
Oncotarget2068www.oncotarget.com

HIGH expression of OSM and IL-6 are associated with decreased 
breast cancer survival: synergistic induction of IL-6 secretion by 
OSM and IL-1β 

Ken Tawara1, Hannah Scott2, Jacqueline Emathinger2, Cody Wolf1,2, Dollie LaJoie2,3, 
Danielle Hedeen2,3, Laura Bond4, Paul Montgomery5 and Cheryl Jorcyk1,2

1Boise State University, Biomolecular Sciences Program, Boise, ID, USA
2Boise State University, Department of Biological Sciences, Boise, ID, USA
3University of Utah, Department of Oncological Sciences, Salt Lake City, UT, USA
4Boise State University, Biomolecular Research Center, Boise, ID, USA
5St. Luke’s Mountain State Tumor Institute, Boise, ID, USA

Correspondence to: Cheryl Jorcyk, email: cjorcyk@boisestate.edu
Keywords: oncostatin M; interleukin-6 and oncostatin M; interleukin-1β; breast cancer; metastasis

Received: October 12, 2018    Accepted: January 31, 2019    Published: March 12, 2019
Copyright: Tawara et al. This is an open-access article distributed under the terms of the Creative Commons Attribution License 
3.0 (CC BY 3.0), which permits unrestricted use, distribution, and reproduction in any medium, provided the original author and 
source are credited.

ABSTRACT

Chronic inflammation has been recognized as a risk factor for the development 
and maintenance of malignant disease. Cytokines such as interleukin-6 (IL-6), 
oncostatin M (OSM), and interleukin-1 beta (IL-1β) promote the development of 
both acute and chronic inflammation while promoting in vitro metrics of breast 
cancer metastasis. However, anti-IL-6 and anti-IL-1β therapeutics have not yielded 
significant results against solid tumors in clinical trials. Here we show that these three 
cytokines are interrelated in expression. Using the Curtis TCGA™ dataset, we have 
determined that there is a correlation between expression levels of OSM, IL-6, and IL-
1β and reduced breast cancer patient survival (r = 0.6, p = 2.2 x 10−23). Importantly, 
we confirm that OSM induces at least a 4-fold increase in IL-6 production from 
estrogen receptor-negative (ER−) breast cancer cells in a manner that is dependent 
on STAT3 signaling. Furthermore, OSM induces STAT3 phosphorylation and IL-1β 
promotes p65 phosphorylation to synergistically induce IL-6 secretion in ER− MDA-
MB-231 and to a lesser extent in ER+ MCF7 human breast cancer cells. Induction may 
be reduced in the ER+ MCF7 cells due to a previously known suppressive interaction 
between ER and STAT3. Interestingly, we show in MCF7 cells that ER’s interaction 
with STAT3 is reduced by 50% through both OSM and IL-1β treatment, suggesting a 
role for ER in mitigating STAT3-mediated inflammatory cascades. Here, we provide 
a rationale for a breast cancer treatment regime that simultaneously suppresses 
multiple targets, as these cytokines possess many overlapping functions that increase 
metastasis and worsen patient survival. 
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INTRODUCTION

Breast cancer-related morbidity and mortality 
remains one of the top concerns for women worldwide 
with 266,120 new cases of breast cancer predicted 
for 2018 [1]. Despite new treatments and extensive 
preventative screening initiatives, breast cancer incidence 

remains flat, and there has been little improvement in 
the survival rate for stage IV metastatic breast cancer 
over the past decade [2]. One of the contributing factors 
to this phenomenon may be due to the increasing levels 
of diabetes and obesity in the developed world which 
contribute to the development of systemic inflammation 
[3, 4]. In particular, breast cancer risk factors associated 
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with obesity include metabolic abnormalities and 
extensive adipose tissue accumulation in the midsection 
[5]. Strong associations between obesity, cancer, and 
inflammation have been demonstrated where there 
has been enhanced breast cancer incidence rates and 
worsening prognosis with increased obesity [4, 6–8]. 
Obesity results in elevation of inflammatory cytokines 
such as interleukin-6 (IL-6), tumor necrosis factor-alpha, 
(TNFα), and interleukin-1 beta (IL-1β), which have all 
been linked to the development of breast cancer [9]. IL-
6, in particular, has been demonstrated to promote breast 
tumor cell proliferation and metastatic capacity and to 
decrease patient survival [10]. Although the importance 
of IL-6 in cancer disease progression is well documented, 
anti-IL-6 therapies such as siltuximab have not produced 
clinically beneficial results for the treatment of solid 
tumors such as prostate, colorectal, lung, and ovarian 
cancers, although breast cancer was not yet tested  
[11, 12]. This lack of effect suggests a potential 
redundancy, where other pro-inflammatory mediators 
may also be contributing to breast cancer metastasis and 
reduced patient survival.

The IL-6 cytokine is a part of the gp130 family 
of cytokines which include IL-6, oncostatin M 
(OSM), leukemia inhibitory factor (LIF), IL-11, IL-
27, cardiotrophin-1(CT-1), ciliary neurotrophic factor 
(CNTF), and cardiotrophin-like cytokine factor 1 
(CLCF1) [13]. The receptors for each of these cytokines 
have a shared gp130 subunit and signal a wide range 
of inflammatory functions driving the pathogenesis of 
malignancies [13–15]. OSM, in particular, has been shown 
to induce tumor cell detachment, epithelial-mesenchymal 
transition (EMT), invasive potential, induction of cancer 
stem cells, immune evasion, osteolytic bone metastases, 
and circulating tumor cell numbers [16–23]. OSM 
functions through binding to the OSM receptor (OSMR), 
a gp130/ OSMRβ complex, to induce downstream 
signaling pathways such as signal transducer and activator 
of transcription 3 (STAT3), mitogen-activated protein 
kinase (MAPK), and AKT [24–26]. Interestingly, OSM 
binds to acidic extracellular matrix (ECM) proteins at 
high concentrations, stays active, and signals downstream 
pathways in an in vitro model of the breast cancer 
microenvironment [27]. This supports evidence that 
breast tumors create their own acidic microenvironment 
and suggest that OSM and other inflammatory factors 
compound tumor-associated inflammation and lead to 
increased tumor-cell aggressiveness [28, 29]. 

Few synergistic interactions between OSM and 
other pro-inflammatory cytokines have been documented 
in breast cancer [30, 31]. Synergistic interactions between 
OSM, interleukin-1 (IL-1α), and IL-1β have been 
demonstrated in the context of cartilage breakdown in 
the joint, resulting in an amplified induction of matrix 
metalloproteinases (MMPs), IL-8, as well as IL-6 
expression [32–34]. Additionally, OSM and IL-1β have 

been shown to synergistically induce vascular endothelial 
growth factor (VEGF) expression in astroglioma cells 
[35]. Both IL-1α and IL-1β activate the same IL-1 
receptor, (a dimer of IL-1R1 and IL-1RAcP), while IL-
1α is a membrane-bound protein and IL-1β is a soluble 
protein [36]. IL-1β promotes these effects through the 
activation of NFκB p65 and MAPK-ERK pathways, 
resulting in the release of cytokines [37–40]. Similar 
to our published studies, which showed that OSM is 
important for osteolytic breast cancer metastasis to bone 
[19], IL-1β also stimulates the development of bone 
metastases [41]. Unfortunately, anti-IL-1β therapies such 
as anakinra (Kineret™) have not resulted in improved 
clinical outcomes for patients with solid tumors, although 
additional research and clinical trials are currently in 
progress [42–45]. Furthermore canakinumab, another 
anti- IL-1β therapeutic agent, had some effect against 
lung cancer however it had no positive effect on all-cause 
mortality due to increase in fatal infections [46].

In this study, we investigate the effect of OSM, IL-6, 
and IL-1β on breast cancer patient survival as well as how 
these cytokines are interrelated in terms of cell signaling. 
Using the Curtis TCGA data set [47], we find that high 
expression of OSM correlates with decreased breast cancer 
patient survival, similar to previous studies with IL-6 [48]. 
Previous studies indicated that OSM induces IL-6 in some 
cell types [49]. Interestingly, OSM induction of IL-6 only 
occurs in the more aggressive ER− cell lines but not in the 
ER+ cells lines tested in vitro. We also demonstrate that 
co-treatment of ER− breast cancer cells with both OSM 
and IL-1β leads to a synergistic increase in IL-6 secretion. 
These results highlight the complex interactions between 
OSM, IL-6, and IL-1β, which may render singular anti-
cytokine treatments ineffective.

RESULTS

Tumor expression of OSM and IL-6 are 
associated with decreased invasive breast cancer 
survival and correlate with each other

Both OSM and IL-6 increase breast cancer 
metastatic potential in vitro as well as promote metastasis 
in vivo [10, 19, 24, 48, 50–54], suggesting that high 
levels of these cytokines may negatively affect patient 
survival. In particular, the literature suggests the use of 
IL-6 as a prognostic marker for breast cancer metastasis 
and survival [48]. To assess the relevance of tumor tissue 
expression of OSM and IL-6 in the context of invasive 
ductal carcinoma (IDC) patient survival, we used the 
Curtis Breast dataset obtained from Oncomine™ [47]. 
The upper quartile was delineated as the top 25% of 
patient expression levels (high expression), while the 
lower quartile represents the bottom 25% expression 
(low expression). High tumor tissue expression of OSM  
(p < 0.001, Figure 1A) and IL-6 (p < 0.001, Figure 1B) 
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each independently correlated with a significant decrease 
in invasive breast cancer patient survival. In addition, high 
co-expression of both OSM and IL-6 were significantly 
correlated with decreased survival compared to low co-
expression of both OSM and IL-6 (p = 0.0091, Figure 1C).  
Further assessment revealed that the breast tumor 
expression of OSM correlated with the expression of 
IL-6, with a Spearman coefficient of 0.576 (p < 0.0001, 
Figure 1D). Collectively, these results demonstrate that 
the breast tumor expression levels of OSM and IL-6 are 
correlated and that elevated breast cancer tissue levels of 
these cytokines are associated with decreased survival. 

High serum levels of OSM in breast cancer 
patients correlate with high IL-6 levels

Previous studies suggest that elevated expression 
of growth factors and cytokines in the tumor 
microenvironment (TME) can result in these proteins 
leaking into the circulation and becoming detectable 
in patient serum [55, 56]. To determine whether serum 
concentrations of OSM and IL-6 also correlate with 
disease progression and with each other, as seen with 
breast tumor expression in Figure 1, we assessed serum 
samples collected from a total of 186 breast cancer 
patients and healthy individuals by ELISA. First, breast 
cancer patient serum had significantly higher levels of 
OSM and IL-6 compared to serum from individuals 
without malignancies (Figure 2A, 2B). Patients with 
non-metastatic breast cancer had 3.8-fold higher level 
of serum OSM compared to normal healthy volunteers, 
whereas patients with metastatic breast cancer had 4.9-
fold higher levels of serum OSM (Figure 2A). Similarly, 
serum IL-6 levels were 10.5-fold and 15.6-fold higher 
in non-metastatic and metastatic breast cancer patients, 
respectively, compared to normal healthy volunteers 
(Figure 2B). Secondly, serum samples with detectable 
OSM (> 0 pg/mL) also had significantly higher levels of 
IL-6, while samples with no OSM contained little to no 
IL-6 (Figure 2C), suggesting that OSM may cause IL-6 
production. Finally, a correlation analysis revealed that 
serum OSM and IL-6 concentrations were statistically 
correlated, with a Spearman coefficient of 0.3774  
(p < 0.0001, Figure 2D). Together, these results clearly 
demonstrate that breast cancer progression is associated 
with increased serum levels of both OSM and IL-6 and 
that the serum concentrations of these two cytokines 
correlate with each other, similar to the results with tumor 
expression levels of OSM and IL-6. 

OSM promotes IL-6 secretion in mammary 
tumors

Our studies with breast cancer patients showed that 
high serum levels of OSM and IL-6 are correlated, and 
OSM has been shown to induce IL-6 expression in smooth 

muscle cells, osteoblasts, and astroglioma cells [49, 57, 58].  
This prompted us to investigate whether OSM signals 
mammary tumor cells to increase IL-6 expression in vivo. 
We utilized an inducible-hOSM MDA-MB-231 orthotopic 
mouse model of human breast cancer. MDA-MB-231-
Luc2 cells were stably transfected with a TET-inducible 
hOSM expression vector (MDATO/OSM) cells and injected 
into the 4th mammary fat pad of athymic nude mice. Once 
the tumors were palpable (~3–5 mm in diameter), the 
animals were given drinking water containing tetracycline 
(+TET; 0.1 mg/mL, n = 3) with 2% sucrose or 2% sucrose 
water alone (−TET, n = 3). MDATO/OSM tumor-bearing 
animals +TET had a 32-fold higher expression of OSM 
in their tumors compared to –TET tumors (Figure 3A) 
and 10.8-fold higher IL-6 expression level (Figure 3B), 
as measured by western blot analysis. Due to the poor 
dynamic range of immunoblot imaging, only one mouse 
in the +TET group appears to have high cytokine levels. A 
follow up study with cytokines released into circulation, 
on the other hand, show all three animals in the +TET 
treated group have elevated OSM and IL-6. 

Blood was collected from these mice and hOSM and 
hIL-6 serum levels were assessed by ELISA. TET-treated 
mice had higher levels of hOSM (9.8-fold, Figure 3C 
Left) and IL-6 (96-fold, Figure 3C Right) in their serum, 
and the concentrations correlated with each other with 
an r2 coefficient of 0.9058 (p = 0.0034, Supplementary  
Figure 1). These findings definitively demonstrate that 
increased hOSM results in increased hIL-6 expression and 
secretion in the mammary tumors and serum of MDATO/OSM 
mice, which concurs with both our breast cancer patient 
serum data and the Curtis breast cancer tumor expression 
data from Oncomine. 

OSM induces human IL-6 secretion in the 
absence of ER from various cancer cells in vitro 

Our results indicate that there is a strong correlation 
between OSM and IL-6 expression and secretion levels 
in breast cancer. To assess whether OSM induces IL-6 
cytokine production in breast cancer cells, various cell 
lines including two human ER+ cell lines, T47D and 
MCF7, and three ER− cell lines MDA-MB-468, MDA-
MB-231, and 4T1.2 mouse mammary cancer cells 
were utilized. The cells were treated with human or 
mouse rOSM for 48 hours, and secreted IL-6 levels in 
the conditioned media (CM) were assessed by ELISA. 
Interestingly, OSM did not induce IL-6 secretion in the 
ER+ MCF7 or T47D cells but did induce IL-6 secretion 
in the ER− cells (Figure 4A). OSM promoted IL-6 
secretion approximately 5-fold in MDA-MB-468 cells, 
~4-fold in MDA-MB-231 cells, and ~4-fold in 4T1.2 
mouse mammary carcinoma cells (Figure 4A). Non-
breast cancer, estrogen receptor-negative cell lines were 
also tested for OSM-induced IL-6 secretion, including 
PC3 and DU145 human prostate cancer cells, as well as 
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HeLa human cervical carcinoma cells. ER− and androgen 
receptor-negative (AR-) PC3 cells expressed high levels 
of IL-6 with or without OSM, while OSM-induced an 
approximately 6.5-fold increase in IL-6 secretion from 
ER− AR- DU145 cells, (Figure 4B) and a 30.5-fold in ER− 
HeLa cells (Figure 4B). Importantly, IL-6 had no effect on 
OSM secretion in MDA-MB-231, T47D, or MCF7 breast 

cancer cells (Supplementary Figure 2), suggesting no 
reciprocal induction of cytokine secretion. These results 
show that OSM increased IL-6 expression in all aggressive 
tumor cell lines tested and that this induction may be 
associated with ER status. 

To assess whether the presence of ER suppresses 
OSM induction of IL-6, we created ER− cells that stably 

Figure 1: OSM and IL-6 are associated with decreased invasive breast cancer survival. (A) Kaplan–Meier curves of 
invasive breast cancer patient samples with high OSM expression levels show significant reduction in survival compared to curves of 
patients with low OSM expression levels. Log-rank test (p < 0.0001) (B) This trend is repeated with IL-6. Survival curves of breast 
cancer patients with high IL-6 expression have reduction in survival compared to patients with low IL-6 expression level Log-rank test  
(p < 0.0001). (C) Survival curves of breast cancer patients with high co-expression of OSM and IL-6 also demonstrate a reduction in 
survival compared to patients with low co-expression of both OSM and IL-6 Log-rank test (p = 0.0091). (D) Two-way correlation analysis 
depicts a statistically significant correlation between OSM and IL-6 expression levels in breast cancer patients with a Spearman coefficient 
of 0.576. (p < 0.0001). 
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express estrogen receptor. ER− MDA-MB-231 cells 
were stably transfected with an ERα expression vector 
(pEGFP-C1). Two independent colonies, MDAER+/C7 
and MDAER+/H6, were shown to express ER by western 
blot analysis (Figure 4C). To assess OSM-induced IL-6 
secretion in the new ER+ cells, parental MDA-MB-231, 
MDAER+/C7, and MDAER+/H6 cells were treated with rhOSM 
(25 ng/mL) for 48 hours. CM was collected and IL-6 
concentrations were analyzed by ELISA. MDAER+/C7 
cells exhibited a 7.8-fold decrease, and MDAER+/H6 cells 
demonstrated a 12.1-fold decrease in the levels of IL-6 
produced in response to OSM, as compared to the parental 

MDA-MB-231 cells (Figure 4D). These results indicate 
that the ER+ MDA-MB-231 cells have limited OSM-
induced IL-6 expression and suggest that ER may play a 
negative regulatory role in the OSM signaling that leads 
to IL-6 expression. 

OSM works synergistically with IL-1β to 
increase IL-6 secretion 

The inflammatory proteins OSM and IL-1β have 
been demonstrated to have a synergistic effect on IL-6 
production in the context of bone and muscle cells  

Figure 2: OSM breast cancer patient serum levels correlate with IL-6 levels. Serum from breast cancer patients were procured 
from various sources, and OSM levels (A) and IL-6 levels (B) were measured by ELISA. When OSM and IL-6 were assessed between 
normal patients versus patients with non-metastatic or metastatic breast cancer, there was a significant increase in serum OSM and IL-6 
levels in both patients with non-metastatic or metastatic breast cancer versus normal patients. (C) Patient sera with undetectable OSM levels 
also have low IL-6 levels (8.5 pg/ml), while patient sera with detectable levels of OSM have high levels of IL-6 (89 pg/ml). (D) The serum 
cytokines concentration data was then assessed for correlation and suggests that higher levels of serum OSM correlates with higher levels 
of serum IL-6 (Spearman Correlation coefficient = 0.923 (95% CI 0.825, 1.0) P < 0.0001). Data expressed as mean ± SEM. and assessed 
by one-way ANOVA with Tukey’s post-test *p < 0.05, **p < 0.01, ***p < 0.001.
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[49, 59]. Knowing that inflammation plays a major role in 
breast cancer pathogenesis, we sought to elucidate whether 
OSM and IL-1β work together to promote IL-6 secretion 
in breast cancer. To reduce the probability of saturating 
the cell’s capacity to produce IL-6 and to better assess a 
possible synergistic interaction between OSM and IL-1β 
in breast cancer cells, we decreased the amount of OSM 
used in the experiments from 25 ng/mL to 10 ng/mL. 
Treating ER− MDA-MB-231 cells with a combination 
of OSM and IL-1β (10 ng/mL) for 72 hours resulted in a 
44.8-fold increase in IL-6 secretion by ELISA, while OSM 

alone leads to a 6.4-fold increase and IL-1β alone lead to 
a 17.3-fold increase compared to untreated cells (Figure 
5A). This result suggested that OSM and IL-1β induced 
IL-6 secretion in a synergistic manner in ER− cells. As 
demonstrated in Figure 4A, no induction of IL-6 secretion 
by OSM was seen in either ER+ T47D or MCF7 cells. 
After adjusting the scale for IL-6 secretion levels, a slight 
increase in IL-6 secretion by IL-1β was seen in ER+ MCF7 
cells, as compared to untreated controls (Figure 5B).  
MCF7 cells also exhibited a synergistic 24.8-fold increase 
in IL-6 secretion by treatment with both OSM and IL-1β 

Figure 3: OSM induces IL-6 in an animal model of human breast cancer. (A) MDATO/OSM cells were injected orthotopically 
in vivo in athymic nude mice. After the tumors became palpable, the animals were given tetracycline, and after one week, the animals 
were sacrificed and tumors harvested. Western blot analysis of the tumors indicates that OSM levels increase in response to tetracycline 
administration (top). Densitometry of western blots indicate a 32-fold increase in tumor OSM in animals given tetracycline compared to 
animals given control water (bottom). (B) IL-6 levels in the tumor, as assessed by western blot, also show similarly elevated levels in the 
tetracycline-treated animals (10.8-fold). (C) Sera collected from the animals were assessed for hOSM and hIL-6 levels by ELISA. Animals 
given tetracycline have a 9.8-fold increase in mean serum hOSM levels and an 96-fold increase in mean serum hIL-6 levels. Data expressed 
as mean ± SEM, and significance assessed by two-tailed student’s t-test. *p < 0.05.

www.oncotarget.com


Oncotarget2074www.oncotarget.com

compared to IL-1β alone (Figure 5B). Although the level 
of IL-6 production was much lower in the ER+ MCF7 
cells compared to the ER− MDA-MB-231 cells, there was 
a clear indication of a synergistic relationship between 
OSM and IL-1β in this cell line as well. T47D cells, on the 
other hand, were unable to produce any IL-6 in response 
to OSM or IL-1β, even though the cytokine’s activity was 
confirmed by an increased EMT-like morphology and the 
formation of invadopodia-like structures (Supplementary 
Figure 3). These results suggest that OSM and IL-1β may 
be activating separate pathways to synergistically increase 
IL-6 secretion. Importantly, these findings also indicate 

that even when ER+ breast cancer cells, such as T47D 
cells, are unable to produce IL-6 in response to OSM 
or IL-1β, they can still undergo invasive characteristics 
independently of IL-6 [21]. 

Early OSM and IL-1β activate STAT3 and p65 
signaling pathways to promote IL-6 production

The synergistic upregulation of IL-6 secretion in 
response to OSM and IL-1β suggests that these cytokines 
may be using separate pathways to promote IL-6 in 
breast cancer cells. It is well known that IL-1β utilizes 

Figure 4: OSM induces IL-6 secretion in an ER-dependent manner. (A) IL-6 secretion levels were measured by ELISA on 
CM collected from various OSM-treated cells. ER− MDA-MB-231, MDA-MB-468, and 4T1.2 cells display high (over 4-fold) levels of 
OSM-induced IL-6 secretion, while ER+ MCF7, and T47D cells do not. (B) OSM also induces IL-6 secretion in PC3 and DU145 (prostate) 
and HeLa (ovarian) ER− non-breast cancer cell types. (C) MDA-MB-231 cells were transfected with an ERα expression vector, and the 
presence of ERα in transfected colonies was determined by western blot. The two ER expressing cell lines are designated as MDAER+/C7 
and MDA ER+/H6. (D) MDAER+/C7 cells secrete 9-fold less IL-6 and MDAER+/H6 cells secrete 12-fold less IL-6 in response to OSM compared 
to the parental MDA-MB-231 cells. Data expressed as mean ± SEM and significance assessed by one-way ANOVA with Tukey’s post-test.  
*p < 0.05, **p < 0.01, ***p < 0.001.
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the NFκB pathway to induce IL-6 production [60]. To 
investigate potential signaling differences between OSM 
and IL-1β in MDA-MB-231, T47D, and MCF7 cells, 
the cells were treated with both cytokines (10 ng/mL) 

for only 20 minutes (Figure 5C), and activated signaling 
molecules were assessed by western blot analysis. In 
all breast cancer cell lines tested, OSM specifically 
induced STAT3 phosphorylation (pSTAT3), while IL-

Figure 5: OSM and IL-1β activate separate signaling pathways and synergistically induce IL-6 secretion. (A) IL-1β alone 
promotes IL-6 production in MDA-MB-231 and MCF7 cells, while a combination of OSM and IL-1β causes a synergistic response in IL-6 
secretion. T47D cells do not produce IL-6 in any of these conditions. (B) Reduced IL-6 scale to allow visualization of MCF7 cell-IL-6 
induction. (C) A 20-minute cytokine treatment with OSM induces the phosphorylation of STAT3 but not p65, while ERK is moderately 
phosphorylated. MCF7 cells have a weak pSTAT3 induction in response to OSM. A 20-minute cytokine treatment with IL-1β on the other 
hand induces the phosphorylation of p65 but not STAT3. (D) STAT3 siRNA suppressed OSM induction of IL-6 production as assessed by 
ELISA in MDA-MB-231 cells. Data expressed as mean ± SEM, and significance assessed by one-way ANOVA with Tukey’s post-test.  
*p < 0.05. (E) MCF7 cells were treated with OSM and/or IL-1β for 48 hours, and the cell lysates were run through an immunoprecipitation 
with an ER pulldown. The eluate was then immunoblotted with the input for STAT3. Lysates collected from MCF7 cells treated with OSM 
or with both cytokines have significantly reduced ER-STAT3 interaction. Data expressed as mean ± SEM, and significance assessed by 
one-way ANOVA with Tukey’s post-test. *p < 0.05.
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1β induced phosphorylation of p65 (pp65), a subunit of 
the transcription factor NFκB. In contrast, OSM did not 
induce pp65 and IL-1β did not induce pSTAT3 (Figure 
5C). Additionally, long-term treatment by OSM does not 
affect total STAT 3 levels [61]. IL-6 has also been known 
to moderately activate STAT3, [61] but it is unlikely that 
enough IL-6 accumulated by OSM treatment within 20 
minutes to have a significant impact on IL-6 mediated 
STAT3 phosphorylation. 

Further investigation using siRNA (20 nM) against 
STAT3 showed that siSTAT3 completely abrogated OSM-
induced IL-6 secretion in MDA-MB-231 cells as detected 
by ELISA (Figure 5D), thereby implicating STAT3 as the 
primary signaling pathway responsible for OSM induction 
of IL-6 secretion. On the other hand, STAT3 siRNA had 
no effect on IL-1β-induced IL-6 levels (Supplementary 
Figure 4). These findings demonstrate a clear role for 
STAT3 signaling in ER− breast tumor cell OSM-induced 
IL-6 and confirm that STAT3 is not able to induce IL-6 
expression in ER+ T47D or MCF7 cells despite the 
apparent phosphorylation of STAT3 by OSM. 

ER interaction with STAT3 is suppressed by 
OSM and IL-1β in MCF7 cells

MDA-MB-231 cells lack ER and subsequently have 
high levels of IL-6 secretion in response to OSM and IL-
1β, while ER+ cells either have no secretion or limited 
secretion in response to these cytokines. In other studies, 
ER has been shown to interact directly with various 
signaling molecules such as p65 and to suppress its 
downstream signaling despite p65’s apparent activation by 
protein phosphorylation [62]. To assess whether ER may 
be binding to intracellular signaling pathway proteins, an 
immunoprecipitation with ER pull-down was performed 
on ER+ MCF7 and T47D cell lysates treated with OSM 
and/or IL-1β for 48 hours. While no interaction between 
ER and p65, AKT, or ERK was observed (data not shown), 
a 50% reduction in interaction between ER and STAT3 in 
response to OSM or IL-1β in MCF7 cells was seen using 
a STAT3 immunoblot of ER-immunoprecipitation eluates 
(Figure 5E). With T47D cells, no interaction between 
ER and any of the signaling proteins was detected (data 
not shown). This suggests that the interaction of ER 
with STAT3 may suppress OSM induction of IL-6 in 
MCF7 cells and that in the ER+ T47D cells, a different 
mechanism may be operant. Alternatively, there may 
be cross talk between p65 and STAT3 for downstream 
signaling [63], and suppression of ER-STAT3 interaction 
by OSM and IL-1β may be needed for this crosstalk to 
occur. Our data also show that OSM adversely affects 
the survival of ER+ patients to a greater extent than the 
survival of ER− patients (Supplementary Figure 5). This 
suggests that further ER-specific interactions with OSM 
signaling may exist, thus requiring future investigation. 
Collectively, OSM and IL-1β appear to induce IL-6 in a 

synergistic manner with OSM signaling through STAT3 
and IL-1β operating through p65.

Invasive breast cancer patient stroma expresses 
high levels of OSM and IL-1β

We have demonstrated that OSM and IL-1β act 
synergistically in the production of IL-6 by breast cancer 
cells and in the potential exacerbation of inflammatory 
conditions. It is known that cytokines such as OSM in 
the stroma of the breast cancer microenvironment play 
a major role in the progression of metastatic disease 
[64], and is possible that IL-1β may also have this type 
of prometastatic effect. To assess the clinical relevance 
of this synergistic interaction between OSM and IL-1β, 
we analyzed the stromal expression patterns of OSM 
and IL-1β in both normal and invasive breast cancer 
patient data using the Finak Breast Stromal dataset [65] 
obtained from Oncomine™. Stromal OSM expression 
was 5.9-fold higher in invasive breast cancer compared 
to normal breast samples (Figure 6A), and stromal IL-1β 
was 5.4-fold higher in invasive breast cancer compared 
to normal samples (Figure 6B). A small but significant 
increase in stromal OSM (Supplementary Figure 6A) 
and IL-1β expression (Supplementary Figure 6B) in ER− 
samples compared to ER+ samples was also seen. Using 
the Curtis dataset, a significant increase in tumor OSM 
expression (Supplementary Figure 6C), as well as tumor 
IL-1β expression (Supplementary Figure 6D), was seen 
in ER− samples compared to ER+ samples. These data 
suggest that in breast cancer patients both paracrine and 
autocrine production of OSM and IL-1β may work in an 
ER-dependent manner to affect patient survival.

High tumor OSM and IL-1β levels are associated 
with increased lymph node metastases and 
decreased survival

The correlation between tumor OSM and IL-
1β expression and metastatic capacity was assessed in 
the Curtis patient dataset. A 2.1-fold increase in lymph 
node metastasis seen with high OSM versus low OSM 
expression for invasive breast cancer (Figure 6C Left). 
Similarly, lymph node metastasis was higher in IDC 
patients with high IL-1β expression (Figure 6C Center). 
Furthermore, when both OSM and IL-1β co-expression 
was high, there was a 2.3-fold increase in lymph node 
metastases compared to the low OSM and IL-1β co-
expression group (Figure 6C Right). While, IL-1β alone 
does not appear to affect breast cancer patient survival 
(Supplementary Figure 7), high co-expression of OSM 
and IL-1β also led to decreased patient survival (Figure 
6D). In addition, OSM expression levels correlated with 
IL-1β expression level (Supplementary Figure 8A) and 
IL-1β expression levels correlated with IL-6 expression 
level (Supplementary Figure 8B). To determine whether 
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Figure 6: OSM and IL-1β expression is higher in invasive breast cancer compared to normal tissue and correlates with 
higher lymph node metastasis, decreased survival, and IL-6 levels. (A) Using the FINAK dataset obtained from Oncomine™ we 
assessed stromal tissue expression of OSM and IL-1β. Stromal tissue expression of OSM is 5.9-fold higher in invasive breast cancer patients 
compared to normal patients. (B) Similarly, expression of IL-1β is 5.4-fold higher in the stromal tissue of invasive breast cancer patients 
compared to normal patients. (C) Using the Curtis dataset obtained from Oncomine™, we correlated OSM and IL-1β tissue expression 
levels to the number of lymph node metastases. Patients with high OSM (Left), high IL-1β (Center), and high co-expression of both OSM 
and IL-1β (Right) have significantly higher number of lymph node metastatic nodules compared to the respective low expression group. 
(D) High co-expression of both OSM and IL-1β leads to a decreased overall patient survival. Log-rank test (p = 0.0401). (E) Expression 
of OSM, IL-1β, and IL-6 were analyzed in a three-way correlation analysis with OSM on the x-axis, IL-6 on the y-axis, and IL-1β on the 
z-axis. There is significant correlation with a coefficient of 0.6001, with a p-value of 2.2 × 10−23. Bar and scatter plot data expressed as mean 
± SEM, and significance assessed by two-tailed student’s t-test. *p < 0.05, **p < 0.01, ***p < 0.001.
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all three cytokines were correlated with each other, OSM, 
IL-6, and IL-1β expression levels were assessed using a 
least squares multiple correlation analysis (Figure 6E). 
The three-way correlation coefficient of OSM, IL-6, and 
IL-1β was 0.6001, with a p-value of 2.2 × 10−23, indicating 
a strong correlation between the three cytokines in these 
IDC tumors. Collectively, these results suggest that OSM, 
IL-6, and IL-1β are interrelated in breast cancer patient 
metastasis and survival. Furthermore, these results 
demonstrate that not only does high expression of each 
one of these cytokines increase metastasis and decrease 
survival in breast cancer patients, but OSM and IL-1β also 
induce the expression of IL-6. This may provide at least in 
part, an explanation as to why clinical trials using single 
anti-cytokine therapies thus far have failed for metastatic 
breast cancer patients. 

DISCUSSION

Previous therapeutic interventions against 
inflammatory cytokines such as IL-6 and IL-1β have failed 
in clinical trials despite their well-known role in tumor 
and metastasis promotion [10, 11, 13]. Nevertheless, with 
the growing acceptance that chronic tumor inflammation 
leads to angiogenesis, immunosuppression, proliferation, 
and metastasis [29], there has been a renewed interest in 
mitigating inflammation in the tumor microenvironment. 
In fact, we have recently demonstrated that high tumor 
expression of OSM or IL-6 along with high VEGF 
expression is associated with poor survival in HER2- 
breast cancer patients [61]. Individually, inflammatory 
cytokines such as OSM, IL-6, and IL-1β have been shown 
to promote effects associated with metastatic cancer  
[10, 27, 36, 66]. Our results here suggest that inflammation 
in the tumor microenvironment may be instigated by 
multiple cytokines and that the highly-studied IL-6 may 
only be a limited part of the whole picture. Here we show 
for the first time the interplay between the three cytokines 
in breast cancer. 

In this study, we reveal a novel finding which 
demonstrates that high expression of OSM and IL-6 in 
breast cancer tumors are correlated with reduced breast 
cancer patient survival. Other studies have linked the OSM 
receptor to poor prognosis and reduced patient survival is 
in cervical carcinoma [18, 67] but not to the soluble OSM 
cytokine. Previous studies have shown that high levels 
of inflammatory cytokines such as IL-6 increase the risk 
of breast cancer development and progression [68] and 
that IL-6 also promotes cancer cell aggressiveness and 
metastasis to distant organs such as to the bone [10]. While 
there has been a suggestion that IL-1β may also play a role 
in breast cancer progression [69, 70], a specific correlation 
to patient survival has not been previously made.

 Our follow up studies using human patient 
serum demonstrated that high levels of OSM and IL-6 
were detected in the serum of breast cancer patients 

compared to normal healthy volunteers. This was partially 
recapitulated in an in vivo mouse model of breast cancer 
where mice bearing MDA-MB-231 tumors with a TET-
inducible expression of OSM. Not only were the OSM 
serum levels higher in animals with induced expression of 
OSM, IL-6 levels were also elevated in the serum. While 
serum IL-6 levels have previously been demonstrated to 
be correlated with breast cancer development and reduced 
survival [71], this is the first study investigating OSM. 
Our data demonstrate that OSM and IL-6 expression levels 
correlate in the breast tumor microenvironment, breast 
cancer patient serum, and in in vivo mouse studies. 

Interestingly, our in vitro results demonstrated 
that OSM induced IL-6 in breast cancer cells in an ER−
dependent manner, while OSM did not promote secretion 
of IL-6 in ER+ cell lines. We showed that suppression 
of the STAT3 pathway by siRNA reduced OSM-induced 
IL-6 production to untreated control levels in ER− MDA-
MB-231 cells. Constitutive expression of ER in MDA-
MB-231 cells also resulted in suppressed OSM-induced 
IL-6. Previous studies and our data indicate that canonical 
expression of IL-6 is dependent on the NFκB pathway 
and that ER suppresses this signaling through inhibition 
of p65 [62, 72]. However, our immunoprecipitation results 
suggest that ER may interact with STAT3 to suppress 
OSM-induced-IL-6 secretion. Taken together, this 
suggests that OSM induces IL-6 secretion in the MDA-
MB-231 cells through the STAT3 pathway and that ER 
appears to inhibit downstream STAT3 signaling (Figure 7). 

Other cytokines such as IL-1β have been known to 
synergistically interact with OSM in the context of joint 
damage and synovial fibroblast-mediated inflammation 
[32, 59]; however, the exact nature of this interaction 
has not been studied in breast cancer. Our in vitro results 
indicated that OSM works with IL-1β to synergistically 
increase IL-6 production in MDA-MB-231 cells. On the 
other hand, ER+ MCF7 cells produced IL-6 in response 
to IL-1β and OSM co-treatment but not OSM alone, 
and ER+ T47D cells did not produce IL-6 under any 
conditions tested. This suggests that despite both of these 
cell lines being luminal A breast cancer cell subtype (ER+/
PR+/HER2-), there exist significant differences in their 
intracellular signaling mechanisms. We also showed that 
induction of IL-6 by IL-1β alone or by both OSM and 
IL-1β was not affected by STAT3 siRNA in either MDA-
MB-231 or MCF7 cells. This suggests that OSM and IL-
1β work synergistically to increase IL-6 production by 
activating two separate pathways, STAT3 and NFκB in 
ER− MDA-MB-231 cells. 

Our immunoprecipitation result in MCF7 cells 
also suggested that treatment of the cells with OSM, IL-
1β, or with both cytokines reduced the association of ER 
with STAT3. Initially, this seems to be an unusual result 
as IL-1β does not utilize the STAT3 pathway to induce 
downstream signaling. However, there appears to be some 
measure of crosstalk reported in the literature between the 
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STAT3 pathway and the p65 pathway, where in some cases 
the function of the pathway may be interdependent on 
one another [73]. While the exact nature of the crosstalk 
mechanism is not well known, it appears that NFκB and 
STAT3 signaling proteins must be activated and directly 
bind to each other during signaling [73, 74] (Figure 7). 
However, if this is the case, STAT3 siRNA should have 
inhibited IL-1β-mediated IL-6 secretion in MDA-MB-231 
and MCF7 cells. 

A possible alternative explanation for the lack of any 
inhibitory activity of STAT3 siRNA on IL-1β-induced IL-6 
secretion is that that ER forms an inhibitory complex with 
STAT3 to suppress IL-6 expression [75]. This is similar to 
the ER/p65 complex which is known to have a regulatory 
role in gene expression [75]. This would make suppression 
of total STAT3 ineffective for reduction of IL-6 
expression, as doing so would also render the ER-STAT3 
inhibitory complex less effective at regulating IL-6 gene 
expression. Another possibility is that STAT3 interacts 
with other STATs in conjunction with ER, such as STAT5, 
which has some opposing effects against STAT3 signaling 
in breast cancer cells thus reducing the overall cancer cell 
aggressiveness [76]. Similarly, STAT1 also appears to have 
some inhibitory effects against STAT3 signaling [77]. As 

we have not been able to elucidate the exact mechanism of 
STAT3/ER interaction and the crosstalk with NFκB, these 
results necessitate an investigation into pathways that are 
not necessarily canonically known to be activated by the 
specific cytokine. Therefore, further investigation into 
the mechanistic nature of how these signaling pathways 
interact with each other in the context of breast cancer is 
needed. 

Utilizing the Curtis breast cancer data set, we 
demonstrated that expression of OSM and IL-1β levels 
in the breast microenvironment are elevated in breast 
cancer and that high expression of these cytokines leads 
to increased metastatic potential and reduced breast cancer 
patient survival. Previous studies showed similar results 
where the IL-6 and IL-8 cytokines were associated with 
increased lymph node metastases and reduced survival 
[78]. Furthermore, OSM, IL-6, and IL-1β expression 
levels in breast cancer tissue are all strongly correlated 
with each other. Other studies have also reported the 
presence of cytokine co-expression such as tumor necrosis 
factor alpha (TNFα) expression with IL-6 to have a 
prognostic significance in breast cancer [79].

Collectively, our study demonstrates that OSM, 
IL-6, and IL-1β expression levels are correlated with 

Figure 7: OSM and IL-1β promote IL-6 expression in a breast cancer cell-subtype specific manner. OSM signals through 
the STAT3 pathway and leads to IL-6 induction in ER− cells, while IL-1β induces IL-6 through the p65 pathway. In ER+ cells, ER may be 
interacting with STAT3 to suppress IL-6 production. There may also be some crosstalk-like interaction between STAT3 and p65, however 
the exact nature of this interaction is not known [73, 74].
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each other and that cytokine signaling differs in an ER 
subtype-specific manner. OSM and IL-6 have previously 
been implicated in the production of proangiogenic factors 
such as VEGF to promote breast cancer progression 
and reduced patient survival [61]. Together, our results 
highlight the possible implications of multi-cytokine 
effects in the tumor microenvironment and have important 
clinical implications in that singular anti-cytokine 
therapies may not be sufficient for the successful treatment 
of metastatic breast cancer. In conclusion, this study 
substantiates the rationale for a therapeutic design that 
simultaneously targets multiple cytokines, such as OSM, 
IL-6, and IL-1β, as these cytokines are strongly correlated 
with each other in breast cancer.

MATERIALS AND METHODS

Oncomine analysis

The Curtis human breast cancer mRNA microarray 
dataset [47] and the Finak breast cancer stromal gene 
expression mRNA dataset [65] were obtained from 
Oncomine™ (Compendia Bioscience, Ann Arbor, MI). 
For survival analysis, the Curtis dataset was filtered 
for “Invasive Ductal Carcinoma” and valid “Alive” or 
“Dead of Disease” status. Patients with the status “Not 
Dead of Disease” were removed from the study. From 
the filtered dataset, upper (>75th percentile), and lower 
(<25th percentile) quartiles of gene expression for OSM, 
IL-6, and IL-1β were selected for comparison. For multi-
gene co-expression analysis, we calculated for patients 
high in both OSM and IL-6, or OSM and IL-1β. Survival 
statistical analysis was performed using a log-rank test in 
GraphPad Prism 5 software. 

To analyze gene correlations, the Curtis dataset was 
subjected to a correlation analysis using GraphPad Prism 
5 software and the RealStatistics package on Microsoft 
Excel. To assess gene expression levels of OSM and IL-
1β in stromal tissue, patients in the Finak dataset were 
separated into normal and breast cancer categories, as 
well as into ER+ and ER− breast cancer categories. 
Additionally, the Curtis dataset was also separated into 
ER+ and ER− breast cancer categories to assess gene 
expression levels in the tumor cells. Statistical analysis 
was performed using the 2-tailed student’s T-test in 
GraphPad Prism 5 software. 

Enzyme linked immunosorbent assay

Serum was collected from breast cancer patients 
of various stages at St. Luke’s Mountain States Tumor 
Institute (MSTI) and handled in accordance with the 
St. Luke’s Medical Center (12-0298) and Boise State 
University (006-MED15-006) Institutional Review Boards 
(IRB). Additional serum was purchased from Proteogenix 
(Schiltigheim, France) and Bioreclamations (Baltimore, 

Maryland). Patients and healthy control subjects with 
evidence of autoimmune disease or recent infection with 
bacterial or viral disease were excluded from the study. 
However, the serum collection was not controlled for 
either body mass index (BMI) or the presence of metabolic 
diseases (in the absence of any evidence for auto-
inflammatory states), as the effect of these factors appear 
to be nonspecific on serum cytokine levels. The serum 
was diluted 1:3 in PBS and used in the DuoSet ELISA 
for IL-6 (DY206, R&D system) or for OSM (DY295, 
R&D systems) on Immulon HBX4 ELISA plates (3855, 
ThermoFisher) in accordance with the manufacturer’s 
instructions. Data was analyzed using GraphPad Prism 
5.0 to determine correlations between OSM-IL-6 serum 
concentrations. 

Cells were incubated with OSM or IL-1β treatments 
(10 ng/mL) ranging from 48–72 hours and the resultant 
cytokine levels were assessed. To measure human IL-6 and 
OSM in conditioned media, the same R&D ELISA kits 
were utilized according to the manufacturer’s instructions. 
Conditioned media from MDA-MB-231 cells were diluted 
1:10 to 1:20 in order to accurately detect the amount of 
IL-6 within the range of the standard. Conditioned media 
was collected from 24-well plates containing 1 × 105 cells 
at the time of cell plating.

Cell lines

MDA-MB-231, T47D, MCF7, and MDA-MB-468 
human breast cancer cells, PC3 and DU145 human 
prostate cancer cells, and HeLa human cervical cancer 
cells were obtained from the American Type Culture 
Collection (Rockville, MD, USA). All human cell lines 
were maintained in RPMI 1640 media supplemented 
with 10% fetal bovine serum and to 100 units/mL of 
streptomycin and penicillin (Hyclone, Logan, UT, USA). 
4T1.2 mouse mammary carcinoma cells were maintained 
in MEM-alpha media supplemented with 10% fetal bovine 
serum and to 100 units/mL of streptomycin and penicillin. 
All cells and experimental incubations were maintained at 
37° C, 5% carbon dioxide, and 100% humidity in a water-
jacketed cell culture incubator.

Stable and transient transfections

To generate stably transduced MDA-MB-231 Luc2 
D3H2LN cells (Caliper Life Sciences) with inducible 
expression of OSM, the OSM cDNA (862 bp) (A generous 
gift from Dr. Atsushi Miyajima, The University of Tokyo) 
was cloned into the pLenti 6.3/TO/V5-DEST vector 
(A11144 ThermoFisher). The vector+hOSM was then co-
transduced with pLenti3.3/TR (A11144, ThermoFisher) 
into MDA-MB-231 Luc2 D3H2LN cells using the 
ViraPower™ II Lentiviral Gateway® Expression System 
(K367-20, Life technologies) using the manufacturer’s 
instructions. Stably transduced cells were injected into 
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mice and resultant tumors and animal sera tested for TET 
induction by western blot and ELISA. The stable TET 
inducible OSM expressing MDA-MB-231 Luc2 D3H2LN 
clone has been designated as MDATO/OSM.

To generate stable expression of estrogen receptor 
alpha (ERα) in ER− MDA-MB-231 cells, an ERα 
expressing plasmid (Cat# 28230, AddGene) was stably 
transfected into MDA-MB-231 cells using Lipofectamine 
LTX (Cat# 15338100, Life Technologies). For control 
cells, an empty pEGFP-C1 (Cat#6084-1, Clontech) 
vector was stably transfected into these cells. Cells were 
transfected at 80% confluency in 96-well plates containing 
RPMI 1640+10% FBS with 6 µg DNA per well and a 
Lipofectamine:DNA ratio of 1.35:1. Transfected cells 
were selected for using G418 at a concentration of 500 
μg/mL. Surviving colonies were expanded under antibiotic 
pressure and their expression of ERα was verified by 
western blot analysis. 

To transiently suppress STAT3, a siRNA pool 
targeting STAT3 was purchased from Dharmacon (Cat 
#L-003544-00-0005). 100,000 cells per well were 
seeded in a 24-well plate, and the siRNA was transfected 
in accordance to the Fast-Forward protocol as per the 
technical manual included with the Hyperfect siRNA 
transfection reagent (Cat# 301705, Qiagen). STAT3 
siRNA was used at 25 nM and the cells were transfected 
for 72 hours before being treated with OSM or IL-1β. 
Knockdown of STAT3 was assessed by western blot. 

Animal tumor xenograft model

Six-week old female athymic nude mice were 
purchased from the NCI Animal Production Facility 
(Fredrick, MD). The MDATO/OSM cells were grown to 
90% confluency and the cells were concentrated to  
4.0 × 107 cells/mL in PBS containing 10% RPMI 1640, 
and 50 uL of the cell suspension was injected into the 4th 
mammary fat pad. When the tumors became palpable, the 
animals were given drinking water containing tetracycline 
in 2% sucrose water for one week with doses ranging 
from 0 mg/mL, 0.1 mg/mL and 1 mg/mL. Animals were 
sacrificed and their serum and tumors collected for 
analysis. All animal experiments were approved by and 
performed in accordance with the animal guidelines of 
the Boise Veterans Affairs Medical Center (#JOR0013-1) 
Institutional Animal Care and Use Committees.

Immunoblot assay

Cells were plated on 24-well plates at 70-80% 
confluency and allowed to adhere overnight at 37° C. 
Cells were treated with cytokines, OSM (CAT#300-10T) 
and/or IL1-Beta (CAT# 200-01B) (Peprotech), and with 
inhibitors, the ERK inhibitor PD98059 (CAT# 9900, 
Cell Signaling) or the p65 inhibitor caffeic acid phenyl 
ester (CAPE) (CAT# 2743, Tocris). Recombinant hOSM 

(25 ng/mL) was used to treat all human cell lines, and 
recombinant mouse OSM (rmOSM; 25 ng/mL) was 
used for the 4T1.2. Cells were treated for 30 minutes 
or 72 hours. Conditioned media was collected from the 
cells treated for 72 hours, and cell lysates were collected 
from both time points using 1× RIPA buffer containing a 
protease inhibitor cocktail (Sigma Aldrich, CAT# P8340). 
Lysates were run on an SDS-PAGE gel and transferred 
to nitrocellulose immunoblot membranes via semi-dry 
transfer. Blots were rinsed in ddH2O and allowed to 
completely dry before being blocked with PBS-T (PBS, 
pH 7.4; Tween-20,0.05%; 5% non-fat dry milk) for  
1 hour. After 3 × 5 min PBS-T washes, primary antibodies 
(1:1000) suspended in PBS-T complemented with 1% 
BSA were then applied to the membrane and incubated 
overnight at 4° C. After another 3 × 5 min PBS-T washes, 
horseradish peroxidase-conjugated secondary antibodies 
suspended in PBS-T were then applied to the membrane. 
Then with a final 5 × 5 min PBS-T wash, the membrane 
was developed with enhanced chemiluminescence and 
imaged using Syngene G:BOX imager. All antibodies used 
for the immunoblots were acquired from Cell Signaling 
Technologies. STAT3 (CAT#9132), phospho-STAT3 
(Y705) (CAT# 9145), Beta-Actin (CAT#3700), NFκB p65 
(CAT#8242), phospho-NFκB p65 (CAT#3033), phospho-
ERK (CAT# 4370), Anti-rabbit IgG-HRP (CAT# 7076).

Immunoprecipitation

MCF7 and T47D cells were incubated with 10 ng/
mL of OSM and/or IL-1β for 48 hours at a density of 
100,000 cells per well in a 24-well plate. Cells were lysed 
with Cell Signaling PathScan® Lysis buffer (Cat# 7018) 
using the manufacturer’s instructions. The lysates were 
then used on a Dynabeads® Protein A Immunoprecipitation 
Kit (Cat# 10006D, Life Technologies) using ERα IP 
antibody at 1:50 dilution from Cell Signaling (Cat# D8H8) 
in accordance with the kit instructions with the following 
modification. In order to reduce co-elution of the antibody, 
the antibody was cross-linked using 20 mM dimethyl 
pimelimidate dihydrochloride (Cat# 21666, Pierce) in 
0.2 M triethanolamine at a pH of 8.2. The antibody-bead 
complex was cross-linked for 30 minutes, and the reaction 
was stopped by resuspending the beads for 15 minutes in 
50 mM pH7.5 Tris. The beads were then used in the rest 
of the immunoprecipitation protocol following a 3× PBS-
0.05% Tween-20 wash. 

Statistical analysis

All the statistical analyses were performed using 
GraphPad Prism version 5 software or the RealStatistics™ 

package for Microsoft Excel. To compare multiple groups, 
one- or two-way ANOVA was performed using Tukey’s 
post-test where appropriate. Comparisons between two 
groups were assessed by unpaired two-tailed student’s 
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t-test. Correlations were assessed using the Spearman 
nonparametric correlation analysis. Survival data was 
assessed using the Log-rank test. Statistical significance 
was assigned to experimental p values that were less than 
0.05. Error bars represent the standard error of the mean 
unless otherwise specified, and all experiments were 
performed at least three times. 

Author contributions

All authors contributed substantially to the concept 
of the paper and work presented in this study. Ken Tawara 
designed and ran the experiments for Figures 1, 3, 4A, 
4C, 4D, 5–7, and Supplementary Figures 1 and 3–6. 
Hannah Scott and Jacqueline Emathinger helped collect 
and interpret data from Oncomine™ for Figure 2. Cody 
Wolf designed and ran the experiment for Supplementary 
Figure 2. Dollie LaJoie helped develop the MDAON/OSM cell 
line. Danielle Hedeen designed and ran the experiment 
for Figure 4B. Laura Bond and Paul Montgomery helped 
collect, analyze, and assess the data for Figure 2. Cheryl 
Jorcyk, the principal investigator, provided overall 
guidance for all aspects of the project and for the writing 
of the manuscript.

ACKNOWLEDGMENTS 

We would like to thank the Department of Veterans 
Affairs Medical Center, Boise ID and the Boise State 
University Vivarium for their animal facility. 

CONFLICTS OF INTEREST

The authors declare that they have no conflicts of 
interest.

FUNDING

This study was partially funded by the following 
grants: NIH grants P20GM103408, P20RR016454, 
P20GM109095, R25GM123927, and R15CA137510, 
Komen KG100513, ACS RSG-09-276-01-CSM, 
the METAvivor Quinn Davis Northwest Arkansas 
METSquerade Fund, the Smylie Family Cancer Fund, and 
the Boise State University Biomolecular Research Center.

REFERENCES

1. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2018. 
CA Cancer J Clin. 2018; 68:7–30. https://doi.org/10.3322/
caac.21442.

2. Society AC. Breast Cancer Facts and Figures 2017–2018. 
Atlanta: American Cancer Society, Inc; 2018.

3. Chen L, Chubak J, Boudreau DM, Barlow WE, Weiss 
NS, Li CI. Diabetes Treatments and Risks of Adverse 

Breast Cancer Outcomes among Early-Stage Breast 
Cancer Patients: A SEER-Medicare Analysis. Cancer Res. 
2017; 77:6033–41. https://doi.org/10.1158/0008-5472.
CAN-17-0687.

 4. Deng T, Lyon CJ, Bergin S, Caligiuri MA, Hsueh 
WA. Obesity, Inflammation, and Cancer. Annu Rev 
Pathol. 2016; 11:421–49. https://doi.org/10.1146/
annurev-pathol-012615-044359.

 5. Park YM, White AJ, Nichols HB, O’Brien KM, Weinberg 
CR, Sandler DP. The association between metabolic health, 
obesity phenotype and the risk of breast cancer. Int J Cancer. 
2017; 140:2657–66. https://doi.org/10.1002/ijc.30684.

 6. Crespi E, Bottai G, Santarpia L. Role of inflammation in 
obesity-related breast cancer. Curr Opin Pharmacol. 2016; 
31:114–22. https://doi.org/10.1016/j.coph.2016.11.004.

 7. Iyengar NM, Gucalp A, Dannenberg AJ, Hudis CA. Obesity 
and Cancer Mechanisms: Tumor Microenvironment and 
Inflammation. J Clin Oncol. 2016; 34:4270–76. https://doi.
org/10.1200/JCO.2016.67.4283.

 8. Zahid H, Simpson ER, Brown KA. Inflammation, 
dysregulated metabolism and aromatase in obesity and 
breast cancer. Curr Opin Pharmacol. 2016; 31:90–96. 
https://doi.org/10.1016/j.coph.2016.11.003.

 9. Khan S, Shukla S, Sinha S, Meeran SM. Role of adipokines 
and cytokines in obesity-associated breast cancer: 
therapeutic targets. Cytokine Growth Factor Rev. 2013; 
24:503–13. https://doi.org/10.1016/j.cytogfr.2013.10.001.

10. Tawara K, Oxford JT, Jorcyk CL. Clinical significance of 
interleukin (IL)-6 in cancer metastasis to bone: potential of 
anti-IL-6 therapies. Cancer Manag Res. 2011; 3:177–89. 
https://doi.org/10.2147/CMR.S18101.

11. Angevin E, Tabernero J, Elez E, Cohen SJ, Bahleda R, van 
Laethem JL, Ottensmeier C, Lopez-Martin JA, Clive S, Joly 
F, Ray-Coquard I, Dirix L, Machiels JP, et al. A phase I/
II, multiple-dose, dose-escalation study of siltuximab, an 
anti-interleukin-6 monoclonal antibody, in patients with 
advanced solid tumors. Clin Cancer Res. 2014; 20:2192–
204. https://doi.org/10.1158/1078-0432.CCR-13-2200.

12. Hudes G, Tagawa ST, Whang YE, Qi M, Qin X, Puchalski 
TA, Reddy M, Cornfeld M, Eisenberger M. A phase 1 study 
of a chimeric monoclonal antibody against interleukin-6, 
siltuximab, combined with docetaxel in patients with 
metastatic castration-resistant prostate cancer. Invest 
New Drugs. 2013; 31:669–76. https://doi.org/10.1007/
s10637-012-9857-z.

13. Silver JS, Hunter CA. gp130 at the nexus of inflammation, 
autoimmunity, and cancer. J Leukoc Biol. 2010; 88:1145–
56. https://doi.org/10.1189/jlb.0410217.

14. Boulanger MJ, Garcia KC. Shared cytokine signaling 
receptors: structural insights from the gp130 system. Adv 
Protein Chem. 2004; 68:107–46. https://doi.org/10.1016/
S0065-3233(04)68004-1.

15. Heo TH, Wahler J, Suh N. Potential therapeutic implications 
of IL-6/IL-6R/gp130-targeting agents in breast cancer. 

www.oncotarget.com
https://doi.org/10.3322/caac.21442
https://doi.org/10.3322/caac.21442
https://doi.org/10.1158/0008-5472.CAN-17-0687
https://doi.org/10.1158/0008-5472.CAN-17-0687
https://doi.org/10.1146/annurev-pathol-012615-044359
https://doi.org/10.1146/annurev-pathol-012615-044359
https://doi.org/10.1002/ijc.30684
https://doi.org/10.1016/j.coph.2016.11.004
https://doi.org/10.1200/JCO.2016.67.4283
https://doi.org/10.1200/JCO.2016.67.4283
https://doi.org/10.1016/j.coph.2016.11.003
https://doi.org/10.1016/j.cytogfr.2013.10.001
https://doi.org/10.2147/CMR.S18101
https://doi.org/10.1158/1078-0432.CCR-13-2200
https://doi.org/10.1007/s10637-012-9857-z
https://doi.org/10.1007/s10637-012-9857-z
https://doi.org/10.1189/jlb.0410217
https://doi.org/10.1016/S0065-3233(04)68004-1
https://doi.org/10.1016/S0065-3233(04)68004-1


Oncotarget2083www.oncotarget.com

Oncotarget. 2016; 7:15460–73. https://doi.org/10.18632/
oncotarget.7102.

16. Smigiel JM, Parameswaran N, Jackson MW. Potent EMT 
and CSC Phenotypes Are Induced By Oncostatin-M in 
Pancreatic Cancer. Mol Cancer Res. 2017; 15:478–88. 
https://doi.org/10.1158/1541-7786.MCR-16-0337.

17. Guihard P, Boutet MA, Brounais-Le Royer B, Gamblin 
AL, Amiaud J, Renaud A, Berreur M, Rédini F, 
Heymann D, Layrolle P, Blanchard F. Oncostatin m, an 
inflammatory cytokine produced by macrophages, supports 
intramembranous bone healing in a mouse model of 
tibia injury. Am J Pathol. 2015; 185:765–75. https://doi.
org/10.1016/j.ajpath.2014.11.008.

18. Caffarel MM, Coleman N. Oncostatin M receptor is a novel 
therapeutic target in cervical squamous cell carcinoma. 
J Pathol. 2014; 232:386–90. https://doi.org/10.1002/
path.4305.

19. Bolin C, Tawara K, Sutherland C, Redshaw J, Aranda P, 
Moselhy J, Anderson R, Jorcyk CL. Oncostatin m promotes 
mammary tumor metastasis to bone and osteolytic bone 
degradation. Genes Cancer. 2012; 3:117–30. https://doi.
org/10.1177/1947601912458284.

20. Junk DJ, Bryson BL, Smigiel JM, Parameswaran N, Bartel 
CA, Jackson MW. Oncostatin M promotes cancer cell 
plasticity through cooperative STAT3-SMAD3 signaling. 
Oncogene. 2017; 36:4001–13. https://doi.org/10.1038/
onc.2017.33.

21. Jorcyk CL, Holzer RG, Ryan RE. Oncostatin M induces cell 
detachment and enhances the metastatic capacity of T-47D 
human breast carcinoma cells. Cytokine. 2006; 33:323–36. 
https://doi.org/10.1016/j.cyto.2006.03.004.

22. Lapeire L, Hendrix A, Lambein K, Van Bockstal M, 
Braems G, Van Den Broecke R, Limame R, Mestdagh 
P, Vandesompele J, Vanhove C, Maynard D, Lehuédé C, 
Muller C, et al. Cancer-associated adipose tissue promotes 
breast cancer progression by paracrine oncostatin M and 
Jak/STAT3 signaling. Cancer Res. 2014; 74:6806–19. 
https://doi.org/10.1158/0008-5472.CAN-14-0160.

23. Tawara K, Bolin C, Koncinsky J, Kadaba S, Covert H, 
Sutherland C, Bond L, Kronz J, Garbow JR, Jorcyk CL. 
OSM potentiates preintravasation events, increases CTC 
counts, and promotes breast cancer metastasis to the lung. 
Breast Cancer Res. 2018; 20:53. https://doi.org/10.1186/
s13058-018-0971-5.

24. Smith DA, Kiba A, Zong Y, Witte ON. Interleukin-6 and 
oncostatin-M synergize with the PI3K/AKT pathway to 
promote aggressive prostate malignancy in mouse and 
human tissues. Mol Cancer Res. 2013; 11:1159–65. https://
doi.org/10.1158/1541-7786.MCR-13-0238.

25. Fossey SL, Bear MD, Kisseberth WC, Pennell M, 
London CA. Oncostatin M promotes STAT3 activation, 
VEGF production, and invasion in osteosarcoma 
cell lines. BMC Cancer. 2011; 11:125. https://doi.
org/10.1186/1471-2407-11-125.

26. Li C, Ahlborn TE, Kraemer FB, Liu J. Oncostatin 
M-induced growth inhibition and morphological changes of 
MDA-MB231 breast cancer cells are abolished by blocking 
the MEK/ERK signaling pathway. Breast Cancer Res Treat. 
2001; 66:111–21. https://doi.org/10.1023/A:1010614724664.

27. Ryan RE, Martin B, Mellor L, Jacob RB, Tawara K, 
McDougal OM, Oxford JT, Jorcyk CL. Oncostatin M 
binds to extracellular matrix in a bioactive conformation: 
implications for inflammation and metastasis. Cytokine. 
2015; 72:71–85. https://doi.org/10.1016/j.cyto.2014.11.007.

28. Kato Y, Ozawa S, Miyamoto C, Maehata Y, Suzuki A, 
Maeda T, Baba Y. Acidic extracellular microenvironment 
and cancer. Cancer Cell Int. 2013; 13:89. https://doi.
org/10.1186/1475-2867-13-89.

29. Nakamura K, Smyth MJ. Targeting cancer-related 
inflammation in the era of immunotherapy. Immunol 
Cell Biol. 2017; 95:325–32. https://doi.org/10.1038/
icb.2016.126.

30. Esquivel-Velázquez M, Ostoa-Saloma P, Palacios-Arreola 
MI, Nava-Castro KE, Castro JI, Morales-Montor J. The role 
of cytokines in breast cancer development and progression. 
J Interferon Cytokine Res. 2015; 35:1–16. https://doi.
org/10.1089/jir.2014.0026.

31. Frasor J, Weaver AE, Pradhan M, Mehta K. Synergistic 
up-regulation of prostaglandin E synthase expression in 
breast cancer cells by 17beta-estradiol and proinflammatory 
cytokines. Endocrinology. 2008; 149:6272–79. https://doi.
org/10.1210/en.2008-0352.

32. Rowan AD, Koshy PJ, Shingleton WD, Degnan BA, 
Heath JK, Vernallis AB, Spaull JR, Life PF, Hudson K, 
Cawston TE. Synergistic effects of glycoprotein 130 
binding cytokines in combination with interleukin-1 
on cartilage collagen breakdown. Arthritis Rheum. 
2001; 44:1620–32. https://doi.org/10.1002/1529-
0131(200107)44:7<1620::AID-ART285>3.0.CO;2-B.

33. Hui W, Rowan AD, Richards CD, Cawston TE. Oncostatin 
M in combination with tumor necrosis factor alpha induces 
cartilage damage and matrix metalloproteinase expression 
in vitro and in vivo. Arthritis Rheum. 2003; 48:3404–18. 
https://doi.org/10.1002/art.11333.

34. Barksby HE, Hui W, Wappler I, Peters HH, Milner JM, 
Richards CD, Cawston TE, Rowan AD. Interleukin-1 in 
combination with oncostatin M up-regulates multiple genes 
in chondrocytes: implications for cartilage destruction 
and repair. Arthritis Rheum. 2006; 54:540–50. https://doi.
org/10.1002/art.21574.

35. Repovic P, Fears CY, Gladson CL, Benveniste EN. 
Oncostatin-M induction of vascular endothelial growth 
factor expression in astroglioma cells. Oncogene. 2003; 
22:8117–24. https://doi.org/10.1038/sj.onc.1206922.

36. Apte RN, Dotan S, Elkabets M, White MR, Reich E, 
Carmi Y, Song X, Dvozkin T, Krelin Y, Voronov E. The 
involvement of IL-1 in tumorigenesis, tumor invasiveness, 
metastasis and tumor-host interactions. Cancer Metastasis 

www.oncotarget.com
https://doi.org/10.18632/oncotarget.7102
https://doi.org/10.18632/oncotarget.7102
https://doi.org/10.1158/1541-7786.MCR-16-0337
https://doi.org/10.1016/j.ajpath.2014.11.008
https://doi.org/10.1016/j.ajpath.2014.11.008
https://doi.org/10.1002/path.4305
https://doi.org/10.1002/path.4305
https://doi.org/10.1177/1947601912458284
https://doi.org/10.1177/1947601912458284
https://doi.org/10.1038/onc.2017.33
https://doi.org/10.1038/onc.2017.33
https://doi.org/10.1016/j.cyto.2006.03.004
https://doi.org/10.1158/0008-5472.CAN-14-0160
https://doi.org/10.1186/s13058-018-0971-5
https://doi.org/10.1186/s13058-018-0971-5
https://doi.org/10.1158/1541-7786.MCR-13-0238
https://doi.org/10.1158/1541-7786.MCR-13-0238
https://doi.org/10.1186/1471-2407-11-125
https://doi.org/10.1186/1471-2407-11-125
https://doi.org/10.1023/A:1010614724664
https://doi.org/10.1016/j.cyto.2014.11.007
https://doi.org/10.1186/1475-2867-13-89
https://doi.org/10.1186/1475-2867-13-89
https://doi.org/10.1038/icb.2016.126
https://doi.org/10.1038/icb.2016.126
https://doi.org/10.1089/jir.2014.0026
https://doi.org/10.1089/jir.2014.0026
https://doi.org/10.1210/en.2008-0352
https://doi.org/10.1210/en.2008-0352
https://doi.org/10.1002/1529-0131(200107)44:7<1620::AID-ART285>3.0.CO;2-B
https://doi.org/10.1002/1529-0131(200107)44:7<1620::AID-ART285>3.0.CO;2-B
https://doi.org/10.1002/art.11333
https://doi.org/10.1002/art.21574
https://doi.org/10.1002/art.21574
https://doi.org/10.1038/sj.onc.1206922


Oncotarget2084www.oncotarget.com

Rev. 2006; 25:387–408. https://doi.org/10.1007/
s10555-006-9004-4.

37. Kwon G, Corbett JA, Rodi CP, Sullivan P, McDaniel ML. 
Interleukin-1 beta-induced nitric oxide synthase expression 
by rat pancreatic beta-cells: evidence for the involvement 
of nuclear factor kappa B in the signaling mechanism. 
Endocrinology. 1995; 136:4790–95. https://doi.org/10.1210/
endo.136.11.7588208.

38. Raymond L, Eck S, Mollmark J, Hays E, Tomek I, Kantor 
S, Elliott S, Vincenti M. Interleukin-1 beta induction of 
matrix metalloproteinase-1 transcription in chondrocytes 
requires ERK-dependent activation of CCAAT enhancer-
binding protein-beta. J Cell Physiol. 2006; 207:683–88. 
https://doi.org/10.1002/jcp.20608.

39. Mon NN, Senga T, Ito S. Interleukin-1β activates 
focal adhesion kinase and Src to induce matrix 
metalloproteinase-9 production and invasion of MCF-7 
breast cancer cells. Oncol Lett. 2017; 13:955–60. https://
doi.org/10.3892/ol.2016.5521.

40. Dinarello CA. An Interleukin-1 Signature in Breast Cancer 
Treated with Interleukin-1 Receptor Blockade: Implications 
for Treating Cytokine Release Syndrome of Checkpoint 
Inhibitors. Cancer Res. 2018; 78:5200–02. https://doi.
org/10.1158/0008-5472.CAN-18-2225.

41. Holen I, Lefley DV, Francis SE, Rennicks S, Bradbury S, 
Coleman RE, Ottewell P. IL-1 drives breast cancer growth 
and bone metastasis in vivo. Oncotarget. 2016; 7:75571–84. 
https://doi.org/10.18632/oncotarget.12289.

42. Dinarello CA. Why not treat human cancer with 
interleukin-1 blockade? Cancer Metastasis Rev. 2010; 
29:317–29. https://doi.org/10.1007/s10555-010-9229-0.

43. Lubberink M, Golla SS, Jonasson M, Rubin K, Glimelius B, 
Sörensen J, Nygren P. (15)O-Water PET Study of the Effect 
of Imatinib, a Selective Platelet-Derived Growth Factor 
Receptor Inhibitor, Versus Anakinra, an IL-1R Antagonist, 
on Water-Perfusable Tissue Fraction in Colorectal Cancer 
Metastases. J Nucl Med. 2015; 56:1144–49. https://doi.
org/10.2967/jnumed.114.151894.

44. M.D. Anderson Cancer Center: Anakinra or Denosumab 
and Everolimus in Advanced Cancer. December 2016; 
Identification No. NCT01624766. https://clinicaltrials.gov/
ct2/show/NCT01624766.

45. Wu TC, Xu K, Martinek J, Young RR, Banchereau 
R, George J, Turner J, Kim KI, Zurawski S, Wang X, 
Blankenship D, Brookes HM, Marches F, et al. IL1 
Receptor Antagonist Controls Transcriptional Signature 
of Inflammation in Patients with Metastatic Breast 
Cancer. Cancer Res. 2018; 78:5243–58. https://doi.
org/10.1158/0008-5472.CAN-18-0413.

46. Ridker PM, MacFadyen JG, Thuren T, Everett BM, Libby 
P, Glynn RJ, Group CT, and CANTOS Trial Group. Effect 
of interleukin-1β inhibition with canakinumab on incident 
lung cancer in patients with atherosclerosis: exploratory 
results from a randomised, double-blind, placebo-controlled 

trial. Lancet. 2017; 390:1833–42. https://doi.org/10.1016/
S0140-6736(17)32247-X.

47. Curtis C, Shah SP, Chin SF, Turashvili G, Rueda OM, 
Dunning MJ, Speed D, Lynch AG, Samarajiwa S, Yuan Y, 
Gräf S, Ha G, Haffari G, et al, and METABRIC Group. 
The genomic and transcriptomic architecture of 2,000 breast 
tumours reveals novel subgroups. Nature. 2012; 486:346–
52. https://doi.org/10.1038/nature10983.

48. Lin S, Gan Z, Han K, Yao Y, Min D. Interleukin-6 as a 
prognostic marker for breast cancer: a meta-analysis. Tumori. 
2015; 101:535–41. https://doi.org/10.5301/tj.5000357.

49. Bernard C, Merval R, Lebret M, Delerive P, Dusanter-Fourt 
I, Lehoux S, Créminon C, Staels B, Maclouf J, Tedgui A. 
Oncostatin M induces interleukin-6 and cyclooxygenase-2 
expression in human vascular smooth muscle cells : synergy 
with interleukin-1beta. Circ Res. 1999; 85:1124–31. https://
doi.org/10.1161/01.RES.85.12.1124.

50. Sullivan NJ, Sasser AK, Axel AE, Vesuna F, Raman V, 
Ramirez N, Oberyszyn TM, Hall BM. Interleukin-6 induces 
an epithelial-mesenchymal transition phenotype in human 
breast cancer cells. Oncogene. 2009; 28:2940–47. https://
doi.org/10.1038/onc.2009.180.

51. Walter M, Liang S, Ghosh S, Hornsby PJ, Li R. Interleukin 
6 secreted from adipose stromal cells promotes migration 
and invasion of breast cancer cells. Oncogene. 2009; 
28:2745–55. https://doi.org/10.1038/onc.2009.130.

52. Holzer RG, Ryan RE, Tommack M, Schlekeway E, 
Jorcyk CL. Oncostatin M stimulates the detachment of a 
reservoir of invasive mammary carcinoma cells: role of 
cyclooxygenase-2. Clin Exp Metastasis. 2004; 21:167–76. 
https://doi.org/10.1023/B:CLIN.0000024760.02667.db.

53. Queen MM, Ryan RE, Holzer RG, Keller-Peck CR, 
Jorcyk CL. Breast cancer cells stimulate neutrophils to 
produce oncostatin M: potential implications for tumor 
progression. Cancer Res. 2005; 65:8896–904. https://doi.
org/10.1158/0008-5472.CAN-05-1734.

54. West NR, Murphy LC, Watson PH. Oncostatin M suppresses 
oestrogen receptor-α expression and is associated with poor 
outcome in human breast cancer. Endocr Relat Cancer. 
2012; 19:181–95. https://doi.org/10.1530/ERC-11-0326.

55. Ben QW, Zhao Z, Ge SF, Zhou J, Yuan F, Yuan YZ. 
Circulating levels of periostin may help identify patients 
with more aggressive colorectal cancer. Int J Oncol. 2009; 
34:821–28. 

56. Bilgiç CI, Tez M. Serum VEGF levels in gastric cancer 
patients: correlation with clinicopathological parameters. 
Turk J Med Sci. 2015; 45:112–17. https://doi.org/10.3906/
sag-1401-154.

57. Van Wagoner NJ, Choi C, Repovic P, Benveniste EN. 
Oncostatin M regulation of interleukin-6 expression 
in astrocytes: biphasic regulation involving the 
mitogen-activated protein kinases ERK1/2 and 
p38. J Neurochem. 2000; 75:563–75. https://doi.
org/10.1046/j.1471-4159.2000.0750563.x.

www.oncotarget.com
https://doi.org/10.1007/s10555-006-9004-4
https://doi.org/10.1007/s10555-006-9004-4
https://doi.org/10.1210/endo.136.11.7588208
https://doi.org/10.1210/endo.136.11.7588208
https://doi.org/10.1002/jcp.20608
https://doi.org/10.3892/ol.2016.5521
https://doi.org/10.3892/ol.2016.5521
https://doi.org/10.1158/0008-5472.CAN-18-2225
https://doi.org/10.1158/0008-5472.CAN-18-2225
https://doi.org/10.18632/oncotarget.12289
https://doi.org/10.1007/s10555-010-9229-0
https://doi.org/10.2967/jnumed.114.151894
https://doi.org/10.2967/jnumed.114.151894
https://clinicaltrials.gov/ct2/show/NCT01624766
https://clinicaltrials.gov/ct2/show/NCT01624766
https://doi.org/10.1158/0008-5472.CAN-18-0413
https://doi.org/10.1158/0008-5472.CAN-18-0413
https://doi.org/10.1016/S0140-6736(17)32247-X
https://doi.org/10.1016/S0140-6736(17)32247-X
https://doi.org/10.1038/nature10983
https://doi.org/10.5301/tj.5000357
https://doi.org/10.1161/01.RES.85.12.1124
https://doi.org/10.1161/01.RES.85.12.1124
https://doi.org/10.1038/onc.2009.180
https://doi.org/10.1038/onc.2009.180
https://doi.org/10.1038/onc.2009.130
https://doi.org/10.1023/B:CLIN.0000024760.02667.db
https://doi.org/10.1158/0008-5472.CAN-05-1734
https://doi.org/10.1158/0008-5472.CAN-05-1734
https://doi.org/10.1530/ERC-11-0326
https://doi.org/10.3906/sag-1401-154
https://doi.org/10.3906/sag-1401-154
https://doi.org/10.1046/j.1471-4159.2000.0750563.x
https://doi.org/10.1046/j.1471-4159.2000.0750563.x


Oncotarget2085www.oncotarget.com

58. Goyden J, Tawara K, Hedeen D, Willey JS, Oxford JT, 
Jorcyk CL. The Effect of OSM on MC3T3-E1 Osteoblastic 
Cells in Simulated Microgravity with Radiation. PLoS 
One. 2015; 10:e0127230. https://doi.org/10.1371/journal.
pone.0127230.

59. Le Goff B, Singbrant S, Tonkin BA, Martin TJ, Romas 
E, Sims NA, Walsh NC. Oncostatin M acting via OSMR, 
augments the actions of IL-1 and TNF in synovial 
fibroblasts. Cytokine. 2014; 68:101–09. https://doi.
org/10.1016/j.cyto.2014.04.001.

60. Yoon S, Woo SU, Kang JH, Kim K, Shin HJ, Gwak HS, 
Park S, Chwae YJ. NF-κB and STAT3 cooperatively induce 
IL6 in starved cancer cells. Oncogene. 2012; 31:3467–81. 
https://doi.org/10.1038/onc.2011.517.

61. Tawara K, Scott H, Emathinger J, Ide A, Fox R, Greiner 
D, LaJoie D, Hedeen D, Nandakumar M, Oler AJ, Holzer 
R, Jorcyk C. Co-Expression of VEGF and IL-6 Family 
Cytokines is Associated with Decreased Survival in 
HER2 Negative Breast Cancer Patients: Subtype-Specific 
IL-6 Family Cytokine-Mediated VEGF Secretion. Transl 
Oncol. 2019; 12:245–55. https://doi.org/10.1016/j.
tranon.2018.10.004.

62. Liu H, Liu K, Bodenner DL. Estrogen receptor inhibits 
interleukin-6 gene expression by disruption of nuclear 
factor kappaB transactivation. Cytokine. 2005; 31:251–57. 
https://doi.org/10.1016/j.cyto.2004.12.008.

63. Grivennikov SI, Karin M. Dangerous liaisons: STAT3 
and NF-kappaB collaboration and crosstalk in cancer. 
Cytokine Growth Factor Rev. 2010; 21:11–19. https://doi.
org/10.1016/j.cytogfr.2009.11.005.

64. Gangadhara S, Barrett-Lee P, Nicholson RI, Hiscox S. 
Pro-metastatic tumor-stroma interactions in breast cancer. 
Future Oncol. 2012; 8:1427–42. https://doi.org/10.2217/
fon.12.134.

65. Finak G, Bertos N, Pepin F, Sadekova S, Souleimanova M, 
Zhao H, Chen H, Omeroglu G, Meterissian S, Omeroglu 
A, Hallett M, Park M. Stromal gene expression predicts 
clinical outcome in breast cancer. Nat Med. 2008; 14:518–
27. https://doi.org/10.1038/nm1764.

66. Hurst SM, McLoughlin RM, Monslow J, Owens S, 
Morgan L, Fuller GM, Topley N, Jones SA. Secretion of 
oncostatin M by infiltrating neutrophils: regulation of IL-6 
and chemokine expression in human mesothelial cells. J 
Immunol. 2002; 169:5244–51. https://doi.org/10.4049/
jimmunol.169.9.5244.

67. Winder DM, Chattopadhyay A, Muralidhar B, Bauer J, 
English WR, Zhang X, Karagavriilidou K, Roberts I, 
Pett MR, Murphy G, Coleman N. Overexpression of the 
oncostatin M receptor in cervical squamous cell carcinoma 
cells is associated with a pro-angiogenic phenotype and 
increased cell motility and invasiveness. J Pathol. 2011; 
225:448–62. https://doi.org/10.1002/path.2968.

68. Harris HR, Willett WC, Vaidya RL, Michels KB. 
An Adolescent and Early Adulthood Dietary Pattern 
Associated with Inflammation and the Incidence of 

Breast Cancer. Cancer Res. 2017; 77:1179–87. https://doi.
org/10.1158/0008-5472.CAN-16-2273.

69. Pantschenko AG, Pushkar I, Anderson KH, Wang Y, 
Miller LJ, Kurtzman SH, Barrows G, Kreutzer DL. 
The interleukin-1 family of cytokines and receptors in 
human breast cancer: implications for tumor progression. 
Int J Oncol. 2003; 23:269–84. https://doi.org/10.3892/
ijo.23.2.269.

70. Miller LJ, Kurtzman SH, Anderson K, Wang Y, Stankus 
M, Renna M, Lindquist R, Barrows G, Kreutzer DL. 
Interleukin-1 family expression in human breast cancer: 
interleukin-1 receptor antagonist. Cancer Invest. 2000; 
18:293–302. https://doi.org/10.3109/07357900009012171.

71. Salgado R, Junius S, Benoy I, Van Dam P, Vermeulen P, 
Van Marck E, Huget P, Dirix LY. Circulating interleukin-6 
predicts survival in patients with metastatic breast cancer. 
Int J Cancer. 2003; 103:642–46. https://doi.org/10.1002/
ijc.10833.

72. Galien R, Garcia T. Estrogen receptor impairs interleukin-6 
expression by preventing protein binding on the NF-kappaB 
site. Nucleic Acids Res. 1997; 25:2424–29. https://doi.
org/10.1093/nar/25.12.2424.

73. Yoshida Y, Kumar A, Koyama Y, Peng H, Arman A, Boch 
JA, Auron PE. Interleukin 1 activates STAT3/nuclear factor-
kappaB cross-talk via a unique TRAF6- and p65-dependent 
mechanism. J Biol Chem. 2004; 279:1768–76. https://doi.
org/10.1074/jbc.M311498200.

74. Han SS, Yun H, Son DJ, Tompkins VS, Peng L, Chung 
ST, Kim JS, Park ES, Janz S. NF-kappaB/STAT3/PI3K 
signaling crosstalk in iMyc E mu B lymphoma. Mol Cancer. 
2010; 9:97. https://doi.org/10.1186/1476-4598-9-97.

75. Feldman I, Feldman GM, Mobarak C, Dunkelberg JC, 
Leslie KK. Identification of proteins within the nuclear 
factor-kappa B transcriptional complex including estrogen 
receptor-alpha. Am J Obstet Gynecol. 2007; 196:394.e1–11. 
https://doi.org/10.1016/j.ajog.2006.12.033.

76. Walker SR, Nelson EA, Zou L, Chaudhury M, Signoretti S, 
Richardson A, Frank DA. Reciprocal effects of STAT5 and 
STAT3 in breast cancer. Mol Cancer Res. 2009; 7:966–76. 
https://doi.org/10.1158/1541-7786.MCR-08-0238.

77. Liu Z, Zhang Y, Chen Y, Lin Y, Lin Z, Wang H. STAT1 
inhibits STAT3 activation in esophageal squamous cell 
carcinoma. Cancer Manag Res. 2018; 10:6517–23. https://
doi.org/10.2147/CMAR.S182105.

78. Ma Y, Ren Y, Dai ZJ, Wu CJ, Ji YH, Xu J. IL-6, IL-8 and 
TNF-α levels correlate with disease stage in breast cancer 
patients. Adv Clin Exp Med. 2017; 26:421–26. https://doi.
org/10.17219/acem/62120.

79. Tripsianis G, Papadopoulou E, Anagnostopoulos K, Botaitis 
S, Katotomichelakis M, Romanidis K, Kontomanolis E, 
Tentes I, Kortsaris A. Coexpression of IL-6 and TNF-
α: prognostic significance on breast cancer outcome. 
Neoplasma. 2014; 61:205–12. https://doi.org/10.4149/
neo_2014_026.

www.oncotarget.com
https://doi.org/10.1371/journal.pone.0127230
https://doi.org/10.1371/journal.pone.0127230
https://doi.org/10.1016/j.cyto.2014.04.001
https://doi.org/10.1016/j.cyto.2014.04.001
https://doi.org/10.1038/onc.2011.517
https://doi.org/10.1016/j.tranon.2018.10.004
https://doi.org/10.1016/j.tranon.2018.10.004
https://doi.org/10.1016/j.cyto.2004.12.008
https://doi.org/10.1016/j.cytogfr.2009.11.005
https://doi.org/10.1016/j.cytogfr.2009.11.005
https://doi.org/10.2217/fon.12.134
https://doi.org/10.2217/fon.12.134
https://doi.org/10.1038/nm1764
https://doi.org/10.4049/jimmunol.169.9.5244
https://doi.org/10.4049/jimmunol.169.9.5244
https://doi.org/10.1002/path.2968
https://doi.org/10.1158/0008-5472.CAN-16-2273
https://doi.org/10.1158/0008-5472.CAN-16-2273
https://doi.org/10.3892/ijo.23.2.269
https://doi.org/10.3892/ijo.23.2.269
https://doi.org/10.3109/07357900009012171
https://doi.org/10.1002/ijc.10833
https://doi.org/10.1002/ijc.10833
https://doi.org/10.1093/nar/25.12.2424
https://doi.org/10.1093/nar/25.12.2424
https://doi.org/10.1074/jbc.M311498200
https://doi.org/10.1074/jbc.M311498200
https://doi.org/10.1186/1476-4598-9-97
https://doi.org/10.1016/j.ajog.2006.12.033
https://doi.org/10.1158/1541-7786.MCR-08-0238
https://doi.org/10.2147/CMAR.S182105
https://doi.org/10.2147/CMAR.S182105
https://doi.org/10.17219/acem/62120
https://doi.org/10.17219/acem/62120
https://doi.org/10.4149/neo_2014_026
https://doi.org/10.4149/neo_2014_026

