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Dihydroartemisinin inhibits prostate cancer
via JARID2/miR-7/miR-34a-dependent
downregulation of Axl
Juliano D. Paccez 1,2, Kristal Duncan1, Durairaj Sekar1,2, Ricardo G. Correa3, Yihong Wang 4, Xuesong Gu5,
Manoj Bashin5, Kelly Chibale6, Towia A. Libermann5 and Luiz F. Zerbini1,2

Abstract
Axl expression is deregulated in several cancer types, predicts poor overall patient survival and is linked to resistance to
drug therapy. Here, we evaluated a library of natural compounds for inhibitors of Axl and identified dihydroartemisinin,
the active principle of the anti-malarial drug artemisinin, as an Axl-inhibitor in prostate cancer. Dihydroartemisinin
blocks Axl expression leading to apoptosis, decrease in cell proliferation, migration, and tumor development of
prostate cancer cells. Dihydroartemisinin treatment synergizes with docetaxel, a standard of care in metastatic prostate
cancer increasing overall survival of mice with human xenografts. Dihydroartemisinin control of miR-34a and miR-7
expression leads to inhibition of Axl expression in a process at least partially dependent on regulation of chromatin via
methylation of histone H3 lysine 27 residues by Jumonji, AT-rich interaction domain containing 2 (JARID2), and the
enhancer of zeste homolog 2. Our discovery of a previously unidentified miR-34a/miR-7/JARID2 pathway controlling
dihydroartemisinin effects on Axl expression and inhibition of cancer cell proliferation, migration, invasion, and tumor
formation provides new molecular mechanistic insights into dihydroartemisinin anticancer effect on prostate cancer
with potential therapeutic implications.

Introduction
Prostate cancer (PCa), is the most frequent solid cancer

in aging males, and the third leading cause of cancer death
in the US1. The metastatic disease is the most important
cause of increasing morbidity and mortality of PCa. The
development of the metastasis stage of the disease
involves multiple events, including the progression to
hormone-independent status, which leaves physicians
with very few treatment options. Although there are
effective treatments of local PCa, such as radiation ther-
apy, surgery, and androgen ablation therapy, only a few
drugs have demonstrated some efficacy against hormone-

refractory metastatic disease, such as docetaxel, abirater-
one, and enzalutamide2–4. One major prerequisite to
develop more effective targeted therapies is the identifi-
cation of the most relevant cellular targets and enhancing
understanding of the key pathophysiological pathways
driving PCa progression. In this context, our group
recently demonstrated that Axl is a relevant therapeutic
target for metastatic castration-resistant PCa (mCRPCa)5.
The receptor tyrosine kinase Axl belongs to the TAM

(Tyro-3, Axl, and Mer) family and possesses transforming
potential when overexpressed6,7. Activation of Axl occurs
subsequent to the binding of growth arrest-specific gene 6
(Gas6) which contains an N-terminal γ-carboxyl-glutamic
acid domain, in a vitamin K-dependent event8–11. Axl
expression has been associated with pathways closely
related to progression and development of tumors and
inhibition of apoptosis, such as the phosphatidylinositol
3-OH kinase (PI3K) pathway, MAP kinases, STAT, and

© The Author(s) 2019
OpenAccessThis article is licensedunder aCreativeCommonsAttribution 4.0 International License,whichpermits use, sharing, adaptation, distribution and reproduction
in any medium or format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if

changesweremade. The images or other third partymaterial in this article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to thematerial. If
material is not included in the article’s Creative Commons license and your intended use is not permitted by statutory regulation or exceeds the permitted use, you will need to obtain
permission directly from the copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

Correspondence: Luiz F. Zerbini (luiz.zerbini@icgeb.org)
1International Centre for Genetic Engineering and Biotechnology (ICGEB), Cape
Town, South Africa
2Department of Integrative Biomedical Sciences, University of Cape Town,
Cape Town, South Africa
Full list of author information is available at the end of the article.

Oncogenesis

12
34

56
78

90
()
:,;

12
34

56
78

90
()
:,;

1
2
3
4
5
6
7
8
9
0
()
:,;

12
34

56
78

90
()
:,;

http://orcid.org/0000-0002-1086-4588
http://orcid.org/0000-0002-1086-4588
http://orcid.org/0000-0002-1086-4588
http://orcid.org/0000-0002-1086-4588
http://orcid.org/0000-0002-1086-4588
http://orcid.org/0000-0003-1252-5579
http://orcid.org/0000-0003-1252-5579
http://orcid.org/0000-0003-1252-5579
http://orcid.org/0000-0003-1252-5579
http://orcid.org/0000-0003-1252-5579
http://creativecommons.org/licenses/by/4.0/
mailto:luiz.zerbini@icgeb.org


NF-κB signal transduction pathway5,12,13. Furthermore,
Axl plays a role in the epithelial-mesenchymal transition
(EMT), which is an important feature for the initiation of
metastasis14–17.
Axl is deregulated in cancers such as prostate, breast, lung,

and oesophageal carcinomas5,8,18–25. Its expression predicts
poor overall patient survival in breast and pancreatic cancer
patients26,27 and is linked to increased resistance to ther-
apy28–32, indicating that targeting Axl may represent a novel
therapeutic approach for cancer treatment.
Here, we evaluated a library of natural compounds to

identify and characterize specific Axl-inhibitors. We
identified dihydroartemisinin (DHA), the active metabo-
lite of artemisinin, which has been used as an anti-
malarial drug, as a strong Axl-inhibitor. We demonstrated
that DHA inhibits Axl expression, leading to decreased
proliferation, migration, and invasion, induction of
apoptosis of PCa cells and inhibition of tumor develop-
ment in vivo. Moreover, DHA synergizes with docetaxel, a
standard of care in mCRPC treatment, and increases the
survival of mice with PCa xenografts. We provide strong
evidence that DHA treatment effects on Axl expression
are mediated by inhibition of microRNAs (miR-34a and
miR-7) that regulate Axl expression. DHA regulation of
miR-34a and miR-7 expression is dependent on JARID 2
and EZH2, components of the Polycomb Complex
Repressor 2 (PRC2), a complex of proteins involved in
proliferation, pluripotency, and maintenance of the
developmental stage in adults, that acts through the reg-
ulation of the chromatin structure mainly by methylation
of histone H3 lysine 27 residue (H3K27)33,34. In summary,
we have characterized a novel mechanism of action for
DHA as a specific Axl-inhibitor in PCa, providing insights
into the signaling pathways underlying the anticancer
effects of DHA in PCa cells.

Results
Screening of natural compounds and identification of
dihydroartemisinin as an inhibitor of prostate cancer cell
proliferation
We previously demonstrated the expression and

pathophysiological function of Axl in a panel of PCa
cells5. Here, we extended our analysis by investigating the
expression of Axl in an additional panel of PCa cells. The
castration-resistant PCa cells, DU145 and PC-3 lack
androgen receptor (AR), PSA, and 5α-reductase35,36, while
C4, C4-2 and C4-2B are castration-resistant LNCaP
clones. We observed that Axl mRNA and protein levels
are expressed in C4, C4-2 and C4-2B cells at higher levels
than LNCaP cells, but lower than in DU145 and PC-3
cells. LNCaP cells express very low levels of Axl compared
to DU145 and PC-3 cells (Fig. S1A and B).
We performed several cell-based assays utilizing a

Natural Product Library (Selleck Chemicals) comprising

of 144 natural compounds (Table S1), to identify inhibi-
tors of PCa cell proliferation (Fig. S2). We analysed the
solubility of the compounds in the media used to grow the
panel of PCa cells and observed issues in 10 compounds
(Table S2). The remaining 134 compounds were tested for
inhibition of proliferation in PCa cells (DU145, PC-3, C4,
C4-2, and C4-2B). Our analysis revealed a similar pattern
of proliferation inhibition for PC-3, C4, C4-2, and C4-2B,
but not DU145 (Fig. S3A). To select the most effective
inhibitors of PCa cell proliferation, we ranked individual
cells based on the inhibitory effects of the compounds
(Fig. S3B). Amongst the top 10 most effective compounds,
eight were common to PC-3, C4, C4-2, and C4-2B (Table
S3). Only DHA demonstrated consistent inhibitory effects
across all PCa cells tested. Consequently, we focused on
the further evaluation of PCa proliferation inhibition by
DHA. We previously demonstrated that Axl is a relevant
therapeutic target for mCRPCa; Axl blockage inhibits the
proliferation and migration of PCa cells as well as tumor
formation in vivo5, we tested the hypothesis that DHA
inhibits proliferation of mCRPCa cells via Axl modula-
tion. We found that DHA reduced Axl mRNA expression
in all PCa cell lines tested (Fig. 1a). Additionally, we
analysed the impact of DHA treatment on the protein
levels and phosphorylation status of Axl and other
members of the TAM family (Mer and Tyro3) in different
PCa cell lines (Fig. 1b). DHA leads to inhibition of both
Axl protein expression and phosphorylation, without
affecting the expression of Mer and Tyro3 proteins.
We, and others, have shown that Axl regulates the Akt/

NF-κB pathway in cancer5,12,24. We evaluated the
expression levels of components of the Akt/NF-κB sig-
naling pathway by western blot analysis. As predicted,
DHA reduces Akt and Stat3 protein phosphorylation,
indicating Akt activation and inactivation of
Stat3 signaling (Fig. 1b). Dose-response experiments to
determine DHA concentration needed to inhibit PCa
proliferation established the IC50 ranging from 3.9 to
5.1 µM in the panel tested (Table 1). Interestingly PCa
cells expressing comparatively very low levels of Axl, such
as LNCaP, exhibit higher IC50 when compared with cells
expressing higher levels of Axl (DU145, PC-3, C4, C4-2,
and C4-2B), suggesting that DHA acts in an Axl-
dependent manner in PCa cell lines.
Other than proliferation, the Axl signaling pathway is

important in inducing migration and invasion5,8,14.
Transwell assays demonstrated that DHA treatment sig-
nificantly inhibits migration and invasion of PCa cells
(Fig. 1c, d). Moreover, the treatment of PCa cells for 4 h
with DHA induces apoptosis (Fig. 1e). In contrast, DHA
treatment of the non-cancer cells, CCD-18, PNT1A,
and Cos-7, did not significantly reduce proliferation
(Fig. S4A), indicating non-toxicity for non-cancer
cells. Remarkably, analysis of Axl mRNA in this panel of
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non-cancer cell lines demonstrated lower levels of Axl
transcript when compared to DU145 cells (Fig. S4B).

DHA inhibition of prostate cancer cell proliferation and
tumor formation in vivo is dependent on Axl expression
We observed that inhibition of the proliferation effect

elicited by DHA is more prominent in PCa cell lines
expressing higher levels of Axl. We hypothesized that
DHA effects on PCa proliferation are Axl-dependent. We
evaluated DHA effects on PCa cell lines upon knockdown
of Axl expression by lentivirus encoding shRNA-Axl-
gene5, compared to wild type cells. Lentivirus-shRNA-Axl
as well as a lentivirus-shRNA-GFP (control) were used to

Fig. 1 DHA treatment inhibits Axl expression and proteins involved in the Axl signaling pathway, reduces cell migration and invasion and
induces apoptosis in mCRPCa cell lines. a qRT-PCR for Axl in PCa cells treated with 5 μM of DHA for 24 h. Values were normalized to Gapdh levels
and to DMSO control. The experiment was performed in triplicate. Data are representative of 3 independent experiments; *p < 0.05 two-tailed
Student’s t-test. b Immunoblot analysis of protein extracts obtained from DU145 and PC-3 treated with 5 μM DHA for 24 h using anti-phospho-Axl,
anti-phospho-Akt and anti-phospho-Stat3 and anti-Axl, anti-Akt, anti-Stat3 and anti- GAPDH. c Migration and d invasion analysis of mCRPC cell lines
24 h post treatment with 5 μM of DHA. Cells were fixed and stained, and 3–5 random microscopic fields were counted. Data are representative of
three independent experiments and all values shown are mean ± SD from a representative experiment; **p < 0.01, two-tailed Student’s t-test. e
Apoptosis assay for mCRPCa cell lines treated with 5 μM of DHA for 8 h. DMSO 0.05% was used as a control. Data are representative of three
independent experiments and all values shown are mean ± SD from a representative experiment; *p < 0.05, two-tailed Student’s t-test

Table 1 Analysis of DHA effect in PCa cell lines

Cell line IC50 ± SD (µM) 95% Confidence interval

DU145 4.8 ± 0.89 3.49–6.96

PC-3 5.1 ± 0.91 2.75–5.41

C4 3.9 ± 0.45 2.78–4.46

C4-2 4.9 ± 0.52 3.07–5.75

C4-2B 5.1 ± 0.55 3.59–5.86

LNCaP 22.1 ± 1.89 15.2–30.5

A dose-response curve was performed and inhibition of proliferation was
analyzed. IC50= 4.8 µM in DU145; 5.1 µM in PC-3; 3.9 µM in C4, 4.9 µM in C4-2,
5.1 μM in C4-2B and 22.1 μM in LNCaP
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infect PCa cells, resulting in ~90% reduction of Axl
expression (Fig. S5)5.
DHA treatment inhibits DU145shGFP cell proliferation

after 24 h incubation compared to cells treated with
DMSO by 44% (p < 0.05), but has no effect on
DU145shAxl (Fig. 2a). These findings confirm that DHA
elicits its anti-proliferative effect at least partially in an
Axl-dependent manner.
Previously, we demonstrated that Axl plays an impor-

tant role in PCa tumor growth in vivo5. To determine
whether DHA treatment impacts tumor formation
in vivo, DU145 cells infected with LV-shRNA-GFP or LV-
shRNA-Axl were subcutaneously implanted into the
prostate of MF-1 nude mice. Mice were treated with DHA
(40mg/kg) or vehicle control (DMSO at 2 mL/kg) injec-
ted intraperitoneally for 50 days and examined for tumor
formation and tumor weight. Treatment of mice
implanted with the DU145shGFP cell line (control cells)

with DHA significantly reduced tumor growth by 46%
(Fig. 2b, p < 0.05) compared to DMSO vehicle-treated
mice. Interestingly, treatment of mice implanted with the
DU145shAxl cell line with DHA showed no significant
difference in tumor burden when compared to DMSO
vehicle-treated mice (Fig. 2b), reinforcing the notion that
DHA acts in an Axl-dependent manner.

DHA treatment enhances docetaxel efficacy in prostate
cancer
Docetaxel is a semisynthetic taxane employed as a

standard of care in mCRPCa treatment2,37. To test whe-
ther the treatment of docetaxel synergizes with DHA in
reducing tumor growth, we evaluated the effect of DHA
on docetaxel response in PCa cells. We defined the doc-
etaxel IC50 in DU145 cells as 2 nM (Fig. S6). We evaluated
the effect of docetaxel on the proliferation of PCa cells
with siRNA-mediated knockdown of Axl (DU145shAxl)
and showed that DU145shAxl cells are more sensitive to
docetaxel treatment than DU145shGFP cells. Docetaxel
IC50 in DU145shAxl cells is 0.6 nM, 3-fold lower in shAxl
than in Axl+/+ (Fig. S6A). Isobologram analysis of PCa
cells with combined docetaxel and DHA treatment using
Calcusyn software revealed that the two drugs synergize
(Fig. S6B). Pre-treatment of PCa cells for 24 h with DHA
(2 µM) sensitized PCa cells to docetaxel and enhanced the
growth-inhibitory effect of docetaxel (Fig. S6C). Cells pre-
treated with DHA require 14-times lower concentrations
of docetaxel compared to DMSO. These data reinforce
the hypothesis that DHA treatment sensitizes PCa cells to
and enhances docetaxel response in PCa. Furthermore,
targeted Axl-inhibition could be an effective therapy for
enhancing docetaxel efficacy in mCRPC.

DHA synergizes with docetaxel to inhibit tumor formation
in vivo
To determine whether DHA treatment has a synergistic

effect on tumor formation in vivo when co-administrated
with docetaxel, DU145 cells were implanted into MF-1
nude mice. Balanced cohorts with established mCRPC
xenograft tumors were treated with vehicle DMSO (2mL/
kg) daily, DHA (40mg/kg) daily, docetaxel (15 mg/kg) on
days 1, 8, 15, 38, 45, 52 post inoculation, or DHA (40mg/
kg) daily combined with docetaxel (15 mg/kg) on days 1,
8, 15, 38, 45, 52 by intraperitoneal injection. 50 days later,
mice were examined for tumor formation, tumor weight
and IL-6 expression in the serum.
DHA or docetaxel treatment resulted in a significant

reduction of tumor growth and volume in mice when
compared to those treated with DMSO. As observed in
Fig. 3a, tumor growth is reduced by the use of docetaxel,
DHA or a combination of both. At the end of the 50 days
of the experiments, we observed reduction of 49.9% (p <
0.05) after treatment with DHA, 55.10% (p < 0.05) after

Fig. 2 DHA inhibition of PCa proliferation and tumor formation
in vivo is dependent on Axl expression. a Proliferation assay.
DU145shGFP and DU145 shAxl cells were treated with DHA (5 μM) or
DMSO (0.05%) for 24 h. Data were normalized to DU145shGFP treated
with control and represented as percentage. Data shown are mean ±
SD of triplicate independent experiments. Data are representative of 3
independent experiments. b DU145shGFP and DU145shAxl cells (5 ×
106) were implanted subcutaneously into the right flank of MF-1 mice.
Mice were submitted to daily treatment with 40 mg/kg of DHA or
DMSO (2 mL/kg). Tumor weight was measured 48 days after
implantation. Values are represented as mean ± SD of six individuals;
*p < 0.05, two-tailed Student’s t-test
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treatment with docetaxel and 76.10% (p < 0.001) when
combining both compounds. Analysis of dissected tumor
at the end 50 days, demonstrated that tumor weight was
reduced by 44.27% (p < 0.05) and 51.35% (p < 0.05) after
treatment with DHA or docetaxel, respectively. Combi-
nation therapy with both compounds increased tumor
weight reduction to 68.75% (p < 0.001) (Fig. 3b).
We evaluated the levels of IL-6 secreted in the blood of

animals. IL-6 levels in blood predict poor outcomes in
patients with localized tumors38. Previously, we demon-
strated that Axl/Akt/NF-κB cascade via constitutive acti-
vation of NF-κB leads to IL-6 secretion in PCa5. We
observed that treatment of mice with DHA, docetaxel or a
combination of both, drastically reduced the levels of IL-6
secreted in mouse blood. The reduction in secreted levels
of IL-6 in mice was 38.12% for DHA (p < 0.05), 42.77% for
docetaxel (p < 0.05) and 58.41% for the combination
of docetaxel and DHA (p < 0.05) compared to control
(Fig. 3c). In an independent experiment utilizing the same
cohorts, treatments, and conditions as described above,
we evaluated the overall survival of mice submitted to the
different treatment regimens. The experiment ended
when tumors reached institutional limits (1500mm3).
Treatment with DHA and docetaxel prolonged overall
survival compared with vehicle-treated controls. Treat-
ment with DHA led to a median survival of 58 days
compared to 48 days of the control group (Fig. 3d). This is
similar to the survival seen for the docetaxel treated group
(60 days). Moreover, the co-treatment of mice with DHA
and docetaxel enhances survival to 64 days. Together,
these results suggest that an Axl specific inhibitor may
impact PCa treatment, leading to prolonged survival.

Kinase screening and profiling indicates that DHA
treatment does not affect Axl-kinase activity
We evaluated whether DHA treatment directly inhibits

the Axl-kinase domain, or whether the decrease of Axl
phosphorylation is directly linked to the decrease in Axl
expression, as well as investigated the effect of DHA
treatment on other tyrosine kinases. We performed a
kinase screening and profiling assay, using the KINOME
scanTK Kinase Assay Panel (DiscoverX).
It has three components: a kinase-tagged phage, a test

compound, and an immobilized ligand that the com-
pound competes with to displace the kinase. The amount
of kinase bound to the immobilized ligand is determined
using quantitative PCR of the DNA tag. The readout from
assay is “percent of control”, where the control is DMSO
and where a 100% result means no inhibition of the kinase
by the test compound.
Under the conditions tested, DHA did not inhibit the

kinase activity of any of the kinases screened, including
Axl. (Fig. S7A). These results suggest that inhibition of
Axl phosphorylation by DHA treatment is due to the

inhibition of Axl protein expression. Furthermore, we
investigated whether DHA-elicited inhibition of Axl
protein expression is mediated by the proteasome path-
way. DU145 cells were treated with DHA, MG132 (pro-
teasome pathway inhibitor), and a combination of both.
Four hour post-treatment, protein was extracted and Axl
expression was analyzed by western blot. Treatment with
MG132 did not affect the inhibition of Axl protein
expression by DHA (Fig. S7B), indicating that DHA
inhibition of Axl expression is not mediated by the pro-
teasome pathway.

DHA inhibits Axl expression by inducing miR-7 and miR-
34a expression
Several reports demonstrated the involvement and

deregulation of micro-RNAs in cancer39–41. Axl has been
shown to be regulated by miR34a, miR199a, and
miR199b42. To evaluate whether DHA treatment of PCa
cells affects the expression of these miRNAs, we quanti-
fied their expression in PCa cell lines treated with DHA by
qPCR. DHA treatment leads to a significant induction in
miR-34a expression levels (2.18 fold), but not in miR-199a
and miR-199b levels (Fig. S8A). To evaluate DHA treat-
ment effects on other non-coding RNA, we performed
microarray analysis using the GeneChip miRNA 3.0 Array
(Affymetrix). Treatment of PCa cells with DHA led to
differential expression of a distinct set of miRNAs (Fig.
4a). Validation of microarray data was performed by
expression evaluation of some of the top regulated miR-
NAs by qRT-PCR. We confirmed that miR-7, miR-550,
miR-548, miR-663, and miR-4634 exhibited the same
trend of expression as observed in the microarray data
(Fig. S8B). In order to identify non-coding RNAs that are
likely to directly target Axl expression among this set of
deregulated non-coding RNAs, we applied a bioinfor-
matics approach to screen the 3′-UTR of the Axl tran-
script for complementary seed sequences of miRNAs.
Using the microRNA.org–Targets and Expression data-
base43,44 we identified miR-7 as an Axl repressor candi-
date (Fig. 4b).
We evaluated miR-7 and miR-34a expression levels in a

panel of PCa cell lines. PCa cell lines expressing higher
levels of Axl (DU145 and PC-3) express lower levels of
miR-34a and miR-7, while PCa cells expressing lower
levels of Axl (LNCaP, C4, C4-2, and C4-2B) express
higher levels of these miRNAs (Fig. 4c). Likewise, we
evaluated the relevance of miR-7 and miR-34a expression
and its inverse correlation with Axl expression levels in
clinical PCa samples. We analyzed 16 matched pairs of
normal and PCa tumor patient samples. Characteristics of
each sample including Gleason score, stage, and grade are
described in Table S4. While Axl mRNA levels are con-
sistently upregulated in tumor samples compared with
matched normal tissue, miR-7 and miR-34a are
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Fig. 4 (See legend on next page.)
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downregulated (Fig. 4d) independent of tumor stage
(Fig. S9). The observation that miR-7 and miR34a are
inversely correlated to Axl levels in both PCa cell lines
and clinical tissues, together with our finding that DHA
treatment leads to inhibition of Axl and induction of
miR-7 and miR-34a, persuaded us to determine whether
treatment of mice with DHA affects levels of miR-7 and
miR-34a in vivo. This analysis demonstrated significant
increase in miR-7 and miR-34a levels, as well as reduction
in the levels of Axl in tumors from mice treated with DHA
(Fig. 4e).
To gain further insights into Axl regulation by miR-7

and miR-34a, DU145 and PC-3 cells were transfected with
miR-7 and miR-34a expression vectors as well as a control
vector. Axl protein expression was analyzed in whole-cell
extracts by western blot analysis. Expression of miR-7 or
miR-34a results in the inhibition of Axl protein expres-
sion (Fig. 5a). Additionally, we evaluated the effect of the
expression of miR-7 and miR-34a on proliferation and
migration of PCa cells. As observed in Fig. 5b, both miR-7
and miR-34a reduce cell proliferation. The proliferation of
PC-3 and DU145 cells are reduced by 32.2% (p < 0.05) and
42.3% (p < 0.05) after expression of miR-7. Likewise, the
proliferation of PC-3 and DU145 cells are reduced by
38.8% (p < 0.05) and 56.3% (p < 0.05) after the expression
of miR-34. Analysis of cell migration (Fig. 5c) demon-
strated that the expression of miR-7 leads to inhibition of
39.7% (p < 0.05) in PC-3 and 56.3% (p < 0.05) in DU145.
Migration of PC-3 and DU145 was similarly reduced by
41.6% (p < 0.05) and 54.2% (p < 0.05) after miR34a
expression. These data provide strong evidence that miR-
7 and miR-34a play critical roles in the DHA-mediated
inhibition of Axl expression.

DHA regulation of miR-7 and miR-34 and inhibition of Axl
expression is mediated by polycomb repress complex
2 system
To gain insight into the functional and biological

pathways that are involved in the DHA-mediated

regulation of miRNAs and inhibition of Axl expression,
we performed transcriptional profiling of DU145 cells
treated with DHA (5 µM) or DMSO (0.05%) for 6 h.
Transcriptional profiling analysis revealed 422 genes as
differentially expressed in DHA-treated DU145 cells
(Excel Spreadsheet 1 in Supplementary Information).
Systems biology analysis of the genes differentially
expressed upon DHA treatment indicates that DHA
treatment interferes with a set of genes involved in pro-
liferation and cell growth as well as cell and tissue
development functions (Fig. S10). Our analysis indicates
inhibition of JARID2 (Jumonji, AT-rich interaction
domain containing 2) expression (data not shown), a
DNA-binding component of the polycomb repress com-
plex proteins (PRC2)45,46. PRC2 is one of the two classes
of the polycomb group (PcG) proteins that are required
for establishing and maintaining cellular memory and are
involved in cellular processes such as proliferation and
pluripotency33. PcG proteins form several complexes that
function primarily through the regulation of chromatin
structure34,47. PRC2 is a methyltransferase complex that
acts specifically on histone H3 lysine 27 (H3K27) and is
composed of four core components: enhancer of zeste
homolog 2 (EZH2), Eed, Suz12, and JARID245,46,48. EZH2
is the catalytic component of PRC2 and functions as a
histone methyltransferase for H3K27 residues which is
associated with repressed chromatin states and is widely
distributed among genes encoding developmental reg-
ulators49–51. JARID2 interacts with EZH2 in the chro-
matin, stimulating its histone H3K27 methyltransferase
activity52. In the absence of JARID2, PRC2 is recruited late
to its target genes and its enzymatic function is
diminished52.
We performed western blot analysis of JARID2 and

EZH2 protein expression in DU145 and PC-3 cells treated
with 5 µM of DHA for 24 h. DHA treatment resulted in
the inhibition of JARID2 expression and reduced levels of
p-EZH2 expression, the phosphorylated form of EZH2
(Fig. 6a). Furthermore, we investigated whether DHA

(see figure on previous page)
Fig. 4 DHA regulates the expression of miRNAs in PCa cell lines. Cells were treated with DHA (5 μM) or DMSO (0.05%) for 24 h. a Heat map of
miRNA microarray expression data. Cluster analysis classified the samples into groups based on miRNA expression levels in each sample. Red
indicates high expression and green indicates relatively low expression of miRNA. b Schematic representation of the location of the putative miR-7
target site is shown in the Axl 3′-UTR. c RT-PCR analysis of miR-34 expression levels (left) and miR-7 (right) expression levels in PCa cell lines. ΔCt
values graphed are relative to the endogenous control RNU6B small RNA and data were normalized to normal cell PNT1A. Data are representative of
three independent experiments and all values shown are mean ± SEM from a representative experiment; *p < 0.05, two-tailed Student’s t-test. d RT-
PCR analysis of expression levels of miR-34a, miR-7, and Axl in human PCa samples. Total RNA was collected from human tissue consisting of paired
normal and tumor samples and was analyzed for miR-7, miR-34a, and Axl expression levels. ΔCt values graphed are relative to the endogenous
control RNU6B small RNA (for miR-34a and miR-7) and GAPDH for Axl. Data are shown as the triplicate independent experiments; *p < 0.05, two-
tailed, nonparametric Mann–Whitney test. e RT-PCR analysis of expression levels of miR-34a (right), miR-7 (left) and Axl (bottom) in tumor extracted
from mice treated with 40 mg/kg of DHA or DMSO (2 mL/kg). Total RNA was collected from tumor and analyzed for miR-7 and miR-34a expression
levels. ΔCt values graphed are relative to the endogenous control RNU6B small RNA. Data are representative of three independent experiments and
all values shown are mean ± SD from a representative experiment; *p < 0.05, two-tailed, nonparametric Mann–Whitney test
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treatment interferes with JARID2-EZH2 interaction,
Immunoprecipitation of JARID2 or EZH2 proteins fol-
lowed by detection with anti-EZH2 or anti-JARID2 anti-
bodies in cells treated with DHA (5 µM) or DMSO
(0.05%). Control demonstrates that JARID2 or EZH2 are
not co-immunoprecipitated in cells treated with DHA,
thus inhibition of JARID2 by DHA disrupts the formation
of this complex (Fig. 6b).
We knocked down JARID2 in DU145 using siRNA

(Fig. S10A) and evaluated miR-7, miR-34a, and Axl
expression levels. Cells lacking JARID2 expression
exhibit higher levels of miR-7 (2.72 fold) and miR-34a
(2.68 fold) and lower levels of Axl (0.533 fold) (Fig. 6c).
We did not observe any significant differences in miR-7
and miR-34a levels when JARID2 knockdown cells are
treated with DHA (Fig. S10B and C), indicating that
DHA modulation of miR-7 and miR-34a levels is
JARID2 dependent.
Considering the above, we investigated the effect of

DHA-mediated inhibition of JARID2 and JARID2-EZH2
interaction on EZH2 H3K27 methyltransferase activity.
We performed Chromatin Immunoprecipitation (ChIP)
analysis using H3K27me3 antibodies, followed by qPCR
from the immunoprecipitated DNA of DU145 and C4-2
cells treated with DHA or DMSO. PCa cells treated with
DHA presented decreased levels of H3K27me3 at specific
gene loci (ANKRD30BL, Dnmt3A, KIF21A and MYC
promoter) compared with cells treated with DMSO

(Fig. 6d and Fig. S11), suggesting that DHA affects
H3K27me3 methyltransferase activity.

Discussion
Identifying relevant cellular targets and patient popu-

lations is necessary for developing and testing targeted
therapies. Previously, we identified the tyrosine kinase
receptor Axl as a potential target for PCa therapy5.
Increased Axl levels have been linked to resistance to
Imatinib in gastrointestinal stromal tumors, Lapatinib in
HER-2 positive breast tumor cells53, BMS-754087 in
Rhabdomyosarcoma54, and metformin in PCa55, as well as
erlotinib in non-small cell lung cancer (NSCLC)32.
Moreover, Axl overexpression has been described as
mediating resistance to PI3K inhibitors30.
Numerous studies have described the development of

Axl-inhibitors26,56,57. The development of small molecules
such as R428 (also known as BGB324)26 and monoclonal
antibodies such as YW327.6S258 are promising. However,
the development of specific Axl-inhibitors represents a
major challenge due to the lack of an Axl structure and
the fact that it shares high structural similarity with the
rest of the TAM family and other kinases of the human
kinome57. Therefore, screening of biologically and/or
pharmacologically active natural compounds is a viable
alternative approach, as several natural products and their
semisynthetic derivatives are used in cancer
chemotherapy.

Fig. 5 Expression of miR-7 and miR-34a inhibits Axl protein expression as well as proliferation and migration of in PCa cells. a Western blot
analysis of Axl expression in DU145 and PC-3 cells transfected with miR-7 or miR-34a expression vectors and a vector control. b Proliferation assay of
DU145 and PC-3 cells transfected with miR-7 or miR-34a expression vectors. Proliferation was measured 48 h post transfection. Data are
representative of three independent experiments and all values shown are mean ± SD from a representative experiment; *p < 0.05, two-tailed
Student’s t-test. c Migration assay of DU145 and PC-3 cells transfected with miR-7 or miR-34a expression vectors. Migration was measured 24 h post
transfection. Migrating cells were fixed and stained, and three to five random microscopic fields were counted. Data are representative of three
independent experiments and all values shown are mean ± SD from a representative experiment; *p < 0.05, two-tailed Student’s t-test
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Fig. 6 DHA inhibits proteins involved in the polycomb repressive complex. a Immunoblot analysis of protein extracts obtained from DU145 and
PC-3 treated with DHA (5 μM) using anti-phospho EZH2, and anti-JARID2, anti-EZH2 and anti-GAPDH. b DHA Treatment of PCa cells inhibits JARID2-
EZH2 interaction. DU145 cells were treated with 5 µM of DHA and DMSO (0.05%) and protein extracts were immunoprecipitated using anti-JARID2 or
anti-EZH2 antibodies. The interaction between the proteins was detected by anti-EZH2 (right) or anti-JARID2 antibodies. c Inhibition of JARID2
protein regulates miR-34a and miR-7 expression and Axl expression. RT-PCR analysis of miR-34a, miR-7, and Axl expression levels of in DU145 cells
lacking JARID2 expression. DU145 were transfected with JARID2 siRNA or GFP siRNA duplexes (50 nM). Total RNA was collected and was analyzed
24 h post transfection. ΔCt values graphed are relative to the endogenous control RNU6B small RNA (for miR-34a and miR-7) and GAPDH for Axl. Data
are representative of three independent experiments and all values shown are mean ± SD from a representative experiment; *p < 0.05, two-tailed
Student’s t-test. d ChIP-qPCR analysis demonstrating the effect of DHA treatment on DU145 and C4-2 cells on H3K27me3 at specific gene loci. PCa
cell lines were treated with 5 uM of DHA or DMSO and subjected to ChIP analysis using antibodies against H3K27me3 or control IgG. The signals of
H3K27me3 at the indicated genomic locations were normalized to that obtained from IgG ChIP at the same location to calculate their enriched
signal. e Schematic representation of DHA inhibition of Axl expression via regulation of microRNAs and proteins of the polycomb repressive complex
2
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In this study, the screening of a natural compound
library has identified dihydroartemisinin (DHA) as a
potent Axl-inhibitor in PCA cells. Our findings demon-
strate that DHA inhibits proliferation and migration of
PCa cells and tumor formation in vivo in an Axl-
dependent manner. It leads to reduction of IL-6 levels, a
mediator of morbidity and mortality in patients with
mCRPCa38. Moreover, our group has shown that DHA
regulates NF-κB and Akt in PCa which is in line with the
previous reports59.
Co-treatment with DHA and docetaxel demonstrated

synergistic effects against PCa both in vitro and in vivo.
Docetaxel improves survival in patients with metastatic
PCa. However, side-effects are observed in patients trea-
ted with this drug and patients become resistant to doc-
etaxel37. Side-effects to docetaxel treatment may be
minimized if combined with DHA, since DHA treatment
can decrease docetaxel dosage needed for efficacy, leading
to improved quality of life during treatment. As Axl plays
a role in resistance to various cancer drugs, and DHA
reduces Axl expression in PCa, combination of docetaxel
with DHA may also delay or prevent resistance to
docetaxel.
Besides some evidence of the anticancer potential of

artemisinin and its derivatives, particularly DHA, for dif-
ferent types of cancers, there is little information about its
mechanism of action, thus our findings are novel. We
demonstrated that DHA does not inhibit Axl-kinase itself
or via proteasome degradation. In fact, DHA-induced
inhibition of Axl expression appears to be mediated by
regulating specific micro RNAs. DHA treatment leads to
increased expression of miR-34a and miR-7. MiR-34a has
been shown to be a tumor suppressor in different types of
cancers such as glioma, breast and PCa, and a part of the
p53 tumor suppressor network, and regulates Axl
expression42,60. MiR-7 targets and downregulates onco-
genic factors in cancer-associated signaling pathways
including EGF, Bcl-2, Raf1, and Akt/PI3K61. Using
bioinformatics analysis, we identified miR-7 as having
complementary seed sequences to the 3′-UTR of the Axl-
gene. Ectopic expression of miR-7 and miR-34a inhibits
Axl expression. miR-7 and miR-34a expression levels are
inversely correlated with Axl expression in clinical PCa
samples. Tumor samples derived from xenograft mice
treated with DHA exhibit higher levels of miR-7 and miR-
34a expression, suggesting that these miRNAs play a
critical role in PCa.
Further gene expression and bioinformatics analysis in

PCa cells treated with DHA indicates that DHA inhibits
the expression of JARID2, a DNA-binding protein which
is a component of the polycomb repressive complex 2
(PRC2)46. PRC2 regulates gene silencing through chro-
matin reorganization and histone methylation45,48. EZH2,
another component of the PRC2 complex, has been

described as an oncogene which is deregulated in prostate
and breast cancer, and implicated in cancer progression
and poor prognosis62,63. EZH2 catalyses trimethylation of
H3K27, creating repressive chromatin structures over
long genomic distances64. In fact, H3K27me3 is a sig-
nature of PRC2 activity and is involved in gene silencing
through several mechanisms65. Treatment of PCa cells
with DHA decreases the enrichment of trimethylation of
H3K27 in specific gene loci, reinforcing the notion that
DHA inhibits the formation of the PRC2 complex.
Regulation of miRNAs by PRC2 proteins is pivotal in

cancer66. Nevertheless, a recent report has described a
positive regulation of Axl by EZH2, independent of his-
tone or DNA methylation in glioblastoma67. Induction of
miR-7 and miR-34a in cells treated with DHA or cells not
expressing JARID2 may indicate a role of PRC2 in the
regulation of these miRNAs. In fact, we have demon-
strated that inhibition of JARID2 by DHA treatment
causes inhibition of EZH2, avoiding the establishment of
PRC2 and inducing miR-7 and miR-34a, which in turn
inhibits Axl (Fig. 6e). Even though we demonstrated a
direct link between inhibition of PRC2 complex compo-
nents i.e., JARID2 by DHA, it is important to note that the
exact mechanism by which DHA inhibits JARID2, which
may include direct interaction, remains unclear and is
under investigation by our group. In conclusion, we
provide strong evidence that DHA inhibits Axl expression
in PCa via regulation of microRNAs and proteins of the
polycomb repressive complex 2.

Materials and methods
Cell lines and culture
Human PCa cell lines C4, C4-2, and C4-2B were kindly

provided by Dr. Steven Balk (Beth Israel Deaconess
Medical Center and Harvard University); DU145, PC-3,
and LNCaP, as well as non-cancer cell lines CCD-18 and
Cos-7, were purchased from ATCC. PNT1A, a normal
prostate epithelial cell line, was purchased from Sigma
Aldrich. Knockdown cell lines DU145shGFP and
DU145shAxl cells were previously described5. Details
from authentication and culture methods are described in
Supplementary data.

Plasmids and transfection assays
Transfection was performed as previously descri-

bed5,68,69 using Lipofectamine plus reagent (Invitrogen)
and plasmids, allowing expression of microRNA pre-
cursors; pCMV-miR-7 (Origene, SC400648), pCMV-miR-
34a (Origene, SC400356) and pCMV as a control.

Reagents
Library of Natural Products (Cat No.L1400Selleck

Chemicals). Dihydroartemisinin (D7439), docetaxel
(01885) from Sigma-Aldrich, MG132 (474791),
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Calbiochem San Diego, CA, USA) were dissolved in
DMSO (Sigma-Aldrich). siRNA-JARID2 (sc-60872, Santa
Cruz Biotechnology) was used following the manu-
facturer’s recommendation.

Isobologram
Analysis of docetaxel and DHA combinatorial treat-

ment was demonstrated by isobologram, and calculated
using Calcusyn software (Biosoft) as previously
described70.

Immunoprecipitation and western blot
Immunoprecipitation and Western blot analyses were

performed as previously described5,68,69 using the primary
antibodies Mer (#9178), Tyro3 (#5585), Axl (#4977), p-
Akt (#92765), Akt (#9272), p-Stat3 (#9132), Stat3 (#9131),
EZH2 (#4905), p-EZH2 (#27888) and GAPDH (Cell Sig-
nalling Technology, Beverly, MA, USA), JARID2 (sc-
134548 - Santa Cruz Biotechnology) and p-Axl (AF2228)
(R&D Systems, Minneapolis, MN, USA). For immuno-
precipitation assays, 500 µg of total protein were immu-
noprecipitated using anti-JARID2 or anti-EZH2
antibodies coupled to protein-G agarose.

Proliferation and apoptosis assays
Proliferation and apoptosis assays were performed using

Cell Proliferation Kit I (MTT; Roche, Basel, Switzerland)
and Apoptotic Cell Death Detection ELISA (Roche),
respectively, according to the manufacturer’s protocol.

Drug treatment
Cells were treated with compounds in their particular

medium for 24 h (proliferation analysis) or 6 h (apoptosis
analysis). For determination of IC50, cells were incubated
with different concentrations of DHA (0.0048–5 µM) and
Docetaxel (2.4–625 nM of docetaxel) for 24 h. Prolifera-
tion was analyzed. For combinatorial effect analysis, PCa
cells were pre-treated with DHA (2 µM) for 24 h and
treated with different concentrations (2.4–625 nM) of
docetaxel. Proliferation was measured 24 h after docetaxel
treatment.

Invasion and migration assays
Cell migration and invasion assays were performed as

previously described38, using a modified transwell cham-
ber migration assay and invasion assay matrigel-coated
membrane (BD Biosciences, Bedford, MA, USA).

Real-time PCR
Total RNA was harvested using QIAshredder (Qiagen,

Valencia, CA, USA) and the RNeasy mini kit (Qiagen)
from tissue samples or cells, as recommended by the
manufacturer. Primers used for real-time PCR are

described in Supplementary information, and conditions
were as described previously5.

Quantification of miRNA by RT-PCR
Quantification of miRNAs was performed using specific

and sensitive quantitative RT-PCR71 on LightCycler®480
InstrumentII (Roche). Primers and adaptors sequence are
described in Supplementary information.

Animal experiments
Eight-week-old male MF-1 nude mice, obtained from

the University of Cape Town, were bred at the Uni-
versity’s animal facility and housed in a pathogen-free
environment. Details of procedures, groups, and treat-
ment schedule are described in details in Supplementary
information. All procedures with animals were reviewed
and approved by the Animal Research Ethics Committee
of the University of Cape Town.

IL-6 detection
IL-6 was assayed as described5,38 using ELISA (Invi-

trogenKHC0061C, Carlsbad, CA, USA) according to the
manufacturer’s protocol.

Tissue samples
Histopathological-confirmed PCa biopsies and the cor-

responding adjacent normal tissue samples were obtained
from the Rhode Island Hospital, Brown University, Pro-
vidence, Rhode Island, USA. Informed consent was
obtained from all participants, while ethical approval for
this study was obtained from the Ethics Committee of the
Brown University (approved protocol number 015/005).
Samples were stored in RNA later solution (Qiagen) at
−80 °C until nucleic acid extraction was performed fol-
lowing the manufacturer’s instructions.

Kinase screening and profiling
Kinase screening and profiling were performed using

the scanTK℠ Kinase Assay Panel (DiscoverX). We used
7 μM of DHA and the experiment was performed
according to the manufacturer’s instructions.

Microarrays analysis
RNA samples for microarray analysis were obtained

using QIAshredder (Qiagen) and RNeasy Mini Kit (Qia-
gen) and converted into cRNA following the manu-
facturer’s instructions (Affymetrix, Santa Clara, CA,
USA). Details of analyses are described in Supplementary
material.

Microarray data deposition
Dataset have been deposited in the Gene Expression

Omnibus under GSE122625
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Chromatin immunoprecipitation
Chromatin immunoprecipitation was performed as

previously described72. Details are described in Supple-
mentary Information.

Statistical analysis
Unpaired Student t-test was used for comparison of

drug treatment in PCa cell lines. Gehan-Breslow-
Wilcoxon test was used for analysis of the survival
curve. All were performed using GraphPad Prism 5.00
(GraphPad Software).

Acknowledgements
Financial Support: International Centre for Genetic Engineering and
Biotechnology (L.F.Z.); ICGEB post-doctoral fellowship (J.D.P. and D.S.). UICC
Yamagiwa-Yoshida Memorial International Cancer Study Grant (J.D.P.). 1R21
CA187843–01 (T.A.L. and L.F.Z.). The University of Cape Town, South African
Medical Research Council, and South African Research Chairs Initiative of the
Department of Science and Technology, administered through the South
African National Research Foundation are gratefully acknowledged for support
(K.C.).

Author details
1International Centre for Genetic Engineering and Biotechnology (ICGEB), Cape
Town, South Africa. 2Department of Integrative Biomedical Sciences, University
of Cape Town, Cape Town, South Africa. 3Sanford Burnham Prebys Medical
Discovery Institute, La Jolla, CA, USA. 4Department of Pathology and
Laboratory Medicine, Warren Alpert School of Medicine, Brown University,
Providence, RI, USA. 5BIDMC Genomics, Proteomics, Bioinformatics and
Systems Biology Center, Beth Israel Deaconess Medical Center and Harvard
Medical School, Boston, MA, USA. 6South African Medical Research Council
Drug Discovery and Development Research Unit, Department of Chemistry
and Institute of Infectious Disease and Molecular Medicine, University of Cape
Town, Cape Town, South Africa

Conflict of interest
The authors declare that they have no conflict of interest.

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

Supplementary information accompanies this paper at (https://doi.org/
10.1038/s41389-019-0122-6).

Received: 8 July 2018 Revised: 16 November 2018 Accepted: 28 January
2019

References
1. Siegel, R., Ma, J., Zou, Z. & Jemal, A. Cancer statistics, 2014. CA Cancer J. Clin. 64,

9–29 (2014).
2. Dreicer, R. & Klein, E. A. Preliminary observations of single-agent docetaxel as

neoadjuvant therapy for locally advanced prostate cancer. Semin. Oncol. 28,
45–48 (2001).

3. Fizazi, K. et al. Abiraterone acetate for treatment of metastatic castration-
resistant prostate cancer: final overall survival analysis of the COU-AA-301
randomised, double-blind, placebo-controlled phase 3 study. Lancet Oncol. 13,
983–992 (2012).

4. Scher, H. I. et al. Antitumour activity of MDV3100 in castration-resistant pros-
tate cancer: a phase 1-2 study. Lancet 375, 1437–1446 (2010).

5. Paccez, J. D. et al. The receptor tyrosine kinase Axl is an essential regulator of
prostate cancer proliferation and tumor growth and represents a new ther-
apeutic target. Oncogene 32, 689–698 (2013).

6. O’Bryan, J. P. et al. axl, a transforming gene isolated from primary human
myeloid leukemia cells, encodes a novel receptor tyrosine kinase.Mol. Cell. Biol.
11, 5016–5031 (1991).

7. Janssen, J. W. et al. A novel putative tyrosine kinase receptor with oncogenic
potential. Oncogene 6, 2113–2120 (1991).

8. Paccez, J. D., Vogelsang, M., Parker, M. I. & Zerbini, L. F. The receptor tyrosine
kinase Axl in cancer: Biological functions and therapeutic implications. Int. J.
Cancer 134, 1024–1033 (2014).

9. Mark, M. R., Chen, J., Hammonds, R. G., Sadick, M. & Godowsk, P. J. Char-
acterization of Gas6, a member of the superfamily of G domain-containing
proteins, as a ligand for Rse and Axl. J. Biol. Chem. 271, 9785–9789 (1996).

10. Hafizi, S., Dahlback, B. & Dahlbäck, B. Gas6 and protein S. Vitamin K-dependent
ligands for the Axl receptor tyrosine kinase subfamily. Febs. J. 273, 5231–5244
(2006).

11. Manfioletti, G., Brancolini, C., Avanzi, G., Schneider, C. & Cascade, C. The protein
encoded by a growth arrest-specific gene (gas6) is a new member of the
vitamin K-dependent proteins related to protein S, a negative coregulator in
the blood coagulation cascade. Mol. Cell. Biol. 13, 4976–4985 (1993).

12. Lee, W.-P. P., Wen, Y., Varnum, B. & Hung, M.-C. Akt is required for Axl-Gas6
signaling to protect cells from E1A-mediated apoptosis. Oncogene 21,
329–336 (2002).

13. Ruan, G.-X. & Kazlauskas, A. Axl is essential for VEGF-A-dependent activation of
PI3K/Akt. EMBO J. 31, 1692–1703 (2012).

14. Gjerdrum, C. et al. Axl is an essential epithelial-to-mesenchymal transition-
induced regulator of breast cancer metastasis and patient survival. Proc. Natl
Acad. Sci. USA 107, 1124–1129 (2010).

15. Vuoriluoto, K. et al. Vimentin regulates EMT induction by Slug and oncogenic
H-Ras and migration by governing Axl expression in breast cancer. Oncogene
30, 1436–1448 (2011).

16. Byers, L. A. et al. An epithelial-mesenchymal transition gene signature predicts
resistance to EGFR and PI3K inhibitors and identifies Axl as a therapeutic
target for overcoming EGFR inhibitor resistance. Clin. Cancer Res. 19, 279–290
(2013).

17. Asiedu, M. K. et al. AXL induces epithelial-to-mesenchymal transition and
regulates the function of breast cancer stem cells. Oncogene 33, 1316–1324
(2014).

18. Shiozawa, Y. et al. GAS6/AXL axis regulates prostate cancer invasion, pro-
liferation, and survival in the bone marrow niche. Neoplasia 12, 116–127
(2010).

19. Zhang, Y.-X. et al. AXL is a potential target for therapeutic intervention in
breast cancer progression. Cancer Res. 68, 1905–1915 (2008).

20. Linger, R. M. A. et al. Mer or Axl receptor tyrosine kinase inhibition promotes
apoptosis, blocks growth and enhances chemosensitivity of human non-small
cell lung cancer. Oncogene 32, 3420–3431 (2013).

21. Shieh, Y.-S. et al. Expression of axl in lung adenocarcinoma and correlation
with tumor progression. Neoplasia 7, 1058–1064 (2005).

22. Dirks, W. et al. Expression of the growth arrest-specific gene 6 (GAS6) in
leukemia and lymphoma cell lines. Leuk. Res. 23, 643–651 (1999).

23. Neubauer, A. et al. Axl, a novel receptor tyrosine kinase isolated from chronic
myelogenous leukemia. Semin. Hematol. 30, 34 (1993).

24. Paccez, J. D. et al. Inactivation of GSK3β and activation of NF-κB pathway via
Axl represents an important mediator of tumorigenesis in esophageal squa-
mous cell carcinoma. Mol. Biol. Cell. 26, 821–831 (2015).

25. Hector, A. et al. The Axl receptor tyrosine kinase is an adverse prognostic factor
and a therapeutic target in esophageal adenocarcinoma. Cancer Biol. Ther. 10,
1009–1018 (2010).

26. Holland, S. J. et al. R428, a selective small molecule inhibitor of Axl kinase,
blocks tumor spread and prolongs survival in models of metastatic breast
cancer. Cancer Res. 70, 1544–1554 (2010).

27. Koorstra, J.-B. M. B. M. et al. The Axl receptor tyrosine kinase confers an adverse
prognostic influence in pancreatic cancer and represents a new therapeutic
target. Cancer Biol. Ther. 8, 618–626 (2009).

28. Bae, S. Y., Hong, J.-Y., Lee, H.-J., Park, H. J. & Lee, S. K. Targeting the degradation
of AXL receptor tyrosine kinase to overcome resistance in gefitinib-resistant
non-small cell lung cancer. Oncotarget 6, 10146–10160 (2015).

29. Debruyne, D. N. et al. ALK inhibitor resistance in ALKF1174L-driven neuro-
blastoma is associated with AXL activation and induction of EMT. Oncogene
35, 3681–3691 (2015).

30. Elkabets, M. et al. AXL mediates resistance to PI3Kalpha inhibition by activating
the EGFR/PKC/mTOR axis in head and neck and esophageal squamous cell
carcinomas. Cancer Cell. 27, 533–546 (2015).

Paccez et al. Oncogenesis            (2019) 8:14 Page 13 of 14    14 

Oncogenesis

https://doi.org/10.1038/s41389-019-0122-6
https://doi.org/10.1038/s41389-019-0122-6


31. Park, I.-K. et al. Receptor tyrosine kinase Axl is required for resistance of leu-
kemic cells to FLT3-targeted therapy in acute myeloid leukemia. Leukemia 29,
2382–2389 (2015).

32. Zhang, Z. et al. Activation of the AXL kinase causes resistance to EGFR-
targeted therapy in lung cancer. Nat. Genet. 44, 852–860 (2012).

33. Schuettengruber, B. C. G. Recruitment of polycomb group complexes and
their role in the dynamic regulation of cell fate choice. Development 136,
3531–3542 (2009).

34. Cao, R. et al. Role of histone H3 lysine 27 methylation in Polycomb-group
silencing. Science 298, 1039–1043 (2002).

35. Kaighn, M. E., Narayan, K. S., Ohnuki, Y., Lechner, J. F. & Jones, L. W. Estab-
lishment and characterization of a human prostatic carcinoma cell line (PC-3).
Invest. Urol. 17, 16–23 (1979).

36. Stone, K. R., Mickey, D. D., Wunderli, H., Mickey, G. H. & Paulson, D. F. Isolation of
a human prostate carcinoma cell line (DU 145). Int. J. Cancer 21, 274–281
(1978).

37. Petrylak, D. P. The treatment of hormone-refractory prostate cancer: docetaxel
and beyond. Rev. Urol. 8(Suppl 2), S48–S55 (2006).

38. Zerbini, L. F., Wang, Y., Cho, J.-Y. Y. & Libermann, Ta Constitutive activation of
nuclear factor kappaB p50/p65 and Fra-1 and JunD is essential for deregulated
interleukin 6 expression in prostate cancer. Cancer Res. 63, 2206–2215 (2003).

39. Cho, W. C. S. OncomiRs: the discovery and progress of microRNAs in cancers.
Mol. Cancer 6, 60 (2007).

40. Valeri, N., Croce, C. M. & Fabbri, M. Pathogenetic and clinical relevance of
microRNAs in colorectal cancer. Cancer Genom. Proteom. 6, 195–204 (2009).

41. Lujambio, A. & Esteller, M. How epigenetics can explain human metastasis: a
new role for microRNAs. Cell Cycle 8, 377–382 (2009).

42. Mudduluru, G. et al. Regulation of Axl receptor tyrosine kinase expression by
miR-34a and miR-199a/b in solid cancer. Oncogene 30, 2888–2899 (2011).

43. Betel, D., Koppal, A., Agius, P., Sander, C. & Leslie, C. Comprehensive modeling
of microRNA targets predicts functional non-conserved and non-canonical
sites. Genome Biol. 11, R90 (2010).

44. Betel, D., Wilson, M., Gabow, A., Marks, D. S. & Sander, C. The microRNA.org
resource: targets and expression. Nucleic Acids Res. 36, D149–D153 (2007).

45. Shen, X. et al. Jumonji modulates polycomb activity and self-renewal versus
differentiation of stem cells. Cell 139, 1303–1314 (2009).

46. Pasini, D. et al. JARID2 regulates binding of the polycomb repressive complex
2 to target genes in ES cells. Nature 464, 306–310 (2010).

47. Kuzmichev, A., Nishioka, K., Erdjument-Bromage, H. & Tempst, P. R. D. Histone
methyltransferase activity associated with a human multiprotein complex
containing the Enhancer of Zeste protein. Genes Dev. 16, 2893–2905 (2002).

48. Margueron, R. et al. Ezh1 and Ezh2 maintain repressive chromatin through
different mechanisms. Mol. Cell 32, 503–518 (2008).

49. Schwartz, Y. B. et al. Genome-wide analysis of Polycomb targets in Drosophila
melanogaster. Nat. Genet. 38, 700–705 (2006).

50. Lee, T. I. et al. Control of developmental regulators by Polycomb in human
embryonic stem cells. Cell 125, 301–313 (2006).

51. Boyer, L. A. et al. Polycomb complexes repress developmental regulators in
murine embryonic stem cells. Nature 441, 349–353 (2006).

52. Li, G. et al. Jarid2 and PRC2, partners in regulating gene expression. Genes Dev.
24, 368–380 (2010).

53. Liu, L. et al. Novel mechanism of lapatinib resistance in HER2-positive breast
tumor cells: activation of AXL. Cancer Res. 69, 6871–6878 (2009).

54. Huang, F. et al. Differential mechanisms of acquired resistance to insulin-like
growth factor-i receptor antibody therapy or to a small-molecule inhibitor,
BMS-754807, in a human rhabdomyosarcoma model. Cancer Res. 70,
7221–7231 (2010).

55. Bansal, N., Mishra, P. J., Stein, M., DiPaola, R. S. & Bertino, J. R. Axl receptor
tyrosine kinase is up-regulated in metformin resistant prostate cancer cells.
Oncotarget 6, 15321–15331 (2015).

56. Baladi, T., Abet, V. & Piguel, S. State-of-the-art of small molecule inhibitors of
the TAM family: the point of view of the chemist. Eur. J. Med. Chem. 105,
220–237 (2015).

57. Myers, S. H., Brunton, V. G. & Unciti-Broceta, A. AXL Inhibitors in Cancer: A
Medicinal Chemistry Perspective. J. Med. Chem. 59, 3593–3608 (2015).

58. Ye, X. et al. An anti-Axl monoclonal antibody attenuates xenograft tumor
growth and enhances the effect of multiple anticancer therapies. Oncogene
29, 5254–5264 (2010).

59. Wang, S.-J. et al. Dihydroartemisinin inhibits angiogenesis in pancreatic cancer
by targeting the NF-κB pathway. Cancer Chemother. Pharmacol. 68, 1421–1430
(2011).

60. Rokhlin, O. W. et al. MicroRNA-34 mediates AR-dependent p53-induced
apoptosis in prostate cancer. Cancer Biol. Ther. 7, 1288–1296 (2008).

61. Fang, Y., Xue, J. L., Shen, Q., Chen, J. & Tian, L. MicroRNA-7 inhibits tumor
growth and metastasis by targeting the phosphoinositide 3-kinase/Akt
pathway in hepatocellular carcinoma. Hepatology 55, 1852–1862 (2012).

62. Kleer, C. G. et al. EZH2 is a marker of aggressive breast cancer and promotes
neoplastic transformation of breast epithelial cells. Proc. Natl Acad. Sci. USA
100, 11606–11611 (2003).

63. Varambally, S. et al. Varambally S. The polycomb group protein EZH2is
involved in progression of prostate cancer. Nature 419, 624–629 (2002).

64. Zhao, J. C. et al. Cooperation between Polycomb and androgen receptor
during oncogenic transformation. Genome Res. 22, 322–331 (2012).

65. Reddington, J. P. et al. Redistribution of H3K27me3 upon DNA hypomethy-
lation results in de-repression of Polycomb target genes. Genome Biol. 14, R25
(2013).

66. Cao, Q. et al. Coordinated regulation of polycomb group complexes through
microRNAs in cancer. Cancer Cell. 20, 187–199 (2011).

67. Ott, M. et al. Promotion of glioblastoma cell motility by enhancer of zeste
homolog 2 (EZH2) is mediated by AXL receptor kinase. PLoS ONE 7, e47663
(2012).

68. Zerbini, L. F. et al. A novel pathway involving melanoma differentiation
associated gene-7/interleukin-24 mediates nonsteroidal anti-inflammatory
drug-induced apoptosis and growth arrest of cancer cells. Cancer Res. 66,
11922–11931 (2006).

69. Zerbini, L. F. et al. NF-kappa B-mediated repression of growth arrest- and DNA-
damage-inducible proteins 45alpha and gamma is essential for cancer cell
survival. Proc. Natl Acad. Sci. USA 101, 13618–13623 (2004).

70. Zerbini, L. F. et al. Combinatorial effect of non-steroidal anti-inflammatory
drugs and NF-κB inhibitors in ovarian cancer therapy. PLoS ONE 6, e24285
(2011).

71. Balcells, I., Cirera, S. & Busk, P. K. Specific and sensitive quantitative RT-PCR of
miRNAs with DNA primers. BMC Biotechnol. 11, 70 (2011).

72. Wang, Q., Carroll, J. S. & Brown, M. Spatial and temporal recruitment of
androgen receptor and its coactivators involves chromosomal looping and
polymerase tracking. Mol. Cell 19, 631–642 (2005).

Paccez et al. Oncogenesis            (2019) 8:14 Page 14 of 14    14 

Oncogenesis


	Dihydroartemisinin inhibits prostate cancer via JARID2/miR-7/miR-34a-dependent downregulation of Axl
	Introduction
	Results
	Screening of natural compounds and identification of dihydroartemisinin as an inhibitor of prostate cancer cell proliferation
	DHA inhibition of prostate cancer cell proliferation and tumor formation in�vivo is dependent on Axl expression
	DHA treatment enhances docetaxel efficacy in prostate cancer
	DHA synergizes with docetaxel to inhibit tumor formation in�vivo
	Kinase screening and profiling indicates that DHA treatment does not affect Axl-kinase activity
	DHA inhibits Axl expression by inducing miR-7 and miR-34a expression
	DHA regulation of miR-7 and miR-34 and inhibition of Axl expression is mediated by polycomb repress complex 2�system

	Discussion
	Materials and methods
	Cell lines and culture
	Plasmids and transfection assays
	Reagents
	Isobologram
	Immunoprecipitation and western blot
	Proliferation and apoptosis assays
	Drug treatment
	Invasion and migration assays
	Real-time PCR
	Quantification of miRNA by RT-PCR
	Animal experiments
	IL-6 detection
	Tissue samples
	Kinase screening and profiling
	Microarrays analysis
	Microarray data deposition
	Chromatin immunoprecipitation
	Statistical analysis

	ACKNOWLEDGMENTS




