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Abstract: Overexpression and aberrant activation of signal transducer and activator of transcription
3 (STAT3) contribute to tumorigenesis, drug resistance, and tumor-immune evasion, making it a
potential cancer therapeutic target. BP1003 is a neutral liposome incorporated with a nuclease-
resistant P-ethoxy antisense oligodeoxynucleotide (ASO) targeting the STAT3 mRNA. Its unique
design enhances BP1003 stability, cellular uptake, and target affinity. BP1003 efficiently reduces
STAT3 expression and enhances the sensitivity of breast cancer cells (HER2+, triple negative) and
ovarian cancer cells (late stage, invasive ovarian cancer) to paclitaxel and 5-fluorouracil (5-FU) in
both 2D and 3D cell cultures. Similarly, ex vivo and in vivo patient-derived models of pancreatic
ductal adenocarcinoma (PDAC) show reduced tissue viability and tumor volume with BP1003
and gemcitabine combination treatments. In addition to directly affecting tumor cells, BP1003 can
modulate the tumor microenvironment. Unlike M1 differentiation, monocyte differentiation into
anti-inflammatory M2 macrophages is suppressed by BP1003, indicating its potential contribution to
immunotherapy. The broad anti-tumor effect of BP1003 in numerous preclinical solid tumor models,
such as breast, ovarian, and pancreatic cancer models shown in this work, makes it a promising
cancer therapeutic.

Keywords: STAT3; antisense oligodeoxynucleotide; breast; ovarian; pancreatic cancer; monocyte
polarization; M2 macrophages

1. Introduction

Overexpression and persistent activation of STAT3 have been correlated with poor
patient prognosis in various types of cancers (including breast, ovarian, pancreatic, lung,
and colon cancer). This is likely because STAT3 dysfunction contributes to cancer cell
proliferation, survival, drug resistance, metastasis, and immune evasion [1–3]. Preclinical
studies show that activation of the JAK-STAT3 pathway in triple negative breast cancer
(TNBC) or the FGFR1/SRC/STAT3 pathway in ovarian cancer promotes tumor initiation,
migration, and paclitaxel resistance [4–7]. STAT3 also induces epithelial–mesenchymal
transition in hepatocellular carcinoma and attenuates the cell’s response to 5-FU [8]. The
predominant role of STAT3 in pancreatic cancer is the promotion of angiogenesis via
enhanced expression of vascular endothelial growth factor [9,10].

In addition to its intrinsic pro-tumoral roles, STAT3 mediates immune suppression in
the tumor microenvironment [11–13]. Recent studies in a TNBC mouse model show that
inhibition of STAT3 not only reduces the elevated levels of PD-L1 expression, which serves
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to bind and inhibit T cell function [14], but also directs the phenotype of tumor associated
macrophages (TAM) towards an anti-tumorigenic M1 phenotype [15].

Contrary to the M1 phenotype, TAM polarized to an M2 phenotype create a pro-
tumorigenic environment by suppressing CD8+ T and NK cell functions through the
production of anti-inflammatory factors and by releasing growth and angiogenic factors
that support tumor growth and progression [16,17]. M2 polarization is dependent on
STAT3 signaling which is often directly elicited by cancer cells [18]. For example, recent
work has shown that the release of lactate from TNBC cells or chemokine ligand 2 (CCL2)
from ovarian cancer cells induces the chemotaxis of macrophages, STAT3 signaling, and M2
differentiation [19–21]. Immune cell function can also be modulated by cancer-derived exo-
somes containing STAT3 activating cargo. Pancreatic cancer derived exosomes containing
lncRNA FGD5-AS1 stimulate STAT3 acetylation and transcriptional activity in surrounding
monocytes, promoting M2 polarization [22].

Being a point of convergence of multiple upstream tyrosine kinases (both receptor
and non-receptor) and being regulated by a range of post-translational modifications
and noncoding RNA make indirect targeting of STAT3 insufficient, with compensatory
pathways taking over and off target inhibition of other STATs. A range of direct STAT3
inhibitors targeting its SH2 and DNA binding domains are currently being evaluated in pre-
clinical studies and ongoing clinical trials [12,23,24]. Although small molecule and peptide
inhibitors are promising, antisense oligonucleotide (ASO) technology has the advantage
of specifically blocking the synthesis of the targeted protein with more stability and less
potential toxicity [25].

BP1003 consists of a nuclease-resistant P-ethoxy antisense oligodeoxynucleotide
(DNAbilize® technology) targeting the STAT3 mRNA, which is incorporated in a non-
immunogenic, neutral dioleoylphosphatidylcholine (DOPC) liposome. This innovative
design makes BP1003 nuclease resistant and hydrophobic, thereby rendering it more sta-
ble and with enhanced cellular uptake. The benefits of the DNAbilize® technology have
been shown in the preclinical and clinical studies of prexigebersen and BP1002 which
have proven to be very well tolerated with little to no toxicity in animal and clinical stud-
ies [26,27]. To date, danvatirsen (IONIS-STAT3/AZD9150) is the only available STAT3-ASO
in clinical trial [24]; its clinical efficacy has yet to be established.

Here we report the effects of BP1003 as a single agent and in combination with
chemotherapy in various cancer models. Our findings show that BP1003 significantly
reduced the expression of STAT3 protein and that of its downstream targets, vimentin
and Bcl-2. Vimentin has critical roles in maintaining cell integrity, epithelial mesenchymal
transition, and lamellipodia formation [28–30]. Anti-apoptotic Bcl-2 protein is a promi-
nent therapeutic target for hematological and various solid tumor malignancies [31–33].
The inhibitory effects of BP1003 on cell viability, motility, and spheroid growth were aug-
mented in combination with paclitaxel or 5-FU. Additionally, the combination of BP1003
and gemcitabine reduced tumor viability and promoted tumor regression in ex vivo and
in vivo pancreatic ductal adenocarcinoma (PDAC) patient-derived xenograft (PDX) models.
BP1003 also proved highly effective at blocking the polarization of monocytes to a CD206+
M2 phenotype with no effect on the M1 phenotype in vitro.

2. Materials and Methods
2.1. Cell Culture

BT549, SK-OV-3, and SK-BR-3 cells, purchased from ATCC (Manassas, VA, USA), were
cultured in RPMI-1640 medium (GenDEPOT, Katy, TX, USA) supplemented with 10% fetal
bovine serum (FBS, GenDEPOT) and penicillin–streptomycin (100 units/mL, GenDEPOT)
in a 37 ◦C humidified incubator under 5% CO2. Cells were passaged every 3 days. Cell
lines were authenticated prior to freezing for long term storage and periodically when
in culture.
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2.2. BP1003

The STAT3 ASO (5′-CTG ATA ATT CAA CTC AGG-3′) was manufactured by Nitto
Denko Avecia Inc. (Cincinnati, OH, USA). DOPC lipids were purchased from Avanti Polar
Lipids, Inc. (Alabaster, AL, USA). STAT3 ASO was formulated with DOPC lipids and
lyophilized in a LyoStar 3 lyophilizer (SP Industries, Inc., Warminster, PA, USA). Drug
vials were stored at 2–8 ◦C. Prior to use, BP1003 vials were acclimated to room temperature
before being reconstituted with sterile phosphate buffer saline (PBS) (GenDEPOT). The
vials were then vortexed at 2500 rpm for 2 min at room temperature.

2.3. Viability Assay

Cell viability was quantified using an alamarBlue (BioRad, Fort Worth, TX, USA)
viability assay. In brief, 1200 BT549, 2000 SK-OV-3 or 2000 SK-BR-3 cells, suspended
in 100 µL of complete medium, were plated in 96-well plates and treated with 100 µL
of complete medium containing paclitaxel or 5-FU (Caymen Chemical, Ann Arbor, MI,
USA). Four hours later, BP1003 or empty liposomes (EL) were added to the wells at a
final concentration of 200 µg/mL. After 96 h of incubation, resorufin’s red fluorescence
was quantified in a FLUOstar microplate reader (BMG Labtech, Cary, NC, USA) using
560/590 nm (excitation/emission) filters.

2.4. Immunoblotting

Cells were lysed in RIPA lysis buffer (VWR Life Science, Missouri, TX, USA) containing
protease and phosphatase inhibitors (Bimake, Houston, TX, USA). Protein lysates were
separated by SDS-PAGE (Thermo Fisher Scientific, Waltham, MA, USA), transferred to
nitrocellulose membranes (Bio Rad, Hurcules, CA, USA), blocked with 4% non-fat dry
milk (ChemCruz, Dallas, TX, USA) in 1× Tween-20 TBS (wash buffer) (ChemCruz) for
1 h at room temperature, and followed by an overnight incubation at 4 ◦C with primary
antibody (4% (w/v) milk in wash buffer). The following day, after three 10 min washes
in wash buffer, membranes were incubated with the appropriate horseradish peroxidase
(HRP)-conjugated secondary antibody for 2 h at room temperature, washed, and developed
using enhanced chemiluminescence (ECL) (Thermo Fisher Scientific) in an Azure c300
imaging system (Azure Biosystems, Dublin, CA, USA). The primary antibodies used were
anti-STAT3 (1:1000 dilution, BD Biosciences, Franklin Lakes, NJ, USA), anti-STAT4 (1:1000,
Santa Cruz Biotechnology, Dallas, TX, USA), anti-Bcl-2 (1:500, Abcam, Waltham, MA, USA),
anti-vimentin (1:1000, Cell Signaling, Danvers, MA, USA), and anti-β-actin (1:5000, Cell
Signaling). Secondary antibodies for chemiluminescent signal detection were horseradish
peroxidase-conjugated IgG (1:10,000 dilution; Rabbit: Cell Signaling or Mouse: Azure
Biosystems). Band intensity was analyzed using ImageJ (version 1.54f).

2.5. Colony Formation

Five hundred SK-OV-3 or BT549 cells were seeded in triplicates in 6-well plates. After
24 h, cells were treated with 150 µg/mL BP1003 and 0.12 nM paclitaxel and incubated at
37 ◦C in a 5% CO2 humidified incubator. After 10 days, colonies were fixed in 3% (v/v)
acetic acid, 10% (v/v) methanol solution for 2 min, and stained with 0.2% (w/v) crystal
violet staining solution (Sigma, Burlington, MA, USA) for 20 min. Once washed and dried,
colony number and optical densities were acquired in a FLUOstar microplate reader (BMG
Labtech) at 590 nM wavelength.

2.6. Cell Migration

Migration assays were performed using 24-well micro-chemotaxis chambers (VWR).
Cells were pre-treated with 200 µg/mL of BP1003 or EL for 72 h before being washed with
PBS and incubated for 4 h in FBS-free medium with or without paclitaxel (2 nM, 2 nM, and
1.5 nM for SK-OV-3, SK-BR-3 cells, and BT549 cells, respectively). Cells were then seeded
into upper chambers at a density of 1 × 105 cells in 250 µL of FBS-free medium containing
200 µg/mL BP1003 or EL, in the presence or absence of paclitaxel. The lower chambers
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were filled with 650 µL complete medium supplemented with 10% FBS as an attractant.
SK-OV-3 cells were given 8 h to migrate, BT549 cells were given 6 h and SK-BR-3 cells were
given 20 h to migrate. Migrated cells were fixed and stained with 0.2% (w/v) crystal violet
(Sigma) staining solution. Images of cells were captured by a Leica DFC camera on a Leica
DM IL LED microscope (10× magnification). The percentage of membrane area taken up
by migrated cells was determined using ImageJ.

2.7. Spheroids

Spheroids were formed in 96-well round bottom, ultra-low attachment plates (Corning)
in 100 µL complete medium (500 SK-OV-3 cells, 250 BT549 cells). Plates were incubated at
37 ◦C in a 5% CO2 humidified incubator. Three days after plating, spheroids were treated
with 250 µg/mL of BP1003 or EL, followed by 6 nM paclitaxel 24 h later for combination
treatments. Spheroids were imaged using a Leica DFC camera on a Leica DM IL LED
microscope (20× magnification) and analyzed using ImageJ. Larger BT549 and SK-OV-3
spheroids (formed from 4000 cells) were treated with 1 mg/mL BP1003. Since a high dose
of BP1003 obstructed spheroid visibility, spheroids were transferred and gently washed in
a 6-well plate containing 3 mL of PBS prior to imaging.

The effect of BP1003 on spheroid formation was assessed by pre-treating cells with
200 µg/mL of BP1003 or EL for 72 h. Cells were then removed from BP1003 and seeded
in 96-well low-attachment round-bottom plates. One day after seeding, cells were treated
again with 100 µg/mL of BP1003 alone or in combination with 5 nM paclitaxel. Growth
kinetics was monitored for 9 days by measuring the area of the spheroid.

2.8. Ex Vivo LTSA Assay

PDAC PDXs were established and grown in immunodeficient mice as previously
described [34]. Tissue cores (3 mm × 200 µm) were generated as previously described from
a panel of 18 PDAC patient-derived xenografts [34]. Tissue slices were treated with BP1003
(60 µg/mL) and/or gemcitabine (10 µM). After 72 h, PrestoBlue® reagent was added to the
tissue slice culture medium for an additional 2 h. Fluorescent intensity was determined in
a CLARIOstar® plate reader (BMG LABTECH).

2.9. PDX In Vivo Experiment

To assess drug efficacy, a previously described animal experimental protocol was
applied, which involves the implantation of ~10 mm3 tumorgrafts in nude mice [34]. Once
tumors reach the size of ~100 mm3, mice were administered BP1003 (25 mg/kg) and/or
gemcitabine (50 mg/kg) twice a week for 4 weeks. Tumor volumes were measured weekly.
Immunohistochemistry, described in Roife et al. [34], was used to assess STAT3 protein
levels in tumor tissues.

2.10. Preparation of Monocytes from Peripheral Blood

Human peripheral blood mononuclear cells (PBMC) were isolated from the blood
of healthy adult volunteers obtained from Thomas Jefferson University Hospital blood
bank. Buffy coats diluted 1:1 in PBS/2% FBS were processed using Lymphoprep (Stem
cell technologies, Vancouver, BC, Canada) density gradient cell isolation according to
manufacturer’s instructions. CD14+ cells were isolated from PBMC by positive selection
using Miltenyi Biotec magnetic beads according to the manufacturer’s protocol.

2.11. Monocyte/Macrophage Culture Conditions

CD14+ cells were cultured at 2 × 106/mL in Stemcell SF macrophage expansion
medium overnight at 37 ◦C. The following day, CD14+ cells were diluted to 1 × 106/mL
with macrophage expansion medium containing 5 mg/mL human recombinant M-CSF.
Cultures were activated with 10 ng/mL LPS and 50 ng/mL IFN-γ for M1 polarization or
10 ng/mL IL-4 for M2 polarization. Treatment during polarization: BP1003 and EL were
added to cultures at 500, 250, and 125 µg/mL. Cells were incubated for 3 days at 37 ◦C,
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5% CO2, then harvested for analysis by flow cytometry. The treatment after polarization:
after 3 days of polarization, media was removed from wells and fresh macrophage media
with 5 mg/mL M-CSF was added to cultures. BP1003 and EL were added to the cultures at
500, 250, and 125 µg/mL. Cells were incubated for 3 days at 37 ◦C, 5% CO2 and analyzed
by flow cytometry.

2.12. Macrophage Phenotypic Analysis

Following monocyte/macrophage treatments, cells were resuspended in 100 mL
of one of the antibody panels listed below containing a 1:100 dilution of each antibody
in FACS buffer. Cells were incubated with FACS buffer only (no stain control) or with
antibodies at 4 ◦C for 1 h, then washed and resuspended in 200 mL FACS buffer for
analysis on a Guava flow cytometer. The antibodies used were CD14 (FITC, BD Biosciences
#557153), CD86 (PE, BD #555658), CD206 (APC, BD #550889), CD16 (APC-Cy7, BD #557758),
CD11B (FITC, Miltenyi #130-113-234), CD68 (PE, BD #556078), CD163 (PerCP, BD #563867),
HLA-DR (APC, BD #559866), CD204 (PE, BD #566251), CD15 (FITC, BD #560997), CD14
(PE, BD #555398). Stain profiles were analyzed by FlowJo using singly stained beads for
compensation where appropriate.

2.13. Statistical Analysis

Statistical analyses were performed on Graphpad Prism 9. Data were presented as
means ± standard deviations (SD) or standard error of mean (SEM) as noted in figure leg-
ends. Significance was determined using Student’s unpaired t-test. Statistical significance
was indicated with * p < 0.05, ** p < 0.01, and *** p < 0.001.

3. Results
3.1. BP1003 Reduces STAT3 Expression

The ability of BP1003 to reduce the expression of STAT3 protein was assessed in human
cancer cell lines. Treatment of BT549 cells (TNBC), SK-BR-3 cells (HER2+ breast cancer),
and SK-OV-3 cells (late stage, invasive ovarian cancer) with 200 µg/mL of BP1003 for 96 h
resulted in a 30–40% decrease in STAT3 protein levels compared to cells treated with EL
(Figure 1A). Time course experiments showed a reduction in STAT3 expression as early as
48 h after treatment with a progressive decrease for 96 h (Figure S1A).

Due to target sequence similarity between STAT3 and STAT4 (Figure S1B), the ef-
fect of BP1003 on STAT4 levels was assessed. STAT4 protein levels were either un-
changed or increased by BP1003 treatment, confirming the specificity of BP1003 for STAT3
(Figures 1B and S1A). BP1003 also reduced the expression of STAT3 downstream targets,
such as the anti-apoptotic Bcl-2 protein in BT549 and SK-OV-3 cell lines (Figure 1B). Unlike
STAT3 levels that continue to decrease with prolonged BP1003 exposure, Bcl-2 levels are
stabilized after an initial decrease (Figure S1A). This could be due to additional regula-
tors of Bcl-2 expression and protein stability. BP1003 also decreased the expression of the
metastasis promoting vimentin protein, another STAT3 downstream target, in the SK-BR-3
cell line (Figure 1B). Effects of BP1003 on vimentin were assessed in SK-BR-3 cells because
Bcl-2 protein level is very low in these cells. These immunoblots clearly show that BP1003
significantly reduces the protein levels of STAT3 and its downstream targets, which play
critical roles in cancer progression.
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Figure 1. Effect of BP1003 on STAT3 and downstream proteins levels. (A) Representative immunoblots
and normalized densitometric levels of STAT3 in BT549, SK-BR-3, and SK-OV-3 cell lines treated with
BP1003 or EL. (B) Representative immunoblots and normalized densitometric levels of STAT4 and
STAT3 target proteins, Bcl-2 and vimentin, after treatment with BP1003 or EL.

3.2. BP1003 Reduces Cell Viability and Colony Formation in Combination Treatments

An alamar blue viability assay was used to determine the effect of BP1003 as a
monotherapy and in combination with two widely used chemotherapeutic agents: pacli-
taxel and 5-FU. BP1003 decreased the viability of SK-OV-3, BT549, and SK-BR-3 cells in a
dose-dependent manner (Figure S2A).

At 200 µg/mL, BP1003 monotherapy decreased cell viability to ~70% (Figure 2A).
5-FU (5 µM) decreased cell viability to 60–70% (Figure 2A′). Combining these two drugs
decreased cell viability to a greater extent: 30% viability in SK-BR-3 and SK-OV-3 cells, and
40% viability in BT549 cells (Figure 2A′). Similarly, BP1003 in combination with paclitaxel
was more effective than either agent alone; the combination decreased viability to ~50% in
SK-BR-3 cells and 30% in SK-OV-3 and BT549 cells (Figure 2A′′).
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Figure 2. BP1003 reduced cell viability and colony formation. (A) Alamar blue viability assays were
performed on SK-BR-3, SK-OV-3, and BT549 cells treated with BP1003 monotherapy at 200 µg/mL
or in combination with 5-FU (5 µM) (A′) or paclitaxel (2–3 nM) (A′′). Results were normalized to
control EL treatments. The mean of triplicate measurements from a single trial ± SD are shown.
(B) Colony formation assays were performed on BT549, and SK-OV-3 cells which were either left
untreated (UT) or treated with BP1003 alone, or in combination with paclitaxel for 10 days. The mean
of triplicate measurements from a single trial ± SD are shown (* = p < 0.05, ** = p < 0.01, *** = p < 0.001,
**** = p < 0.0001).

Colony formation assays were also used to determine the effect of reduced STAT3
expression on cell proliferation. BP1003 reduced BT549 colony formation and density in a
dose-dependent manner (Figure S2B). Treatment of BT549 or SK-OV-3 cells with 150 µg/mL
of BP1003 reduced colony formation by ~45 and 20%, respectively (Figure 2B). Combining
BP1003 with paclitaxel further decreased colony formation by 70% in BT549 and 50% in
SK-OV-3 cells (Figure 2B).

These results show that BP1003 monotherapy significantly reduces the ability of cancer
cell lines to proliferate in vitro as well as their ability to form and grow colonies. These
effects were further enhanced when BP1003 was used in combination treatments with
paclitaxel or 5-FU.

3.3. BP1003 Reduces Cell Migration

The effect of inhibiting STAT3 expression on the metastatic phenotype of cancer
cell lines was investigated using trans-well migration. Treatment of BT549 cells with
BP1003 resulted in a 30% reduction in cell migration compared to control EL treatment
(Figure 3). Migration decreased by 13% in SK-OV-3 cells and was unchanged in SK-BR-3
cells. However, combination treatments of BP1003 and paclitaxel significantly decreased
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the migration of SK-OV-3 and SK-BR-3 cells by 25% and 55%, respectively. Combination
treatments of BT549 cells further reduced cell migration to 48% (Figure 3).
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3.4. BP1003 Interferes With Spheroid Formation and Growth

Experiments were undertaken to determine if BP1003 impacts the ability of BT549
and SK-OV-3 cancer cell lines to form spheroids. Pretreatment of BT549 and SK-OV-3
cells with BP1003 or paclitaxel reduced the size of the spheroids formed as early as 3 days
(Figures S3A and 4A,B). Combination treatment resulted in BT549 spheroids similar in size
to BP1003 monotherapy treatments after 3 days but displayed a 70% decrease in size after
9 days (Figure 4A). After 9 days, BP1003-treated SK-OV-3 spheroids were 30% smaller than
untreated spheroids and 54% smaller with paclitaxel combination treatments (Figure 4B).
These results show that BP1003 compromises spheroid growth as a monotherapy and more
significantly in combination with paclitaxel.

The effects of BP1003 on formed spheroids (3 days post plating) were then investigated.
Spheroid growth was followed for an additional 10 days and the area of treated spheroids
was normalized to that of untreated spheroids (Figure 4C). EL treatment led to a 0.6-fold
increase in BT549 spheroid size while BP1003 treatment led to a 0.2-fold increase (Figure 4C).
SK-OV-3 spheroids increased dramatically in size, with untreated spheroids being 2.1-fold
larger after 10 days, EL-treated spheroids 1.9-fold larger, and BP1003-treated spheroids
1.7-fold larger (Figure 4C). Combination treatments once again further reduced spheroid
size compared to single drug treatments. (Figure 4D). Similar results were obtained with
larger spheroids, formed from a greater number of cells (Figure S3B,C).

Having established that the proliferation, colony growth, and spheroid formation of
cancer cell lines were sensitive to BP1003, both as a single agent and in combination with
chemotherapy, we determined whether BP1003 could affect tumor growth in ex vivo and
in vivo models.
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Figure 4. Effect of BP1003 and paclitaxel on spheroid formation and growth. 2D pretreatment of
(A) BT549 and (B) SK-OV-3 cells with BP1003 (250 µg/mL) for 72 h, +/−paclitaxel treatment 24 h
after plating in round bottom wells. The size and growth rate of the spheroids were monitored over
9 days. Images represent spheroids on the 9th day (scale bar of 200 µm) and bar graphs represent the
area measured with ImageJ from a minimum of two independent experiments. Error bars represent
the mean (n = 6) ± SD. (C) Treatment of pre-formed BT549 and SK-OV-3 spheroids with BP1003
(250 µg/mL) and (D) combination treatment of BT549 spheroids with BP1003 and paclitaxel reduced
the fold change (y/x −1) of spheroid area after 10 days. Bar graphs represent the area measured
using ImageJ from a minimum of two independent experiments. Error bars represent the mean
(n = 6) ± SEM (* = p < 0.05, ** = p < 0.01, *** = p < 0.001, **** = p < 0.0001).
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3.5. BP1003 + Gemcitabine Combination Treatment Results in Decreased PDAC PDX Tissue Slice
Viability and Tumor Regression

A panel of 18 PDAC PDXs was used in an ex vivo live tissue sensitivity assay (LTSA)
to study the activity of BP1003 alone and in combination with gemcitabine. Using previous
defined criteria, tissue slice viability inhibition greater than 30% was considered a significant
response [34]. Treatment of tissue slices with BP1003 alone significantly decreased the
viability of 7 out of 18 PDAC PDXs by over 30% (p < 0.05) (Table 1). Gemcitabine treatments
alone did not significantly affect any of the 18 tissue samples. BP1003 and gemcitabine
combination treatments reduced tissue slice viability by over 30% in 11 PDAX PDXs and
by over 50% in 5 out of the 18 PDAX PDXs (Table 1). Based on these results, PDAC-PDX
055 was selected to be used for in vivo studies due to its efficient growth in nude mice and
its sensitivity to BP1003, gemcitabine and the synergistic effect of the BP1003 + gemcitabine
combination.

Table 1. Ex vivo LTSA with BP1003 +/− gemcitabine on PDAC PDX tissue slices.

PDAC
PDX

Decrease in Viability (% of Untreated)

Gemcitabine
(10 µM)

BP1003
(60 µg/mL)

Gemcitabine
+

BP1003

102 0 11 17

124 7 14 16

032 0 15 18

053 14 16 28

147 10 17 43

118 0 19 48

070 0 22 26

155 10 24 26

110 9 26 40

059 5 27 26

162 0 29 53

055 15 31 49

176 11 35 56

030 5 35 48

213 11 35 43

045 12 46 56

179 0 47 52

113 9 58 55

Nude mice implanted with PDX 055 xenografts were treated with BP1003 or gem-
citabine alone, or in combination. Tumor volumes, measured weekly, revealed that
gemcitabine monotherapy inhibited tumor growth and reduced tumor volume after
28 days. BP1003 monotherapy did not reduce tumor volume but decelerated tumor growth
(Figure 5A). Combination treatments decreased tumor volume in just 7 days and to a
greater extent than gemcitabine alone in 28 days. The anti-cancer activity of combination
treatments was maintained beyond the 28-day treatment window after termination of
treatments, indicating prolonged therapeutics effects. Immunohistochemical staining of
tumors at the end of the study showed a dramatic reduction in STAT3 levels in tumor
samples treated with BP1003 alone (Figure 5B, panel C). On the other hand, tumors treated
with gemcitabine alone displayed an increase in STAT3 levels (Figure 5B, panel B); this
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effect has been observed in other studies and is suggested to be a potential contributor to
gemcitabine resistance in pancreatic cancer cells [35,36]. Reduction in STAT3 levels was
noted in tumors treated with the BP1003 + gemcitabine combination (Figure 5B, panel D).
Having shown that BP1003 effectively inhibited the growth of PDX ex vivo and in vivo,
we next investigated whether BP1003 could modulate immune cell function in the tumor
microenvironment by inhibiting the polarization of monocytes toward anti-inflammatory,
TAM-like M2 cells.
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Figure 5. BP1003 and gemcitabine combination promoted PDAC PDX tumor regression. (A) Change
in PDAC PDX tumor volume over time. Measurements taken every week, from the beginning of
drug treatments to one week after the termination of drug treatments. (B) Histologic images of PDAC
PDX tumor samples with STAT3 staining (10× magnification).

3.6. BP1003 Reduces M2 Polarization but Has No Effect on Previously Polarized Monocytes

The progression of naïve, undifferentiated monocytes to monocytes/macrophages
with either pro- (M1) or anti- (M2) inflammatory functions is driven by different stimuli
and is associated with phenotypic changes that are distinctive between functional subsets.
To determine, via phenotypic analysis, whether BP1003 has any effects on the polarization
of monocytes, BP1003 was added to CD14+ monocytes cultures being treated with cytokine
stimuli for M2 or M1 polarization. M2 macrophages were identified by the expression of
the mannose receptor CD206 (Figure S4). Major histocompatibility complex (MHC) II cell
surface receptor (HLA-DR) was used as a marker for M1 macrophages (Figure 6A).

Inclusion of EL in either M1 or M2 polarization cultures had no effect on HLA-DR or
CD206 expression, respectively, and minimal effects on cell recovery (Figure 6B). On the
other hand, BP1003 inclusion in the M2 polarization cultures reduced CD206 expression
in a dose dependent fashion while having no effect on HLA-DR expression (Figure 6B′).
Interestingly, when using BP1003 at 500 µg/mL, while M2 polarization was essentially
blocked, cell recovery was also significantly reduced. The reduced cell recovery seen
with 500 µg/mL BP1003 treatment of either M1 or M2 polarizing monocytes suggests the
possibility of a non-specific cytotoxic effect on naïve monocytes (Figure 6B’). This cytotoxic
effect was only seen at 500 µg/mL as the 250 µg/mL dose clearly reduced CD206 expression
without reducing cell recovery (Figure 6C).

To determine if BP1003 could also affect the number of pre-established M2
macrophages, monocytes that had previously been polarized to M1 and M2 in culture were
incubated with concentrations of BP1003 or EL for a period of time comparable to that used
for cell treatment prior to polarization. For M1 cells there was a minor reduction in cell
recovery for both the BP1003 and EL cultures at 500 µg/mL but no effect on expression of
HLA-DR (Figure 6D). Similar results were obtained with M2 polarized cells; no appreciable
effect of 500 µg/mL BP1003 was seen on CD206+ cells apart from a minor drop in cell
recovery that was also seen for EL treated cultures. Notably, the reduced numbers of
cells recovered was limited to the cells negative for CD206 (peaks to the left of the graph)
(Figure 6D).
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Figure 6. BP1003 reduces M2 monocyte polarization. (A) For in vitro polarization, monocytes were
stimulated with LPS and IFNγ for M1 polarization and IL-4 for M2 polarization. (B–D) Representative
histograms for expression of surface markers CD206 (M2) and HLA-DR (M1). (B,B′) To assess the
effect of BP1003 and EL during polarization monocytes were treated with the indicated dilutions of
BP1003 or EL at the same time as polarizing agents for 3 days. (C) BP1003 treatments at 250 µg/mL
most efficiently decreased M2 polarization. (D) Neither M1 nor M2 polarized monocytes are affected
by BP1003 or EL (500 µg/mL).

We conclude that BP1003 is highly effective at blocking the polarization of mono-
cytes to an CD206+ M2 phenotype in the 500 µg/mL to 250 µg/mL dilution range
in vitro. We do not know the fate of STAT3-blocked monocytes subjected to an M2 po-
larization stimulus. Although at 500 µg/mL cytotoxicity is detected, it is possible that
some of this toxicity may be selective for cells that would otherwise polarize to M2. Pre-
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viously polarized M2 macrophages are unaffected by BP1003 treatments, and, like M1
macrophages, they are more resistant than naïve monocytes to the cytotoxic effects of
BP1003 at high concentrations.

4. Discussion

Our data show the therapeutic potential of BP1003 as it inhibits multiple tumorigenic
processes, including cell viability, drug resistance, colony and spheroid formation, and
migration, in different types of cancers. The effectiveness of BP1003 is likely due to its
ability to decrease STAT3 levels, which leads to decreased expression of its downstream
targets, such as vimentin and Bcl-2, which have both been associated with tumor aggression
and poor prognosis.

BP1003 also exhibits immunomodulatory potential as a highly effective inhibitor of M2
monocyte polarization. The inclusion of BP1003 in cultures of CD14+ monocytes isolated
from normal human peripheral blood and treated with the M2-polarizing cytokines M-CSF
and IL-4 prevents their polarization to CD206+ M2, anti-inflammatory macrophages. In
contrast BP1003 treatment has no effect on the polarization of naïve human monocytes to
pro-inflammatory M1 macrophages. Our data also suggest that at relatively high concen-
trations BP1003 may have a selective effect on the viability or in vitro expansion of naïve
monocytes, particularly if committed to an M2 lineage. While no effect on the phenotype
of previously polarized monocytes was seen upon treatment with BP1003, based on the
current data, we cannot speculate as to whether there is a functional effect on either cell
population. Measurement of cytokine production or gene expression by cells would be
required to determine if there is an effect on cell function. However, it is very likely that the
inhibition by BP1003 of CD206 expression during polarization has a profound impact on the
acquisition of M2 functions by the cells as mechanistic links between the expression of this
molecule and cell function have previously been reported [37]. These results provide initial
proof of the principle that BP1003 may be a highly effective inhibitor of M2 polarization
and raise the question as to whether STAT3 activity is required to maintain M2 functionality
after polarization and if it is required for the survival of naïve monocytes in culture.

The critical role of STAT3 in tumorigenesis makes it an ideal drug target. However,
therapeutic inhibition of STAT3 has been very challenging because STAT3 is downstream
of multiple tyrosine kinases and is regulated by a range of post-translational modifications
and noncoding RNA. Extensive research has been devoted to developing drug candidates
that can directly target STAT3. These candidates include DNA decoys, small molecules,
and peptides that target the DNA- or SH2-binding domains of STAT3 [12,23,24,38–40].
Such approaches may not be entirely successful in cancer therapy because in addition to
its canonical nuclear activity in gene regulation, STAT3 has non-canonical functions by
regulating cellular respiration, energy production, and reactive oxygen species levels in the
mitochondria [41–43].

ASO technology has the advantage of specifically blocking the synthesis of the tar-
geted protein with more stability than peptides and less potential toxicity than small
molecules [25]. There are many structure and sequence similarities among the seven STAT
proteins. Sequence alignments reveal that STAT4 and STAT3 mRNA differ by 5 out of the
18 nucleotides at the BP1003 target site. Our data showed that this 5-nucleotide discrepancy
is sufficient to make STAT3 a unique target of BP1003 as STAT4 levels were not reduced
by BP1003.

Danvatirsen (IONIS-STAT3/AZD9150), a STAT3-targeting ASO that contains con-
strained ethyl-modified residues, was shown to be selective for STAT3 without affecting the
expression of other STATs [44]. Clinical activity was seen in an early danvatirsen monother-
apy study [44]. Recent studies exploring danvatirsen in combination with acalabrutinib
in relapse/refractory diffuse large B cell lymphoma or danvatirsen in combination with
durvalumab in refractory solid tumors demonstrate that the drug combinations are safe
and tolerable but only modest clinical activity with limited durability was observed [45,46].
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The neutral charged, hydrophobic P-ethoxy STAT3 ASO is efficiently incorporated
in neutral DOPC liposomes. BP1003 is formulated with the same DNAbilize® technology
as Prexigebersen, an ASO that targets the Grb2 mRNA. Prexigebersen is currently being
investigated in Phase II clinical trials for AML patients (NCT02781883) after promising
clinical activity, and no dose limiting toxicities were observed in earlier Phase I trials [25,26].
Being both neutrally charged and non-immunogenic limit the interaction of BP1003 with
charged plasma proteins, thereby increasing its stability and cellular uptake. BP1003 pene-
trates into PDAC PDXs, suppresses STAT3 expression, and induces tumor regression when
combined with gemcitabine. BP1003 also selectively inhibits M2 monocyte polarization
with consequences for tumor immunotherapy. The tolerance and efficacy of the DNAbilize®

technology in patients, and the multi-faceted inhibitory effects of BP1003, especially in
combination therapies, are highly suggestive of its therapeutic potential against STAT3 in a
range of solid tumors.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/biomedicines12081901/s1, Figure S1: Time course STAT3 and
target protein levels with BP1003 treatment; Figure S2: Cell viability and colony formation dose
response to BP1003; Figure S3: BP1003 decreases spheroid size in combination treatments; Figure S4:
M2 polarized monocytes express CD206.
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JAK–STAT Signaling in Inflammatory Breast Cancer Enables Chemotherapy-Resistant Cell States. Cancer Res. 2023, 83, 264–284.
[CrossRef]

https://www.mdpi.com/article/10.3390/biomedicines12081901/s1
https://www.mdpi.com/article/10.3390/biomedicines12081901/s1
https://doi.org/10.3390/ijms22020603
https://www.ncbi.nlm.nih.gov/pubmed/33435349
https://doi.org/10.7150/jca.35011
https://www.ncbi.nlm.nih.gov/pubmed/31949487
https://doi.org/10.1016/j.bbrc.2018.07.088
https://www.ncbi.nlm.nih.gov/pubmed/30072097
https://doi.org/10.1186/s13046-021-02117-z
https://doi.org/10.1158/0008-5472.CAN-22-0423


Biomedicines 2024, 12, 1901 15 of 16

7. Marotta, L.L.C.; Almendro, V.; Marusyk, A.; Shipitsin, M.; Schemme, J.; Walker, S.R.; Bloushtain-Qimron, N.; Kim, J.J.; Choudhury,
S.A.; Maruyama, R.; et al. The JAK2/STAT3 Signaling Pathway Is Required for Growth of CD44 +CD24- Stem Cell-like Breast
Cancer Cells in Human Tumors. J. Clin. Investig. 2011, 121, 2723–2735. [CrossRef]

8. Wang, C.; Dou, C.; Wang, Y.; Liu, Z.; Roberts, L.; Zheng, X. TLX3 Repressed SNAI1-Induced Epithelial-Mesenchymal Transition
by Directly Constraining STAT3 Phosphorylation and Functionally Sensitized 5-FU Chemotherapy in Hepatocellular Carcinoma.
Int. J. Biol. Sci. 2019, 15, 1696–1711. [CrossRef]

9. Wei, D.; Le, X.; Zheng, L.; Wang, L.; Frey, J.A.; Gao, A.C.; Peng, Z.; Huang, S.; Xiong, H.Q.; Abbruzzese, J.L.; et al. Stat3 Activation
Regulates the Expression of Vascular Endothelial Growth Factor and Human Pancreatic Cancer Angiogenesis and Metastasis.
Oncogene 2003, 22, 319–329. [CrossRef]

10. Huang, C.; Huang, R.; Chang, W.; Jiang, T.; Huang, K.; Cao, J.; Sun, X.; Qiu, Z. The Expression and Clinical Significance of PSTAT3,
VEGF and VEGF-C in Pancreatic Adenocarcinoma. Neoplasma 2012, 59, 52–61. [CrossRef]

11. Wang, Y.; Shen, Y.; Wang, S.; Shen, Q.; Zhou, X. The Role of STAT3 in Leading the Crosstalk between Human Cancers and the
Immune System. Cancer Lett. 2018, 415, 117–128. [CrossRef] [PubMed]

12. Zou, S.; Tong, Q.; Liu, B.; Huang, W.; Tian, Y.; Fu, X. Targeting Stat3 in Cancer Immunotherapy. Mol. Cancer 2020, 19, 145.
[CrossRef]

13. Rébé, C.; Ghiringhelli, F. STAT3, a Master Regulator of Anti-Tumor Immune Response. Cancers 2019, 11, 1280. [CrossRef]
[PubMed]

14. Yi, M.; Niu, M.; Xu, L.; Luo, S.; Wu, K. Regulation of PD-L1 Expression in the Tumor Microenvironment. J. Hematol. Oncol. 2021,
14, 10. [CrossRef]

15. Zerdes, I.; Wallerius, M.; Sifakis, E.G.; Wallmann, T.; Betts, S.; Bartish, M.; Tsesmetzis, N.; Tobin, N.P.; Coucoravas, C.; Bergh, J.;
et al. STAT3 Activity Promotes Programmed-Death Ligand 1 Expression and Suppresses Immune Responses in Breast Cancer.
Cancers 2019, 11, 1479. [CrossRef] [PubMed]

16. Tan, M.L.; Zheng, G.; Ch’ng, S.; Jayasingam, S.D.; Citartan, M.; Hock Thang, T.; Aila, A.; Zin, M.; Ang, K.C.; Ch’ng, E.S. Evaluating
the Polarization of Tumor-Associated Macrophages Into M1 and M2 Phenotypes in Human Cancer Tissue: Technicalities and
Challenges in Routine Clinical Practice. Front. Oncol. 2020, 24, 1512.

17. Ni, D.; Wang, P.; Xu, F.; Li, C. Visualizing Macrophage Phenotypes and Polarization in Diseases: From Biomarkers to Molecular
Probes. Phenomics 2023, 3, 613–638. [CrossRef]

18. He, W.; Zhu, Y.; Mu, R.; Xu, J.; Zhang, X.; Wang, C.; Li, Q.; Huang, Z.; Zhang, J.; Pan, Y.; et al. A Jak2-Selective Inhibitor Potently
Reverses Immune Suppression by Modulating the Tumor Microenvironment for Cancer Immunotherapy. Biochem. Pharmacol.
2017, 145, 132–146. [CrossRef]

19. Zhu, Y.Y.; Zhao, Y.C.; Chen, C.; Xie, M. CCL5 Secreted by Luminal B Breast Cancer Cells Induces Polarization of M2 Macrophages
through Activation of MEK/STAT3 Signaling Pathway via CCR5. Gene 2022, 812, 146100. [CrossRef]

20. Yang, Y.I.; Wang, Y.Y.; Ahn, J.H.; Kim, B.H.; Choi, J.H. CCL2 Overexpression Is Associated with Paclitaxel Resistance in Ovarian
Cancer Cells via Autocrine Signaling and Macrophage Recruitment. Biomed. Pharmacother. 2022, 153, 113474. [CrossRef]

21. Mu, X.; Shi, W.; Xu, Y.; Xu, C.; Zhao, T.; Geng, B.; Yang, J.; Pan, J.; Hu, S.; Zhang, C.; et al. Tumor-Derived Lactate Induces M2
Macrophage Polarization via the Activation of the ERK/STAT3 Signaling Pathway in Breast Cancer. Cell Cycle 2018, 17, 428–438.
[CrossRef] [PubMed]

22. He, Z.; Wang, J.; Zhu, C.; Xu, J.; Chen, P.; Jiang, X.; Chen, Y.; Jiang, J.; Sun, C. Exosome-Derived FGD5-AS1 Promotes Tumor-
Associated Macrophage M2 Polarization-Mediated Pancreatic Cancer Cell Proliferation and Metastasis. Cancer Lett. 2022, 548,
215751. [CrossRef]

23. Taniguchi, K.; Tsugane, M.; Asai, A. A Brief Update on STAT3 Signaling: Current Challenges and Future Directions in Cance
Treatment. J. Cell. Signal. 2021, 2, 181–194.

24. Lau, Y.K.; Ramaiyer, M.; Johnson, D.E.; Grandis, J.R. Targeting STAT3 in Cancer with Nucleotide Therapeutics. Cancers 2019, 11,
1681. [CrossRef]

25. Gagliardi, M.; Ashizawa, A.T. The Challenges and Strategies of Antisense Oligonucleotide Drug Delivery. Biomedicines 2021, 9,
433. [CrossRef]

26. Ohanian, M.; Tari Ashizawa, A.; Garcia-Manero, G.; Pemmaraju, N.; Kadia, T.; Jabbour, E.; Ravandi, F.; Borthakur, G.; Andreeff,
M.; Konopleva, M.; et al. Liposomal Grb2 Antisense Oligodeoxynucleotide (BP1001) in Patients with Refractory or Relapsed
Haematological Malignancies: A Single-Centre, Open-Label, Dose-Escalation, Phase 1/1b Trial. Lancet Haematol. 2018, 5,
e136–e146. [CrossRef]

27. Lara, O.D.; Bayraktar, E.; Amero, P.; Ma, S.; Ivan, C.; Hu, W.; Wang, Y.; Mangala, L.S.; Dutta, P.; Bhattacharya, P.; et al. Therapeutic
Efficacy of Liposomal Grb2 Antisense Oligodeoxynucleotide (L-Grb2) in Preclinical Models of Ovarian and Uterine Cancer.
Oncotarget. 2020, 11, 2819–2833. [CrossRef] [PubMed]

28. Wu, Y.; Diab, I.; Zhang, X.; Izmailova, E.S.; Zehner, Z.E. Stat3 Enhances Vimentin Gene Expression by Binding to the Antisilencer
Element and Interacting with the Repressor Protein, ZBP-89. Oncogene 2004, 23, 168–178. [CrossRef] [PubMed]

29. Satelli, A.; Li, S. Vimentin in Cancer and Its Potential as a Molecular Target for Cancer Therapy. Cell. Mol. Life Sci. 2011, 68,
3033–3046. [CrossRef]

30. Ridge, K.M.; Eriksson, J.E.; Pekny, M.; Goldman, R.D. Roles of Vimentin in Health and Disease. Genes Dev. 2022, 36, 391–407.
[CrossRef]

https://doi.org/10.1172/JCI44745
https://doi.org/10.7150/ijbs.33844
https://doi.org/10.1038/sj.onc.1206122
https://doi.org/10.4149/neo_2012_007
https://doi.org/10.1016/j.canlet.2017.12.003
https://www.ncbi.nlm.nih.gov/pubmed/29222039
https://doi.org/10.1186/s12943-020-01258-7
https://doi.org/10.3390/cancers11091280
https://www.ncbi.nlm.nih.gov/pubmed/31480382
https://doi.org/10.1186/s13045-020-01027-5
https://doi.org/10.3390/cancers11101479
https://www.ncbi.nlm.nih.gov/pubmed/31581535
https://doi.org/10.1007/s43657-023-00129-7
https://doi.org/10.1016/j.bcp.2017.08.019
https://doi.org/10.1016/j.gene.2021.146100
https://doi.org/10.1016/j.biopha.2022.113474
https://doi.org/10.1080/15384101.2018.1444305
https://www.ncbi.nlm.nih.gov/pubmed/29468929
https://doi.org/10.1016/j.canlet.2022.215751
https://doi.org/10.3390/cancers11111681
https://doi.org/10.3390/biomedicines9040433
https://doi.org/10.1016/S2352-3026(18)30021-8
https://doi.org/10.18632/oncotarget.27667
https://www.ncbi.nlm.nih.gov/pubmed/32754300
https://doi.org/10.1038/sj.onc.1207003
https://www.ncbi.nlm.nih.gov/pubmed/14712222
https://doi.org/10.1007/s00018-011-0735-1
https://doi.org/10.1101/gad.349358.122


Biomedicines 2024, 12, 1901 16 of 16

31. Roh, J.; Cho, H.; Yoon, D.H.; Hong, J.Y.; Lee, A.N.; Eom, H.S.; Lee, H.; Park, W.S.; Han, J.H.; Jeong, S.H.; et al. Quantitative
Analysis of Tumor-Specific BCL2 Expression in DLBCL: Refinement of Prognostic Relevance of BCL2. Sci. Rep. 2020, 10, 10680.
[CrossRef] [PubMed]

32. Lv, X.; Jiang, Y.; Wang, X.; Xie, H.Q.; Dou, G.; Wang, J.; Yang, W.; Wang, H.; Li, Z.; Zhang, X.; et al. Computational Study on Novel
Natural Inhibitors Targeting BCL2. Med. Oncol. 2021, 38, 94. [CrossRef] [PubMed]

33. Gagliardi, M.; Ashizawa, A.T. Making Sense of Antisense Oligonucleotide Therapeutics Targeting Bcl-2. Pharmaceutics 2022, 14,
97. [CrossRef] [PubMed]

34. Roife, D.; Dai, B.; Kang, Y.; Perez, M.V.R.; Pratt, M.; Li, X.; Fleming, J.B. Ex Vivo Testing of Patient-Derived Xenografts Mirrors the
Clinical Outcome of Patients with Pancreatic Ductal Adenocarcinoma. Clin. Cancer Res. 2016, 22, 6021–6030. [CrossRef] [PubMed]

35. Zhang, Q.B.; Ye, R.F.; Ye, L.Y.; Zhang, Q.Y.; Dai, N.G. Isocorydine Decrease Gemcitabine-Resistance by Inhibiting Epithelial-
Mesenchymal Transition via STAT3 in Pancreatic Cancer Cells. Am. J. Transl. Res. 2020, 12, 3702–3714. [PubMed]

36. Gong, J.; Muñoz, A.R.; Pingali, S.; Payton-Stewart, F.; Chan, D.E.; Freeman, J.W.; Ghosh, R.; Kumar, A.P. Downregulation
of STAT3/NF-KB Potentiates Gemcitabine Activity in Pancreatic Cancer Cells. Mol. Carcinog. 2017, 56, 402–411. [CrossRef]
[PubMed]

37. Jaynes, J.M.; Sable, R.; Ronzetti, M.; Bautista, W.; Knotts, Z.; Abiosoye-Ogunniyan, A.; Li, D.; Calvo, R.; Dashnyam, M.; Singh,
A.; et al. Mannose Receptor (CD206) Activation in Tumor-Associated Macrophages Enhances Adaptive and Innate Antitumor
Immune Responses. Sci. Transl. Med. 2020, 12, eaax6337. [CrossRef] [PubMed]

38. Nishisaka, F.; Taniguchi, K.; Tsugane, M.; Hirata, G.; Takagi, A.; Asakawa, N.; Kurita, A.; Takahashi, H.; Ogo, N.; Shishido, Y.;
et al. Antitumor Activity of a Novel Oral Signal Transducer and Activator of Transcription 3 Inhibitor YHO-1701. Cancer Sci.
2020, 111, 1774–1784. [CrossRef] [PubMed]

39. Takahashi, H.; Miyoshi, N.; Murakami, H.; Okamura, Y.; Ogo, N.; Takagi, A.; Muraoka, D.; Asai, A. Combined Therapeutic Effect
of YHO-1701 with PD-1 Blockade Is Dependent on Natural Killer Cell Activity in Syngeneic Mouse Models. Cancer Immunol.
Immunother. 2023, 72, 2473–2482. [CrossRef] [PubMed]

40. Miccoli, A.; Dhiani, B.A.; Mehellou, Y. Phosphotyrosine Prodrugs: Design, Synthesis and Anti-STAT3 Activity of ISS-610 Aryloxy
Triester Phosphoramidate Prodrugs. MedChemComm 2019, 10, 200–208. [CrossRef] [PubMed]

41. Zhang, Q.; Raje, V.; Yakovlev, V.A.; Yacoub, A.; Szczepanek, K.; Meier, J.; Derecka, M.; Chen, Q.; Hu, Y.; Sisler, J.; et al.
Mitochondrial Localized Stat3 Promotes Breast Cancer Growth via Phosphorylation of Serine 727. J. Biol. Chem. 2013, 288,
31280–31288. [CrossRef] [PubMed]

42. Chun, K.-S.; Jang, J.-H.; Kim, D.-H. Perspectives Regarding the Intersections between STAT3 and Oxidative Metabolism in Cancer.
Cells 2020, 9, 2202. [CrossRef] [PubMed]

43. Wegrzyn, J.; Potla, R.; Chwae, Y.-J.; Sepuri, N.B.V.; Zhang, Q.; Koeck, T.; Derecka, M.; Szczepanek, K.; Szelag, M.; Gornicka, A.;
et al. Function of Mitochondrial Stat3 in Cellular Respiration NIH Public Access. Science 2009, 323, 793–797. [CrossRef] [PubMed]

44. Hong, D.; Kurzrock, R.; Kim, Y.; Woessner, R.; Younes, A.; Nemunaitis, J.; Fowler, N.; Zhou, T.; Schmidt, J.; Jo, M.; et al. AZD9150,
a next-Generation Antisense Oligonucleotide Inhibitor of STAT3 with Early Evidence of Clinical Activity in Lymphoma and Lung
Cancer. Sci. Transl. Med. 2015, 7, 314ra185. [CrossRef] [PubMed]

45. Roschewski, M.; Patel, M.R.; Reagan, P.M.; Saba, N.S.; Collins, G.P.; Arkenau, H.; De Vos, S.; Nuttall, B.; Acar, M.; Burke, K.; et al.
Phase I Study of Acalabrutinib Plus Danvatirsen (AZD9150) in Relapsed/Refractory Diffuse Large B-Cell Lymphoma Including
Circulating Tumor DNA Biomarker Assessment. Clin. Cancer Res. 2023, 29, 3301–3312. [CrossRef] [PubMed]

46. Nishina, T.; Fujita, T.; Yoshizuka, N.; Sugibayashi, K.; Murayama, K.; Kuboki, Y. Safety, Tolerability, Pharmacokinetics and
Preliminary Antitumour Activity of an Antisense Oligonucleotide Targeting STAT3 (Danvatirsen) as Monotherapy and in
Combination with Durvalumab in Japanese Patients with Advanced Solid Malignancies: A Phase 1 Study. BMJ Open 2022, 12,
e055718. [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1038/s41598-020-67738-4
https://www.ncbi.nlm.nih.gov/pubmed/32606309
https://doi.org/10.1007/s12032-021-01513-x
https://www.ncbi.nlm.nih.gov/pubmed/34259934
https://doi.org/10.3390/pharmaceutics14010097
https://www.ncbi.nlm.nih.gov/pubmed/35056993
https://doi.org/10.1158/1078-0432.CCR-15-2936
https://www.ncbi.nlm.nih.gov/pubmed/27259561
https://www.ncbi.nlm.nih.gov/pubmed/32774728
https://doi.org/10.1002/mc.22503
https://www.ncbi.nlm.nih.gov/pubmed/27208550
https://doi.org/10.1126/scitranslmed.aax6337
https://www.ncbi.nlm.nih.gov/pubmed/32051227
https://doi.org/10.1111/cas.14369
https://www.ncbi.nlm.nih.gov/pubmed/32112605
https://doi.org/10.1007/s00262-023-03440-4
https://www.ncbi.nlm.nih.gov/pubmed/37017695
https://doi.org/10.1039/C8MD00244D
https://www.ncbi.nlm.nih.gov/pubmed/30881608
https://doi.org/10.1074/jbc.M113.505057
https://www.ncbi.nlm.nih.gov/pubmed/24019511
https://doi.org/10.3390/cells9102202
https://www.ncbi.nlm.nih.gov/pubmed/33003453
https://doi.org/10.1126/science.1164551
https://www.ncbi.nlm.nih.gov/pubmed/19131594
https://doi.org/10.1126/scitranslmed.aac5272
https://www.ncbi.nlm.nih.gov/pubmed/26582900
https://doi.org/10.1158/1078-0432.CCR-22-2483
https://www.ncbi.nlm.nih.gov/pubmed/37364001
https://www.ncbi.nlm.nih.gov/pubmed/36270753

	Introduction 
	Materials and Methods 
	Cell Culture 
	BP1003 
	Viability Assay 
	Immunoblotting 
	Colony Formation 
	Cell Migration 
	Spheroids 
	Ex Vivo LTSA Assay 
	PDX In Vivo Experiment 
	Preparation of Monocytes from Peripheral Blood 
	Monocyte/Macrophage Culture Conditions 
	Macrophage Phenotypic Analysis 
	Statistical Analysis 

	Results 
	BP1003 Reduces STAT3 Expression 
	BP1003 Reduces Cell Viability and Colony Formation in Combination Treatments 
	BP1003 Reduces Cell Migration 
	BP1003 Interferes With Spheroid Formation and Growth 
	BP1003 + Gemcitabine Combination Treatment Results in Decreased PDAC PDX Tissue Slice Viability and Tumor Regression 
	BP1003 Reduces M2 Polarization but Has No Effect on Previously Polarized Monocytes 

	Discussion 
	References

