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Activation of AMPKα mediates 
additive effects of solamargine and 
metformin on suppressing MUC1 
expression in castration-resistant 
prostate cancer cells
SongTao Xiang1,*, QiuHong Zhang1,2,*, Qing Tang2, Fang Zheng2, JingJing Wu2, LiJun Yang2 & 
Swei Sunny Hann2

Prostate cancer is the second most common cause of cancer-related deaths worldwide. The mucin 1 
(MUC1) oncoprotein is highly expressed in human prostate cancers with aggressive features. However, 
the role for MUC1 in occurrence and progression of castration-resistant prostate cancer (CRPC) 
remained elusive. In this study, we showed that solamargine, a major steroidal alkaloid glycoside, 
inhibited the growth of CRPC cells, which was enhanced in the presence of metformin. Furthermore, we 
found that solamargine increased phosphorylation of AMPKα, whereas reducing the protein expression 
and promoter activity of MUC1. A greater effect was observed in the presence of metformin. In addition, 
solamargine reduced NF-κB subunit p65 protein expression. Exogenously expressed p65 resisted 
solamargine-reduced MUC1 protein and promoter activity. Interestingly, exogenously expressed 
MUC1 attenuated solamargine-stimulated phosphorylation of AMPKα and, more importantly reversed 
solamargine-inhibited cell growth. Finally, solamargine increased phosphorylation of AMPKα, 
while inhibiting MUC1, p65 and tumor growth were observed in vivo. Overall, our results show that 
solamargine inhibits the growth of CRPC cells through AMPKα-mediated inhibition of p65, followed 
by reduction of MUC1 expression in vitro and in vivo. More importantly, metformin facilitates the 
antitumor effect of solamargine on CRPC cells.

Prostate cancer is the most common malignancy and the second most common cause of cancer-related death 
in men worldwide1. The survival rates remain poor especially for castration-resistant prostate cancer (CRPC) 
patients in spite of multiple treatment strategies, including surgery, chemo-radiation, endocrine, and targeted 
therapies2,3. Although the etiology of prostate cancer is still unclear, a large body of evidence has indicated that 
environmental factors and dysfunction in multiple genes are associated with the development and progression 
of this malignancy4,5. Despite of the advancement in understanding the molecular biology and therapeutic 
approaches, CRPC still harbors a significant amount of treatment difficulty with less effective therapeutic strate-
gies available6,7. Therefore, search for the novel therapeutic approaches based on various combinations of medi-
cations to enhance the therapeutic efficacy are urgently desired.

Natural phytochemicals derived from dietary sources and medicinal plants have gained significant recogni-
tion in the control of carcinogenesis, and been considered as an ideal approach in prevention and treatment of 
cancer. Solamargine, one of major compounds of Solanum lycocarpum fruit glycoalkaloid extract and a major 
steroidal alkaloid glycoside purified from Solanum nigrum L (SNL), a traditional Chinese medicinal herb, has 
been shown to have anti-tumor activity against the several types of cancers8–11. Solamargine (SM) augmented 
trastuzumab and epirubicin-induced deaths of human lung cancer cells12. Also, solamargine reported to inhibit 
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migration and invasion of hepatocellular carcinoma cells through reduction of matrix metalloproteinase (MMP) 
expression13. However, limited data have so far unveiled the links of this agent to prostate cancer treatment. The 
mechanisms and potential nontoxic benefits by which this agent affects prostate cancer survival remain unknown.

AMP-activated protein kinase (AMPK) is crucial cellular energy sensor and a key regulator of multi-
ple metabolic pathways, which induces the catabolic processes that produces ATP and inhibits the anabolic 
ATP-consuming processes associated with a number of beneficial effects, such as decrease of inflammatory 
responses and retard of disease progression including diabetes and obesity, among others14,15. AMPK signaling 
also involves in growth, differentiation and progression of cancer, and has emerged as an attractive therapetic 
target to various types of cancer16–18. However, conflicting reports about its cellular functions in cancer have been 
reported. AMPK has been shown to induce progression and promote cancer cell survival in the face of extrinsic, 
intrinsic stimuli, and metabolic stress such as hypoxia and glucose deprivation19–22. Thus, the two distinct roles of 
AMPK acting as a tumor suppressor or an oncogene was depending upon the different environmental contexts, 
and whether AMPK should be targeted for activation or inhibition during cancer therapy, require clarification. 
Nevertheless, we need to consider the effects of tissue/tumor types, and the effectors of short/long-term AMPK 
signaling when investigating its role in associating with cancer.

Cell surface-associated mucin 1 (MUC1), a glycosylated transmembrane protein, is highly expressed in var-
ious malignant tumors and is associated with cellular growth, invasion, metastasis23,24. MUC1 was also highly 
expressed in the CRPC cells, and a potential correlation between functional androgen receptor (AR) signal-
ing and MUC1 expression was observed25,26. MUC1 has been shown to bind to transcriptional factor, such as 
nuclear factor NF-kappaB (NF-κ B)/p65, and promote downstream target gene expression23. We recently showed 
that curcumin inhibited growth of CRPC cells through multiple kinase-mediated inhibition of MUC1 protein27. 
However, the expression and functional significance of MUC1 gene in occurrence and progression of CRPC still 
remains poorly understood.

In this study, we explored the potential mechanism by which solamargine alone and combination of solamar-
gine and metformin in the inhibition of CRPC cells. We provided the evidence demonstrating that solamargine 
inhibited the growth of CRPC cells through AMPKα -mediated inhibition of p65, followed by reduction of MUC1 
expression in vitro and in vivo. More importantly, metformin enhanced the antitumor effects of solamargine on 
CRPC cells.

Results
The effects of solamargine and metformin on the growth of CRPC cells. We stated to examine the 
effect of solamargine on growth of CRPC cells. We showed that solamargine inhibited the growth of two CRPC cell 
lines (PC3 and DU145) in the dose-dependent manner with significant effect observed at 6 to 8 μ M for up to 72 h 
(Fig. 1A). The IC50 were 7.0 and 6.5 μ M in 24 h in PC3 and DU145 cells, respectively. No further inhibitory effects 
were observed with higher doses of solamargine. Similar result has been shown in an additional CRPC cell line 
C4-2B cells with IC50 3.277 μ M in 24 h (Fig. 1A). Note that solamargine had little effects on cell growth at the doses 
showed significant effects on prostate cancer cells in one human benign prostate hyperplasia epithelial cells (BPH-1)  
(Fig. 1A). Moreover, the cell cycle phase distribution of CRPC cells treated with increased doses of solamargine 
for 24 h was analyzed by flow cytometry. We observed that, compared with the untreated control cells, solamar-
gine significantly increased the proportion of cells at G0/G1 and G2/M phases (from 52.1 to 69% and from 9.96 
to 13.9%), while the proportion of cells at S phases were reduced (from 32.9 to 15%, and from 28.8 to 22.3%) in 
PC3 and C4-2B cells, respectively (Fig. 1B,C). Together, these findings suggested that solamargine inhibited cell 
growth and induced cell cycle arrest in CRPC cells.

Metformin, the most widely used drug in treatment of type 2 diabetes, has been shown to inhibit growth of 
different cancer types in several studies through AMPK-dependent and -independent signaling pathways28–32. 
Herein, we also asked whether combination of known AMPK activator metformin and solamargine could have 
enhanced effect. Interestingly, while metformin alone had little effect, combination of solamargine and met-
formin significant reduced the proliferation of CRPC cells (Fig. 1D). This implied a potential new mechanism by 
which the combination of solamargine and metformin enhanced the growth inhibition of prostate cancer cells. 
As expected, while compound C stimulated cell growth, it also resisted in part the inhibitory effect of solamargine 
on cell growth (Fig. 1E).

Solamargine and metformin increased phosphorylation of AMPKα. Because of the controversial 
observations of AMPK signaling in pro- or anti-tumorigenic roles22,33 and the results from the effect of metformin 
in our study, we then assessed the effect of solamargine on activation of AMPK in this process. We showed that 
solamargine increased the phosphorylation of AMPKα  in a time-dependent fashion with significant induction 
observed at 2–8 h and 0.5–2 h in PC3 and DU145 cells, respectively (Fig. 2A). Furthermore, combination of sola-
margine and metformin further increased the phosphorylation of AMPKα  in PC3 and DU145 cells (Fig. 2B). 
Similar results were observed using A-769662, an AMPK direct activator34 in combining with solamargine 
(Fig. 2C). Together, this implied an AMPK-dependent signaling in this process.

The effects of solamargine and metformin on protein expression of MUC1 through activation 
of AMPKα. Although AMPK-independent effects have been reported31,32, Metformin acts through its effect 
on AMPK-dependent signaling have also been shown in several studies28–30. Because of this, we next examined 
the relevant molecular mechanism by solamargine in the presence or absence of metformin. We showed that sola-
margine reduced the protein expression of MUC1, a membrane-anchored mucin, in the dose-dependent manner 
in PC3 and DU145 cells (Fig. 3A). Interestingly, the inhibitor of AMPK (compound C) not only inhibited but 
also reversed the effect of solamargine on MUC1 protein expression within the 24 h treatment (Fig. 3B). Similar 
results were observed in cells silencing of AMPKα  gene by siRNA methods (Fig. 3C). As expected, we found 
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that compound C blocked the solamargine-induced phosphorylation of acetyl-CoA carboxylase (ACC), one of 
the known downstream targets of AMPK35, confirming the efficacy of compound C in this process (Fig. 3D). 
Moreover, exogenously expressed AMPKα  was found to restore the effect of solamargine on MUC1 protein 
expression in both cell lines silencing of endogenous AMPKα  gene (Fig. 3E). Together, the results above con-
firmed a critical role of AMPKα  in this process. Furthermore, we observed that combination of solamargine and 
metformin further reduced the protein expression of MUC1 suggesting an additive effect in this process (Fig. 3F).

Solamargine reduced mRNA and promoter activity of MUC1. Moreover, we showed that solamar-
gine reduced mRNA levels of MUC1 as determined by quantitative real-time PCR (qRT-PCR) methods (Fig. 4A). 
In addition, we found that solamargine decreased promoter activity of MUC1 gene in PC3 and DU145 cells 
(Fig. 4B), and this was eliminated in the presence of compound C (Fig. 4C). The findings above indicated that 
the transcriptional reduction of MUC1 gene expression by solamargine was through the activation of AMPK 
signaling.
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Figure 1. The effect of solamargine and metformin on growth of CRPC cells. (A) CRPC cell lines (PC3, 
DU145 and C4-2B) and one human benign prostate hyperplasia epithelial cell line (BPH-1) were treated with 
increased concentrations of solamargine for up to 72. Afterwards, the cell viability was determined using the 
MTT assay as described in the Materials and Methods Section. (B,C), Prostate cancer cells PC3 and C4-2B 
were treated with increased concentrations of solamargine for up to 48 h. Afterwards, the cells were collected 
and processed for analysis of cell cycle distribution by flow cytometry after propidium iodide (PI) staining. 
And the percentages of the cell population in each phase (G0/G1, S and G2/M) of cell cycle were assessed 
by Multicycle AV DNA Analysis Software. Data are expressed as a percentage of total cells. Values are given 
as the mean ±  SD from 3 independent experiments performed in triplicate. (D) PC3 and DU145 cells were 
treated with solamargine (6 μ M) and metformin (5 mM) for 48 h. Afterwards, the cell viability was determined 
using the MTT assay. (E) PC3 cells were treated with compound C (10 μ M) for 2 h before exposure the cells to 
solamargine (6 μ M) for up to 48 h. Afterwards, the cell viability was determined using the MTT assay. *indicates 
significant difference as compared to the untreated control group (P <  0.05). **Indicates significant difference 
from solamargine treated alone (P <  0.05).
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Exogenous expression of p65 abrogated the effect of solamargine on MUC1 expression. Early 
study showed that MUC1 promoter region contained NF-κ B/p65 binding site that mediated the MUC1 promoter 
activity and gene expression in normal and cancer cells36. This was for this reason we further explored the role 
of p65 in this process; we showed that solamargine reduced the protein expression of p65 in the dose-dependent 
manner in PC3 and DU145 cells (Fig. 5A). As expected, the inhibitor of AMPK (compound C) not only inhibited 
but also blocked the effect of solamargine on p65 protein expression within the 24 h treatment (Fig. 5B). Similar 
results were observed in cells silencing of AMPKα  gene by siRNA methods (Fig. 5C). Note that solamargine had 
no effect on p50 protein expression (Fig. 5A). Moreover, exogenously expression of p65 overcame the effect of 
solamargine on MUC1 protein expression and promoter activity in PC3 and DU145 cells (Fig. 5D,E); this sug-
gested that p65 is an upstream of MUC1, and that solamargine reduced expression of MUC1 through reduction 
of NF-κ B/p65 signaling.

While overexpression of MUC1 had no effect on p65, it attenuated the effect of solamargine 
on cell growth inhibition and phosphorylation of AMPKα. To further characterize the role of MUC1 
in this process, we transfected the exogenously expressed MUC1 plasmid into the cells and found that, while 
overexpression of MUC1 had no effect on solamargine-reduced p65 protein expression in PC3 and DU145 
cells (Fig. 6A); it significantly antagonized the effect of solamargine on cell growth inhibition (Fig. 6B). This 

Figure 2. Solamargine and metformin increased phosphorylation of AMPKα. (A) PC3 and DU145 cells 
were treated with solamargine (6 μ M) in the indicated times, and cell lysate was harvested and the expression of 
the phosphorylated and total protein of AMPKα  was measured by Western blot analysis using corresponding 
antibodies. GAPDH was used as loading control. (B) PC3 and DU145 cells were treated with solamargine 
(6 μ M) and metformin (5 mM) for 2 h. Afterwards, the phosphorylation and expression of AMPKα  were 
detected by Western blot. The figures are representative cropped gels/blots that have been run under the same 
experimental conditions. (C) PC3 and DU145 cells were treated with solamargine (6 μ M) and A-769662 
(100 μM, Obtained from Selleck Chemicals, Houston, TX, USA) for 24 h. Afterwards, the protein expressions 
of p65 and MUC1 were detected by Western blot. Values in bar graphs were given as the mean ±  SD from three 
independent experiments performed in triplicate. *Indicates significant difference as compared to the untreated 
control group (P <  0.05). **Indicates significant difference from the solamargine treated alone (P <  0.05).
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result indicated a critical role of MUC1 in this process suggesting reduction of MUC1 expression at least in part 
mediated the solamargine-inhibited cell growth. Interestingly, exogenously expression of MUC1 attenuated the 
solamargine-induced phosphorylation of AMPKα  in PC3 and DU145 cells (Fig. 6C).

In vivo anti-tumor activity of solamargine. We also tested the effect of solamargine on tumor growth 
and expression of MUC1 in xenografted nude mouse model. Luciferase-expressing DU145 cells were injected 
subcutaneously in nude mice. Mice bearing xenografted tumor was treated by gavages once every other day 
for different doses of solamargine (5 and 10 mg/kg, respectively) for up to 36 days. We found that, compared to 
the control group, the high dose solamargine-treated mice showed a significant delayed tumor growth, without 

Figure 3. The effect of solamargine and metformin on protein expression of p65 and MUC1 through 
activation of AMPKα. (A) PC3 and DU145 cells ells were exposed to increased concentration of solamargine 
(6 μ M) for 24 h. Afterwards, the expression of MUC1 proteins was detected by Western blot. (B) PC3 and 
DU145 cells were treated with compound C (10 μ M) for 2 h before exposure of the cells to solamargine (6 μ 
M) for an additional 2 h. Afterwards, the expression of MUC1 protein were detected by Western blot using 
antibodies against MUC1. (C) PC3 and DU145 cells were transfected with the control or AMPKα  siRNA 
(50 nM) for 24 h before exposing the cells to solamargine for an additional 24 h. Afterwards, AMPKα  
and MUC1 protein expression were determined by Western blot. (D) PC3 and DU145 cells were treated 
with compound C (10 μ M) for 2 h before exposure of the cells to solamargine (6 μ M) for an additional 
2 h. Afterwards, the phosphorylation of acetyl-CoA arboxylase (ACC) were detected by Western blot. (E) 
DU145 and PC3 cells silenced of AMPKα  by siRNA previously were transfected with control and AMPKα  
overexpression vector for 24 h before exposing the cells to solamargine (6 μ M) for an additional 24 h. 
Afterwards, MUC1 protein expressions were determined by Western blot. Silencing of AMPKα  was detected 
by Western Blot previously. (F) PC3 and DU145 cells were treated with solamargine (6 μ M) and metformin 
(5 mM) for 24 h. Afterwards, the expression of MUC1 protein were detected by Western blot. The figures are 
representative cropped gels/blots that have been run under the same experimental conditions. Values in bar 
graphs were given as the mean ±  SD from three independent experiments performed in triplicate. *Indicates 
significant difference as compared to the untreated control group (P <  0.05). **Indicates significant difference 
from solamargine treated alone (P <  0.05).
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any severe adverse events, as assessed by the Xenogen IVIS200 System (Fig. 7A). The differences in the levels 
of luciferase expression correlates with the tumor area. In addition, we noticed a significant reduction of the 
tumor weight and volume in the high doses of solamargine treatment group as compared to the control group 
(Fig. 7B–D). By Western blot, fresh tumors harvested from the aforementioned experiment showed that solamar-
gine efficiently decreased phosphorylation of AMPKα , p65 and MUC1 protein expressions in vivo in the high 
dose solamargine treatment group as compared to that in the control one (Fig. 7E).

Discussion
CRPC shows limited responses to most treatment options. This therapeutic dilemma resulted in less progress in 
prolongation of patient survival and enhancing quality of life. On the other hand, many patients die of recurrent 
and secondary disease (metastases). Therefore, searching for new adjuvant therapeutic options or agents to sup-
plement current therapeutic modalities becomes strongly needed. Solamargine is a promising anticancer agent 
for various cancer types with mechanistic involvement of multiple pathways and molecular targets8–11. There 
were less information regarding the effect of this agent on growth of prostate cancer cells, therefore, the molecular 
mechanism of controlling the growth of prostate cancer cells by this agent remain unknown. In this study, we 

Figure 4. Solamargine inhibited mRNA and promoter activity of MUC1 through activation of AMPK. 
(A) PC3 and DU145 cells were exposed to solamargine (6 μ M) for 24 h, followed by measuring the mRNA 
expressions of MUC1 by qRT-PCR. (B) PC3 and DU145 cells were transfected with wild type human 
MUC1 promoter reporter construct ligated to luciferase reporter gene and internal control secreted alkaline 
phosphatase for 24 h, followed by treating with solamargine for an additional 24 h. (C) PC3 and DU145 
cells were treated with compound C (10 μ M) for 2 h before transfecting the cells with wild type human 
MUC1 promoter reporter construct ligated to luciferase reporter gene and internal control secreted alkaline 
phosphatase for 24 h, followed by treating with solamargine (6 μ M) for an additional 24 h. Afterwards, the 
promoter activities were determined using the Secrete-Pair Dual Luminescence Assay Kit as described in the 
Materials and Methods Section. *Indicates significant difference as compared to the untreated control group 
(P <  0.05). **Indicates significant difference from solamargine treated alone (P <  0.05).
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observed a significant inhibition of growth of prostate cancer cells not only by solamargine alone, but also, more 
importantly an additive response by solamargine in combing with metformin, an oral anti-diabetic medication in 
CRPC cells. These findings implied that pathways other than AR-mediated were involved in this process. The does 
used in this study were consistent with others and showed significant effects on controlling cancer cell survival 
without toxicities11,37,38,.

In this study, we demonstrated the role of AMPK signaling pathway in mediating the effect of solamargine in 
controlling the growth of CRPC cells. The activation of AMPK by solamargine has never been shown in the past. 
Activation of AMPK were reported to be involved in the anti-tumor responses in several cancer types including 
prostate, suggesting the tumor suppressor role of this kinase16–18,39,40 although conflicting observations have also 
been shown19,20. Nevertheless, our results suggested that activation of AMPK signaling was involved in effect of 
solamargine in the controlling the growth of CRPC cells. thus, The utilization of AMPK or perhaps the regulation 

Figure 5. Exogenously expression of p65 abrogated the effect of solamargine on MUC1 expression. (A) 
PC3 and DU145 cells ells were exposed to increased concentration of solamargine (6 μ M) for 24 h. Afterwards, 
the expression of p65 and p50 proteins was detected by Western blot. (B) PC3 and DU145 cells were treated 
with compound C (10 μ M) for 2 h before exposure of the cells to solamargine for an additional 2 h. Afterwards, 
the expression of p65 protein were detected by Western blot. (C) PC3 and DU145 cells were transfected with 
the control or AMPKα  siRNA (50 nM) for 24 h before exposing the cells to solamargine for an additional 
24 h. Afterwards, AMPKα  and p65 protein levels were determined by Western blot. (D) PC3 and DU145 cells 
were transfected with the control (pCMV4) or expression construct of p65 for 24 h before exposing the cells 
to solamargine for an additional 24 h. Afterwards, p65 and MUC1 protein expression were determined using 
Western blot. (E) PC3 and DU145 cells were transfected with the control (pCMV4) or expression construct of 
p65, and wild type human MUC1 promoter reporter construct ligated to luciferase reporter gene and internal 
control secreted alkaline phosphatase for 24 h before exposing the cells to solamargine (6 μ M) for an additional 
24 h. Afterwards, the Luciferase reporter activity was measured using Luciferase Assay System as described in 
the Materials and Methods Section. The figures are representative cropped gels/blots that have been run under 
the same experimental conditions. Values in bar graphs were given as the mean ±  SD from three independent 
experiments performed in triplicate. *Indicates significant difference as compared to the untreated control 
group (P <  0.05). **Indicates significant difference from solamargine treated alone (P <  0.05).
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of downstream targets may provide potential therapeutic targets in the treatment of prostate cancer41. Of note, 
in line with our results, the compound C directly inhibition of the phosphorylation of AMPK itself have been 
reported in several other studies42–44. Concerning an additional feedback role, the effects of compound C on 
AMPK signaling could be more complicated then we thought. Thus, more experiments are required to further 
confirm this in the future.

To further explore the potential mechanism underlying the inhibitory effect of solamargine, we tested the role 
of MUC1. Studies have highlighted the increased expression of MUC1 and its role in tumorigenesis in various 
cancer types including prostate cancer27,45,46. Our results illustrated both transcriptional and translational regu-
lations of MUC1 by solamargine, and demonstrated a critical role of MUC1 expression in mediating the effect 
of solamargine on inhibition of growth of CRPC cell. This suggested that MUC1 could be a novel target of sola-
margine in the treatment of this type of malignancy. Furthermore, we observed an important role of NF-κ B/p65 
that may involve in the inhibitory effects of solamargine on MUC1 expression and growth of prostate cancer cells. 
The MUC1 C-terminal domain (MUC1-C) was associated with NF-κ B/p65 in cancer cells, and the formation of 
MUC1-C and NF-κ B/p65 complex showed to enhance nuclear translocation of NF-κ B/p65, this in turn resulted 

Figure 6. While overexpression of MUC1 had no effect on p65, it attenuated the effect of solamargine on 
cell growth inhibition and phosphorylation of AMPKα. (A) PC3 and DU145 cells were transfected with the 
control (pCMV6) or expression constructs of MUC1 for 24 h before exposing the cells to solamargine (6 μ M) for 
an additional 24 h. Afterwards, p65 and MUC1 protein expression were determined by Western blot. (B) PC3 
and DU145 cells were transfected with the control (pCMV6) or expression constructs of MUC1 for 24 h before 
exposing the cells to solamargine (6 μ M) for an additional 48 h. Afterwards, the cell viability was determined 
using the MTT assay as described in the Materials and Methods Section. Insert on the upper panel represented 
the protein levels of MUC1 as determined using Western blot. GAPDH was used as internal control. (C) PC3 
and DU145 cells were transfected with the control (pCMV6) or expression constructs of MUC1 for 24 h before 
exposing the cells to solamargine (6 μ M) for an additional 8 h. Afterwards, p-AMPKα  and MUC1 protein 
were determined by Western blot. The figures are representative cropped gels/blots that have been run under 
the same experimental conditions. Values in bar graphs were given as the mean ±  SD from three independent 
experiments performed in triplicate. *Indicates significant difference as compared to the untreated control 
group (P <  0.05). **Indicates significant difference from solamargine treated alone (P <  0.05).
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in the consequently stimulated cancer cell growth and invasion23. On the other hand, MUC1-C was shown to 
bind to NF-κ B/p65 and led recruitment of MUC1-C/NF-κ B complexes to the promoters of NF-κ B target genes, 
such as Bcl-xL and the promoter of the MUC1 gene itself, in breast cancer and leukemia cells suggesting MUC1 
was a direct activator of NF-κ B/p6547. Our results suggested that MUC1 was downstream of NF-κ B/p65 and that 
p65 influenced MUC1 expression both at transcriptional and translational levels. Consistent with this; one study 
showed that MUC1 promoter had NF-κ B binding sites that involved in the cytokines-induced MUC1 expression 
in breast cancer cells36. Thus, we reasoned that the function and regulation of MUC1/NF-κ B/p65 complexes are 
more complicated than we thought. Of note, our results implied that reduction of MUC1 expression was needed 
at least in part in mediating the inhibitory effect of solamargine on cell growth inhibition. Because of the fact that 
the overcoming effect of MUC1 expression on blockade of solamargine-inhibited cell growth was not so evident, 
we predicted that other downstream targets may also be involved in this process. Thus, more studies are required 
to further elucidate this.
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Figure 7. The effect of solamargine treatment in the xenograft mice model. Mice (n =  10/group) were 
divided to 3 groups [Con (saline), Low (L, 5 mg/kg) and High (H, 10 mg/kg) doses], and solamargine was 
given around the 10th day after tumor cells injection by gavages daily for up to 30 days. (A) The xenografts 
were assessed by in vivo bioluminescence imaging at the end of the experiments (on day 30). The tumor 
growth was monitored by injecting luciferin in the mice followed by measuring bioluminescence using IVIS 
Imaging System. Imaging and quantification of signals were controlled by the acquisition and analysis software 
living image as described in the Materials and Methods section. Representative images are shown. (B,C) The 
xenografts were harvested on day 36, and the volume and weight of tumors were measured. The bar graphs 
represented the tumor weight and volume of mice results of as mean ±  SD from three independent experiments. 
(D) The photographs of solamargine or vehicle-treated xenografts derived from nude mice are shown. (E) At 
the end of the experiments, xenograft tumors were isolated from individual animals and the corresponding 
lysates were processed for detecting p65, MUC1 and p-AMPKα  by Western blot. GAPDH was used as loading 
control. Values in bar graphs were given as the mean ±  SD from three independent experiments *Indicates the 
significant difference from untreated control (p <  0.05). (F) The diagram shows that solamargine inhibits the 
growth of androgen-independent prostate cancer cells through AMPKα -mediated inhibition of p65, followed 
by reducing expression of MUC1 gene. There is a synergy of solamargine and metformin. The feedback 
regulatory loop of AMPKα  signaling pathway further demonstrates the critical role of MUC1 in contributing to 
the overall responses of solamargine.
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We also observed the involvement of activation of AMPK signaling pathway in the regulation of p65 and 
MUC1. The links of AMPK to the regulation of NF-κ B and MUC1 have been shown in other studies, suggesting 
that blockade of AMPK signaling affected NF-κ B and reduced expression of MUC1 in several cell systems48–50. 
The AMPK has been reported to regulate the NF-κ B signaling through distinct mechanisms49,51,52. However, the 
true role of AMPK signaling in regulation of NF-κ B, such as whether targeting at transcriptional or/and trans-
lational levels, or via epigenetic regulatory pathways in CRPC cells, still required to be determined in the future. 
More interestingly, we also showed a negative feedback regulation of AMPK by MUC1. The feedback bidirec-
tional circuit unveiled potential new regulatory mechanism by which solamargine inhibited growth of CRPC 
cells. This demonstrates relative common reciprocal physiopathological phenomenon of this kinase signaling53. 
Recent report suggested a reciprocal feedback mechanism involving AMPK activation and phospholipase D, a 
downstream target of the guanosine triphosphatase (GTPase) Ras homolog enriched in brain (Rheb), mediated 
by mammalian target of rapamycin (mTOR) signaling in cancer cells with therapeutic potential54. We believe that 
more studies are required to understand the in-depth mechanism for this feedback regulatory axis.

Furthermore, our results unveiled an additive effect of combination of solamargine and metformin in the inhi-
bition of p65, MUC1 and prostate cancer cell growth, implying the potential new role and molecular mechanism 
in combination of solamargine and metformin in controlling CRPC cell growth. Metformin, a potential antican-
cer agent, has been shown to inhibit growth and induce apoptosis though AMPK-dependent and -independent 
signaling pathways in CRPC cells55,56. One study found that combination of metformin with other therapeutic 
agents, such as anti-AR agent bicalutamide, enhanced the growth inhibition of CRPC via AR-mediated signal-
ing57. While metformin has been shown to inhibit NF-κ B signaling in several other studies58,59, the regulation of 
metformin to MUC1 signaling remains elusive60. In the current study, metformin alone had no significant effect 
on MUC1 expression; we reasoned that metformin sensitized the therapeutic effect of solamargine in prostate 
cancer cell growth partly through enhancing the inhibition of MUC1 expression. Whether this was acted through 
AMPK-dependent pathway required to be determined. The combined findings of solamargine and metformin 
suggested an additive effect existed in our system, which may not be considered as a synergy because of the mod-
erate effects. Thus, the true statistical significance specifically for the potential synergy needs to be determined.

More importantly, our in vivo data were consistent with the findings from that in vitro, confirming the effect 
of solamargine on prostate cancer growth inhibition and regulation of p65 and MUC1 expression61,62. The doses 
of solamargine used were based on our a series of experiments in vivo and other study63. In fact, there was scarce 
information available for the use of solamargine in vivo study. We believed that additional experiments are needed 
to further confirm this. On the other hand, through calculation, even through the doses used in vivo had high 
micromolar concentrations than that used in vitro, given the fact that this was via subcutaneous injection, thus 
the actual doses in animal blood expected to be much low although no reported information were available at 
this time. We think that further experiments are required to obtain this. Moreover, more studies are also needed 
to further determine the critical role of MUC1 in this process using cells stable transfected with shRNAs or/and 
exogenously expression vectors containing the coding region of full length MUC1 gene in nude mice model. 
In addition, whether solamargine has potential in prolonging the survival and inhibiting metastasis in prostate 
xenograft tumors, and more importantly, the synergy of solamargine and metformin in influencing the gene 
expression and tumor growth required to be elucidated.

Overall, our results show that solamargine inhibits the growth of CRPC cells through AMPKα -mediated 
reduction of NF-κ B subunits p65, followed by reducing expression of MUC1 gene both in vitro and in vivo. 
More importantly, there are additive effects of solamargine and metformin with greater potency. The negative 
feedback regulatory loop of AMPKα  further demonstrates the critical role of MUC1 in contributing to the over-
all responses of solamargine (Fig. 7F). This study unveils the novel mechanism by which solamargine alone or 
combination of solamargine and metformin inhibits or enhances the effect of inhibition of growth of CRPC cells.

Materials and Methods
Cell culture and chemicals. The CRPC cell lines DU145, PC3 and C4-2B, and one benign prostate 
hyperplasia epithelial cell line (BPH-1) were obtained from the (Sun Yat-sen Memorial Hospital, Sun Yat-sen 
University, Guangzhou, Guangdong Province, China). Cells were grown in F12K or DMEM (1:1) medium 
(obtained from GIBCO, Life Technologies, Grand Island, NY, USA) with supplemented 10% fetal bovine serum. 
Lipofectamine 3000 reagent was purchased from Invitrogen (Shanghai, China). The polyclonal antibody against 
MUC1 was obtained from Abcam (Cambridge, MA, USA). The antibodies against p65, p50, total AMPK and 
the phosphor-form (Thr-172), and phosphor-ACC (ser79) were purchased from Cell Signaling Technology Inc 
(Beverly, MA, USA). A769662, an known activator of AMPK, was obtained from Selleck Chemicals, Shanghai, 
China). Metformin, compound C (AMPK inhibitor) were obtained from Sigma-Aldrich (St. Louis, MO, USA) 
unless otherwise indicated.

Western blot analysis. The detailed procedure was reported previously64. Briefly, protein concentrations 
were determined by the Bio-Rad protein assay. Equal amounts of protein from whole cell lysates were solubi-
lized in SDS-sample buffers and separated on SDS polyacrylamide gels. Membranes were incubated with anti-
bodies against MUC1, p65, p50, the phosphor and total AMPKα . The membranes were washed and incubated 
with a secondary goat antibody raised against rabbit IgG conjugated to horseradish peroxidase (Cell Signaling 
Technology, Inc., Beverly, MA, USA). The membranes were washed again and transferred to freshly made ECL 
solution (Immobilon Western; Millpore, Billerica, MA, USA), followed by observing the signals under the 
Molecular Imager ChemiDoc XRS Gel Imagine System (Bio-Rad, Hercules, CA, USA).
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Quantitative real-time PCR. A qRT-PCR assay was developed for the detection and quantifi-
cation of MUC1 transcript. The primers used in this study were designed as follows: MUC1 forward  
5′ -ACGTCAGCGTGAGTGATGTG-3′ ; reverse 5′ -GACAGACAGCCAAGGCAATG-3′ ; GAPDH forward  
5′ -AAGCCTGCCGGTGACTAAC-3′ ; reverse 5′ -GCGCCCAATACGACCAAATC-3′ , which used as an endoge-
nous control. First-strand cDNA was synthesized by reverse transcription using oligo-dT primers and Superscript 
II reverse transcriptase according to the manufacturer’s protocol (Invitrogen, Grand Island, NY, USA). qRT-PCR 
was performed in a 20 μ L mixture containing 2 μ L of the cDNA preparation, 10 μ L 2X SYBR Green Premix ExTaq 
(Takara), and 10 μ M primer on an ABI 7500 Real-Time PCR System (Applied Biosystems, Grand Island, NY, 
USA). The PCR conditions were as follows: 10 min at 92 °C, followed by 30 cycles of 15 s at 92 °C, and 1 min at 
65 °C. Each sample was tested in triplicate. Threshold values were determined for each sample/primer pair, the 
average and standard errors were calculated. The raw data were normalized to GAPDH and presented as relative 
MUC1 gene expression.

Cell viability assay. Cell viability was measured using the 3-(4,5-dimethylthiazol-2-yl)-2, 5-diphenyltetrazolium  
bromide (MTT) assay as described previously64. In brief, prostate cancer cells were counted and seeded in a 
96-well microtitre plate. The cells were treated with increasing concentrations of solamargine for up to 72 h. 
Afterwards, 20 μ L MTT solution (5 g/L) was added and prostate cancer cells were incubated at 37 °C for additional 
4 h. Supernatant was removed, and 200 μ L solvent dimethyl sulfoxide was added to each well, and oscillated for 
5–10 min. ELISA reader (Perkin Elmer, Victor X5, USA) was used to determine the optical density at 490 nm of 
absorbance. Cell viability was calculated as (absorbance of test sample/absorbance of control).

Cell cycle analysis. The detailed procedure was reported previously64. Prostate cancer cells were cultured in 
6-well plastic plates at 3 ×  105 cells/well and treated with increased doses of solamargine for 24 h. Afterwards, the 
cells were washed and resuspended in 500 μ L mixture of PBS and ethanol (1.5 mL) for 2 h at 4 °C. Afterwards, the 
fixed cells were incubated in 1 mL of 0.1% sodium citrate containing propidium iodide (PI) and RNase for 30 min. 
The flow cytometry (FC500, Beckman Coulter, FL, USA) analysis were performed to detect the cell cycle, and the 
proportion of cells within the G0/G1, S, and G2/M phases of the cell cycle were analyzed using the MultiCycle AV 
DNA Analysis software (Phoenix Flow Systems, Inc. San Diego, CA,USA).

Treatment with AMPKα siRNA. The detailed procedure was reported previously65. In brief, cells were 
seeded in 6-well or 96-well culture plates in RPMI 1640 medium containing 10% FBS (no antibodies), grown to 
around 60–80% confluence, and transiently transfected with AMPKα  and control siRNAs (up to 50 nM) pur-
chased from Santa Cruz Biotechnology, Inc (Dallas, Texas, USA) using Lipofectamine 3000 according to the 
manufacturer’s instructions, and incubated for up to 24 h. Afterwards, the cells were resuspended in the presence 
of solamargine for the indicated time for all other subsequent experiments.

Transient transfection assay. This procedure was reported previously66. The control, MUC1 overexpres-
sion vectors were obtained from OriGene Technologies, Inc. (Rockville, MD, USA). The control and AMPKα  
expression vector (M02-AMPKα ) were obtained from the GeneCopoeia, Inc. (Rockville, MD, USA). The control 
and p65 overexpression vector (pCMV4-p65) was obtained from the Addgene (Plasmid #21966)67. Briefly, cells 
were seeded in 6-well dishes and grown to 50–60% confluence. For each well, 2 μ g of control, MUC1, AMPKα  
and p65 plasmid DNA constructs were transfected into the cells using Lipofectamine 3000 Transfection Reagent 
(Invitrogen, Shanghai, China) for up to 24 h, followed by treating with solamargine for an additional 24 or 48 h. 
In the separated experiments, control and wild type pEZX-PG04-MUC1 promoter constructs (purchased from 
GeneCopoeia, Inc., Rockville, MD, USA) with or without 0.2 μ g of the internal control secreted alkaline phos-
phatase (SEAP) were co-transfected into the cells with the Lipofectamine 3000 Transfection Reagent. The prepa-
ration of cell extracts and measurement of luciferase activities were determined using the Secrete-Pair™  Dual 
Luminescence Assay Kit (GeneCopoeia, Inc).

Tumor xenograft studies. Animal experiments were performed in accordance with guidelines for 
Care and Use of Laboratory Animals and the protocols were approved by Institutional Animal Care and Use 
Committee Animal Care of Guangdong Provincial Hospital of Chinese Medicine. A total of 30 female nude mice 
(eight-week-old) were obtained from Guangdong Provincial Research Center for Laboratory Animal Medicine 
(Foshan, Guangdong, China) and maintained at the Animal Center of Guangdong Provincial Hospital of Chinese 
Medicine in a specific pathogen-free environment with food and water provided. DU145 cells carrying luciferase 
report gene (DU145-Luc, obtained from the Guangzhou Land Biological Technology Co., Guangzhou, China) 
(5 ×  106 cells) were injected subcutaneously into nude mice. Mice were randomly assigned to three experimental 
groups [Con, low dose (5 mg/kg) and high doses (10 mg/kg) of solamargine] and xenografts were allowed to grow 
for over one week when tumors were detectable with calipers before treatment by gavages.

For bioluminescence imaging (BLI) procedure, xenografted tumors were monitored by noninvasive optical 
imaging on an IVIS200 Imaging System (Xenogen, Alameda, CA, USA). Animals were immobilized by inhalation 
of 2% isoflurane/O2 at the beginning and the end of treatment, followed by injecting peritoneal with 150 mg/kg 
D-luciferin in 200 μ L (Xenogen; PerkinElmer, Waltham, MA, USA) and imaged 15 minutes later. The intensity 
of BLS in the luminescent area of the tumor was determined using the IVIS-200 Imaging System and reported 
as photons/sec. Tumor volume measurements were calculated using the formula for an oblong sphere: vol-
ume =  (width2 ×  length). The body weights of the mice were measured once a week. All mice were euthanized on 
36 days. The corresponding xenograft tumors were removed and processed for detecting the phosphorylation of 
AMPKα , p65 and MUC1 protein by Western blot.
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Statistical analysis. All experiments were repeated a minimum of three times. All data were expressed 
as means ±  SD. Differences between groups were assessed by one-way ANOVA and significance of difference 
between particular treatment groups was analyzed using Dunnett’s multiple comparison tests (GraphPadPrism5.0 
software, LaJolla, CA, USA). The results in graphs were presented relative to the control. Asterisks shown in the 
figures indicate significant differences of experimental groups in comparison with the corresponding control one 
(P <  0.05, see figure legends).

References
1. Siegel, R. L., Miller, K. D. & Jemal, A. Cancer statistics, 2015. CA Cancer J Clin 65, 5–29 (2015).
2. Nakano, K. et al. External validation of risk classification in patients with docetaxel-treated castration-resistant prostate cancer. BMC 

Urol 14, 31 (2014).
3. Martin, S. K. & Kyprianou, N. Exploitation of the Androgen Receptor to Overcome Taxane Resistance in Advanced Prostate Cancer. 

Adv Cancer Res 127, 123–158 (2015).
4. Xiang, Y. Z. et al. The association between metabolic syndrome and the risk of prostate cancer, high-grade prostate cancer, advanced 

prostate cancer, prostate cancer-specific mortality and biochemical recurrence. J Exp Clin Cancer Res 32, 9 (2013).
5. Penney, K. L. et al. Association of prostate cancer risk variants with gene expression in normal and tumor tissue. Cancer Epidemiol 

Biomarkers Prev 24, 255–260 (2015).
6. Armstrong, A. J. New treatment options in castration-resistant prostate cancer. J Natl Compr Canc Netw 13, 690–693 (2015).
7. Lorente, D., Mateo, J., Perez-Lopez, R., de Bono, J. S. & Attard, G. Sequencing of agents in castration-resistant prostate cancer. Lancet 

Oncol 16, e279–e292 (2015).
8. Munari, C. C. et al. Antiproliferative activity of Solanum lycocarpum alkaloidic extract and their constituents, solamargine and 

solasonine, in tumor cell lines. J Nat Med 68, 236–241 (2014).
9. Zhou, Y. et al. Targeting signal transducer and activator of transcription 3 contributes to the solamargine-inhibited growth and 

-induced apoptosis of human lung cancer cells. Tumour Biol 35, 8169–8178 (2014).
10. Friedman, M. Chemistry and anticarcinogenic mechanisms of glycoalkaloids produced by eggplants, potatoes, and tomatoes. J Agric 

Food Chem 63, 3323–3337 (2015).
11. Cui, C. Z. et al. Synthesis of solasodine glycoside derivatives and evaluation of their cytotoxic effects on human cancer cells. Drug 

Discov Ther 6, 9–17 (2012).
12. Liang, C. H. et al. Solamargine enhances HER2 expression and increases the susceptibility of human lung cancer H661 and H69 cells 

to trastuzumab and epirubicin. Chem Res Toxicol 21, 393–399 (2008).
13. Sani, I. K., Marashi, S. H. & Kalalinia, F. Solamargine inhibits migration and invasion of human hepatocellular carcinoma cells 

through down-regulation of matrix metalloproteinases 2 and 9 expression and activity. Toxicol In Vitro 29, 893–900 (2015).
14. Kemmerer, M. et al. AMP-Activated Protein Kinase Interacts with the Peroxisome Proliferator-Activated Receptor Delta to Induce 

Genes Affecting Fatty Acid Oxidation in Human Macrophages. PLoS One 10, e0130893 (2015).
15. Scott, J. W. et al. Inhibition of AMP-Activated Protein Kinase at the Allosteric Drug-Binding Site Promotes Islet Insulin Release. 

Chem Biol 22, 705–711 (2015).
16. Pelletier, J., Roux, D., Viollet, B., Mazure, N. M. & Pouyssegur, J. AMP-activated protein kinase is dispensable for maintaining ATP 

levels and for survival following inhibition of glycolysis, but promotes tumour engraftment of Ras-transformed fibroblasts. 
Oncotarget 6, 11833–11847 (2015).

17. Wu, Y., Sarkissyan, M., McGhee, E., Lee, S. & Vadgama, J. V. Combined inhibition of glycolysis and AMPK induces synergistic breast 
cancer cell killing. Breast Cancer Res Treat 151, 529–539 (2015).

18. Zheng, F. et al. Baicalein increases the expression and reciprocal interplay of RUNX3 and FOXO3a through crosstalk of AMPKalpha 
and MEK/ERK1/2 signaling pathways in human non-small cell lung cancer cells. J Exp Clin Cancer Res 34, 41 (2015).

19. Hardie, D. G. AMPK–sensing energy while talking to other signaling pathways. Cell Metab 20, 939–952 (2014).
20. Liang, J. & Mills, G. B. AMPK: a contextual oncogene or tumor suppressor? Cancer Res 73, 2929–2935 (2013).
21. Kim, W. J. Is 5-AMP-Activated Protein Kinase Both Jekyll and Hyde in Bladder Cancer? Int Neurourol J 19, 55–66 (2015).
22. Zadra, G., Batista, J. L. & Loda, M. Dissecting the Dual Role of AMPK in Cancer: From Experimental to Human Studies. Mol Cancer 

Res 13, 1059–1072 (2015).
23. Mori, Y. et al. MUC1 protein induces urokinase-type plasminogen activator (uPA) by forming a complex with NF-kappaB p65 

transcription factor and binding to the uPA promoter, leading to enhanced invasiveness of cancer cells. J Biol Chem 289, 
35193–35204 (2014).

24. Apostolopoulos, V., Stojanovska, L. & Gargosky, S. E. MUC1 (CD227): a multi-tasked molecule. Cell Mol Life Sci 72, 4475–4500 (2015).
25. Rajabi, H., Joshi, M. D., Jin, C., Ahmad, R. & Kufe, D. Androgen receptor regulates expression of the MUC1-C oncoprotein in 

human prostate cancer cells. Prostate 71, 1299–1308 (2011).
26. Mitchell, S. et al. Androgen-dependent regulation of human MUC1 mucin expression. Neoplasia 4, 9–18 (2002).
27. Li, J. et al. Combination of curcumin and bicalutamide enhanced the growth inhibition of androgen-independent prostate cancer 

cells through SAPK/JNK and MEK/ERK1/2-mediated targeting NF-kappaB/p65 and MUC1-C. J Exp Clin Cancer Res 34, 46 (2015).
28. Kato, K. et al. The anti-diabetic drug metformin inhibits pancreatic cancer cell proliferation in vitro and in vivo: Study of the 

microRNAs associated with the antitumor effect of metformin. Oncol Rep 35, 1582–1592 (2016).
29. Griss, T. et al. Metformin Antagonizes Cancer Cell Proliferation by Suppressing Mitochondrial-Dependent Biosynthesis. PLoS Biol 

13, e1002309 (2015).
30. Thakur, S. et al. Activation of AMP-activated protein kinase prevents TGF-beta1-induced epithelial-mesenchymal transition and 

myofibroblast activation. Am J Pathol 185, 2168–2180 (2015).
31. Janjetovic, K. et al. Metformin reduces cisplatin-mediated apoptotic death of cancer cells through AMPK-independent activation of 

Akt. Eur J Pharmacol 651, 41–50 (2011).
32. Soo, J. S. et al. Metformin synergizes 5-fluorouracil, epirubicin, and cyclophosphamide (FEC) combination therapy through 

impairing intracellular ATP production and DNA repair in breast cancer stem cells. Apoptosis 20, 1373–1387 (2015).
33. Faubert, B., Vincent, E. E., Poffenberger, M. C. & Jones, R. G. The AMP-activated protein kinase (AMPK) and cancer: many faces of 

a metabolic regulator. Cancer Lett 356, 165–170 (2015).
34. Cool, B. et al. Identification and characterization of a small molecule AMPK activator that treats key components of type 2 diabetes 

and the metabolic syndrome. Cell Metab 3, 403–416 (2006).
35. Vazquez-Martin, A. et al. Serine79-phosphorylated acetyl-CoA carboxylase, a downstream target of AMPK, localizes to the mitotic 

spindle poles and the cytokinesis furrow. Cell Cycle 12, 1639–1641 (2013).
36. Lagow, E. L. & Carson, D. D. Synergistic stimulation of MUC1 expression in normal breast epithelia and breast cancer cells by 

interferon-gamma and tumor necrosis factor-alpha. J Cell Biochem 86, 759–772 (2002).
37. Li, X. et al. Induction of actin disruption and downregulation of P-glycoprotein expression by solamargine in multidrug-resistant 

K562/A02 cells. Chin Med J (Engl) 124, 2038–2044 (2011).
38. Xie, X. et al. Solamargine triggers hepatoma cell death through apoptosis. Oncol Lett 10, 168–174 (2015).
39. Zhou, Z. W. et al. Induction of apoptosis and autophagy via sirtuin1- and PI3K/Akt/mTOR-mediated pathways by plumbagin in 

human prostate cancer cells. Drug Des Devel Ther 9, 1511–1554 (2015).



www.nature.com/scientificreports/

13Scientific RepoRts | 6:36721 | DOI: 10.1038/srep36721

40. Choudhury, Y. et al. AMP-activated protein kinase (AMPK) as a potential therapeutic target independent of PI3K/Akt signaling in 
prostate cancer. Oncoscience 1, 446–456 (2014).

41. Popovics, P., Frigo, D. E., Schally, A. V. & Rick, F. G. Targeting the 5′ -AMP-activated protein kinase and related metabolic pathways 
for the treatment of prostate cancer. Expert Opin Ther Targets 19, 617–632 (2015).

42. Lee, M. S. et al. Ethanol extract of Pinus koraiensis leaves containing lambertianic acid exerts anti-obesity and hypolipidemic effects 
by activating adenosine monophosphate-activated protein kinase (AMPK). BMC Complement Altern Med 16, 51 (2016).

43. Wu, T. et al. Autophagy facilitates lung adenocarcinoma resistance to cisplatin treatment by activation of AMPK/mTOR signaling 
pathway. Drug Des Devel Ther 9, 6421–6431 (2015).

44. Kang, J. I. et al. Anti-Tumor Activity of Yuanhuacine by Regulating AMPK/mTOR Signaling Pathway and Actin Cytoskeleton 
Organization in Non-Small Cell Lung Cancer Cells. PLoS One 10, e0144368 (2015).

45. Chen, Z., Gulzar, Z. G. St, Hill, C. A., Walcheck, B. & Brooks, J. D. Increased expression of GCNT1 is associated with altered 
O-glycosylation of PSA, PAP, and MUC1 in human prostate cancers. Prostate 74, 1059–1067 (2014).

46. Wang, J. et al. Mucin1 promotes the migration and invasion of hepatocellular carcinoma cells via JNK-mediated phosphorylation of 
Smad2 at the C-terminal and linker regions. Oncotarget 6, 19264–19278 (2015).

47. Ahmad, R. et al. MUC1-C oncoprotein functions as a direct activator of the nuclear factor-kappaB p65 transcription factor. Cancer 
Res 69, 7013–7021 (2009).

48. Yin, L., Kharbanda, S. & Kufe, D. MUC1 oncoprotein promotes autophagy in a survival response to glucose deprivation. Int J Oncol 
34, 1691–1699 (2009).

49. Huang, B. P. et al. AMPK activation inhibits expression of proinflammatory mediators through downregulation of PI3K/p38 MAPK 
and NF-kappaB signaling in murine macrophages. DNA Cell Biol 34, 133–141 (2015).

50. Lee, G. R. et al. Capsaicin suppresses the migration of cholangiocarcinoma cells by down-regulating matrix metalloproteinase-9 
expression via the AMPK-NF-kappaB signaling pathway. Clin Exp Metastasis 31, 897–907 (2014).

51. Xue, B., Yang, Z., Wang, X. & Shi, H. Omega-3 polyunsaturated fatty acids antagonize macrophage inflammation via activation of 
AMPK/SIRT1 pathway. PLoS One 7, e45990 (2012).

52. Kim, S. Y. et al. AMP-activated protein kinase-alpha1 as an activating kinase of TGF-beta-activated kinase 1 has a key role in 
inflammatory signals. Cell Death Dis 3, e357 (2012).

53. Hwang, A. B. et al. Feedback regulation via AMPK and HIF-1 mediates ROS-dependent longevity in Caenorhabditis elegans. Proc 
Natl Acad Sci USA 111, E4458–E4467 (2014).

54. Mukhopadhyay, S. et al. Reciprocal regulation of AMP-activated protein kinase and phospholipase D. J Biol Chem 290, 6986–6993 
(2015).

55. Tsutsumi, Y. et al. Combined Treatment with Exendin-4 and Metformin Attenuates Prostate Cancer Growth. PLoS One 10, e0139709 
(2015).

56. Ben Sahra, I. et al. Metformin, independent of AMPK, induces mTOR inhibition and cell-cycle arrest through REDD1. Cancer Res 
71, 4366–4372 (2011).

57. Wang, Y. et al. Metformin represses androgen-dependent and androgen-independent prostate cancers by targeting androgen 
receptor. Prostate 75, 1187–1196 (2015).

58. Ge, R. et al. Metformin represses cancer cells via alternate pathways in N-cadherin expressing vs. N-cadherin deficient cells. 
Oncotarget 6, 28973–28987 (2015).

59. Zheng, L. et al. Prognostic significance of AMPK activation and therapeutic effects of metformin in hepatocellular carcinoma. Clin 
Cancer Res 19, 5372–5380 (2013).

60. Oliveras-Ferraros, C. et al. Acquired resistance to metformin in breast cancer cells triggers transcriptome reprogramming toward a 
degradome-related metastatic stem-like profile. Cell Cycle 13, 1132–1144 (2014).

61. Subramaniam, A. et al. Emodin inhibits growth and induces apoptosis in an orthotopic hepatocellular carcinoma model by blocking 
activation of STAT3. Br J Pharmacol 170, 807–821 (2013).

62. Ma, J. et al. Emodin augments cisplatin cytotoxicity in platinum-resistant ovarian cancer cells via ROS-dependent MRP1 
downregulation. Biomed Res Int 2014, 107671 (2014).

63. Tang, Z. et al. [Extraction, purification technology and antineoplastic effects of solamargine]. Zhongguo Zhong Yao Za Zhi 36, 
2192–2195 (2011).

64. Zhao, S. et al. beta-elemene inhibited expression of DNA methyltransferase 1 through activation of ERK1/2 and AMPKalpha 
signalling pathways in human lung cancer cells: the role of Sp1. J Cell Mol Med 19, 630–641 (2015).

65. Zheng, F. et al. p38alpha MAPK-mediated induction and interaction of FOXO3a and p53 contribute to the inhibited-growth and 
induced-apoptosis of human lung adenocarcinoma cells by berberine. J Exp Clin Cancer Res 33, 36 (2014).

66. Tang, Q. et al. Inhibition of integrin-linked kinase expression by emodin through crosstalk of AMPKalpha and ERK1/2 signaling 
and reciprocal interplay of Sp1 and c-Jun. Cell Signal 27, 1469–1477 (2015).

67. Ballard, D. W. et al. The 65-kDa subunit of human NF-kappa B functions as a potent transcriptional activator and a target for v-Rel-
mediated repression. Proc Natl Acad Sci USA 89, 1875–1879 (1992).

Acknowledgements
This work was supported in part by Guangdong Provincial Nature Scientific Foundation (S2012010010813), the 
Science and Technology Program of Guangzhou (20150429090456547), the Specific Science and Technology 
Research Fund from Guangdong Provincial Hospital of Chinese Medicine (YK2013B2N13, YN2015MS19), the 
Special Science and Technology Join fund from Guangdong Provincial Department of Science and Technology-
Guangdong Academy of Traditional Chinese Medicine (2012A032500011, 2014A020221024) and grant from the 
National Nature Scientific Foundation of China (81272614).

Author Contributions
S.S.H. is fully responsible for the study designing, experiment adjustment and drafting the manuscript. S.T.X. and 
Q.H.Z. performed most of the experiments involved. J.J.W. and L.J.Y. carried out transfection assays and some 
protein measurement by Western blot and statistical analysis. Q.T. conducted the densitometry, statistical analysis 
and participated in coordination manuscript. F.Z. coordinated and provided important suggestions including 
some reagents, and critical reading the manuscript. All authors read and approved the final manuscript.

Additional Information
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Xiang, S.T. et al. Activation of AMPKα mediates additive effects of solamargine and 
metformin on suppressing MUC1 expression in castration-resistant prostate cancer cells. Sci. Rep. 6, 36721;  
doi: 10.1038/srep36721 (2016).



www.nature.com/scientificreports/

1 4Scientific RepoRts | 6:36721 | DOI: 10.1038/srep36721

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2016

http://creativecommons.org/licenses/by/4.0/

	Activation of AMPKα mediates additive effects of solamargine and metformin on suppressing MUC1 expression in castration-resistant prostate cancer cells
	Introduction
	Results
	The effects of solamargine and metformin on the growth of CRPC cells
	Solamargine and metformin increased phosphorylation of AMPKα
	The effects of solamargine and metformin on protein expression of MUC1 through activation of AMPKα
	Solamargine reduced mRNA and promoter activity of MUC1
	Exogenous expression of p65 abrogated the effect of solamargine on MUC1 expression
	While overexpression of MUC1 had no effect on p65, it attenuated the effect of solamargine on cell growth inhibition and phosphorylation of AMPKα
	In vivo anti-tumor activity of solamargine

	Discussion
	Materials and Methods
	Cell culture and chemicals
	Western blot analysis
	Quantitative real-time PCR
	Cell viability assay
	Cell cycle analysis
	Treatment with AMPKα siRNA
	Transient transfection assay
	Tumor xenograft studies
	Statistical analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Activation of AMPKα mediates additive effects of solamargine and metformin on suppressing MUC1 expression in castration-resistant prostate cancer cells
            
         
          
             
                srep ,  (2016). doi:10.1038/srep36721
            
         
          
             
                SongTao Xiang
                QiuHong Zhang
                Qing Tang
                Fang Zheng
                JingJing Wu
                LiJun Yang
                Swei Sunny Hann
            
         
          doi:10.1038/srep36721
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep36721
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep36721
            
         
      
       
          
          
          
             
                doi:10.1038/srep36721
            
         
          
             
                srep ,  (2016). doi:10.1038/srep36721
            
         
          
          
      
       
       
          True
      
   




