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Pharmacological inhibition of the LIF/LIFR
autocrine loop reveals vulnerability of
ovarian cancer cells to ferroptosis
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Of all gynecologic cancers, epithelial-ovarian cancer (OCa) stands out with the highest mortality rates.
Despite all efforts, 90% of individuals who receive standard surgical and cytotoxic therapy experience
disease recurrence.Theprecisemechanismbywhich leukemia inhibitory factor (LIF) and its receptor (LIFR)
contribute to the progression of OCa remains unknown. Analysis of cancer databases revealed that
elevatedexpressionof LIF or LIFRwasassociatedwith poor progression-free survival ofOCapatients and
a predictor of poor response to chemotherapy. Using multiple primary and established OCa cell lines or
tissues that represent five subtypes of epithelial-OCa, we demonstrated that LIF/LIFR autocrine signaling
is active inOCa.Moreover, treatmentwithLIFR inhibitor, EC359significantly reducedOCacell viability and
cell survivalwith an IC50 ranging from5-50 nM.Furthermore,EC359diminished thestemnessofOCacells.
Mechanistic studies using RNA-seq and rescue experiments unveiled that EC359 primarily induced
ferroptosis by suppressing the glutathione antioxidant defense system. Usingmultiple in vitro, ex vivo and
invivomodels includingcell-basedxenografts,patient-derivedexplants,organoids,andxenograft tumors,
we demonstrated that EC359 dramatically reduced the growth and progression of OCa. Additionally,
EC359 therapyconsiderably improved tumor immunogenicityby robustCD45+ leukocyte tumor infiltration
andpolarizing tumor-associatedmacrophages (TAMs) towardM1phenotypewhile showingno impact on
normal T-, B-, and other immune cells. Collectively, our findings indicate that the LIF/LIFR autocrine loop
playsanessential role inOCaprogressionand thatEC359couldbeapromising therapeutic agent forOCa.

The most fatal gynecologic cancer in the United States is ovarian cancer
(OCa)1. OCa is highly heterogeneous, and the majority of OCa are from
epithelial origin with five histological subgroups, including high-grade
serous (HGSOC), low-grade serous (LGSOC), clear cell (CCOC), endo-
metrioid (ENOC), andmucinous (MOC)2. Themajority ofOCapatients are

diagnosed with advanced-stage disease3 and HGSOC accounts for more
than 70% of all epithelial OCa cases4. The current standard of care for OCa
includes a combination of surgery and cytotoxic therapy. Unfortunately,
around 90% of patients experience recurrence and ultimately pass away
from chemotherapy-resistant disease5. Furthermore, the removal of OCa
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stem cells is essential for the creation of effective therapeutic approaches
because they are linked to tumor recurrence and therapy resistance. The
long-term outlook for OCa is poor since there are few effective treatments
available right now and therefore, identification of new therapeutic targets is
urgently needed.

Leukemia inhibitory factor (LIF) is themost pleiotropicmember of the
interleukin-6 family of cytokines6. The LIFR complex, which consists of
LIFR and glycoprotein 130 (gp130), transmits LIF signals7 through the
downstream pathways including JAK/STAT3 as the immediate effectors
and concurrent MAPK, AKT, and mTOR, that are associated with the
progression of OCa7–9. Oncostatin M (OSM), another LIFR ligand, also
interacts with LIFR to activate its downstream signaling10. The emerging
evidence has shown oncogenic functions for LIF/LIFR pathway in many
solid cancers that has recently attracted considerable attention11–14. How-
ever, it is not clear how essential LIFR is as a therapeutic target or how
blocking LIFR will alter the course of OCa.

LIF signalinghas also beendemonstrated tohave extrinsic effects in the
tumor microenvironment in addition to its tumor intrinsic effects. For
instance, LIF signaling promotes activation of stromal fibroblasts and pro-
invasive interactions between tumor cells and fibroblasts15. InOCa patients,
LIF is secreted to the peritoneal cavity by OCa cells and is shown to con-
tribute to immunological deficiencies within the tumors16,17. Moreover, LIF/
LIFR signaling was shown to be involved in modifying the effector T cells,
regulatory T cells, macrophages17, and myeloid cells found in the tumor
microenvironment (TME), which results in immune suppression18. Cur-
rently, it remains unknown whether the autocrine LIF/LIFR loop, other
tumor intrinsic, as well as external effects of the LIF/LIFR axis drive the
progression of OCa.

In this study, we examined whether LIF/LIFR signaling is essential
for the progression of OCa and whether inhibiting LIF/LIFR signaling
with the recently developed LIFR inhibitor, EC359 will have a ther-
apeutic effect on OCa cells. Our findings, derived from the analysis of
public cancer databases alongside 32 established, primaryOCa cell lines,
and tumor tissues reveal the existence of an autocrine loop involving
LIF/LIFR. LIFR inhibition enhanced cell death of OCa cells through
ferroptosis. Furthermore, we presented proof that inhibiting LIFR sig-
naling lowers stemness and increases anti-tumor immunity. Moreover,
we provided evidence that LIFR inhibitor EC359 inhibited the growth of
OCa cells in vitro and tumor progression in cell-derived xenografts
(CDX) and patient-derived xenograft (PDX) models. These findings
collectively signify EC359 potential as a valuable drug for further pre-
clinical and clinical investigations.

Results
LIFR ligands are highly expressed in OCa and their levels corre-
late with poor survival of OCa patients
To examine the association of LIF, OSM, and LIFR expression with survival
of OCa patients, we used the Kaplan-Meier survival analysis tool
(KMplot)19. The increased expression of LIFR, and its ligands (LIF, and
OSM) was associated with poor progression-free survival (PFS) in OCa
patients (Fig. 1 a, Supplementary Fig. 1a). To further evaluate the relevance
of LIFR axis in chemotherapy resistance, we compared the expression of
LIFR and its ligands LIF, and OSM in OCa that were treated with platinum
or taxane chemotherapy using receiver operation characteristics (ROC)
plotter, which links gene expression and response to therapy using tran-
scriptomel data of OCa patients19. However, this database has limited
numberof tumor samples fromclear cell,mucinous, and endometrioidOCa
subtypes, hence, our analyses used only serous subtype of OCa. The results
showed that expression levels of LIFR, and its ligands (LIF, and OSM) were
significantly higher in chemotherapy non-responders when compared to
responders (Fig. 1b, Supplementary Fig. 1b). To further examine whether
alterations occur in the levels of LIFR ligands (LIF and OSM) in OCa, we
examined their status using TNMplot analysis platform that enables com-
parison of gene expression between tumor and normal tissues using vali-
dated data bases20. Results showed that both LIFR ligands (LIF and OSM)

are highly expressed in OCa compared to normal tissues (Supplementary
Fig. 1c). These results suggest that LIFR ligands are highly expressed inOCa
and LIFR autocrine loop may play a role in chemotherapy response.

OCa cells exhibit LIF/LIFR autocrine signaling and LIFR is
required for optimal growth of OCa in vitro and in vivo
To confirm existence of autocrine loop via secretion of LIF into themedium
by OCa cells, we plated several established cell lines (OV90, TOV112D,
TOV21G, IGROV1, ES2, OVSAHO, COV644) and primary OCa cell lines
(OCa30, OCa39, OCa50), and let them grow to 70-80% confluency. Cells
were washed with PBS and then cultured in no serum containing medium
for 48 h,mediumwas collected, concentrated, and analyzed for the presence
of LIF. Results showed detectable levels of LIF in themedium of all the OCa
cell lines tested (Fig. 1c). We also confirmed expression of LIFR in these
models using Western blotting of total lysates. Results showed detectable
expression of LIFR in theOCamodels tested (Fig. 1c).We also validated the
expression of LIFR in human OCa tumors using tissue microarray. IHC
results confirmed higher expression of LIFR in serous OCa (Fig. 1d, e)
compared to the normal tissue. To provide genetic evidence that intrinsic
LIF/LIFR signaling in OCa epithelial cells will benefit OCa progression, we
generated LIFR knockout (KO) cells using CRISPR/Cas9 (Supplementary
Fig. 1d). Western blot analysis confirmed LIFR-KO in OCa cells (Fig. 1f, i).
In biological assays, OV90 and OCa30 LIFR-KO cells showed reduced
colony formation ability compared to the cells expressing vector (Fig. 1g, h).
Further, Western blotting analyses using phospho-specific antibodies
showed that LIFR-KO cells exhibit substantial reduction in LIF/LIFR
downstream signaling pathways (Fig. 1i, Supplementary Fig. 1e). The
changes in the LIF/LIFR downstream signaling pathways are not likely due
to cell cycle alterations, as we did not see major changes in the levels of p21
and p27 in these clones (Supplementary Fig. 1e). To test the significance of
LIFR signaling in the progression of OCa, ES2-vector or ES2-LIFR-KO cells
(1 × 105) were injected i.p. into the SCID mice and tumor growth was
monitored. LIFR-KO resulted in significant reduction in tumor volume
(~58% reduction), tumor weights and tumor nodules (Fig. 1j–l). Together,
these data delineate that OCa cells secrete significant amount of LIF and
express high levels of LIFR, suggesting a potential autocrine loop of LIF/
LIFR that is needed for optimal growth of OCa.

EC359 inhibits LIF/LIFR autocrine signaling
We then performed cell viability assays using 24OCa cell lines representing
four different subtypes of OCa including 12 established, six primary tumor
derived and six ascites-derived OCa cell lines to see if addition of LIFR
inhibitor EC359 blocks LIF/LIFR autocrine signaling (Fig. 2a).With an IC50

of 5–50 nM, LIFR inhibitor EC359 significantly reduced the cell viability of
24 OCa cell lines. Using three normal model cell lines including human
nontumorigenic immortalized ovarian surface epithelial cells (IOSE-80),
human endometrial stromal cells (HESC), human epithelial kidney cells
(HEK-293T), we found that EC359 has limited activity in these cell lines
comparedwithOCacells, thus indicating apotential therapeuticwindow for
EC359 in treatingOCa (Supplementary Fig. 1f). Similarly, EC359 treatment
substantially reduced OCa cells colony formation ability (Fig. 2b, c). Fur-
thermore, usingmultipleOCa cell lines stably expressing STAT3-Luciferase
reporter, we demonstrated dose dependent reduction of STAT3 reporter
activity (Fig. 2d). Accordingly, treatment of OCa cells with EC359 con-
siderably reduced the activation of LIFR downstream signaling activated by
its autocrine signaling (Fig. 2e) or when recombinant ligands (LIF and
OSM)were added to themedium (Fig. 2f). Collectively, these results suggest
that OCa cells exhibit LIF/LIFR autocrine loop and EC359 blocks this
positive autocrine loop and that it potently reduces the growth of OCa cells
in vitro.

EC359 is more effective in blocking LIFR signaling in OCa com-
pared to anti LIF antibody and STAT3/JAK inhibitors
LIFR is activated by multiple ligands such as LIF, OSM that are widely
expressed in OCa21,22. Western blot analyses and STAT3 reporter assays

https://doi.org/10.1038/s41698-024-00612-y Article

npj Precision Oncology |           (2024) 8:118 2



showed that LIF ab (10 µg/ml) is effective in reducing LIF (100 ng/ml)/LIFR
mediated STAT3 signaling; however, LIF ab or LIFR ab treatment had
limited effect on OSM/LIFR mediated STAT3 signaling (Fig. 3a, b).
Uniquely, EC359 (100 nM) reduced activationof STAT3-luciferase reporter
induced by LIF orOSMand that reduction was significantlymore than that
of LIF ab or LIFR ab (Fig. 3b). Since STAT3 is one of the major pathways
activated by LIFR, we compared the efficacy of STAT3 and JAK inhibitors
with EC359 using MTT assays. Results showed that STAT3i has an IC50 of

50-100 µMand JAKi has an IC50 of 8-50 µM(Fig. 3c, d) compared toEC359
with IC50 as low as 5-50 nM (Fig. 2a). Moreover, combination of EC359
(6 nM)with STAT3i or JAKiwas able to dramatically reduce cell viability of
ES2 cells compared to either one alone indicating potential of EC359 in
enhancing the efficacy of STAT3i or JAKi (Fig. 3e). These pieces of evidence
support the value of targeting STAT3 and JAK pathways in OCa; never-
theless, EC359has a significant translational advantage over other inhibitors
due to its low nM activity and low toxicity.
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EC359 treatment diminishes stemness of OCa
Aldehyde dehydrogenase (ALDH+) cancer stem cells (CSCs) isolated from
ES2 cells were treated with EC359 and the sphere formation ability, sphere
diameter and cell viability was determined. Results revealed that EC359
treatment significantly decreased CSCs diameter, number of spheres and
reduced cell viability (Fig. 3f-i). We confirmed the effect of EC359 on cell
viability using three additionalOCacells includingOV90, SKOV3, IGROV1
(Fig. 3i). We then examined the effect of EC359 treatment on the status of
the ALDH+ cells. Primary OCa cells (OCa30 andOCa39) were treatedwith
EC359 and the proportion of ALDH+ cells were determined using FACS
analyses after 24 h of treatment. Results showed a significant reduction in
the percentage of ALDH+ cells in EC359 treated group compared to the
vehicle treated control group (Fig. 3j). This is similar to the effect of LIFR-
KOon the proportion of CSCs (Fig. 3k). To test the effect of EC359 on stem
cell frequency of CSCs, we conducted extreme limiting dilution assays
(ELDA). Results showed reduction in stem cell frequency in EC359 treated
groups compared to the vehicle treated group (Fig. 3l). In addition, since LIF
signaling regulates stemness transcription factors23, RT-qPCR analyses of
EC359 treated CSCs isolated from ES2 and OV90 cells showed decreased
expression of a number of genes implicated in stemness (Fig. 3m, n). This
data indicates that LIFR inhibitor EC359 suppresses stemness properties of
CSCs in OCa.

EC359 promotes ferroptosis in OCa cells
To understand the molecular mechanism by which LIFR inhibitor EC359
diminishes cell viability of OCa cells, we profiled gene expression changes
upon EC359 treatment using global RNA-seq analysis. EC359 treatment
differentially regulated 1992 genes (p < 0.01). Ingenuity Pathway Analysis
(IPA) of EC359 down regulated genes identified several pathways including
oxidative phosphorylation, Glutathione signaling, JNK signaling,
NRF2 signaling, ovarian cancer signaling, and hypoxia signaling (Fig. 4a).
EC359 down regulated pathways such as NRF2 signaling, oxidative phos-
phorylation, and glutathione signaling play important roles as a defense
mechanism against ferroptosis, a type of cell death that is characterized by
lipid peroxidation and intracellular iron buildup. Additionally, examination
of RNA-seq data confirmed upregulation of ferroptosis inducing genes and
downregulation of ferroptosis repressing genes (Fig. 4b) demonstrating the
failure of the ferroptosis defense mechanisms that leads to ferroptosis and
cell death. We initially confirmed that EC359 promoted cell death of OCa
cells using Annexin V assay which shows loss of cell membrane integrity as
the early stage of cell death (Fig. 4c). Treatment of OCa cells with
Ferrostatin-1 (Fer-1), a lipophilic radical scavenger and inhibitor of fer-
roptosis, but not with pan-caspase inhibitor z-VAD-FMK abolished EC359
mediated cell death confirming RNA sequencing results (Fig. 4d).

Lipid peroxidation is a hallmark of ferroptosis. Flow cytometry
assessment of lipid peroxidation in cells through oxidation of BODIPY™
581/591C11 reagent also demonstrated ferroptosis (Fig. 4e)24. Since STAT3
is one of the downstream targets of LIFR, and positively modulates levels of

SLC7A11 and GPX424 we examined the expression levels of SLC7A11 and
GPX4 in EC359 treated OCa cells. Western blotting analyses of EC359
treated OCa cells confirmed down regulation of SLC7A11 and GPX4.
Similarly, LIFR-KO cells exhibited decreased levels of SLC7A11 and GPX4
(Supplementary Fig. 2a). A time course analysis on LIFR downstream sig-
naling molecule STAT3 and ferroptosis markers showed that STAT3
downregulation occurs as early as 4 h after EC359 treatment, whereas
substantial downregulation of ferroptosis markers (SLC7A11, GPX4)
occurs after 6 h. These findings indicate that the suppression of LIFR
downstream signaling occurs prior to the commencement of ferroptosis
(Supplementary Fig. 2c).

To further understand the mechanism, we examined whether activa-
tion of STAT3, a down-stream effector of LIFR signaling rescues cells from
EC359-mediated cell death.We generated ES2model cells stably expressing
constitutively active STAT3 (CA-Stat3-t2A-mCherry)25. The results showed
that cells expressing CA-STAT3 reduced EC359-mediated cell death
compared to parental vector-expressing cells (Supplementary Fig. 2c). Since
our RNA-seq results showed that EC359 treatment downregulates NRF2
signaling, we examined whether activation of NRF2 rescues cells from
EC359mediated reduction in cell viability. Results confirmed that activation
of NRF2 promotes resistance of OVCAR8 and SKOV3 cells to EC359-
mediated decrease in cell viability (Fig. 4f). Since EC359 reduces the level of
SLC7A11, we tested if bypassing system Xc− by supplying cysteine for GSH
synthesis can rescue cells from death. For these assays, we utilized cysteine
prodrugN-acetyl cysteine (NAC), a commonly used antioxidant that is cell
permeable, or the thiol reagent 2-mercaptoethanol (2ME) that can reduce
cystine to cysteine extracellularly which is taken up by cells via neutral
amino acid transporters26. Results using bothOVCAR8 and OVCAR3 cells
showed that NAC or 2ME treatment promotes resistance to EC359-
mediated cytotoxicity (Fig. 4g). Collectively, these results suggest that LIF/
LIFR autocrine signaling promotes cell survival by suppressing ferroptosis
and EC359 mediated inhibition of LIFR downstream signaling such as
STAT3, downregulates glutathione mediated defense mechanism allowing
unresolved lipid peroxidation to cause catastrophic damage to the cells and
eventually death.

EC359-treatment decreases the glycolysis/mitochondrial
respiration and calcium signaling in ovarian cancer cells in a
time-dependent manner
To further understand the mechanism of EC359-mediated cytotoxicity, we
used transmission electron microscopy (TEM) to examine the sub-cellular
structures of OCa cells that had been treated with EC359. Results demon-
strated that therewas a loss of cristae andalteredmitochondrialmorphology
(Fig. 4h, Supplementary Fig. 3) which are characteristics of ferroptosis. To
further confirm whether EC359 decreases the metabolic activity of OCa
cells, we assessed mitochondrial function and glycolytic rate by measuring
oxygen consumption rate (OCR) and extracellular acidification rate
(ECAR), respectively in OVCAR3 cells using Seahorse assay. Results

Fig. 1 | OCa upregulates an autocrine loop of LIF/LIFR. a Kaplan-Meier survival
analysis of OCa stratified by LIFR gene expression levels. b Box plots and ROC
curves of LIFR were generated using progression free survival (PFS) at 6-month
cohort. Only samples with serous histology (grade 3) and those treated with plati-
num and taxane combined therapy were included in the analysis. c Western blot
analysis of concentrated conditioned media of OCa cells cultured in serum free
RPMI-1640 demonstrating the presence of LIF and total cellular lysates of OCa cells
cultured in RPMI-1640 supplemented with 10% FBS showing LIFR expression.
Ponceau stained nitrocellulose membrane is shown as loading control for the con-
ditioned media. d Representative IHC images of LIFR expression in normal and
serousOCa onOCa tissue array (OVC2281, TissueArray.ComLLC) showing higher
expression of LIFR in OCa compared to normal tissues of the ovary. Scale bar
represents 100 µm. e Quantitation of LIFR expression in normal (n = 8) and serous
OCa (n = 51) from OCa tissue array. Data presented as mean ± S.E.M., significance
was determined by Two-tailed Unpaired t test. f Representation of expression of
LIFR in OV90, and OCa30-WT cells, stably expressing LIFR targeting sgRNA-1 and

2. g The effect of LIFR-KO on the long-term colony formation in OV90 and OCa30
cell lines. h Bar chart represents quantification of the colonies. Data presented as
mean ± S.E.M., n = 3 biologically independent samples. Significance was determined
by one-way ANOVA followed by Uncorrected Fisher’s LSD. iWestern blot analysis
of the LIFR-KO andWT ES2 cells presenting inhibitory effect of LIFR-KO on LIFR
downstream pathways including STAT3, AKT, ERK, and mTOR. Uncropped blots
are provided. j ES2-WT and LIFR-KO cells (1 × 105) labeled with luciferase were
injected into the peritoneal cavity of female SCID mice. Tumor progression was
monitored using Xenogen imaging system. k and l display the tumor weight and
number of nodules respectively. Data presented as mean ± S.E.M., For tumor
volume data, significance was determined by two-way ANOVA followed by
Uncorrected Fisher’s LSD. For tumorweight and number of nodules data, n = 4mice
for WT and 5 mice for LIFR-KO; significance was determined by Two-tailed
Unpaired t test. Experiments shown in (c, f, i, j, k, l) were done once. Numerical
source data for (e, h, j, k, l) are provided. *p < 0.05, **p < 0.01, ****p < 0.0001.
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revealed a notable and time-dependent reduction in basal ECAR, indicative
of decreased lactate efflux when OVCAR3 cells were exposed to 100 nM of
EC359 for 1, 3, and 12 h (Fig. 4i). Glycolysis has long been considered the
major metabolic process for energy production and anabolic growth in
cancer cells. A decrease in ECAR is associated with a decrease in cell activity
and proliferation. As induced by EC359 treatment, a time-dependent
decrease in ECAR is also correlated with a decrease in OCR maximal

respiratory, spare respiratory capacity, and proton leak (Supplementary
Fig. 2d). Mitochondrial spare respiratory capacity represents the possibility
of the cell maintaining an increased ATP level under stress conditions. In
addition, only after 12 h of treatment OVCAR3 cells showed a significant
decrease in basal respiration, ATP production, coupling efficiency (%), and
non-mitochondrial oxygen consumption (Supplementary Fig. 2d). It is
known that besides energy-yielding function, mitochondria also provide
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building blocks for tumor anabolism, control redox, calcium homeostasis,
participate in transcriptional regulation, and govern cell proliferation.
Notably, OVCAR3 cells after 12 h of treatment with EC359 showed a
decrease in OCR basal respiration, ATP production, and spare respiratory
capacity, almost to 0,which could indicate pre-death conditions.Altogether,
these data indicate that EC359 could decrease glycolysis andmitochondrial
function of OVCAR3 cells in a time-dependent manner and could serve as
an important drug for treating OCa.

As calcium signaling is critical for endoplasmic reticulum (ER), and
mitochondrial function, as well as cell proliferation, we proceeded to eval-
uate calciumsignaling in these cells.We introduced thapsigargin (Tg, 2μM),
a sarcoendoplasmic reticulumCa2+ transportATPase (SERCA)blocker that
depletes intracellular ER Ca2+ stores and activates Ca2+ entry. Importantly,
thapsigargin (Tg, first peak) induced an increase in [Ca2+]i in untreated-
control cells, which was significantly attenuated in OVCAR3 cells that were
treatedwithEC359 (100 nMfor 3 h) (Supplementary Fig. 2e). Subsequently,
the addition of 1mM external Ca2+, which initiates Ca2+ entry, was also
significantly decreased in EC359-treated cells (Supplementary Fig. 2e).
Together these results suggest that EC359 treatment leads to a decrease in
ER and cytosolic calcium levels thereby compromising mitochondrial
function and promoting cell death of cancer cells. Collectively, these results
suggest that EC359 treatment contributed to induction of cell death of OCa
cells by altering glycolysis/mitochondrial respiration and calcium signaling.

Maximum tolerated dose (MTD) and dose range finding studies
for EC359
To study MTD, we assessed the pharmacokinetics and toxicological profile
of EC359 in SD rats following intraperitoneal and oral administration.
Single oral doses of EC359 ranging from 10 to 30mg/kg revealed dose
proportional increase in exposure (Cmax and AUC0−t). However, doses
ranging from 30 to 100mg/kg showed less than dose-proportional increase
in exposure (Supplementary Fig. 4a, b). No accumulation was noted fol-
lowing repeated dose administration at doses of 10, 30, and 100mg/kg.
During single dose phase, all animals treated with 2.5 and 5mg/kg/dose
were found to be free from all visible clinical signs. Animals treated at
15mg/kgweredull following1 hpost treatment andpersisted for around2 h.
Dullness was observed in animals treated at 50 and 100mg/kg starting 1 h
post treatment and continued till the end of the day. All animals recovered
from the observed clinical signs around 24 h after treatment. During the
repeated dose phase, no clinical signs were observed in animals treated with
10mg/kg/dose throughout the treatment period. Raised hair and dullness
were observed on Day 1 post dose in male animals treated at 30mg/kg/dose
until sacrifice. Administration of test item of EC359 at 100mg/kg body
weight caused dullness, raising of hair (piloerection), diarrhea, lethargy,
ptosis, prostration, abnormal gait, epistaxis and tremors from day 1/2
onwards and persisted continuously until sacrifice on day 6. During single
dose phase, normal body weight gain was observed following treatment at
around 48 h in animals treated up to 0, 2.5, 5, 15 and 50mg/kg as compared
to respective pre-exposure weights. The MTD recorded in single dose
investigation phase is 100mg/kg. There was no body weight gain in female
animals treated at 100mg/kg. However, animals treated at 300mg/kg/dose
exhibited a marginal decrease (<10%) in body weight following 48 h post

dose. No significant decreases in body weight and food consumption were
observed in animals treated at dose levels of 10mg/kgwhen compared to the
control group in repeated dose phase. No treatment related changes in the
hematological, coagulation and clinical chemistry parameters were observed
in any of the treated groups up to 30mg/kg as compared to control group.
No gross abnormalities were observed in any of the treated groups up to
30mg/kg and control animals. Oral administration of EC359 for 7 con-
secutive days produced excessive toxicity along with significant decreases in
body weight and feed consumption at 100mg/kg resulting in early termi-
nation of the rats on Day 6. At 30mg/kg, dullness and raised hair were
observed. The dose of 10mg/kg did not reveal any abnormalities attributable
to treatment. Based on findings, the MTD of EC359 following repeated oral
administration for 7 consecutive days was 30mg/kg in SD rats under the
tested conditions. These findings suggest a dose-dependent safety profile of
EC359, with 30mg/kg being the MTD in this study.

EC359 reduces the growth of OCa xenograft tumors in vivo and
ex vivo
Toevaluate the effectiveness of EC359 in inhibitingOCa tumor growthboth
in vivo and ex vivo we used various preclinical models. We established
SKOV3 xenograft tumors in female SCIDmice to assess the effectiveness of
EC359 on OCa tumor growth in vivo using subcutaneous implantation of
cells. Mice were randomly assigned to receive either vehicle or EC359.
Compared to the vehicle treated group, EC359 therapy slowed the pro-
gression of the tumors anddecreased tumorweightswithno change in body
weights (Fig. 5a–c).When compared to tumors treatedwith vehicle, EC359-
treated tumors presented fewer proliferating cells (Ki67 positive cells)
(Supplementary Fig. 4c). We validated these results using the OVCAR3
xenograft model as well. Results displayed that EC359 therapy also slowed
the progression of the OVCAR3 tumors and decreased tumor weights with
no change in body weights (Fig. 5d–f). We then tested the utility of EC359
using orthotopic murine ID8 OCa model cells labeled with luciferase
reporter using C57BL/6 mice. Tumors were established by injecting ID8
cells into intraperitoneal cavity and tumor growth was monitored using
Xenogen in vivo imaging system. Results exhibited that EC359 treatment
significantly reduced the tumor volume andweightwith no changes in body
weight compared to vehicle treated group (Fig. 5g–i). Using an ex vivo
culture model of primary OCa tumors, we further examined the effective-
ness of EC359 on tumor tissue growth. Briefly, primary tumors were sliced
into small pieces, placed on gelatin sponge soaked in the culture medium,
andcultured for 72 h in thepresenceofEC359orvehicle (Fig. 5j).Compared
to vehicle-treated tumor tissues, proliferation of OCa explants treated with
EC359wasmarkedly reduced (Fig. 5k, l). Similarly, in organoid assays using
primary tumor tissues, EC359 treatment considerably reduced the cell
viability of organoids compared to the vehicle (Supplementary Fig. 4d).
Collectively, these results suggest that EC359 has a potent antitumor activity
on OCa preclinical models in vivo and primary tissues ex vivo.

EC359 treatment induces lymphocyte alterations in the tumor
microenvironment
To assess the effect of EC359 on the pattern of immune cells infiltrating
tumors,weutilized a syngeneicmousemodel using ID8cell line andC57BL/6

Fig. 2 | EC359 inhibits proliferationofOCa cells andLIFRdownstreamsignaling.
a Effect of EC359 treatment for four days on cell viability of different established and
primary OCa cell lines isolated from solid tumor tissues or ascites of patients. Data
presented as mean ± S.E.M., n = 3 biologically independent samples. b Images of the
effect of different doses of EC359 on long-term clonogenic potential of OCa cells
when 500 cells (ES2 and OV90) or 200 cells (OCa30 and OCa39) were treated with
vehicle or EC359 for 4 days and then cultured for 10 days without the inhibitor.
c represents quantification of colonies of ES2, OV90, OCa30, and OCa39 cells
treated with vehicle or EC359. Data presented as mean ± S.E.M., n = 3 biologically
independent samples. d STAT3 reporter assay displaying inhibitory effect of EC359
on the activity of STAT3 reporter in OVCAR3, OVSAHO, and OCa30 cell lines.

Data presented as mean ± S.E.M., n = 3 biologically independent samples. For Fig,
(c, d), significance was determined by two-way ANOVA followed by Uncorrected
Fisher’s LSD. e Inhibitory effect of EC359 (60 nM) for 6 h on activation of LIFR-
downstream signaling including STAT3, AKT, ERK, and mTOR on OVCAR3 cells
determined bywestern blotting. fOVCAR8 and SKOV3 cells were serum starved for
24 h, pretreated with ± EC359 100 nM for 1 h and then treated with LIF (100 ng/ml)
or OSM (10 ng/ml) for 10 h. LIFR downstream signaling was analyzed by western
blotting. Western blots in each panel are derived from the same experiment and
processed in parallel. Western blot experiments were repeated twice independently,
with similar results. Numerical source data for (a, c, d) are provided. ns, not sig-
nificant; **p < 0.01, ***p < 0.001, ****p < 0.0001.
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immunocompetent mice. In association with the OCa tumor-killing effect
of EC359, residual ID8 tumors in EC359-treated mice had massive infiltra-
tion of CD45+ leukocytes, which accounted for 75% of all live cells, as
compared to only 5% in tumors in vehicle-treated mice (Fig. 6a, Supple-
mentary Fig. 5a). This reflected over 90% of OCa cell death triggered by the
EC359 treatment (Fig. 6b) thatwas concomitantwith increased infiltrationby
CD3+ T cells and, CD8+ cytotoxic T lymphocytes (CTLs), as compared to
leukocytes isolated from tumors in vehicle-treated mice (Fig. 6c, Supple-
mentary Fig. 5b). Among lymphocytes that canmodulate T cell functions in
the tumor microenvironment, CD11b+ myeloid cells, but not B cells, were

hampered in their infiltration by EC359 (Fig. 6d, Supplementary Fig. 5c),
which, however, did not affect the proportions of T cells, B cells or myeloid
cells in draining lymph nodes (Fig. 6c, d). The reduction of CD11b+myeloid
cells upon EC359 treatment was mainly due to the decrease in those
expressing cMAF, the hallmark transcription factor of M2 macrophages,
which suppress the antitumor immunity (Fig. 6e, Supplementary Fig. 5c). By
contrast, CD11b+ cells expressing STAT1 phosphorylated at Tyr701
(pSTAT1), which is the hallmark transcription factor of inflammatory M1
macrophages, were increased (Fig. 6e, Supplementary Fig. 5d), likely also
contributing to the tumor-killing effects. Among cMAFhi CD11b+CD80hi
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myeloid cells (macrophages), those expressing the PD-L1 immune check-
point (and, therefore, could potently inhibit CTL activation) were reduced in
EC359-treatedmice (Fig. 6f, Supplementary Fig. 5e), also consistent with the
reverse of immune suppression. In addition, cMAFhi and cMAFhiPD-L1hi

macrophages were significantly reduced in ascites (Fig. 6e, f), the external
environment of ID8 tumors that may also affect immune cell functions –
pSTAT1hiCD11b+ cells were much fewer in ascites. Indeed, PD-L1hi myeloid
cells, particularly Gr-1intLy6G+ cells, were decreased in ascites inmice treated
with EC359, which also increased Gr-1–Ly6G– cells and abrogated their PD-
L1expression (Fig. 6g, h, SupplementaryFig. 5f), emphasizinga roleofEC359
in remodeling the external environment of OCa tumors. These findings
suggest that EC359 treatment showed prominent effects on the immune cell
infiltration pattern within the tumors, promoting the infiltration of anti-
tumor immune cells while inhibiting immunosuppressive myeloid cell
populations.

EC359 reduced in vivo tumor progression in OCa PDX models
To test the effect of EC359 on amodel that recapitulates patient responses to
treatment we used patient-derived xenografts (PDXs) that maintain tumor
heterogeneity. In this respect, we examined the effectiveness of EC359 in
treating OCa using a cohort of PDXs that represented the endometrioid
(PDX14), serous (PDX30), neuroendocrine (PDX10), and chemotherapy-
resistant serous (PDX38) subtypes of OCa. As shown in Fig. 7a, d, g, and j,
therapy with EC359 considerably slowed tumor growth in all four PDX
models tested, decreased tumor weights (Fig. 7b, e, h, and k) and had no
effect on bodyweights (Fig. 7c, f, i, and l).When compared to tumors treated
with vehicle, IHC imaging revealed that EC359-treated tumors had fewer
proliferating cells (Ki67 positive cells) (Supplementary Fig. 6a, b). These
findings imply that EC359 has antitumor efficacy in OCa PDX tumors.

Discussion
OCa is the most lethal of all gynecologic malignancies due to its insidious
development and progression, often leading to its diagnosis at an advanced
stage. The high probability of recurrence following the initial chemotherapy
renders present treatment options ineffective, resulting in severe morbidity
and short survival rates. To increase both overall survival and progression-
free survival of OCa patients, there is a pressing clinical need to create new
targeted agents. In this investigation, we identified the LIF/LIFR axis as a
therapeutic target to treatOCa.Our research underscores the importance of
the LIF/LIFR autocrine loop for OCa cell survival, stemness, tumor
immunity, and progression.

LIF/LIFR axis has been connected to numerous hallmarks of cancer,
includingproliferation, avoiding immune systemdamage, chemoresistance,
and overall patient survival12,27,28. An autocrine or paracrine loop of LIF/
LIFR has been shown in different types of cancer. For example, LIF acts in a
paracrinemanneronpancreatic cancer cells to support tumorprogression29.

Paracrine/autocrine LIF/gp130/STAT3 pathways is involved in stemness
and invasion of pancreatic cancer30. In head and neck as well as lung car-
cinomas, LIF is produced by tumor cells and inducesfibroblast activation in
a paracrine manner to promote an invasive TME15. LIF overexpression is
shown to activate autocrine signaling and tumorigenesis of breast cancer
cells31.OCa-associatedmesenchymal stemcells are shown to secrete IL6 and
LIF to induce tumor cell stemness13. These findings indicate that some
cancers rely on autocrine or paracrine LIF signaling to maintain their
growth and development. Our findings utilizing various LIFR-KO andOCa
models showed that LIF is produced by OCa cells and is crucial for OCa
proliferation and tumor development via LIFR in an autocrine way.

LIF blockade by neutralizing antibodies29 or engineered ligand trap32

demonstrated utility of blocking LIF/LIFR axis for cancer treatment33. We
recently developed and characterized LIFR inhibitor, EC359, that selectively
binds to the LIFR and blocks binding of its ligands34. Functionality and
specificityof EC359was validatedusing triple-negative breast cancer34,35 and
endometrial cancer36,37. Other published studies also demonstrated the
efficacy of EC359 on suppressing pancreatic cancer38,39 and renal cancer
cells40. MTD and dose range finding studies established 30mg/kg dose of
EC359 as a well-tolerated dose with no observable toxicity. In this study
utilizing multiple OCa cells and tumor tissues, we provided evidence that
EC359 potently reduces OCa cell viability and progression in vivo.

LIF/LIFR axis is implicated in the maintenance of stem cells23,41, is
linked to cancer stem cell enrichment in tumors13,28,42, epithelial-
mesenchymal transition39,43–45 and chemoresistance46–49. LIF/LIFR path-
way was recently identified as a potential inducer of serous OCa upon
chronic Chlamydia infection by increasing stemness in fallopian tube
organoids50. Here, we showed that genetic ablation of LIFR or its pharma-
cological inhibition reduced the abundance of CSCs in OCa as well as
stemness properties. Additionally, EC359 is efficient in inhibiting the pro-
gression of chemotherapy resistant OCa. The role of LIF/LIFR autocrine
signaling in tumor recurrence is substantial since following chemotherapy,
residual CSCs might repopulate tumor once again utilizing positive auto-
crine loop without the need of paracrine factors from the host tissue. Our
findings imply that EC359 performs well as a small molecule inhibitor of
LIF/LIFR signaling. These results suggest a possibility of inhibiting the LIF/
LIFR signaling system concurrent with chemotherapy and/or post-chemo
as maintenance therapy to improve the efficacy of current standard of care
and patient’s outcome.

Generation of reactive oxygen species (ROS) is a byproduct of cellular
metabolism and normal cellular activities. However, cells evolutionary
acquired different antioxidant defense systems to counteract harmful effects
of ROS on cell survival. ROS (e.g., H2O2) can engage in the Fenton catalytic
reactionwith iron ions to generate highly cytotoxic hydroxyl radicals (•OH),
which then attack polyunsaturated fatty acids in the cellular lipid bilayers
(e.g., cell membrane). This process in the absence or malfunction of

Fig. 3 | EC359 is more effective in blocking LIFR signaling compared to anti LIF
antibody and STAT3/JAK inhibitors and suppresses stemness properties of
OCa cells. a Changes in the phospho-STAT3 levels in ES2 and SKOV3 cells when
treated with recombinant human LIF (100 ng/ml) or recombinant human Oncos-
tatin M (OSM) (10 ng/ml) in the presence or absence of anti-LIFR (10 µg/ml) or
anti-LIF (100 ng/ml) antibodies for 10 h. Western blots in each panel are derived
from the same experiment and processed in parallel. bReporter assay of SKOV3 cells
stably expressing STAT3-Luciferase treated with human recombinant LIF
(100 ng/ml), or recombinant human OSM (10 ng/ml) in the presence or absence of
anti-LIFR (10 µg/ml) or anti-LIF (100 ng/ml) antibodies or EC359 (100 nM) for
20 h. cCell viability analysis of OVCAR8, ES2, and SKOV3 cells treated with a serial
dilution of STAT3 inhibitor NSC-74859 using MTT assay. IC50 values for each cell
line are noted on the graph. dMTT assay measuring the effect of JAK inhibitor
Ruxolitinib on cell viability of OVCAR8, ES2, and SKOV3 cells. IC50 values for each
cell line for Ruxolitinib are stated on the graph. e Comparison of the effects of
STAT3i NSC-74859 and JAKi Ruxolitinib alone or in combination with EC359 on
cell viability of ES2 cells using MTT assay. f Representative sphere images of ES2

CSCs treated with vehicle or EC359 for two weeks performed by sphere formation
assay. Scale bar represents 200 µm. gBar graphs presenting quantification of spheres
dimension, and (h) number of spheres formed. i SKOV3, OV90, ES2, and IGROV1
CSCs (ALDH+) were treated with EC359, and the cell viability was quantitated using
CellTiter-Glo® assay. j Primary OCa cells (OCa30 and OCa39) were treated with
EC359 (500 nM) for 24 h and the percentages ofALDH+ cells were determined using
flow cytometry. kWT and LIFR-KO OCa30 cells were stained for ALDH+ cells and
the percentages of ALDH+ cells were determined using flow cytometry. l Graphs
displaying extreme limiting dilution assays. Stem cell frequency estimates (with
confidence intervals) of ES2-CSCs and SKOV3-CSCs treated with vehicle or EC359
(1 µM) for 2 weeks generated through ELDA. Relative expression of stemness and
EMT-related genes in ES2-CSCs (m) andOV90CSCs (n) treatedwith EC359 (1 µM)
for 24 h compared to the control groups. Data presented as mean ± S.E.M., n = 3
biologically independent samples. Significance was determined by two-way
ANOVA followed by Uncorrected Fisher’s LSD. Numerical source data for
(b–e, g–n) and uncropped Western blot images for (a) are provided. ns not sig-
nificant; *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
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antioxidant defense system leads to ferroptotic cell death51–53. One of the key
ferroptosis defense mechanisms is the glutathione peroxidase 4
(GPX4)–reduced glutathione (GSH) system53. Our results showed that
EC359 downregulates SLC7A11 and GPX4 which suppresses GSH medi-
ated defense system leading to lipid peroxidation and cell death. Rescue
experiments with the NRF2 activator, CA-STAT3 overexpression or

bypassing SLC7A11 demonstrated that EC359 suppresses GSH defense
system partly by inhibition of STAT3 signaling, which subsequently
downregulates NRF2 expression and consequent down regulation of GPX4
and SLC7A11. These findings match with the recent reports that EC359
induces ferroptosis in renal cancer cells by GPX4 inactivation and GSH
depletion40. Furthermore, RNA-seq analysis, lipid peroxidation assay, TEM
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analysis, cellular respiration assay, and calcium imaging findings suggest
that EC359 treatment induces cell death inOCa cells through amultifaceted
mechanism involving alterations in glycolysis, mitochondrial function, and
calcium signaling. However, the possibility of involvement of other LIFR
downstream signaling pathways in regulation of ferroptosis defense system
or direct targeting of components of GSH antioxidant defense system by
EC359 has yet to be explored.

LIF/LIFR signaling contributes to altered TME15–17 and plays a role in
modulating multiple immune cell types present in TME including effector
T cells, regulatory T cells, macrophages17, and myeloid cells which lead to
immune suppression18. LIF regulates CXCL9 in tumor-associated macro-
phages and prevents CD8+ T cell tumor-infiltration impairing anti-PD1
therapy. The combination of LIF neutralizing antibodieswith the inhibition
of the PD1 immune checkpoint promotes tumor regression, immunological
memory, and an increase in overall survival54. It was demonstrated that LIF
mediate M2 macrophage repolarization and inhibited T cell function in
gastric cancer55. LIF treatment is shown to promotemacrophages to acquire
immunosuppressive capacity56. Interestingly, MSC-1 (a humanized
monoclonal antibody that binds to LIF) treatment drove TAMs to obtain
antitumor and proinflammatory function in syngeneic colon cancer mouse
models56. Moreover, phase I clinical trial of MSC-1 for advanced solid
tumors showed that the treatment increased M1:M2 ratio and decreased
levels of STAT3 phosphorylation57. Our studies using EC359 also demon-
strated the beneficial effect of blocking LIF signaling in modulating TME
including enhanced recruitment of cytotoxic T cells and increased M1:M2
ratio. These data imply that EC359 has the potential to remodel the TME
and enhance anti-tumor immune responses. Therefore, targeting LIF/LIFR
axis can be a promising approach to suppress resistance to immunotherapy
and improve efficacy of immune checkpoint blockade to broaden the
clinical utility of immunotherapy58. However, future studies are needed to
examine the beneficial effect of EC359 combination therapy with
immunotherapy.

In summary, our data indicates that pharmacological inhibition of a
positive autocrine loop of LIF/LIFR promotes ferroptosis and can inhibit
OCa proliferation in vitro and tumor progression in vivo. Our results also
offer EC359 as a new tool for targeted therapy of OCa and to improve
patient’s outcome.

Methods
Cell culture and reagents
OVCAR3 (HGSOC), ES2 (LGSOC), SKOV3 (CCOC), TOV21G (CCOC),
TOV112D(ENOC),OV90 (MOC),COV644 (MOC),HEK-293Tcellswere
received from the American Type Culture Collection (ATCC, Manassas,
VA). OVSAHO (HGSOC) was purchased from AcceGen™ and cultured
using RPMI-1640 medium supplemented with 10% FBS (Sigma) and
Gibco™ Antibiotic-Antimycotic. OVCAR8 (LGSOC) and OVCAR5
(HGSOC) cell line was purchased from NCI DCTD repository. IGROV1
(ENOC) cell line was procured from Dr. Sood (MD Anderson Cancer

Center, Houston). ID8agg, an epithelial mouse serous ovarian cancer cell
line (C57BL/6 background) was cultured in RPMI-1640 medium supple-
mented with 10% FBS59. Recent publications were used to classify existing
cells into subtypes60,61. OCa tissue-derived primary cells, organoids,
explants, xenografts (OCa1, OCa2, OCa9, OCa10, OCa14, OCa27, OCa30,
OCa38, OCa39, OCa45, OCa50, OCa66, and OCa73), ascites derived cells
(AS20, 21, 23, 25, 28, and 29) and primary human endometrial stromal cells
(HESC) were obtained from the Ob/Gyn tissue core that had received IRB
approval (Supplementary Table 1). Immortalized nontumorigenic ovarian
surface epithelial-derived cell line (IOSE-80) was previously described62.
There was no mycoplasma infection in any of the model cells used. The
identity of the cells was also verified by STR DNA profiling. All antibodies
used in this researchwere purchased fromCell SignalingTechnology except
LIF, LIFR (SantaCruz), andVinculin (Sigma) (SupplementaryTable 2).The
Ki67 antibody (ab1667) was purchased from Abcam (Cambridge, MA).
LIFR-KO OCa cells were generated using lentiviral transduction of Cas9
and by using validated LIFR targeting gRNAs as described34. Constitutively
active STAT3 was overexpressed using Stat3-C Flag pRc/CMV plasmid
(Addgene plasmid # 8722; RRID:Addgene_8722)63.

Cell viability, colony formation, and cell death assays
The cell viability rates of the control and EC359 treated cell lines were
assessed by MTT assays as described64,65. Effect of EC359 on colony for-
mation and cell death was determined using established methods as
described34.

Lipid peroxidation assay
Lipid peroxidation was analyzed by flow cytometry. Briefly, cells were see-
ded at a density of 2 × 105 per well in 60mm petri dishes and grown
overnight to let themattach inRPMI1640mediumsupplementedwith 10%
FBS and antibiotics. Cell plates were treatedwith vehicle (DMSO) or EC359
(100 nM) for 12 h.BODIPY™581/591C11 reagent 10mM(Image-iT™Lipid
Peroxidation Kit, Invitrogen™) was added to the cell plates (10 μM final
concentration) 2 h before analysis. Then, cells were washed with PBS,
treatedwith trypsin and resuspended in culturemedium for flow cytometry
analysis. The flow cytometer was used to analyze the oxidation of BODIPY
C11, which is detected by a shift in the fluorescence emission peak from red
(590 nm) to green (510 nm).

Western blotting
OCa cells were subjected to cell lysis using RIPA buffer containing
protease and phosphatase inhibitors followed byWestern blot analysis.
For the autocrine loop studies, 70–80% confluent 100 mm plates of
cells were washed twice with PBS and serum free RPMI-1640 medium
was added to the plates. Cells were incubated in humidified CO2

incubator for 48 h. Next, conditioned medium (CM) was collected and
centrifuged at 3000 RPM, for 5 min to spin down cell debris. Then
conditioned medium was concentrated ~20 times using Amicon®

Fig. 4 | EC359 induces cell death through ferroptosis. a IPA of ES2 cells treated
with EC359 (10 nM) for 12 h connotates downregulation of oxidative phosphor-
ylation, glutathione-mediated detoxification, and NRF2-mediated oxidative stress
response. b Heatmap visualization of data from RNA-Seq of ES2 cells treated with
EC359 representing upregulation of ferroptosis inducing genes and downregulation
of ferroptosis-repressing genes. n = 2 biologically independent samples. cAnnexinV
flow cytometry analysis of ES2, OVSAHO, and OCa30 cells treated with 100 nM of
EC359 for 24 h shows induction of cell death by disruption of cell membrane
integrity compared to the control groups. Data presented as mean ± S.E.M., n = 3
biologically independent samples. Significance was determined by Two-tailed
Unpaired t test. d Cell viability assay of OVCAR3 and OVCAR8 cells treated with
EC359 alone or in combination with ferroptosis and apoptosis inhibitors,
Ferrostatin-1 (2 µM) and Z-VAD-FMK (10 µM) respectively for four days using
MTT reagent. Data presented as mean ± S.E.M., n = 3 biologically independent
samples. e Flow cytometric detection of lipid peroxidation using BODIPY™ 581/591

C11 probe in OVCAR3 and OVCAR8 cells treated with vehicle or EC359 (20 nM)
for 12 h showing an increase in the green fluorescent (∼510 nm) intensity in EC359
treated cells. n = 3 biologically independent samples. fCell viability measurement of
SKOV3 andOCVAR3 cell lines treated withVehicle (E 0 nM), or EC359 (E 12.5 nM,
E 25 nM) in combination with NRF2-activator-4 (2 µM). g Cell viability assay of
OVCAR3 andOVCAR8 cells subjected to EC359 treatment alone or in combination
with NAC (3 mM) or 2 ME (20 µM) over a 4-day period using MTT reagent. Data
presented as mean ± S.E.M., n = 3 biologically independent samples. Significance
was determined by two-way ANOVA followed by Uncorrected Fisher’s LSD.
h Transmission Electron Microscopy images of OVCAR3 cells treated with vehicle
or 100 nM EC359 for 9 h. Scale bar = 100 nm. i Oxygen consumption rate (OCR)
and extracellular acidification rate (ECAR) of OVCAR3 cells treated with vehicle or
100 nM of EC359 for 1, 3, or 12 h. Data presented as mean ± S.E.M., n = 3 biologi-
cally independent samples. Numerical source data for Fig. (a–g, i) and uncropped
images for (h) are provided. ns not significant; ***p < 0.001, ****p < 0.0001.
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Ultra-4 Centrifugal Filter Units (10,000 Dalton molecular weight
cutoff). 40 μl of the concentrated CM was used to perform Western
blotting. Cells cultured in 10% FBSwere used for LIFR expression using
Western blotting. All blots or gels derive from the same experiment and
that they were processed in parallel. Uncropped scans of the most
important blots were included as Supplementary Figure in the Sup-
plementary Information.

ALDEFLUOR, sphere formation, limiting dilution assays, and
quantitative real time-PCR
Cancer stem cells (CSCs) were isolated based on their aldehyde dehy-
drogenase (ALDH) enzymatic activity using the ALDEFLUOR™ kit
(STEMCELL Technologies), according to the manufacturer’s instruction.
We used FACSAria cell sorter (BD Biosciences) to separate brightly fluor-
escent ALDH-expressing cells. In brief, 1 × 106 cells were suspended in 1ml
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ALDEFLUOR buffer and 1 μl ALDEFLUOR reagent for 30min at 37 °C.
ALDH1A1-bright cells were detected in the green fluorescence channel.
Specific ALDH1A1 inhibitor diethylaminobenzaldehyde (DEAB) was used
as negative control to set the gates defining the ALDH1A1-positive region.
Next, cells were washed and cultured in DMEM–F12 medium (Gibco™)
containing B27 supplement (Gibco™), 20 ng/ml EGF, 10 ng/ml bFGF (R&D
Systems) and antibiotics as cancer stem cell medium. In the sphere for-
mation assay, ALDH+ cells were cultured in cancer stem cell medium, and
50 cells were seeded on 96 well ultra-low attachment plates (Corning) in six
replicate wells. Two weeks later, the number of spheres formed was recor-
ded, and sphere dimensions were measured using ImageJ software, and cell
viability was quantified using CellTiter-Glo® reagent according to the
manufacturer (Promega). For extreme limiting dilution assay, CSCs were
seeded in decreasing numbers (50, 20, 10, 5, and1 cells/well) in 96well ultra-
low attachment plates and treated with vehicle or EC359. After 10 days, the
number of wells containing spheres per each plating density was recorded,
and stem cell frequency between vehicle and treatment groups was calcu-
lated using ELDA analysis software (https://bioinf.wehi.edu.au/software/
elda/)66. Reverse Transcription quantitative PCR (RT-qPCR) was used to
validate a subset of genes, togetherwith total RNAextracted fromOV90and
ES2 CSCs. Primer sequences are shown in Supplementary Table 3. RT-
qPCR was performed in CFX96 Real-Time PCR System (Bio-Rad) using
SYBR Green Master Mix (Applied Biosystems™). The delta-delta-CT
approach was used to calculate the difference in fold change after normal-
izing the data to GAPDH or β-Actin.

RNA sequencing and analysis
Following the manufacturer’s instructions, total RNA was extracted from
ES2 cells that had been treated with EC359 (10 nM) for 12 h (Qiagen,
Valencia, CA). RNAsequencing and analysis were conducted byUTHealth
SanAntonio sequencing core using established protocols64,65. RNA-seq data
that has been deposited with GEO accession number GSE236743. The raw
reads were aligned to the reference human genome (UCSC hg19) with
TopHat267. Genes were annotated (using NCBI RefSeq) and quantified by
HTSeq68, and DESeq69 was used to identify differentially expressed genes
and significant genes with fold change > 1 and multiple-test adjusted p
value < 0.01 were used for interpreting the biological pathways using IPA.

Reporter assays
STAT3 Firefly Luciferase Reporter Lentivirus (Kerafast) was used to gen-
erate stable STAT3-luciferase cells. Antibiotic selection was done using
Puromycin and Luciferase activity of control and EC359 treated STAT3-
Luciferase+ cells (100 nM for 6 h) were measured using ultra-sensitive
luminometer (EG&G Berthold).

Immunohistochemistry (IHC)
IHC using Ki67 was done as described previously70. The proliferative index
was calculated using Ki67 positive cells in five randomly selected micro-
scopic fields at 20X per slide.

OCR and ECAR assay
The oxygen consumption rate (OCR) and extracellular acidification rate
(ECAR), of OVCAR3 cell line were determined by Agilent Seahorse XF

Pro Analyzer using Agilent XF Cell Mito Stress Test kit (Agilent, Santa
Clara, CA, USA) according to the manufacturer’s instructions. Briefly,
OVCAR3 cells were seeded in Seahorse XF Pro plates at 30,000 cells/well.
Cells treated with EC359 (100 nM) for 0 h, 1 h, 3 h, and 12 h were used
for Seahorse assay. Firstly, theOVCAR3 cellmediumwas replaced by the
conditional Agilent DMEMmedium (medium without FBS and sodium
bicarbonate, but with added 1 mM pyruvate and 2 mM glutamate) and
incubated in CO2-free incubator for 1 h before completion of probe
cartridge calibration. Secondly, the baseline of OCR and ECAR
were recorded. Measurements were performed after the injection of
three compounds affecting bioenergetics: 1 µM oligomycin (Sigma, St
Louis, MO, USA), 1 µM carbonyl cyanide 4-(trifluoromethoxy) phe-
nylhydrazone (Sigma) and 1 µM Rotenone + 1 µM antimycin A
(Sigma). Upon completion of the Agilent XF Cell Mito Stress Test
analysis, cells were lysed to calculate the protein concentration using a
Bio-Rad Protein Assay kit (Bio-Rad, Hercules, CA, USA). The result was
normalized with the protein OD value of the corresponding well.

Intracellular calcium ([Ca2+]i) measurement
Cells were grown on 35mm glass-bottomed culture dishes (MatTek, Ash-
land, MA) overnight at 37 °C in a tissue culture incubator. Cells were sup-
plemented with fresh media and treated with 2mM Fura-2-AM (Abcam)
for 45min. To evaluate intracellular Ca2+ the culture dishes were gently
washed with Ca2+-free SES buffer and placed under the microscope for
calcium measurement. Changes in Fura2-AM fluorescence in single cells
were measured by the addition of Thapsigargin (1mM) in a Ca2+-free SES
buffer using a TILL Photonics spectrofluorometer (TILL Photonics In.,
Eugene, OR). To measure ER calcium release Thapsigargin (2mM) was
added in the absence of external calcium. For calcium entry 1mM Ca2+
was added and images were acquired every 5 s. A ratio of 340/360 was used
tomeasure changes in cytosolic calcium levels andquantified from50 to 200
cells for each condition.

Maximum tolerated dose (MTD) and dose range finding studies
To identify MTD, target organs of toxicity and the toxicokinetic profile
of EC359, we conducted the toxicity of EC359 by single and by repeated
oral administration for 7 consecutive days to Sprague Dawley (SD) rats
using a commercial company (Vimta Labs, Hyderabad, India). During
the single dose phase, two males and two females per group were used.
Six doses were administered in the MTD phase in a stepwise manner.
Dosingwas initiated with 2.5 mg/kg/dose followed by escalating doses of
5, 15, 50, 100 and 300 mg/kg/dose to separate groups of animals
respectively. During repeated dose phase (7 days repeated administra-
tion), eight groups (G1B to G4B [main study] and G1BTK to G4BTK) of
SD rats were used. GroupsG1B toG4B (main groups) comprised 4males
and 4 females per group which were used for toxicity evaluations.
Groups G2BTK to G4BTK comprised 12 males and 12 females and
Group 1BTK comprised 3 males and 3 females which, served as satellite
groups and were used for toxicokinetic (TK) evaluation. Groups G1B
andG1BTKwere treated with the vehicle control alone for 7 consecutive
days (Supplementary Fig. 4a). Due to unexpected clinical signs at
100 mg/kg (G4B and G4BTK), dosing was discontinued on day 5 and all
surviving animals were sacrificed early on Day 6. Dose formulations

Fig. 5 | EC359 reduces tumor progression in cell-derived xenograft mouse
models. Bar graphs presenting tumor volume of SKOV3 (a) and OVCAR3 (d)
xenografts that were treated with vehicle or EC359 (5 mg/kg/day/s.c./5 days/week
and 10 mg/kg/day/i.p./3 days/week respectively). Tumor weights of SKOV3 and
OVCAR3 xenografts presented in (b and e) and changes in body weight for SKOV3
and OVCAR3 bearing SCID mice were shown in (c and f), respectively. Data pre-
sented as mean ± SEM, n = 6 tumors per group for (a), and n = 7 tumors per group
for (d). Significance was determined by two-way ANOVA followed by Uncorrected
Fisher’s LSD. Murine luciferase labeled ID8 OCa xenografts injected i.p., in syn-
geneic mice was treated with vehicle or EC359 (10 mg/kg/day/i.p). Tumor

progression was monitored using Xenogen imaging system (g). h and i show tumor
weight and body weight measurements of vehicle and EC359 treated mice. Data
presented as mean ± SEM, n = 6 mice per group. Significance was determined by
two-wayANOVA followed byUncorrected Fisher’s LSD. j Schematic representation
of ex vivo explant assay created with BioRender.com. k IHC image of tumor tissues
treated with vehicle or EC359 and subjected to Ki67 immunostaining. l A quanti-
fication of the changes in the percentage of Ki67 positive cells in primary ovarian
tumor tissue explants treated with vehicle or EC359 for 72 h. Data presented as
mean ± SEM, n = 3 tumors per group. Numerical source data for (a–i), and (l) are
provided. **p < 0.01, ***p < 0.001, ****p < 0.0001.
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were prepared in a vehicle containing 58.5% Labrasol ALF, 22.5% Lab-
rafil M, 1944 CS, 9% Capryol 90 and 10% water q.s. TK evaluations were
carried out for all satellite TK groups on day 1 of treatment. However,
on Day 7, TK evaluation was carried out in animals treated at 10 and
30 mg/kg/dose only, as the other groups were terminated on Day 5 of
treatment due to severe toxicity.

In vivo orthotopic tumor model
All animal studies were carried out once we received UTHSA IACUC
approval. Charles River supplied us with female SCIDmice aged 6–8weeks.
For xenograft investigations, ES2 (1 × 105 cells) and ID8 (4 × 106) cells stably
expressingGFP-Luciferasewere intraperitoneally injected into female SCID
mice. Following the development of tumors, treatment groups for either the
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vehicle or EC359were assigned at random. The number ofmice required to
show treatment impact was determined based on our pre-existing data as
well as published findings. The calculations are based on the unpaired data
model, power = 0.8, p value = 0.05. Using the Xenogen in vivo imaging
technology, tumor growth inmice wasmonitored. The body weight, tumor
weight, number ofmetastatic tumor nodules, and volume of the ascitesfluid
were measured at the completion of the treatment period. At the end of the
experiment, mice were anesthetized with isoflurane inhalation followed by
cervical dislocation.

In vivo CDX and PDX tumor models
PDX tumors were procured from the Ob/Gyn tissue core. Female SCID
mice were used as the recipients of 2 mm3 implants containing CDX
(SKOV3, OVCAR3) or PDX (OCa10, OCa14, OCa30, OCa38) tumor
tissue for ectopic tumor model experiments. When tumors were
detectable in size, mice were split between control and treatment
groups (each group having n = 6 to 8 tumors). The EC359 (2.5, 5, 7.5, or
10 mg/kg either sub cutaneous (s.c.), intraperitoneal (i.p.) or oral) was
administered to the treatment groups while the vehicle (s.c. and i.p. in
0.3% hydroxypropyl cellulose or oral gavage in 30%Captisol) was given
to the control group. Toxicological consequences on the mice were
observed every day. Using a digital caliper, tumor development was
monitored every 3–4 days. To prepare the tumors for IHC staining,
they were removed, weighed, and processed after the mice were
euthanized at the conclusion of each experiment. At the end of the
experiment, mice were anesthetized with isoflurane inhalation fol-
lowed by cervical dislocation.

Patient-derived explant and organoid studies
Excised cancer tissues were processed and grown ex vivo for patient-
derived explant (PDEx) experiments as previously described34,36. The
study was conducted in accordance with the Declaration of Helsinki
and approved by the Institutional Review Board (or Ethics Committee)
of University of Texas Health San Antonio (HSC20190695N and 9
March 2019). Following IRB approval, de-identified OCa tissues were
collected from the UTHSA Ob/Gyn after written informed consent
from patients. Tumor samples were removed and chopped into small
pieces before being incubated for 24 h on gelatin sponges in culture
media containing 10% FBS. Tissues were treated with vehicle or EC359
in culture media for 72 h before being fixed in 10% buffered formalin
overnight at 4 °C and processed into paraffin blocks. Following that,
sections were processed for Ki67 immunohistochemical examination.
Patient-derived organoids (PDO) were grown from de-identified OCa
tissues according to the ATCC culture instructions (https://www.atcc.
org/en/Guides.aspx). PDOs were collected from Matrigel and dis-
sociated into single cells using Organoid Harvesting Solution (Cul-
trex™) and mechanical dispersion for cell viability experiments. The
cell suspensionwas resuspended in 70%Matrigel before seeding 5 × 103

cells/10 µl drop per well of a 96-well plate. After adding culture

medium, organoids were allowed to grow for one week. The organoid
cultures were subjected to a concentration dilution series of EC359 in
triplicate. Cell viability was determined after 7 days of treatment using
the Promega®CellTiter-Glo® 3D-Superior Cell Viability Assay reagent
(Promega, Madison, WI, USA). The luminescence intensity was
measured using a GloMax® Discover System (Promega, Madi-
son, WI, USA).

Lymphocyte preparation and analysis by flow cytometry
Single-cell suspensions were prepared from pooled and minced ID8
tumors, ascites, draining mesenteric lymph nodes and the spleen using
a 70 μm cell strainer. Cells were collected in RPMI-1640 medium
supplemented with 10% FBS, 1% penicillin–streptomycin/amphoter-
icin B and resuspended in ACK Lysis Buffer (Lonzo) to lyse red blood
cells. After quenching with RPMI-FBS, cells were resuspended in PBS
for immediate staining and flow cytometry analysis. In most experi-
ments involving tumor-infiltrating lymphocytes, leukocytes from ID8
tumors underwent additional enrichment by a Ficoll-Paque gradient
(GE Healthcare, Cat. # 17-0891-01) following the manufacturer’s
instructions.

For staining, cells were first stained for 20 min in Hank’s Buffered
Salt Solution plus 0.1% bovine serum albumin (BSA-HBSS) with
fluorochrome-labeled mAbs to surface markers in the presence of mAb
Clone 2.4G2, which blocks FcγIII and FcγII receptors, and 7-AAD or a
fluorochrome-conjugated fixable viability dye (FVD, Supplementary
Table 4). After washing, cells were either resuspended inHBSS for FACS
analysis in an LSRII (BD) or proceeded for intracellular staining of
phosphorylated STAT1 (pSTAT1) and cMAF. For intracellular stain-
ing, cells were resuspended in the BDCytofix/Cytoperm™ buffer (250 μl)
and incubated at 4 °C for 20 min. After washing twicewith the BDPerm/
Wash™ buffer, cells were counted again, and 1 × 106 cells were resus-
pended in 100 μl of BD Cytofix/Cytoperm™ buffer for staining with
fluorochrome-labeled anti-pSTAT1 and/or anti-cMAFmAbs at 4 °C for
30 min (Supplementary Table 4). After washing with BD Perm/Wash™
buffer, cells were analyzed by FACS in an LSRII. All data were analyzed
by FlowJo® (BD).

Databases and statistical analyses
In order to examine alterations in the levels of LIF, LIFR, and OSM inOCa,
we employed the TNM plot analysis tool (https://tnmplot.com/analysis/)20.
This tool utilizes a validated database to evaluate variations in gene
expression between tumor and normal tissues. OCa patients’ progression-
free survival was analyzed using a Kaplan Meier plotter19. A database con-
taining ROC plotter was utilized to compare the expression levels of
chemotherapy-resistant and sensitive malignancies71. Statistical differences
betweengroupswere analyzedwithunpairedStudent’s t test andone-wayor
two-way ANOVA using GraphPad Prism 9 software. All the data repre-
sented in plots are shown as means ± SE. A p value of p < 0.05 was con-
sidered statistically significant.

Fig. 6 | EC359 treatment induces lymphocyte alterations in the tumor micro-
environment in a syngeneic OCa mouse model. a Flow cytometry analysis of
(CD45+) leukocyte infiltration into ID8 tumors in vehicle-treated C57BL/6 mice or
residual tumors in EC359-treated mice without prior leukocyte enrichment. b Flow
cytometry analysis of the proportion of dead (FVD+) cells among GFP+ cells in OCa
tumors, as derived from ID8 cells stably expressing GFP through lentiviral trans-
duction, in mice treated with vehicle or EC359. c Flow cytometry analysis of the
proportion of CD3+T cells within (CD45+) leukocytes that infiltrated into (residual)
ID8 tumor-infiltrating leukocytes (after pre-enrichment with Ficoll-Paque) or were
present in drainingmesenteric lymph node, as indicated, as well as the proportion of
CD8+ T cells within CD3+ cells (right panels) in mice treated with vehicle or EC359.
d Flow cytometry analysis of the proportion of CD11bhiB220– myeloid cells and
CD11b–B220+ B cells in (CD45+) leukocytes in ID8 tumors or lymph node, as in (c).
e Flow cytometry analysis of the proportion of CD11b+ cells that expressed phos-
phorylated STAT1 (pSTAT1), a hallmark transcription factor of pro-inflammatory

M1 macrophages, or cMAF, a hallmark transcription factor of anti-inflammatory
M2macrophages, in (residual) ID8 tumors (after pre-enrichmentwith Ficoll-Paque)
or ascites in mice treated with vehicle or EC359. f Flow cytometry analysis of the
expression of cMAF and the PD-L1 immune checkpoint in CD11b+CD80hi myeloid
cells in ID8 tumors or ascites, as in (e). g,h Flow cytometry analysis of the proportion
of CD11b+CD80hi myeloid cells in ascites and the spleen as well as the proportion of
the four subsets based on the expression of Gr1 and Ly6G, as indicated, and their
respective PD-L1 expression levels (bottom left) in ID8 cell-engrafted mice treated
with vehicle or EC359. The Gr-1intLy6G+ subset displayed the highest proportion
and PD-L1 expression in ascites. Data presented as mean ± SEM, n = 6 mice per
group. Significance was determined by Unpaired t test for (a, b) and two-way
ANOVA followed by Šídák’s multiple comparisons test for (c–g ns not significant;
Numerical source data for (a–g) are provided. *p < 0.05, **p < 0.01, ***p < 0.001,
****p < 0.0001.
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Fig. 7 | EC359 hinders tumor growth in patient-derived xenograft models.
a, d, g, and j show tumor volume measurements in four different experiments of
mice bearing four different PDX tumors (OCa-PDX14, OCa-PDX30, OCa-PDX10,
andOCa-PDX38) treated with vehicle or EC359 (OCa-PDX14: 7.5 mg/kg/s.c./once/
week; OCa-PDX30: 10 mg/kg/oral/3 days/week; OCa-PDX10: 2.5 mg/kg/i.p./every
day; OCa-PDX38: 5 mg/kg/i.p./3 days/week). b, e, h, and k display changes in tumor
weight at the end of the in vivo studies. Changes in the body weight of the four

different in vivo PDX experiments are presented in (c, f, i and l). Data presented as
mean ± SEM, n = 6 tumors per group for (a), n = 7 tumors per group for (d), n = 8
tumors per group for (g) and n = 6 tumors per group for (j). Significance was
determined by two-way ANOVA followed by Uncorrected Fisher’s LSD. Numerical
source data for (a–l) are provided. *p < 0.05, **p < 0.01, ***p < 0.001,
****p < 0.0001.
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Reporting summary
Further information on research design is available in the Nature Research
Reporting Summary linked to this article.

Data availability
All the data produced in this investigation is incorporated in the primary
paper as well as in supplementary material. The corresponding author will
handle and fulfill all reasonable requests for resources and reagents. The
materials and data will be provided upon request once a material transfer
agreement has been finalized. RNA-seq data that has been deposited with
GEO accession number GSE236743.

Code availability
All relevant codes are available from the corresponding authors upon rea-
sonable request.

Received: 21 December 2023; Accepted: 10 May 2024;

References
1. Bowtell, D. D. et al. Rethinking ovarian cancer II: reducing mortality

from high-grade serous ovarian cancer. Nat. Rev. Cancer 15,
668–679 (2015).

2. Lheureux, S., Braunstein, M. & Oza, A. M. Epithelial ovarian cancer:
Evolution of management in the era of precisionmedicine.CACancer
J. Clin. 69, 280–304 (2019).

3. Torre, L. A. et al.Ovariancancer statistics, 2018.CACancer J.Clin.68,
284–296 (2018).

4. Prat, J. Ovarian carcinomas: five distinct diseases with different
origins, genetic alterations, and clinicopathological features.
Virchows Arch. 460, 237–249 (2012).

5. Bast, R. C. Jr. et al. Critical questions in ovarian cancer research and
treatment: report of an American Association for Cancer Research
Special Conference. Cancer 125, 1963–1972 (2019).

6. Nicola, N. A. & Babon, J. J. Leukemia inhibitory factor (LIF). Cytokine
Growth Factor Rev. 26, 533–544 (2015).

7. Stahl,N. et al. Associationandactivationof Jak-TykkinasesbyCNTF-
LIF-OSM-IL-6 beta receptor components.Science263, 92–95 (1994).

8. Li, X. et al. LIFpromotes tumorigenesis andmetastasis of breast cancer
through the AKT-mTOR pathway. Oncotarget 5, 788–801 (2014).

9. Liu, S. C. et al. Leukemia inhibitory factor promotes nasopharyngeal
carcinoma progression and radioresistance. J. Clin. Investig. 123,
5269–5283 (2013).

10. Savarese, T. M. et al. Coexpression of oncostatin M and its receptors
and evidence for STAT3 activation in human ovarian carcinomas.
Cytokine 17, 324–334 (2002).

11. Wang, J. et al. Leukemia inhibitory factor, a double-edged sword with
therapeutic implications in human diseases.Mol. Ther. 31, 331–343
(2023).

12. Zhang, C., Liu, J., Wang, J., Hu, W. & Feng, Z. The emerging role of
leukemia inhibitory factor in cancer and therapy. Pharmacol. Ther.
221, 107754 (2021).

13. McLean, K. et al. Leukemia inhibitory factor functions in parallel with
interleukin-6 to promote ovarian cancer growth. Oncogene 38,
1576–1584 (2019).

14. Duan, Z. et al. Signal transducers and activators of transcription 3
pathway activation in drug-resistant ovarian cancer.Clin. CancerRes.
12, 5055–5063 (2006).

15. Albrengues, J. et al. LIF mediates proinvasive activation of stromal
fibroblasts in cancer. Cell Rep. 7, 1664–1678 (2014).

16. Chenetal. Evaluationof immune inhibitory cytokineprofiles in epithelial
ovarian carcinoma. J. Obstet. Gynaecol. Res. 35, 212–218 (2009).

17. Duluc, D. et al. Tumor-associated leukemia inhibitory factor and IL-6
skew monocyte differentiation into tumor-associated macrophage-
like cells. Blood 110, 4319–4330 (2007).

18. Zhao, X., Ye, F., Chen, L., Lu, W. & Xie, X. Human epithelial ovarian
carcinoma cell-derived cytokines cooperatively induce activated
CD4+CD25-CD45RA+ naive T cells to express forkhead box protein
3 and exhibit suppressive ability in vitro. Cancer Sci. 100, 2143–2151
(2009).

19. Győrffy, B. Discovery and ranking of the most robust prognostic
biomarkers in serous ovarian cancer. Geroscience 45, 1889–1898
(2023).

20. Bartha, Á. & Győrffy, B. TNMplot.com: a web tool for the comparison
of gene expression in normal, tumor and metastatic tissues. Int. J.
Mol. Sci. 22. https://doi.org/10.3390/ijms22052622. (2021).

21. Geethadevi, A. et al. Oncostatin M receptor-targeted antibodies
suppress STAT3 signaling and inhibit ovarian cancer growth. Cancer
Res. 81, 5336–5352 (2021).

22. Li,Q. et al. OncostatinMpromotesproliferationof ovarian cancer cells
through signal transducer and activator of transcription 3. Int. J. Mol.
Med. 28, 101–108 (2011).

23. Kuphal, S., Wallner, S. & Bosserhoff, A. K. Impact of LIF (leukemia
inhibitory factor) expression inmalignantmelanoma.Exp.Mol. Pathol.
95, 156–165 (2013).

24. Ouyang, S. et al. Inhibition of STAT3-ferroptosis negative regulatory
axis suppresses tumor growth and alleviates chemoresistance in
gastric cancer. Redox Biol. 52, 102317 (2022).

25. Dhaliwal, N. K., Abatti, L. E. & Mitchell, J. A. KLF4 protein stability
regulated by interaction with pluripotency transcription factors
overrides transcriptional control. Genes Dev. 33, 1069–1082 (2019).

26. Wang, H. et al. Emerging mechanisms and targeted therapy of
ferroptosis in cancer.Mol. Ther. 29, 2185–2208 (2021).

27. Hanahan, D. Hallmarks of cancer: new dimensions. Cancer Discov.
12, 31–46 (2022).

28. Jorgensen, M. M. & de la Puente, P. Leukemia inhibitory factor: an
important cytokine in pathologies and cancer. Biomolecules 12
https://doi.org/10.3390/biom12020217 (2022)

29. Shi, Y. et al. Targeting LIF-mediated paracrine interaction for
pancreatic cancer therapy and monitoring. Nature 569, 131–135
(2019).

30. Sasaki, N. et al. Gp130-Mediated STAT3 activation contributes to the
aggressiveness of pancreatic cancer through H19 long non-coding
RNA expression. Cancers 14. https://doi.org/10.3390/
cancers14092055 (2022)

31. Yue, X. et al. Leukemia inhibitory factor drives glucose metabolic
reprogramming to promote breast tumorigenesis. Cell Death Dis. 13,
370 (2022).

32. Wang, M. T. et al. Blockade of leukemia inhibitory factor as a
therapeutic approach to KRAS driven pancreatic cancer. Nat.
Commun. 10, 3055 (2019).

33. Hunter, S. A. et al. An engineered ligand trap inhibits leukemia
inhibitory factor as pancreatic cancer treatment strategy. Commun.
Biol. 4, 452 (2021).

34. Viswanadhapalli, S. et al. EC359: a first-in-class small-molecule
inhibitor for targeting oncogenic LIFR signaling in triple-negative
breast cancer.Mol. Cancer Ther. 18, 1341–1354 (2019).

35. Li, M. et al. LIFR inhibition enhances the therapeutic efficacy of HDAC
inhibitors in triple negative breast cancer.Commun Biol. 4, 1235 (2021).

36. Tang, W. et al. LIF/LIFR oncogenic signaling is a novel therapeutic
target in endometrial cancer. Cell Death Discov. 7, 216 (2021).

37. Blankenship, L. et al. Inhibition of LIFR blocks adiposity-driven
endometrioid endometrial cancer growth.Cancers 14 https://doi.org/
10.3390/cancers14215400 (2022).

38. Hall, B. R. et al. Utilizing cell line-derived organoids to evaluate the
efficacy of a novel LIFR-inhibitor, EC359 in targeting pancreatic tumor
stroma. Genes Cancer 10, 1–10 (2019).

39. Di Giorgio, C. et al. Repositioning mifepristone as a leukaemia
inhibitory factor receptor antagonist for the treatment of pancreatic
adenocarcinoma. Cells 11, 3482 (2022).

https://doi.org/10.1038/s41698-024-00612-y Article

npj Precision Oncology |           (2024) 8:118 16

https://doi.org/10.3390/ijms22052622
https://doi.org/10.3390/ijms22052622
https://doi.org/10.3390/biom12020217
https://doi.org/10.3390/biom12020217
https://doi.org/10.3390/cancers14092055
https://doi.org/10.3390/cancers14092055
https://doi.org/10.3390/cancers14092055
https://doi.org/10.3390/cancers14215400
https://doi.org/10.3390/cancers14215400
https://doi.org/10.3390/cancers14215400


40. Feng, C.-Z. et al. The LIFR-targeting small molecules EC330/EC359
are potent ferroptosis inducers. Genes Dis. 10, 735–738 (2023).

41. Cartwright, P. et al. LIF/STAT3 controls ES cell self-renewal and
pluripotency by a Myc-dependent mechanism. Development 132,
885–896 (2005).

42. Fan, Y. et al. Epithelial SOX9 drives progression and metastases of
gastric adenocarcinoma by promoting immunosuppressive tumour
microenvironment. Gut. https://doi.org/10.1136/gutjnl-2021-
326581 (2022)

43. Yue, X. et al. Leukemia inhibitory factor promotes EMT through
STAT3-dependent miR-21 induction. Oncotarget 7, 3777–3790
(2016).

44. Lin, W. H. et al. STAT3 phosphorylation at Ser727 and Tyr705
differentially regulates the EMT-MET switch and cancer metastasis.
Oncogene 40, 791–805 (2021).

45. Di Giorgio, C. et al. Next-generation sequencing analysis of gastric
cancer identifies the leukemia inhibitory factor receptor as a driving
factor in gastric cancer progression and as a predictor of poor
prognosis. Front. Oncol. 12, 939969 (2022).

46. Liu, J., Yu,H.&Hu,W.LIF is anewp53negative regulator. J.Nat. Sci1,
e131 (2015).

47. Morton, S. D. et al. Leukemia inhibitory factor protects
cholangiocarcinoma cells from drug-induced apoptosis via a PI3K/
AKT-dependentMcl-1 activation.Oncotarget6, 26052–26064 (2015).

48. Buckley, A. M. et al. Leukaemia inhibitory factor is associated with
treatment resistance in oesophageal adenocarcinoma.Oncotarget 9,
33634–33647 (2018).

49. Hawkins, K., Mohamet, L., Ritson, S., Merry, C. L. & Ward, C. M.
E-cadherin and, in its absence, N-cadherin promotes Nanog
expression in mouse embryonic stem cells via STAT3
phosphorylation. Stem Cells 30, 1842–1851 (2012).

50. Kessler, M. et al. Chronic Chlamydia infection in human organoids
increases stemness and promotes age-dependent CpGmethylation.
Nat. Commun. 10, 1194 (2019).

51. Jung, M., Mertens, C., Tomat, E. & Brune, B. Iron as a central player
and promising target in cancer progression. Int. J.Mol. Sci. 20 https://
doi.org/10.3390/ijms20020273 (2019)

52. Hyeun, J. A. et al. Iron is responsible for production of reactive oxygen
species regulating vasopressin expression in the mouse
paraventricular nucleus. Neurochem. Res. 44, 1201–1213 (2019).

53. Lei, G., Zhuang, L. & Gan, B. Targeting ferroptosis as a vulnerability in
cancer. Nat. Rev. Cancer 22, 381–396 (2022).

54. Pascual-Garcia, M. et al. LIF regulates CXCL9 in tumor-associated
macrophages and prevents CD8(+) T cell tumor-infiltration impairing
anti-PD1 therapy. Nat. Commun. 10, 2416 (2019).

55. Fan, Y. et al. Epithelial SOX9 drives progression and metastases of
gastric adenocarcinoma by promoting immunosuppressive tumour
microenvironment. Gut 72, 624–637 (2023).

56. Hallett, R. M. et al. Therapeutic targeting of LIF overcomes
macrophage-mediated immunosuppression of the local tumor
microenvironment. Clin. Cancer Res. 29, 791–804 (2023).

57. Borazanci, E. et al. Phase I, first-in-human studyofMSC-1 (AZD0171),
a humanized anti-leukemia inhibitory factor monoclonal antibody, for
advanced solid tumors. ESMO Open 7, 100530 (2022).

58. Loriot, Y. et al. Plasmaproteomics identifies leukemia inhibitory factor
(LIF) as a novel predictive biomarker of immune-checkpoint blockade
resistance. Ann. Oncol. 32, 1381–1390 (2021).

59. Thibodeaux, S. R. et al. IFN-alpha augments clinical efficacy of
regulatory T-cell depletion with denileukin diftitox in ovarian cancer.
Clin. Cancer Res. 27, 3661–3673 (2021).

60. McCabe, A., Zaheed, O., McDade, S. S. & Dean, K. Investigating the
suitability of in vitro cell lines as models for the major subtypes of
epithelial ovarian cancer. Front. Cell Dev. Biol. 11, 1104514 (2023).

61. Barnes, B. M. et al. Distinct transcriptional programs stratify ovarian
cancer cell lines into the five major histological subtypes. Genome
Med. 13, 140 (2021).

62. Altwegg, K. A. et al. A first-in-class inhibitor of ER coregulator
PELP1 targets ER+ breast cancer. Cancer Res. 82, 3830–3844
(2022).

63. Bromberg, J. F. et al. Stat3 as an oncogene. Cell 98, 295–303 (1999).
64. Sareddy, G. R. et al. Therapeutic significance of estrogen

receptor beta agonists in gliomas. Mol. Cancer Ther. 11,
1174–1182 (2012).

65. Sareddy, G. R. et al. KDM1 is a novel therapeutic target for the
treatment of gliomas. Oncotarget 4, 18–28 (2013).

66. Hu, Y. & Smyth, G. K. ELDA: extreme limiting dilution analysis for
comparing depleted and enriched populations in stem cell and other
assays. J. Immunol. Methods 347, 70–78 (2009).

67. Trapnell, C., Pachter, L. & Salzberg, S. L. TopHat: discovering
splice junctions with RNA-Seq. Bioinformatics 25, 1105–1111
(2009).

68. Anders, S., Pyl, P. T. & Huber,W. HTSeq–a Python framework to work
with high-throughput sequencing data. Bioinformatics 31, 166–169
(2015).

69. Anders, S. & Huber, W. Differential expression analysis for sequence
count data. Genome Biol. 11, R106 (2010).

70. Sareddy, G. R. et al. Novel KDM1A inhibitors induce differentiation
and apoptosis of glioma stem cells via unfolded protein response
pathway. Oncogene 36, 2423–2434 (2017).

71. Fekete, J. T. et al. Predictive biomarkers of platinum and taxane
resistance using the transcriptomic data of 1816 ovarian cancer
patients. Gynecol Oncol. 156, 654–661 (2020).

Acknowledgements
This study was supported by the grants NIH CA266970 (RKV, HN), NIH
CA267893 (SV), NIH- CA239227 (RKV, MR), 1R01CA277498-01A1 (MR),
CPRITRP170345 (BE), NCI F99CA284284-01 (BE), VA-1101BX004545-01
(RKV), CA023108 (TC),GuyreFinds (TC),GmelichChair funds (TC). Genome
Sequencing Facility/Mays Cancer Center Next-generation sequencing
Shared Resource supported by NIH-NCI P30 CA054174 (Cancer Center at
UT Health San Antonio), NIH Shared Instrument grant S10OD030311 (S10
grant). The Flow Cytometry Shared Resource at UT Health San Antonio is
supported by a Cancer Center Support Grant from the National Cancer
Institute (P30CA054174; Sung, P.) to the Mays Cancer Center, grants from
the Cancer Prevention and Research Institute of Texas (RP210126; Berton,
M.T.) and from the National Institutes of Health (S10OD030432; Berton,
M.T.), and support from the Office of the Vice President for Research at UT
Health San Antonio.

Author contributions
S.V., R.V.K. and H.B.N. designed this study; B.E., S.V., U.P.P., G.R.,
X.Y., P.P.V., X.L., A.L.R.S. performed the experiments, completed the
analysis; H.B.N., B.S., S.K. provided support with EC359 synthesis and
toxicity studies; B.E., S.V., R.R.T., G.R.S. and R.K.V. provided support
with animal studies; V.D. and B.B.S. provided support with seahorse
assays, calcium signaling assays; H.Y., Z. X. and T.C. provided support
with immunology studies; Y.C. and Z.L. provided support with RNAseq
studies; B.E., S.V., E.R.K., X.Y. provided support for PDX and organoid
studies; S.V. and P.T.V. provided support for TMA analyses; BE., S.V.,
and R.K.V. wrote the manuscript. B.E., S.V., H.B.N., and R.K.V.
reviewed and revised themanuscript; B.E., and S.V. contributed equally
to this work. All authors read and approved the final manuscript.

Competing interests
B.S., S.K., and H.B.N., are employees of Evestra Inc. The remaining authors
declare no potential conflicts of interest.

https://doi.org/10.1038/s41698-024-00612-y Article

npj Precision Oncology |           (2024) 8:118 17

https://doi.org/10.1136/gutjnl-2021-326581
https://doi.org/10.1136/gutjnl-2021-326581
https://doi.org/10.1136/gutjnl-2021-326581
https://doi.org/10.3390/ijms20020273
https://doi.org/10.3390/ijms20020273
https://doi.org/10.3390/ijms20020273


Additional information
Supplementary information The online version contains
supplementary material available at
https://doi.org/10.1038/s41698-024-00612-y.

Correspondence and requests for materials should be addressed to
Suryavathi Viswanadhapalli, Hareesh B. Nair or Ratna K. Vadlamudi.

Reprints and permissions information is available at
http://www.nature.com/reprints

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

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in anymedium or format, as long
as you give appropriate credit to the original author(s) and the source,
provide a link to the Creative Commons licence, and indicate if changes
were made. The images or other third party material in this article are
included in the article’s Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is not included in the
article’sCreativeCommons licence 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
licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2024

https://doi.org/10.1038/s41698-024-00612-y Article

npj Precision Oncology |           (2024) 8:118 18

https://doi.org/10.1038/s41698-024-00612-y
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Pharmacological inhibition of the LIF/LIFR autocrine loop reveals vulnerability of ovarian cancer cells to ferroptosis
	Results
	LIFR ligands are highly expressed in OCa and their levels correlate with poor survival of OCa patients
	OCa cells exhibit LIF/LIFR autocrine signaling and LIFR is required for optimal growth of OCa in vitro and in�vivo
	EC359 inhibits LIF/LIFR autocrine signaling
	EC359 is more effective in blocking LIFR signaling in OCa compared to anti LIF antibody and STAT3/JAK inhibitors
	EC359 treatment diminishes stemness�of OCa
	EC359 promotes ferroptosis in OCa�cells
	EC359-treatment decreases the glycolysis/mitochondrial respiration and calcium signaling in ovarian cancer cells in a time-dependent�manner
	Maximum tolerated dose (MTD) and dose range finding studies for�EC359
	EC359 reduces the growth of OCa xenograft tumors in�vivo and ex�vivo
	EC359 treatment induces lymphocyte alterations in the tumor microenvironment
	EC359 reduced in vivo tumor progression in OCa PDX�models

	Discussion
	Methods
	Cell culture and reagents
	Cell viability, colony formation, and cell death�assays
	Lipid peroxidation�assay
	Western blotting
	ALDEFLUOR, sphere formation, limiting dilution assays, and quantitative real time-PCR
	RNA sequencing and analysis
	Reporter�assays
	Immunohistochemistry�(IHC)
	OCR and ECAR�assay
	Intracellular calcium ([Ca2&#x0002B;]i) measurement
	Maximum tolerated dose (MTD) and dose range finding studies
	In vivo orthotopic tumor�model
	In vivo CDX and PDX tumor�models
	Patient-derived explant and organoid studies
	Lymphocyte preparation and analysis by flow cytometry
	Databases and statistical analyses
	Reporting summary

	Data availability
	Code availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




