Zhang, 
Department of Oncology, The Second Affiliated 
Hospital of Xi’an Jiaotong University, 157 West Fifth 
Street, Xi’an 710004, Shaanxi, P. R. China. Tel: +86-
13891841249; E-mail: shuqun_zhang1971@163.
com

References

[1] Siegel RL, Miller KD and Jemal A. Cancer sta-
tistics, 2016. CA Cancer J Clin 2016; 66: 7-30.



Role of baicalein in breast cancer

1539 Am J Cancer Res 2018;8(8):1528-1540

[2] Xie HY, Shao ZM and Li DQ. Tumor microenvi-
ronment: driving forces and potential thera-
peutic targets for breast cancer metastasis. 
Chin J Cancer 2017; 36: 36.

[3] Okabe M, Toh U, Iwakuma N, Saku S, Akashi M, 
Kimitsuki Y, Seki N, Kawahara A, Ogo E, Itoh K 
and Akagi Y. Predictive factors of the tumor im-
munological microenvironment for long-term 
follow-up in early stage breast cancer. Cancer 
Sci 2017; 108: 81-90.

[4] Zhao X, Qu J, Sun Y, Wang J, Liu X, Wang F, 
Zhang H, Wang W, Ma X, Gao X and Zhang S. 
Prognostic significance of tumor-associated 
macrophages in breast cancer: a meta-analy-
sis of the literature. Oncotarget 2017; 8: 
30576-30586.

[5] Yang L and Zhang Y. Tumor-associated macro-
phages: from basic research to clinical applica-
tion. J Hematol Oncol 2017; 10: 58.

[6] Georgoudaki AM, Prokopec KE, Boura VF, 
Hellqvist E, Sohn S, Ostling J, Dahan R, Harris 
RA, Rantalainen M, Klevebring D, Sund M, 
Brage SE, Fuxe J, Rolny C, Li F, Ravetch JV and 
Karlsson MC. Reprogramming tumor-associat-
ed macrophages by antibody targeting inhibits 
cancer progression and metastasis. Breast 
Cancer Res Treat 2016; 15: 2000-2011.

[7] Tan HY, Wang N, Man K, Tsao SW, Che CM and 
Feng Y. Autophagy-induced RelB/p52 activa-
tion mediates tumour-associated macrophage 
repolarisation and suppression of hepatocel-
lular carcinoma by natural compound baicalin. 
Cell Death Dis 2015; 6: e1942.

[8] Genin M, Clement F, Fattaccioli A, Raes M and 
Michiels C. M1 and M2 macrophages derived 
from THP-1 cells differentially modulate the re-
sponse of cancer cells to etoposide. BMC Can-
cer 2015; 15: 577.

[9] Zhou Y, Yoshida S, Kubo Y, Yoshimura T, Ko-
bayashi Y, Nakama T, Yamaguchi M, Ishikawa 
K, Oshima Y and Ishibashi T. Different distribu-
tions of M1 and M2 macrophages in a mouse 
model of laser-induced choroidal neovascular-
ization. Mol Med Rep 2017; 15: 3949-3956.

[10] Tevis KM, Cecchi RJ, Colson YL and Grinstaff 
MW. Mimicking the tumor microenvironment 
to regulate macrophage phenotype and as-
sessing chemotherapeutic efficacy in embed-
ded cancer cell/macrophage spheroid models. 
Acta Biomater 2017; 50: 271-279.

[11] Mantovani A, Germano G, Marchesi F, Locatelli 
M and Biswas SK. Cancer-promoting tumor-
associated macrophages: new vistas and open 
questions. Eur J Immunol 2011; 41: 2522-
2525.

[12] Jia X, Yu F, Wang J, Iwanowycz S, Saaoud F, 
Wang Y, Hu J, Wang Q and Fan D. Emodin sup-
presses pulmonary metastasis of breast can-
cer accompanied with decreased macrophage 

recruitment and M2 polarization in the lungs. 
Breast Cancer Res Treat 2014; 148: 291-302.

[13] Kang H, Zhang J, Wang B, Liu M, Zhao J, Yang 
M and Li Y. Puerarin inhibits M2 polarization 
and metastasis of tumor-associated macro-
phages from NSCLC xenograft model via inac-
tivating MEK/ERK 1/2 pathway. Int J Oncol 
2017; 50: 545-554.

[14] Tariq M, Zhang J, Liang G, Ding L, He Q and 
Yang B. Macrophage polarization: anti-cancer 
strategies to target tumor-associated macro-
phage in breast cancer. J Cell Biochem 2017; 
118: 2484-2501.

[15] Fan QM, Jing YY, Yu GF, Kou XR, Ye F, Gao L, Li 
R, Zhao QD, Yang Y, Lu ZH and Wei LX. Tumor-
associated macrophages promote cancer st- 
em cell-like properties via transforming growth 
factor-beta1-induced epithelial-mesenchymal 
transition in hepatocellular carcinoma. Cancer 
Lett 2014; 352: 160-168.

[16] Derynck R, Muthusamy BP and Saeteurn KY. 
Signaling pathway cooperation in TGF-beta-in-
duced epithelial-mesenchymal transition. Curr 
Opin Cell Biol 2014; 31: 56-66.

[17] Fu H, He Y, Qi L, Chen L, Luo Y, Chen L, Li Y, 
Zhang N and Guo H. cPLA2alpha activates 
PI3K/AKT and inhibits Smad2/3 during epi-
thelial-mesenchymal transition of hepatocellu-
lar carcinoma cells. Cancer Lett 2017; 403: 
260-270.

[18] Liu Y, Yin Y, Zhang Z, Li CJ, Zhang H, Zhang D, 
Jiang C, Nomie K, Zhang L, Wang ML and Zhao 
G. Structural optimization elaborates novel po-
tent Akt inhibitors with promising anticancer 
activity. Eur J Med Chem 2017; 138: 543-551.

[19] Choi JH, Hwang YP, Kim HG, Khanal T, Do MT, 
Jin SW, Han HJ, Lee HS, Lee YC, Chung YC, 
Jeong TC and Jeong HG. Saponins from the 
roots of Platycodon grandiflorum suppresses 
TGFbeta1-induced epithelial-mesenchymal tr- 
ansition via repression of PI3K/Akt, ERK1/2 
and Smad2/3 pathway in human lung carci-
noma A549 cells. Nutr Cancer 2014; 66: 140-
151.

[20] Bie B, Sun J, Li J, Guo Y, Jiang W, Huang C, Yang 
J and Li Z. Baicalein, a natural anti-cancer 
compound, alters microRNA expression pro-
files in Bel-7402 human hepatocellular carci-
noma cells. Cell Physiol Biochem 2017; 41: 
1519-1531.

[21] Wang W, Zhou PH, Xu CG, Zhou XJ, Hu W and 
Zhang J. Baicalein attenuates renal fibrosis by 
inhibiting inflammation via down-regulating 
NF-kappaB and MAPK signal pathways. J Mol 
Histol 2015; 46: 283-290.

[22] Lin WF, Lu JY, Cheng BB and Ling CQ. Progress 
in research on the effects of traditional Chi-
nese medicine on the tumor microenviron-
ment. J Integr Med 2017; 15: 282-287.



Role of baicalein in breast cancer

1540 Am J Cancer Res 2018;8(8):1528-1540

[23] Xu J, Song Z, Guo Q and Li J. Synergistic effect 
and molecular mechanisms of traditional Chi-
nese medicine on regulating tumor microenvi-
ronment and cancer cells. Biomed Res Int 
2016; 2016: 1490738.

[24] Ardura JA, Rayego-Mateos S, Ramila D, Ruiz-
Ortega M and Esbrit P. Parathyroid hormone-
related protein promotes epithelial-mesenchy-
mal transition. J Am Soc Nephrol 2010; 21: 
237-248.

[25] Bokhari AA and Syed V. Inhibition of transform-
ing growth factor-beta (TGF-beta) signaling by 
scutellaria baicalensis and fritillaria cirrhosa 
extracts in endometrial cancer. J Cell Biochem 
2015; 116: 1797-805.

[26] Sun L, Chen B, Jiang R, Li J and Wang B. Resve-
ratrol inhibits lung cancer growth by suppress-
ing M2-like polarization of tumor associated 
macrophages. Cell Immunol 2017; 311: 86-
93.

[27] Noguchi K, Iwahashi M, Tani M, Nakamura M, 
Nakamori M, Nakatani Y, Ueda K, Ishida K, 
Naka T, Ojima T, Hotta T, Mizobata S and Yam-
aue H. Evaluation of chemosensitivity testing 
with highly purified tumor cells in 435 patients 
with gastric carcinoma using an MTT assay. An-
ticancer Res 2005; 25: 931-937.

[28] Tiainen S, Tumelius R, Rilla K, Hamalainen K, 
Tammi M, Tammi R, Kosma VM, Oikari S and 
Auvinen P. High numbers of macrophages, es-
pecially M2-like (CD163-positive), correlate 
with hyaluronan accumulation and poor out-
come in breast cancer. Histopathology 2015; 
66: 873-883.

[29] Ghoneim HM, Maher S, Abdel-Aty A, Saad A, 
Kazem A and Demian SR. Tumor-derived CCL-2 
and CXCL-8 as possible prognostic markers of 
breast cancer: correlation with estrogen and 
progestrone receptor phenotyping. Egypt J Im-
munol 2009; 16: 37-48.

[30] Vergadi E. Akt signaling pathway in macro-
phage activation and M1/M2 polarization. 
Scand J Immunol 2017; 198: 1006-1014.

[31] Moreno-Bueno G, Portillo F and Cano A. Tran-
scriptional regulation of cell polarity in EMT 
and cancer. Oncogene 2008; 27: 6958-6969.

[32] Thiery JP and Sleeman JP. Complex networks 
orchestrate epithelial-mesenchymal transi-
tions. Nat Rev Mol Cell Biol 2006; 7: 131-142.

[33] Zhao G, Liu L, Peek RM Jr, Hao X, Polk DB, Li H 
and Yan F. Activation of epidermal growth fac-
tor receptor in macrophages mediates feed-
back inhibition of M2 polarization and gastro-
intestinal tumor cell growth. J Biol Chem 2016; 
291: 20462-20472.

[34] Szebeni GJ, Vizler C, Kitajka K and Puskas LG. 
Inflammation and cancer: extra- and intracel-
lular determinants of tumor-associated macro-
phages as tumor promoters. Mediators In-
flamm 2017; 2017: 9294018.

[35] Zhang F, Wang H, Wang X, Jiang G, Liu H, Zhang 
G, Wang H, Fang R, Bu X, Cai S and Du J. TGF-
beta induces M2-like macrophage polarization 
via SNAIL-mediated suppression of a pro-in-
flammatory phenotype. Oncotarget 2016; 7: 
52294-52306.

[36] Saitoh M. Epithelial-mesenchymal transition  
is regulated at post-transcriptional levels by 
transforming growth factor-beta signaling dur-
ing tumor progression. Cancer Sci 2015; 106: 
481-488.

[37] Gong SQ, Sun W, Wang M and Fu YY. Role  
of TLR4 and TCR or BCR against baicalin-in-
duced responses in T and B cells. Int Immuno-
pharmacol 2011; 11: 2176-2180.

[38] Xiao YQ, Freire-de-Lima CG, Schiemann WP, 
Bratton DL, Vandivier RW and Henson PM. 
Transcriptional and translational regulation of 
TGF-production in response to apoptotic cells. 
J Immunol 2008; 181: 3575-3585.

[39] Huang Y, Noble NA, Zhang J, Xu C and Border 
WA. Renin-stimulated TGF-beta1 expression is 
regulated by a mitogen-activated protein ki-
nase in mesangial cells. Kidney Int 2007; 72: 
45-52.

[40] Zhou QM, Wang S, Zhang H, Lu YY, Wang XF, 
Motoo Y and Su SB. The combination of ba-
icalin and baicalein enhances apoptosis via 
the ERK/p38 MAPK pathway in human breast 
cancer cells. Acta Pharmacol Sin 2009; 30: 
1648-1658.

[41] Tang X, Chen J, Yu X, Tang L, Li Y and Xia J.  
Baicalein and U0126 suppress bladder can- 
cer proliferation via MAPK signaling pathway. 
Tropical Journal of Pharmaceutical Research 
2017; 16: 279.

[42] He X, Wei Z, Zhou E, Chen L, Kou J, Wang J and 
Yang Z. Baicalein attenuates inflammatory re-
sponses by suppressing TLR4 mediated NF-
kappaB and MAPK signaling pathways in LPS-
induced mastitis in mice. Int Immunopharma- 
col 2015; 28: 470-476.

[43] Liu Q, Turner KM, Alfred Yung WK, Chen K and 
Zhang W. Role of AKT signaling in DNA repair 
and clinical response to cancer therapy. Neuro 
Oncol 2014; 16: 1313-1323.

[44] Barrett JP, Minogue AM, Falvey A and Lynch 
MA. Involvement of IGF-1 and Akt in M1/M2 
activation state in bone marrow-derived mac-
rophages. J Immunol 2015; 335: 258-268.

[45] Weisser SB, McLarren KW, Voglmaier N, van 
Netten-Thomas CJ, Antov A, Flavell RA and Sly 
LM. Alternative activation of macrophages by 
IL-4 requires SHIP degradation. Eur J Immunol 
2011; 41: 1742-1753.


