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Anti-TGF-B1 aptamer enhances therapeutic effect
of tyrosine kinase inhibitor, gefitinib,
on non-small cell lung cancer in xenograft model
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Transforming growth factor B (TGF-B) is a multifunctional
cytokine that plays crucial pathophysiological roles in various
diseases, such as cancer and fibrosis. However, the disease mod-
ulation by targeting TGF-B1 isoform remains to be established,
regardless of several studies employed with limited antibodies.
Here, we developed an RNA aptamer to human active TGF-1,
named APT-B1, and characterized its properties in vitro and
in vivo. APT-B1 bound to human and mouse active TGF-31
proteins with high affinity and specificity and strongly in-
hibited TGF-Bl-induced downstream signaling and cell
morphology with 50% inhibition concentration (IC50) values
at picomolar concentrations. In a xenograft mouse model of
non-small cell lung cancer, APT-f1 alone showed no appre-
ciable effect on tumor growth, while it greatly enhanced the
anti-tumor effect of gefitinib, an approved tyrosine kinase in-
hibitor. These findings strongly suggest that the anti-TGF-1
medication may be a promising cancer therapy to suppress re-
population of lung cancer in combination with certain anti-
cancer drugs, such as gefitinib.

INTRODUCTION

Transforming growth factor B (TGF-B) is a pleiotropic cytokine
involved in diverse cellular events, including cell proliferation, dif-
ferentiation, immune response, and apoptosis.]’2 In mammals, there
are three isoforms of TGF-B—TGF-B1, -B2, and -B3—encoded at
distinct genomic loci,®> and TGF-B1 is the most abundant isoform
in various tissues.* Although the isoforms largely overlap in their
amino acid sequences and functions, in vivo studies using iso-
form-specific knockout mice showed distinct phenotypes,” indi-
cating differential expression profiles and mechanisms of action of
the isoforms.®”” Thus, when considering TGF-Bs as therapeutic tar-
gets, their roles in physiological events should be considered
carefully.

Over the past decades, TGF-3 has gained attention as a therapeutic
target in various diseases, such as tissue fibrosis and tumorigenesis.
In relation to cancer, TGF-B exhibits both anti-tumoral and onco-
genic properties; however, many agents blocking the TGF-f
signaling pathway have demonstrated promising anti-tumor activity
in preclinical studies.'”'" Therapeutic agents targeting distinct com-

ponents of the TGF-B signaling pathway have been developed and
evaluated in clinical trials.'™'> However, single-drug therapy that
blocks the TGF-P signaling pathway has not yet shown clear thera-
peutic evidence in clinical trials."” Some of the trials were even
terminated due to unfavorable effects, including dose-limiting toxic-
ities."* ' Since TGF-B2 and -B3 serve important functions in the
cardiovascular system, such adverse events in the clinical trials
might be due to non-selective inhibition of all TGF-B iso-
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7°~ Hence, considering the expression levels and functions

forms.
of each isoform, several inhibitors specific to TGF-B1, such as anti-
bodies and antisense oligonucleotides, have been developed and
evaluated in preclinical and clinical studies.>** The antisense oligo-
nucleotide strategy is a promising approach in terms of specificity
but needs further refinement to overcome the major hurdle of effi-
cient drug delivery. Regarding antibody, there are several TGF-f1-
specific antibodies (LY2382770, metelimumab, ABBV-151, and
SRK-181), but the antibodies have yet to be fully investigated in
clinical trials.'>**"*” Thus, the effects of TGF-B1-specific inhibition
on various diseases remain to be elucidated. A novel agent specif-
ically inhibiting TGF-B1 needs to be developed and examined for
therapeutic effect of TGF-B1-specific inhibition toward TGF-
B-related diseases, including cancers.

In this study, we developed an anti-TGF-f1 RNA aptamer, APT-B1,
and examined its effect on a xenograft cancer model using non-small
cell lung cancer (NSCLC) cells, in which TGF-f has a significant
impact on progression in preclinical and/or clinical studies.”® Nucleic
acid aptamers specifically bind to target of interest by conforming to a
unique tertiary structure and are generated by a process known as the
systematic evolution of ligands by exponential enrichment
(SELEX).*””* These molecules are expected to be a new medical mo-
dality possessing favorable pharmacological characteristics compared
with antibodies because of chemical synthesis, limited antigenicity,
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Figure 1. Binding analysis of anti-TGF-B1 aptamers by SPR analysis
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(A) Affinity of APT-B1 to human three TGF-B isoforms and mouse TGF-B1. The APT-B1 labeled with biotin at 3" end was immobilized to a streptavidin (SA) sensor chip
approximately 60-140 RUs. The indicated proteins (500 nM; human TGF-B isoforms [nTGF-B1-3], mouse TGF-B1 [mTGF-B1], and human thrombin as a negative control)
were injected at indicated time periods. (B) The ability of APT-B1 to inhibit the interaction of TGF-B1 with TGF-B receptor type Il (TRIl) is shown. Human TRIl fused with Fc
protein (TRII/Fc, 30 nM) was immobilized to a CM5 sensor chip mediating a protein A. The hTGF-B1 (4 nM) or mTGF-B1 (4 nM) was injected in the presence or absence of
APT-B1 (8 nM). SPR sensorgrams of TGF-B1 bound to TRII were shown as an enlarged insert. (C) The ability of APT-B1 and its modified sequences to inhibit the interaction of
TGF-B1 with the receptor is shown. As in (B), TRII/Fc protein was immobilized and hTGF-B1 (4 nM) was injected in the presence or absence of APT-B1 (4 nM), APT-B1-OMe
(4 nM), and APT-B1-OMe-P (4 nM). The sensorgrams showing bindings of TGF-B1 to TRIl were shown as an enlarged insert.

and better tissue penetration due to the medium size between anti-
bodies and chemicals.”’

RESULTS

Selection and properties of APT-B1 aptamer

APT-B1 was selected against TGF-B1 by SELEX and is composed of 33
nt. Surface plasmon resonance (SPR) analysis showed that APT-B1
binds to human TGEF-B1, but not to TGF-B2 and -B3 isoforms, and
latent TGF-B1 that is stored forms in the extracellular matrix
(Figures 1A and S1). APT-B1 binds to mouse TGF-f1 and inhibited
ligand binding to human TGF receptors (Figure 1B). APT-B1 was
manipulated by ribose 2’-O-methyl (2’-OMe) and 2’-fluoropyrimidine
modifications at 18 and 5 positions, respectively, to resist ribonucleases,
giving rise to APT-B1-OMe.”> APT-B1-OMe was further conjugated
with polyethylene glycol (PEG) and inverted dT at 5'-and-3' termini,
respectively, to improve the pharmacokinetic properties. The resulting
structure is referred to as APT-B1-OMe-P and able to inhibit the
ligand-receptor interaction (Figure 1C). Notably, the binding of
TGF-B1 at 4.0 nM concentration to the receptor was completely
blocked by APT-B1-OMe with and without PEG at 4.0 nM, indicating
the high neutralizing potency of APT-B1-OMe. The dissociation con-
stant (Kp) value of APT-B1-OMe-P was estimated to be in the nano-
molar range, as calculated by the bivalent and univalent binding
models, respectively (Figure S2). These results showed the high affinity
and specificity of APT-B1-OMe-P toward TGF-p1.

Inhibition of SMAD2 signaling pathway
TGF-B1 induces phosphorylation of SMAD2 via TGEF-B receptors.
Phosphorylated SMAD2 (p-SMAD2) interacts with SMAD-binding
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element (SBE) in corresponding promoter sequences on genomic
DNA and regulates the expression of various target genes, affecting
a wide variety of physiological phenomena.” Thus, we evaluated
the effect of APT-B1-OMe with and without PEG by conventional
promoter assay using a luciferase reporter in HEK293 cells.** In
this analysis, TGF-Bl treatment increased luminescent reporter
expression with an 50% effective concentration (EC50) of 9.76 pM
(Figure 2, left panel). The reporter expression induced by 80 pM
TGEF-B1 was blocked by aptamers APT-B1-OMe and APT-P1-
OMe-P at 50% inhibition concentration (IC50) values of 203.6 pM
and 118.8 pM, respectively (Figure 2, right panel). Further, western
blot analysis showed that 300 pM APT-B1-Ome-P was sufficient to
abolish phosphorylation of endogenous SMAD2 in HEK293 cells
activated by 80 pM TGF-B1 (Figure S3, upper panel). However,
anti-pan-TGF-B antibody, which was used as a positive control pos-
sessing a neutralizing activity, could not fully suppress phosphoryla-
tion of SMAD2 even at 2.6 nM concentration.’””° One of the APT-pB1
derivatives, APT-B1-F, which lost the inhibitory activity against TGF-
B1 in the reporter assay (Figure S4), failed to block SMAD2 phos-
phorylation. Besides, APT-B1-Ome or APT-B1-Ome-P did not affect
phosphorylation of endogenous SMAD2 by TGF-B2 and -B3, con-
firming the specificity of these aptamers to TGF-B1 (Figures S3, lower
panel, and S5).

Effects of APT-B1 on TGF-B1-induced gene expression

Reversibility of TGF-B1-induced expression of TGF-B1-responsive
genes, collagen type I alpha 1 chain (COL1A1I), vimentin (VIM), and
E-cadherin (CDHI1),”” were examined upon addition of APT-B1-
OMe-P/APT-B1-OMe in human lung adenocarcinoma A549 cells
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Figure 2. The ability of APT-B1-OMe and APT-B1-OMe-P to inhibit TGF-p1-
induced expression of SMAD2-responsive luciferase reporter

In the left panel, HEK293 cells transfected with the SMAD2-responsive luciferase re-
porter plasmid were treated with various amounts of TGF-B1. In the right panel,
TGF-B1 (80 pM) was added to HEK293 cells, which were transfected with the re-
porter plasmid, in the presence or absence of various amounts of APT-B1-OMe-P
and APT-B1-OMe. The values were expressed as relative luminescent units
(RLUs) (shown in %) to the 100 pM (left panel) or 80 pM TGF-B1 level (right panel)
without aptamer after subtraction of basal LUs in control cells without treatment.
Data represent the mean + SD (n = 3).

that were pre-treated with 0.4 nM TGF-B1 (Figure 3A). COLIAI and
VIM upregulated by TGF-B1 were suppressed by APT-B1-OMe-P
with IC50s of 0.666 nM and 0.768 nM, respectively, while downregu-
lated CDH1 was reversed to a basal level with IC50 of 0.837 nM. The
same reversal was observed with APT-B1-OMe with IC50 of picomo-
lar range (Figure S6A). The similar trends were observed with anti-
pan-TGEF-B antibody in a less inhibitory manner with IC50 of mM
range (Figure S6B).>*® Furthermore, the neutralizing effect of
APT-B1-OMe-P on TGF-Bl-induced changes in expression levels
of those genes were also observed at protein level (Figure S7),
although the TGF-B1-induced changes in expression of COL1Al,
VIM, and CDH1 were apparently less obvious compared with those
at mRNA level. In addition, two other TGF-B1-responsive proteins,
SNAIL and N-cadherin (CDH2),”” were upregulated by TGF-B1
treatment and reversed upon addition of APT-B1-OMe-P (Figure S8).
Thus, APT-B1-OMe-P is able to reverse TGF-B1-induced expression
at both mRNA and protein levels in A549 cells. Based on these results
using major lung cancer cells, we further investigated reversibility of
TGF-B1-induced expression of TGF-B1-responsive genes in protein
levels in NSCLCs PC3 and PC9 cells by APT-B1-OMe-P (Figure 3B).
Although CDHI in PC9 cells did not show clear reversibility due to its
low sensitivity to TGF-B1, the other genes in both cell lines signifi-
cantly inhibited TGF-Bl-induced protein expression changes by
APT-B1-OMe-P.

TGEF-B1 treatment in A549 cells reportedly induces epithelial-mesen-
chymal transformation (EMT) accompanied by cellular morpholog-
ical changes.”®”” We examined alterations in the shape of A549 cells
treated with TGF-B1 in the absence or presence of APT-B1-OMe-P
(Figure S9A). Consequently, TGF-B1 treatment at 0.4 nM for

2 days induced spindle-shaped alterations of A549 cells as reported
previously,”®” and these changes were prevented by APT-B1-
OMe-P at 5 nM. Unlike A549 cells, PC3 and PC9 cells not only
showed no obvious changes in cell shape upon TGF-B1 treatment
but also showed no change in cell viability (Figures S9B and S9C).
Thus, a series of in vitro investigations showed a potent neutralizing
activity of the anti-TGF-B1 aptamer.

Anti-cancer effect of APT-B1-OMe-P in xenograft cancer model
mice

To evaluate the in vivo effect of TGF-B1 inhibition by APT-B1-OMe-
P, a xenograft cancer model was used to assess the anti-tumor effect of
APT-B1-OMe-P alone or in combination with the tyrosine kinase in-
hibitor, gefitinib, before and after the drug withdrawal interval (study
design shown in Figure 4A). Gefitinib is a known inhibitor of specific
types of cancer, such as PC3 cells and other NSCLCs carrying muta-
tions in exonl9 of the epidermal growth factor receptor (EGFR)
gene.”’ The xenograft model was constructed with PC3 cell, which
is not prostate cancer cells but a human NSCLC cell line (details in
Materials and methods), and PC9 cells, both of which carry different
types of oncogenic mutation in exon19 of the EGFR gene*""**
closely associated with TGF-B signaling for its progression.”® To
monitor xenograft tumor in vivo, the firefly luciferase gene was intro-
duced into PC3 and PC9 cells (details in Materials and methods).
Albeit a rough plan, we designed treatment schedule to broadly
examine effect of the aptamer in several treatment situations (Fig-
ure 4A). Firstly, the effect of TGF-B1 blockade was examined by
mono-treatment with APT-B$1-OMe-P and combination treatment
with APT-B1-OMe-P/gefitinib until day 24 and day 25 in PC3 and
PC9 xenograft, respectively, before drug withdrawal (Figures 4B
and 4C, upper panel, and S10-S12; Tables S1 and S2). The data clearly
indicated a significant inhibition of tumor growth by gefitinib, but not
by APT-B1-OMe-P, in mono-treatment. On the other hand, APT-B1-
OMe-P in combination therapy for PC9 xenograft significantly in-
hibited tumor growth compared with mono-treatment with gefitinib
(p = 0.034). Meanwhile, there appeared no appreciable difference be-
tween gefitinib mono-treatment and combination treatment with
APT-B1-OMe-P before drug withdrawal as judged by the lumines-
cent signals derived from each xenograft and the wet weight of iso-
lated tumors from each group (5 out of 10 or 9 mice per group in
PC3 or PC9 xenograft, respectively).

and are

However, upon withdrawal of drugs at day 24 in PC3 and at day 25
in PC9 xenograft, the ratio of increased luminescent signals in com-
bination treatment group during the withdrawal period (from days
24 to 36 in PC3 and days 25 to 39 in PC9 xenograft) was signifi-
cantly suppressed (p = 0.017 in PC3; p = 0.017 in PC9) compared
with the gefitinib-only treatment group (Figures 4D, upper panel,
S10, and S11; Tables S3 and S4). Thus, the attenuated repopulation
of both PC3 and PC9 cells in drug-free period can be interpreted as
indicating a specific inhibitory action of APT-B1-OMe-P before
drug withdrawal. Upon re-treatment with gefitinib at day 36, PC3
and PC9 growth was inhibited again, generating reduced lumines-
cence signals. The ratio of luminescence signals during days
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Figure 3. Inhibitory effect of APT-B1-OMe-P on the expression of TGF-B1-induced EMT-related genes in A549 cells and NSCLCs

(A) Altered mRNA expression levels of TGF-B1-induced EMT relevant genes by APT-B1-OMe-P. A549 cells were treated with or without TGF-B1 (0.4 nM) in the presence or
absence of various amounts of APT-B1-OMe-P for 24 h, and the mRNA expression levels of TGF-f responsive genes (COL1A7, VIM, and CDH1) were examined by real-time
PCR. The expression levels of those genes were normalized by the expression levels of GAPDH, and then the normalized values of each gene in the various treated cells were
expressed as relative expression levels to those in the control cells without any treatments as 1, which is indicated by a dashed line. Data represent the mean + SD (n = 3). The
IC50 values of APT-B1-OMe-P in the expression levels of each TGF-B1-induced EMT-related gene were shown in the graph. (B) Altered protein expression levels of TGF-B1-
induced EMT-related genes by APT-B1-OMe-P in NSCLCs are shown. NSCLCs, PC3, and PC9 cells were treated with or without TGF-B1 (0.4 nM) in the presence or
absence of APT-B1-OMe-P (5 nM) for 24 h, and the protein expression levels of indicated genes were examined by western blot analysis. Random library (6 nM) was
used as a control. The expression levels of those genes were normalized by the expression levels of TUBA1A1, and then the normalized values of each gene in the various
treated cells were expressed as relative expression levels to those of control group in PC3 cells without any treatments as 1, which is indicated by a dashed line. Statistical
differences among treatment groups were examined by one-way ANOVA and then by Tukey-Kramer test. Data represent the mean + SD (n = 3). *p < 0.05 versus controls in
each cell type, #p < 0.05 versus treatment with random library and TGF-B1 in each cell type, n.s, no significant difference between indicated groups.

APT-B1-OMe-P binds to human and mouse TGF-B1 proteins with
high affinity and specificity and prevents TGF-B1 binding to its recep-

36-49 in PC3 and days 39-46 in PC9 with or without the preceding
treatment with APT-B1-OMe-P was statistically unchanged,

showing that TGF-B1 inhibition has no or little effect on re-treat-
ment with anti-cancer drugs after withdrawal (Figures 4C, lower,
and 4D, lower panel; Tables S3 and S4). The findings suggest that
TGF-B1-specific inhibition may serve as an effective option for
combination cancer therapy with certain types of drugs, such as ge-
fitinib, to prevent relapsing after drug withdrawal.

DISCUSSION

TGF-B has been gaining attention as a therapeutic target in cancer,
but the effect of TGF-B1-specific inhibition remains fully elusive
due to the limited availability of specific inhibitors. In the present
study, we developed anti-TGF-B1 aptamer, APT-$1-OMe-P, and re-
vealed that TGF-B1-specific inhibition in xenograft model enhanced
anti-tumor effect of gefitinib on cancer repopulation after withdrawal
in combination therapy.
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tors, blocking the downstream signaling in vitro and in vivo
(Figures 3B, S13, and S14). The present study revealed that APT-
B1-OMe-P alone cannot prevent tumor growth in the mouse
xenograft model with PC3 and PC9 cells, human NSCLC cell lines.
However, in combination treatment with gefitinib, APT-f1-OMe-P
enhanced the tumor-suppressive effect of gefitinib on cancer repopu-
lation after drug withdrawal. In addition, APT-B1-OMe-P signifi-
cantly repressed PC9 xenograft at day 25, but not PC3 xenograft at
day 24; the difference may depend on cell type and dose of gefitinib,
which may be so high that aptamer effect was masked. Thus, these re-
sults indicated that inhibition of TGF-B1 may be an effective option in
combination therapy for cancer. While we found the positive effects
of the aptamer in combination treatment, the molecular mechanism
remains unknown. One might speculate that drug efflux may be sup-
pressed by TGF-B1 inhibition because the expression of ATP-binding
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Figure 4. Anti-cancer effect of APT-$1-OMe-P in xenograft cancer model

(A) Experimental schedule of xenograft cancer study. Mice with PC3 and PC9 cancer xenografts were treated with APT-B1-OMe-P (10 mg/kg b.w./day) and/or gefitinib
(100 mg/kg b.w./day) or their vehicle as a control during indicated periods (details in Materials and methods). (B) In vivo luminescent signals of xenografts in each treatment
group are shown. Cancer xenografts expressing the fire luciferase gene in each treatment group were examined by an IVIS imaging system at indicated days. Until the first
sampling day at day 24 or day 25, the in vivo imaging was carried out in 10 or 9 mice per group in PC3 or PC9 xenograft, respectively; after the day 24, the monitoring was
continued in the remaining 5 or 4 mice per group. (C) Wet weight of tumors in each treatment group is shown. Tumors at day 24 and day 49 in each group in PC3 xenograft (left
panel) and at day 25 and day 46 in each group in PC9 xenograft (right panel) were isolated (left panel), and their wet weight was examined (right panel). Statistical differences
among treatment groups were examined by two-way ANOVA and then by Sidak multiple comparisons. Data represent the mean + SD (n = 5 except for at day 46 in PC9; n =9
at day 46 in PC9 xenograft). (D) Effect of APT-B1-OMe-P on xenografts in drug withdrawal and gefitinib re-treatment periods is shown. To widely evaluate anti-cancer effect of
APT-B1-OMe-P on PC3 and PC9 xenografts, the effects of withdrawal period and re-treatment of gefitinib in each treatment group were examined by the ratio of luminescent
signals between day 24 and 36 (day 36/day 24), between day 36 and 49 (day 49/day 36) in PC3 xenograft (left panel), between day 25 and day 39 (day 39/day 25), and
between day 39 and day 46 (day 46/day 39) in PC9 xenograft (right panel), respectively. As in (C), statistical differences among treatment groups were examined by
two-way ANOVA and then by Sidak multiple comparisons. Data represent the mean + SD (n = 5 except for at day 46 in PC9; n = 9 at day 46 in PC9 xenograft).

cassette transporters, such as ABCCI10, emitting gefitinib from cells
increased by TGF-B (Figures S14 and S15),”™*® thereby suggesting
retention and prolonged effect of gefitinib in NSCLC. Another option
might include tumor microenvironments involving TGF-B1. Recent
studies have demonstrated the essential function of tumor microen-
vironments in regulating the oncogenic activities of TGF-p and its
stimulation of metastatic progression during mammary tumorigen-
esis.”” Nevertheless, there are other possibilities to explain for the ac-
tion mechanism as considering multiple functions of TGF-BI.

Recently, it has been reported that anti-cancer effects of programmed
cell death-1 (PD-1) and its ligand (PD-L1) blockade therapy were
enhanced by the selective inhibition of TGF-P1 signaling using anti-
bodies, such as anti-GARP:TGF-B1 (ABBV-151) and anti-latent
TGF-B1 (SRK-181) antibodies.”*2° Regarding other aptamer ap-
proaches targeting TGE-B receptors,"™*’ isolated aptamers so far
appeared yet to be optimized, and hence, no in vivo evaluation was
carried out, thereby making it difficult to deeply discuss its therapeu-
tic effects at present.
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Our data showed that TGF-B1 upregulated phosphorylation of
SMAD?2, even at the low dose of 80 pM (Figures 2 and S3). Thus,
high-affinity and neutralizing activity is required for medical agents
targeting active TGF-B1, and APT-B1-OMe-P may have them
(Figures S1 and S2), although we need to consider various things,
such as difference of responsivity to TGF-B1 in each cell type,
abundance ratio of active and inactive form of TGF-B1 in micro-
environments, and delivery efficacy of medical agent (Figures S1
and S13), Since TGF-B2 and -B3 play important functions in the
cardiovascular system in mice,'*"'® albeit with no definitive and direct
evidence, there is a possibility that the TGF-B1-specific inhibition
may have few adverse effects compared with pan-TGF-p inhibition.
These reports may support a good safety profile of APT-B1-OMe-P
because the aptamer has high specificity to TGF-B1, limited antige-
nicity, and irrelevance to antibody-dependent cellular cytotoxicity;
therefore, APT-B1-OMe-P may be a promising agent for com-
bination cancer therapy with few side effects. Given that TGF-B1 is
closely involved in metastasis and resistance to chemotherapy, further
studies are needed to evaluate the effect of TGF-B1-specific inhibition
on various deteriorating events of NSCLC or other cancers using
different animal models to examine involvement of immune system,
such as syngeneic model, rescue experiments with agonists, and
negative control sequence for more convincing study. Although our
result may be a small advance in cancer biology, the current study
suggests that active TGF-P1 inhibitory strategies without affecting
the other isoforms and its latent form may serve as relapse prevention
strategy through suppression of TGF-B1-induced expression of EMT-
related genes and ABC transporter in certain types of combination
therapies for NSCLCs. Taken together with previous studies, our find-
ings reinforce the notion that inhibition of TGF-B1 might not affect
the proliferation and viability of NSCLC effectively in monotherapy
but may serve as a supportive agent for other anti-cancer drugs in
combination therapy. The highly specific and strong affinity of
APT-B1-OMe-P to TGF-B1 should promote us to further assessment
in both neoplastic and non-neoplastic applications.

MATERIALS AND METHODS

Aptamer selection and manipulation of aptamer

To construct RNA library, single-stranded DNA (ssDNA) library was
purchased from GeneDesign (Ibaraki, Osaka, Japan), and its sequence
is as follows: 5'-GAC TGA CGT CGC ACT [N35] AGC TCC AAG
TTC TCC C-3' (where N35 represents 35-nt random sequence).
Primer sequences for PCR amplification, reverse transcription, and
in vitro transcription (IVT) were indicated as follows: forward, 5'-
TAATACGACTCACTATAGGGAGAACTTGGAGCT-3'; reverse,
5'-GACTGACGTCGCACT-3'. T7 promoter sequence is underlined
in forward primer. Double-strand DNA library was synthesized using
the ssDNA library, forward primer containing T7 promoter, and Ex-
Taq DNA polymerase (TaKaRa Bio, Shiga, Japan). The synthetic dou-
ble-stranded DNAs (dsDNAs) were then subjected to IVT using
2'-fluoro-CTP, 2'-fluoro-UTP, ATP, and guanosine triphosphate
(GTP). To efficiently incorporate 2'-fluoro pyrimidines in aptamer
sequences, Y639F T7 RNA polymerase was used in IVT process.™
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For aptamer selection, SELEX against recombinant human TGF-f1
(PeproTech, NJ, USA) was carried out as previously described.”’
Briefly, constructed RNA library was subjected to a common aptamer
affinity selection against TGF-B1 recombinant protein, which was im-
mobilized to NHS-activated Sepharose 4 Fast Flow (GE Health Care
Life Sciences, MA, USA). In every selection round except for first
round, Sepharose beads were subjected to a negative selection, i.e.,
subtraction process. After selections, candidate sequences were cho-
sen based on the SPR analysis and cell base assay using SMAD pro-
moter assay described below.*

As for manipulations of aptamers, the lead aptamer was shortened to
33 nt without losing activity and modified with 2’-O-methyl substitu-
tions to confer the resistance to nucleases. 2’-O-methyl substitutions
were carried out comprehensively, and 20 sequences were tested
based on SPR analysis and SMAD promoter assay (patent application
no. W0/2021/006,305).”> The aptamer is 33 nt in length and contains
2'-fluoro modified bases at five positions, 2’-O-methly modified bases
at 18 positions, and 2'-hydroxy unmodified bases at 10 positions. The
aptamer was chemically synthesized (Gene Design) and examined by
several experiments. As for animal experiments, the aptamer was
further modified by 40-kDa PEG (JenKem Technology, TX, USA)
and inverted dT at 5'-and-3’ end, respectively.”> The sequence is as
follows: G(M)GC(F)AM)U(F)AAG(M)G(M)G(M)AM)G(M)GGG
AM)G(M)AC(F)U(F)U(F)GU(M)G(M)G(M)A(M)G(M)GGC(M)
AM)AM)G(M), where (M) and (F) represent 2’-O-methyl and
2'-fluoro modified bases, respectively.

SPR analysis
SPR analyses were carried as previously described using BIAcore
T200 instrument (GE Health Care Life Sciences).”"*

To examine binding ability of aptamers to recombinant TGF-fs, 60—
140 resonance units (RUs) of aptamer labeled with biotin at 5’ end
was immobilized onto streptavidin (SA) sensor chip. Running buffer
was SELEX buffer (145 mM NaCl, 5.4 mM KCl, 0.8 mM MgCl2,
1.8 mM CaCl2, and 20 mM Tris-HCI [pH 7.6]) supplemented with
0.05% Tween 20. After immobilization of aptamer, the following pro-
teins at final concentration of 500 nM were injected for 120 s: human
TGE-B1 (PeproTech), mouse TGF-B1 (R&D systems, MN, USA), hu-
man TGF-B2 (PeproTech), human TGF-B3 (PeproTech), human
latent TGF-B1 (R&D system), and human alpha-Thrombin (Haema-
tologic Technologies, VT, USA) as a negative control. To regenerate
sensor chips, solution consisting of 2 M NaCl and 10 mM NaOH
was injected for 30 s in regeneration process.

To examine inhibition effect of aptamers on ligand-receptor interac-
tion, about 1,500 RUs of protein A was immobilized onto CM5 sensor
chip by amino coupling. Running buffer was the same as in a binding
analysis described above. After immobilization of a protein A, recom-
binant TGF-BRII/Fc fusion protein at a final concentration of 30 nM
was injected, resulting in immobilization of the receptor protein
about 130 RUs. After injection of the receptor protein, premixtures
of TGF-B1 (PeproTech) and aptamers at indicated concentrations
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were further injected. In regeneration process, 6 M guanidine hydro-
chloride solution was used.

For estimation of dissociation constant (Kp value) of APT-B1-OMe-
P, about 600 RUs of recombinant human TGF-B1 (R&D Systems)
was immobilized onto CM4 sensor chip by amino coupling. Running
buffer was the same as in a binding analysis. After immobilization of
TGF-B1, binding ability of the aptamer was analyzed by single cycle
kinetics. Briefly, the aptamer at indicated concentrations was sequen-
tially injected in ascending order of concentrations in the same cycle
without regeneration.

In addition to estimation of Kp, value of APT-B1-OMe-P using CM4
sensor chip, Kp, value was estimated by using 5’ biotinylated APT-B1-
OMe-P and SA sensor chip. About 60 RUs of 5’ biotinylated APT-f1-
OMe-P was immobilized onto SA sensor chip, and then binding abil-
ity of the aptamer was analyzed by single-cycle kinetics. The Kp, value
was estimated using univalent and bivalent curve fitting model by
BIAcore T200 Evaluation software (GE Health Care Life Sciences).

Cell culture

HEK293 cells and A549 cells were obtained from the American Type
Culture Collection (CRL-1573 and CCL-185, respectively; Manassas,
VA, USA) and grown in DMEM medium (Wako Pure Chemicals In-
dustries, Osaka, Japan) supplemented with 10% fetal bovine serum
(Life Technologies, CA, USA) and 100 units/mL penicillin and
100 mg/mL streptomycin (Wako) at 37°C in a 5% CO, humidified
chamber. A human NSCLC cell line, PC-3 cells, and PC9 cells were
obtained from Health Research Resources Bank (JCRB no.
JCRB0077) and RIKEN BRC (RCB4455), respectively, and both cell
lines were grown in RPMI-1640 medium (Wako) supplemented
with 10% fetal bovine serum, 100 units/mL penicillin, and 100 mg/
mL streptomycin (Wako) at 37°C in a 5% CO, humidified chamber.

SMAD2 promoter assay

HEK?293 cells were treated with trypsin, suspended in fresh medium
without antibiotics, and seeded onto 6-well culture plates at a cell
number of 2 x 10° cells/well. The day after seedings, the pGL4.48
[luc2P/SBE/Hygro] vector (2.2 mg; Promega, WI, USA) was diluted
with 100 mL Opti-MEM (Life Technologies) and then mixed with
100 pL Opti-MEM containing 6 mL PEI 250,000 (Polysciences, PA,
USA) at a concentration of 0.3 g/L. After incubation for 15 min at
room temperature, transfection mixtures were added to each well. Af-
ter 24 h, the cells were detached with trypsin again and re-seeded onto
96-well culture plate at a cell number of 1 x 10* cells/well. After
further 1 day incubation, the cells were treated with premixtures of
TGEF-B1 (PeproTech) and each aptamer or anti-pan-TGF-f antibody
(MABI1835, clone no. 1D11, R&D Systems) at indicated concentra-
tions for 3 h, which were diluted with DMEM without serum. The
incubated cells were lysed with passive lysis buffer (PLB) (Promega),
and the expression levels of luciferases were examined by Dual Lucif-
erase Reporter System (Promega). The luminescent signals were
measured with CentroXS> LB960 (Berthold Technologies, Bad Wild-
bad, Germany).

Cellular morphological changes

A549, PC3, and PC9 cells were treated with trypsin, suspended in
fresh medium, and seeded onto 24-well culture plates at a cell number
of 1.5 x 10* cells/well. After 1 day incubation, cells were treated with
premixture of TGF-B1 (PeproTech) and each aptamer at indicated
concentrations and incubated for 48 h.

Western blot analysis

HEK293, A549, PC3, and PC9 cells were treated with trypsin, sus-
pended in fresh medium, and seeded onto 24-well culture plates at
a cell number of 1.5 x 10* cells/well. Briefly, HEK293, PC3, and
PC9 cells were used for examining phosphorylation of SMAD2, and
A549, PC3, and PC9 cells were used for examining altered expression
of EMT-relevant genes. One day after seeding, cells were treated with
premixtures of TGF-B1 (PeproTech) and each aptamer or anti-pan-
TGE-B antibody (MAB1835, R&D Systems) at indicated concentra-
tions for 3 h to detect p-SMAD2 in HEK293, PC3, and PC9 cells or
for 24 h to detect altered expression of EMT-related proteins and
ABCCI10 in A549, PC3, and PC9 cells. The treated cells were lysed
with 50 mL lysis buffer (20 mM Tris-HCI [pH 7.5], 150 mM NaCl,
1 mM DTT, 1 mM EDTA, and 1% NP-40) containing a 1x protease
inhibitor cocktail (Protease Inhibitor Cocktail Tablets; Roche Diag-
nostics, Basel, Switzerland) per well. Cell lysates were mixed with
5x sample buffer, boiled for 5 min, and then separated by SDS-
PAGE on 10% polyacrylamide gels. The proteins of interest were visu-
alized using antibodies described below and Immobilon Western
Chemiluminescent HRP Substrate (Millipore). The primary and sec-
ondary antibodies used in western blot analysis were as follows: rabbit
monoclonal anti-Smad2 (D43B4) XP antibody (Cell Signaling
Technology, Danvers, MA, USA), rabbit monoclonal anti-phospho-
Smad2 (Ser465/467) (138D4) antibody (Cell Signaling Technology),
rabbit monoclonal anti-vimentin (D21H3) XP antibody (Cell
Signaling Technology), rabbit monoclonal anti-Snail (C15D3) anti-
body (Cell Signaling Technology), rabbit monoclonal anti-N-cad-
herin (D4R1H) XP antibody (Cell Signaling Technology), rabbit
monoclonal anti-E-cadherin (24E10) antibody (Cell Signaling Tech-
nology), rabbit polyclonal anti-collagen alpha 1(I) antibody (Abcam,
Cambridge, UK), rabbit monoclonal anti-collagen alpha 1(I) (ES8F4L)
XP antibody (Cell Signaling Technology), mouse polyclonal anti-
ABCCI10 antibody (ab69296) (Abcam), and mouse monoclonal
anti-alpha tubulin antibody (Millipore), horseradish peroxidase-con-
jugated anti-rabbit or anti-mouse immunoglobulin G (IgG) antibody
(Jackson ImmunoResearch Laboratories, West Grove, PA, USA).

For in vivo experiments, isolated tumors were homogenized with ra-
dioimmunoprecipitation assay (RIPA) buffer containing a 1 x prote-
ase inhibitor cocktail (Protease Inhibitor Cocktail Tablets; Roche),
and then subsequent processes in western blotting were performed
as in the experiment using cell lysate described above.

Gene expression analysis

A549 cells were treated with trypsin, suspended in fresh medium, and
seeded onto 96-well culture plate at a cell number of 1 x 10* cells/well.
After overnight incubation, culture medium was replaced with
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reduced serum DMEM containing 0.1% FBS. The day after medium
replacement, cells were treated with premixtures of TGF-B1
(PeproTech) and each aptamer or anti-pan-TGF-p antibody (R&D
Systems) at indicated concentrations for 24 h, which were diluted
with DMEM without serum. The treated cells were washed with phos-
phate-buffered saline (PBS), lysed, and then subjected to cDNA syn-
thesis using a SuperPrep Cell Lysis & RT Kit for gPCR (Toyobo,
Osaka, Japan) according to manufacturer’s protocol. The synthetic
cDNAs were examined by real-time PCR (qPCR) using an AB 7300
Real-Time PCR System (Applied Biosystems) and a TagMan Univer-
sal PCR Master Mix. TagMan probes for human COL1A1, VIM, and
CDH1 were purchased from Life Technologies.

Xenograft model and administration of gefitinib and aptamer

To monitor tumor growth by luminescent signals, the firefly lucif-
erase gene was introduced into PC3 and PC9 cells using a lentiviral
vector, which was constructed by insertion of entire coding sequence
of the firefly luciferase gene into a multicloning site of pHAGE-CMV-
MCS-1ZsGreen vector using an In-Fusion HD Cloning Kit (TaKaRa
Bio). The cells expressing the luciferase gene were isolated by a BD
FACSAria III cell sorter based on the fluorescent signal of GFP that
fused with the luciferase gene via IRES. As for PC9 cells, single cell
was isolated by fluorescence-activated cell sorting (FACS) and cloned.
After generation of luciferase-positive PC3 (PC3/luc) and PC9 (PCY/
luc) cell lines, the PC3/luc and PC9/luc cells were treated with trypsin
and resuspended in PBS containing 50% Matrigel (BD Biosciences,
San Jose, CA, USA) at a final concentration of 1 x 107 cells/mL
and 10 x 107 cells/mL, respectively; 200 pL of cell suspension
(=2 x 10° cells for PC3 and =5 x 10° cells for PC9) were injected
subcutaneously into the right flank of individual non-obese diabetic
(NOD)-severe combined immunodeficiency (SCID) mice anesthe-
tized by isoflurane (Pfizer, NY, USA).

Xenograft tumors were monitored with an IVIS imaging system
(Xenogen, Alameda, CA, USA) according to the manufacturer’s in-
structions at indicated days. Briefly, photographic images of the lumi-
nescent signal intensities were taken 10 min after injection of
D-luciferin (75 mg/kg body weight [b.w.]), and the images were
analyzed using a Living Imaging software (Xenogen).

As for treatments to xenograft cancer model, the mice were adminis-
tered by gefitinib (100 mg/kg/day, 200 pL oral administration [p.o.])
and/or aptamer (10 mg/kg b.w./day, 200 puL subcutaneous injection
[s.c.]) as mono- or combination therapy from day 3 to day 24 and
day 4 to day 25 after injection of PC3/luc cells and PC9/luc cells,
respectively. Likewise, as control treatments, administration of corn
oil (200 pL/day, p.o.) and/or saline (200 pL/day, s.c.) were carried
out to each group as necessary.

From day 24 in PC3 xenograft and day 25 in PC9 xenograft, all treat-
ment was stopped for examining effects of repopulation of cancer
cells for 12 days and 14 days in PC3 and PC9 xenograft, respectively.
After drug withdrawal, gefitinib treatment to all groups was started
from day 36 to day 49 in PC3 xenograft and from day 39 to day 46
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in PC9 xenograft, for examining anti-cancer effect of gefitinib treat-
ment on repopulating cancer cells in each treatment.

NOD-SCID mice were obtained from Charles River Japan. Mice were
housed, fed, and maintained under special pathogen-free conditions
according to the animal care guidelines of the Institute of Medical Sci-
ence, The University of Tokyo (IMSUT). Animal experiments were
approved by the Committee on the Ethics of Animal Experiments
of the IMSUT and were performed in accordance with the Guidelines
for Animal Experiments of the IMSUT.

ELOSA assay for APT-B1-OMe-P

To confirm delivery of APT-B1-OMe-P to tumor, PC9-luc cells
(5 x 10° cells) were inoculated into left flank of NOD/SCID mice.
Thirty-two days after the inoculation, aptamer APT-B1-OMe-P at a
dose of 10 mg/kg or saline as a vehicle control (n = 2/group) was in-
jected to the mice bearing tumor. One day after the aptamer injection,
concentrations of the aptamer in several organs (brain, kidney, and
liver), plasma, and tumor were examined by enzyme-linked oligo-
sorbent assay (ELOSA).

ELOSA was basically performed according to the previous report.”
Briefly, APT-B1-OMe-P concentration in tumor, plasma, and several
tissues (brain, kidney, and liver) was measured with a hybridization-
based dual-capture pseudo-ELISA method using detection probe
attached with FAM and capture probe attached with amino linker
C6. Mediating horseradish peroxidase (HRP)-conjugated anti-fluo-
rescein isothiocyanate (FITC) antibody, standard ELISA procedure
was carried out with common TMB substrate. Tissue concentration
of APT-B1-OMe-P was calculated with GraphPad Prism 8.

Statistical analysis

Statistical analysis was performed by GraphPad Prism 8 (GraphPad
Software, CA, USA). Curve fitting with nonlinear regression and
the analysis of EC50 and IC50 were also performed by the software
(Figures 2, 3A, and S6). For Figures 3B, S14, and S15, the data were
analyzed by one-way analysis of variance (ANOVA) followed by
Turkey-Kramer test. As for Figures 4C and 4D, the obtained data
were analyzed by two-way ANOVA followed by Sidak’s multiple
comparisons. For Figure S4, the data were analyzed by one-way
ANOVA followed by Dunnett’s multiple tests. For all statistical ana-
lyses, the alpha value was set at 0.05.

DATA AVAILABILITY STATEMENT
All data associated with this study are present in the paper, the sup-
plemental information, and Nakamura et al.*?

SUPPLEMENTAL INFORMATION

Supplemental information can be found online at https://doi.org/10.
1016/j.0mtn.2022.06.001.

ACKNOWLEDGMENTS
We thank Hisako Ikeda, Hisayo Yasumoto, and Kazuteru Aoki, the
former members of RIBOMIC Inc., for their early contributions to


https://doi.org/10.1016/j.omtn.2022.06.001
https://doi.org/10.1016/j.omtn.2022.06.001

www.moleculartherapy.org

this project; Tatsuo Adachi, Satoshi Futakawa, and Yosuke Nonaka,
the current members of RIBOMIC Inc., for support in SPR analysis
and for useful support and comments on animal experiments; and
Prof. Kohei Miyazono (The University of Tokyo) for helpful and
insightful discussion. We also thank Eri Sakota for laboratory man-
agement. Flow cytometry was performed in The Institute of Medical
Science, The University of Tokyo (IMSUT) fluorescence-assisted cell
sorting (FACS) core laboratory.

AUTHOR CONTRIBUTIONS
M.T. and Y.H. performed the experiments. M.T. and Y.N. designed
the study, analyzed the data, and wrote the paper.

DECLARATION OF INTERESTS
Y.N. is an employee of RIBOMIC Inc. and holds equity in RIBOMIC
Inc.

REFERENCES

1. Morikawa, M., Derynck, R., and Miyazono, K. (2016). TGF-beta and the TGF-beta
family: context-dependent roles in cell and tissue physiology. Cold Spring Harb.
Perspect Biol. 8. https://doi.org/10.1101/cshperspect.a021873.

2. Derynck, R,, and Budi, E.H. (2019). Specificity, versatility, and control of TGF-beta
family signaling. Sci. Signal. 12. https://doi.org/10.1126/scisignal.aav5183.

3. Govinden, R,, and Bhoola, K.D. (2003). Genealogy, expression, and cellular function
of transforming growth factor-beta. Pharmacol. Ther. 98, 257-265. https://doi.org/
10.1016/s0163-7258(03)00035-4.

4. Flanders, K.C,, Yang, Y.A., Herrmann, M., Chen, J., Mendoza, N., Mirza, A.M., and
Wakefield, L.M. (2016). Quantitation of TGF-beta proteins in mouse tissues shows
reciprocal changes in TGF-betal and TGF-beta3 in normal vs neoplastic mammary
epithelium. Oncotarget 7, 38164-38179. https://doi.org/10.18632/oncotarget.9416.

w

. Kulkarni, A.B., Thyagarajan, T, and Letterio, J.J. (2002). Function of cytokines within
the TGF-beta superfamily as determined from transgenic and gene knockout studies
in mice. Curr. Mol. Med. 2, 303-327. https://doi.org/10.2174/1566524024605699.

. Kane, CJ., Hebda, P.A., Mansbridge, ].N., and Hanawalt, P.C. (1991). Direct evidence
for spatial and temporal regulation of transforming growth factor beta 1 expression
during cutaneous wound healing. J. Cell. Physiol. 148, 157-173. https://doi.org/10.
1002/jcp.1041480119.

. Schmid, P., Cox, D., Bilbe, G., McMaster, G., Morrison, C., Stahelin, H., Luscher, N.,
and Seiler, W. (1993). TGF-beta s and TGF-beta type II receptor in human epidermis:
differential expression in acute and chronic skin wounds. J. Pathol. 171, 191-197.
https://doi.org/10.1002/path.1711710307.

=2

~

®©

. Annes, J.P,, Rifkin, D.B., and Munger, J.S. (2002). The integrin alphaVbeta6 binds
and activates latent TGFbeta3. FEBS Lett. 511, 65-68. https://doi.org/10.1016/
s0014-5793(01)03280-x.

o

. Dong, X., Hudson, N.E,, Lu, C., and Springer, T.A. (2014). Structural determinants of
integrin beta-subunit specificity for latent TGF-beta. Nat. Struct. Mol. Biol. 21, 1091~
1096. https://doi.org/10.1038/nsmb.2905.

10. Huang, C.Y., Chung, CL., Hu, T.H,, Chen, JJ,, Liu, P.F,, and Chen, C.L. (2021).
Recent progress in TGF-beta inhibitors for cancer therapy. Biomed. Pharmacother.
134, 111046. https://doi.org/10.1016/j.biopha.2020.111046.

11. Liu, S., Ren, J., and Ten Dijke, P. (2021). Targeting TGFbeta signal transduction for
cancer therapy. Signal Transduct Target Ther. 6, 8. https://doi.org/10.1038/s41392-
020-00436-9.

12. Kim, B.G., Malek, E., Choi, S.H., Ignatz-Hoover, J.J., and Driscoll, J.J. (2021). Novel
therapies emerging in oncology to target the TGF-beta pathway. J. Hematol. Oncol.
14, 55. https://doi.org/10.1186/s13045-021-01053-x.

13. Teixeira, A.F., Ten Dijke, P., and Zhu, H.J. (2020). On-target anti-TGF-beta therapies
are not succeeding in clinical cancer treatments: what are remaining challenges?
Front. Cell Dev. Biol. 8, 605. https://doi.org/10.3389/fcell.2020.00605.

20.

2

—_

22.

23.

24.

25.

26.

27.

. van den Bulk, J., de Miranda, N., and Ten Dijke, P. (2021). Therapeutic targeting of

TGF-beta in cancer: hacking a master switch of immune suppression. Clin. Sci.
(Lond.) 135, 35-52. https://doi.org/10.1042/CS20201236.

. Cohn, A, Lahn, M.M., Williams, K.E., Cleverly, A.L., Pitou, C., Kadam, S.K., Farmen,

M.W., Desaiah, D., Raju, R, Conkling, P., et al. (2014). A phase I dose-escalation
study to a predefined dose of a transforming growth factor-betal monoclonal anti-
body (TbetaM1) in patients with metastatic cancer. Int. J. Oncol. 45, 2221-2231.
https://doi.org/10.3892/ij0.2014.2679.

. Tolcher, AW, Berlin, ].D., Cosaert, J., Kauh, J., Chan, E., Piha-Paul, S.A., Amaya, A.,

Tang, S., Driscoll, K., Kimbung, R,, et al. (2017). A phase 1 study of anti-TGFbeta re-
ceptor type-II monoclonal antibody LY3022859 in patients with advanced solid tu-
mors. Cancer Chemother. Pharmacol. 79, 673-680. https://doi.org/10.1007/s00280-
017-3245-5.

. Laverty, H.G., Wakefield, L.M., Occleston, N.L., O’Kane, S., and Ferguson, M.W.

(2009). TGF-beta3 and cancer: a review. Cytokine Growth Factor Rev. 20,
305-317. https://doi.org/10.1016/j.cytogfr.2009.07.002.

. Disha, K,, Schulz, S., Kuntze, T., and Girdauskas, E. (2017). Transforming growth fac-

tor beta-2 mutations in barlow’s disease and aortic dilatation. Ann. Thorac. Surg. 104,
el9-e21. https://doi.org/10.1016/j.athoracsur.2017.01.103.

. Renard, M., Callewaert, B., Malfait, F., Campens, L., Sharif, S., del Campo, M.,

Valenzuela, 1., McWilliam, C., Coucke, P., De Paepe, A., et al. (2013). Thoracic
aortic-aneurysm and dissection in association with significant mitral valve disease
caused by mutations in TGFB2. Int. J. Cardiol. 165, 584-587. https://doi.org/10.
1016/j.ijcard.2012.09.029.

Bertoli-Avella, A.M., Gillis, E., Morisaki, H., Verhagen, ].M.A., de Graaf, B.M., van
de Beek, G., Gallo, E., Kruithof, B.P.T., Venselaar, H., Myers, L.A., et al. (2015).
Mutations in a TGF-beta ligand, TGFB3, cause syndromic aortic aneurysms and
dissections. J. Am. Coll. Cardiol. 65, 1324-1336. https://doi.org/10.1016/jjacc.
2015.01.040.

. Beffagna, G., Occhi, G., Nava, A,, Vitiello, L., Ditadi, A., Basso, C., Bauce, B., Carraro,

G., Thiene, G., Towbin, J.A.,, et al. (2005). Regulatory mutations in transforming
growth factor-beta3 gene cause arrhythmogenic right ventricular cardiomyopathy
type 1. Cardiovasc. Res. 65, 366-373. https://doi.org/10.1016/j.cardiores.2004.10.005.

Mitra, M.S., Lancaster, K., Adedeji, A.O., Palanisamy, G.S., Dave, R.A., Zhong, F.,
Holdren, M.S., Turley, S.J., Liang, W.C,, Wu, Y., et al. (2020). A potent pan-
TGFbeta neutralizing monoclonal antibody elicits cardiovascular toxicity in mice
and cynomolgus monkeys. Toxicol. Sci. 175, 24-34. https://doi.org/10.1093/toxsci/
kfaa024.

Papachristodoulou, A., Silginer, M., Weller, M., Schneider, H., Hasenbach, K,
Janicot, M., and Roth, P. (2019). Therapeutic targeting of TGFbeta ligands in glioblas-
toma using novel antisense oligonucleotides reduces the growth of experimental gli-
omas. Clin. Cancer Res. 25, 7189-7201. https://doi.org/10.1158/1078-0432.CCR-17-
3024.

de Streel, G., Bertrand, C., Chalon, N, Lienart, S., Bricard, O., Lecomte, S., Devreux, J.,
Gaignage, M., De Boeck, G., Marien, L., et al. (2020). Selective inhibition of TGF-
betal produced by GARP-expressing Tregs overcomes resistance to PD-1/PD-L1
blockade in cancer. Nat. Commun. 11, 4545. https://doi.org/10.1038/s41467-020-
17811-3.

Martin, C.J., Datta, A., Littlefield, C., Kalra, A., Chapron, C., Wawersik, S., Dagbay,
K.B., Brueckner, C.T., Nikiforov, A., Danehy, F.T., Jr,, et al. (2020). Selective inhibi-
tion of TGFbetal activation overcomes primary resistance to checkpoint blockade
therapy by altering tumor immune landscape. Sci. Transl. Med. 12. https://doi.org/
10.1126/scitranslmed.aay8456.

Welsh, B.T., Faucette, R., Bilic, S., Martin, C.J., Schurpf, T., Chen, D., Nicholls, S.,
Lansita, J., and Kalra, A. (2021). Nonclinical development of SRK-181: an anti-latent
TGFbetal monoclonal antibody for the treatment of locally advanced or metastatic
solid tumors. Int. J. Toxicol. 40, 226-241. https://doi.org/10.1177/10915818219
98945.

Denton, C.P., Merkel, P.A., Furst, D.E., Khanna, D., Emery, P., Hsu, V.M., Silliman,
N.,, Streisand, J., Powell, J., Akesson, A., et al. (2007). Recombinant human anti-trans-
forming growth factor betal antibody therapy in systemic sclerosis: a multicenter,
randomized, placebo-controlled phase I/II trial of CAT-192. Arthritis Rheum. 56,
323-333. https://doi.org/10.1002/art.22289.

Molecular Therapy: Nucleic Acids Vol. 29 September 2022 977


https://doi.org/10.1101/cshperspect.a021873
https://doi.org/10.1126/scisignal.aav5183
https://doi.org/10.1016/s0163-7258(03)00035-4
https://doi.org/10.1016/s0163-7258(03)00035-4
https://doi.org/10.18632/oncotarget.9416
https://doi.org/10.2174/1566524024605699
https://doi.org/10.1002/jcp.1041480119
https://doi.org/10.1002/jcp.1041480119
https://doi.org/10.1002/path.1711710307
https://doi.org/10.1016/s0014-5793(01)03280-x
https://doi.org/10.1016/s0014-5793(01)03280-x
https://doi.org/10.1038/nsmb.2905
https://doi.org/10.1016/j.biopha.2020.111046
https://doi.org/10.1038/s41392-020-00436-9
https://doi.org/10.1038/s41392-020-00436-9
https://doi.org/10.1186/s13045-021-01053-x
https://doi.org/10.3389/fcell.2020.00605
https://doi.org/10.1042/CS20201236
https://doi.org/10.3892/ijo.2014.2679
https://doi.org/10.1007/s00280-017-3245-5
https://doi.org/10.1007/s00280-017-3245-5
https://doi.org/10.1016/j.cytogfr.2009.07.002
https://doi.org/10.1016/j.athoracsur.2017.01.103
https://doi.org/10.1016/j.ijcard.2012.09.029
https://doi.org/10.1016/j.ijcard.2012.09.029
https://doi.org/10.1016/j.jacc.2015.01.040
https://doi.org/10.1016/j.jacc.2015.01.040
https://doi.org/10.1016/j.cardiores.2004.10.005
https://doi.org/10.1093/toxsci/kfaa024
https://doi.org/10.1093/toxsci/kfaa024
https://doi.org/10.1158/1078-0432.CCR-17-3024
https://doi.org/10.1158/1078-0432.CCR-17-3024
https://doi.org/10.1038/s41467-020-17811-3
https://doi.org/10.1038/s41467-020-17811-3
https://doi.org/10.1126/scitranslmed.aay8456
https://doi.org/10.1126/scitranslmed.aay8456
https://doi.org/10.1177/10915818219<?show [?tjl=20mm]&tjlpc;[?tjl]?>98945
https://doi.org/10.1177/10915818219<?show [?tjl=20mm]&tjlpc;[?tjl]?>98945
https://doi.org/10.1002/art.22289
http://www.moleculartherapy.org

28.

29.

30.

31.

33.

34.

35.

36.

37.

38.

39.

40.

978

Eser, P.O., and Janne, P.A. (2018). TGFbeta pathway inhibition in the treatment of
non-small cell lung cancer. Pharmacol. Ther. 184, 112-130. https://doi.org/10.
1016/j.pharmthera.2017.11.004.

Robertson, D.L., and Joyce, G.F. (1990). Selection in vitro of an RNA enzyme that spe-
cifically cleaves single-stranded DNA. Nature 344, 467-468. https://doi.org/10.1038/
344467a0.

Tuerk, C., and Gold, L. (1990). Systematic evolution of ligands by exponential enrich-
ment: RNA ligands to bacteriophage T4 DNA polymerase. Science 249, 505-510.

Nakamura, Y. (2018). Aptamers as therapeutic middle molecules. Biochimie 145,
22-33. https://doi.org/10.1016/j.biochi.2017.10.006.

. Nakamura, Y., Takahashi, M., and Hashimoto, Y. (2021). Aptamer for TGF-B1 and

USE of SAME. Patent Application No. WO/2021/006305. https://patentscope2.wipo.
int/search/en/detail jsf?docId=W02021006305.

Colak, S., and Ten Dijke, P. (2017). Targeting TGF-beta signaling in cancer. Trends
Cancer 3, 56-71. https://doi.org/10.1016/j.trecan.2016.11.008.

Takahashi, M., Katagiri, T., Furuya, H., and Hohjoh, H. (2012). Disease-causing
allele-specific silencing against the ALK2 mutants, R206H and G356D, in fibrodys-
plasia ossificans progressiva. Gene Ther. 19, 781-785. https://doi.org/10.1038/gt.
2011.193.

Dasch, J.R., Pace, D.R.,, Waegell, W., Inenaga, D., and Ellingsworth, L. (1989).
Monoclonal antibodies recognizing transforming growth factor-beta. Bioactivity
neutralization and transforming growth factor beta 2 affinity purification.
J. Immunol. 142, 1536-1541.

Qin, F,, Liu, X,, Chen, J., Huang, S., Wei, W., Zou, Y., Liu, X,, Deng, K., Mo, S., Chen,
J., et al. (2020). Anti-TGF-beta attenuates tumor growth via polarization of tumor
associated neutrophils towards an anti-tumor phenotype in colorectal cancer.
J. Cancer 11, 2580-2592. https://doi.org/10.7150/jca.38179.

Kim, B.N., Ahn, D.H., Kang, N, Yeo, C.D,, Kim, Y.K,, Lee, K.Y, Kim, T.J., Lee, S.H.,,
Park, M.S., Yim, HW,, et al. (2020). TGF-beta induced EMT and stemness character-
istics are associated with epigenetic regulation in lung cancer. Sci. Rep. 10, 10597.
https://doi.org/10.1038/s41598-020-67325-7.

Kim, J.H., Jang, Y.S., Eom, K.S., Hwang, Y.L, Kang, H.R,, Jang, S.H., Kim, C.H., Park,
Y.B., Lee, M.G., Hyun, I.G,, et al. (2007). Transforming growth factor betal induces
epithelial-to-mesenchymal transition of A549 cells. J. Korean Med. Sci. 22, 898-904.
https://doi.org/10.3346/jkms.2007.22.5.898.

Tirino, V., Camerlingo, R,, Bifulco, K,, Irollo, E., Montella, R., Paino, F., Sessa, G.,
Carriero, M.V., Normanno, N., Rocco, G., et al. (2013). TGF-betal exposure induces
epithelial to mesenchymal transition both in CSCs and non-CSCs of the A549 cell
line, leading to an increase of migration ability in the CD133+ A549 cell fraction.
Cell Death Dis. 4, €620. https://doi.org/10.1038/cddis.2013.144.

Gridelli, C., De Marinis, F., Di Maio, M., Cortinovis, D., Cappuzzo, F., and Mok, T.
(2011). Gefitinib as first-line treatment for patients with advanced non-small-cell
lung cancer with activating Epidermal Growth Factor Receptor mutation: implica-
tions for clinical practice and open issues. Lung Cancer 72, 3-8. https://doi.org/10.
1016/j.lungcan.2010.12.009.

Molecular Therapy: Nucleic Acids Vol. 29 September 2022

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53

Molecular Therapy: Nucleic Acids

Takahashi, M., Chiyo, T., Okada, T., and Hohjoh, H. (2013). Specific inhibition of tu-
mor cells by oncogenic EGFR specific silencing by RNA interference. PLoS One 8,
€73214. https://doi.org/10.1371/journal.pone.0073214.

Sharma, S.V., Bell, D.W., Settleman, J., and Haber, D.A. (2007). Epidermal growth
factor receptor mutations in lung cancer. Nat. Rev. Cancer 7, 169-181. https://doi.
org/10.1038/nrc2088.

Fletcher, J.I,, Haber, M., Henderson, M.J., and Norris, M.D. (2010). ABC transporters
in cancer: more than just drug efflux pumps. Nat. Rev. Cancer 10, 147-156. https://
doi.org/10.1038/nrc2789.

Zhao, H., Huang, Y., Shi, J., Dai, Y., Wu, L., and Zhou, H. (2018). ABCC10 plays a
significant role in the transport of gefitinib and contributes to acquired resistance
to gefitinib in NSCLC. Front. Pharmacol. 9, 1312. https://doi.org/10.3389/fphar.
2018.01312.

Tkeda, R., Vermeulen, L.C,, Lau, E., Jiang, Z., Sachidanandam, K., Yamada, K., and
Kolesar, J.M. (2011). Isolation and characterization of gemcitabine-resistant human
non-small cell lung cancer A549 cells. Int. J. Oncol. 38, 513-519. https://doi.org/10.
3892/ij0.2010.866.

Saxena, M., Stephens, M.A., Pathak, H., and Rangarajan, A. (2011). Transcription fac-
tors that mediate epithelial-mesenchymal transition lead to multidrug resistance by
upregulating ABC transporters. Cell Death Dis. 2, e179. https://doi.org/10.1038/
cddis.2011.61.

Taylor, M.A., Lee, Y.H., and Schiemann, W.P. (2011). Role of TGF-beta and the tu-
mor microenvironment during mammary tumorigenesis. Gene Expr. 15, 117-132.
https://doi.org/10.3727/105221611x13176664479322.

Zhu, X., Li, L., Zou, L., Zhu, X., Xian, G., Li, H., Tan, Y., and Xie, L. (2012). A novel
aptamer targeting TGF-beta receptor II inhibits transdifferentiation of human
tenon’s fibroblasts into myofibroblast. Invest. Ophthalmol. Vis. Sci. 53, 6897-6903.
https://doi.org/10.1167/iovs.12-10198.

Ohuchi, S.P., Ohtsu, T., and Nakamura, Y. (2006). Selection of RNA aptamers against
recombinant transforming growth factor-beta type III receptor displayed on cell sur-
face. Biochimie 88, 897-904. https://doi.org/10.1016/j.biochi.2006.02.004.

Takahashi, M., Sakota, E., and Nakamura, Y. (2016). The efficient cell-SELEX strat-
egy, Icell-SELEX, using isogenic cell lines for selection and counter-selection to
generate RNA aptamers to cell surface proteins. Biochimie 131, 77-84. https://doi.
0rg/10.1016/j.biochi.2016.09.018.

Ishiguro, A., Akiyama, T. Adachi, H., Inoue, J., and Nakamura, Y. (2011).
Therapeutic potential of anti-interleukin-17A aptamer: suppression of interleukin-
17A signaling and attenuation of autoimmunity in two mouse models. Arthritis
Rheum. 63, 455-466. https://doi.org/10.1002/art.30108.

Ishida, R., Adachi, T., Yokota, A., Yoshihara, H., Aoki, K., Nakamura, Y., and
Hamada, M. (2020). RaptRanker: in silico RNA aptamer selection from HT-SELEX
experiment based on local sequence and structure information. Nucleic Acids Res.
48, €82. https://doi.org/10.1093/nar/gkaa484.

. Kato, K., Ikeda, H., Miyakawa, S., Futakawa, S., Nonaka, Y., Fujiwara, M., Okudaira,

S., Kano, K., Aoki, J., Morita, J., et al. (2016). Structural basis for specific inhibition of
Autotaxin by a DNA aptamer. Nat. Struct. Mol. Biol. 23, 395-401. https://doi.org/10.
1038/nsmb.3200.


https://doi.org/10.1016/j.pharmthera.2017.11.004
https://doi.org/10.1016/j.pharmthera.2017.11.004
https://doi.org/10.1038/344467a0
https://doi.org/10.1038/344467a0
http://refhub.elsevier.com/S2162-2531(22)00153-6/sref30
http://refhub.elsevier.com/S2162-2531(22)00153-6/sref30
https://doi.org/10.1016/j.biochi.2017.10.006
https://patentscope2.wipo.int/search/en/detail.jsf?docId=WO2021006305
https://patentscope2.wipo.int/search/en/detail.jsf?docId=WO2021006305
https://doi.org/10.1016/j.trecan.2016.11.008
https://doi.org/10.1038/gt.2011.193
https://doi.org/10.1038/gt.2011.193
http://refhub.elsevier.com/S2162-2531(22)00153-6/sref35
http://refhub.elsevier.com/S2162-2531(22)00153-6/sref35
http://refhub.elsevier.com/S2162-2531(22)00153-6/sref35
http://refhub.elsevier.com/S2162-2531(22)00153-6/sref35
https://doi.org/10.7150/jca.38179
https://doi.org/10.1038/s41598-020-67325-7
https://doi.org/10.3346/jkms.2007.22.5.898
https://doi.org/10.1038/cddis.2013.144
https://doi.org/10.1016/j.lungcan.2010.12.009
https://doi.org/10.1016/j.lungcan.2010.12.009
https://doi.org/10.1371/journal.pone.0073214
https://doi.org/10.1038/nrc2088
https://doi.org/10.1038/nrc2088
https://doi.org/10.1038/nrc2789
https://doi.org/10.1038/nrc2789
https://doi.org/10.3389/fphar.2018.01312
https://doi.org/10.3389/fphar.2018.01312
https://doi.org/10.3892/ijo.2010.866
https://doi.org/10.3892/ijo.2010.866
https://doi.org/10.1038/cddis.2011.61
https://doi.org/10.1038/cddis.2011.61
https://doi.org/10.3727/105221611x13176664479322
https://doi.org/10.1167/iovs.12-10198
https://doi.org/10.1016/j.biochi.2006.02.004
https://doi.org/10.1016/j.biochi.2016.09.018
https://doi.org/10.1016/j.biochi.2016.09.018
https://doi.org/10.1002/art.30108
https://doi.org/10.1093/nar/gkaa484
https://doi.org/10.1038/nsmb.3200
https://doi.org/10.1038/nsmb.3200

	Anti-TGF-β1 aptamer enhances therapeutic effect of tyrosine kinase inhibitor, gefitinib, on non-small cell lung cancer in x ...
	Introduction
	Results
	Selection and properties of APT-β1 aptamer
	Inhibition of SMAD2 signaling pathway
	Effects of APT-β1 on TGF-β1-induced gene expression
	Anti-cancer effect of APT-β1-OMe-P in xenograft cancer model mice

	Discussion
	Materials and methods
	Aptamer selection and manipulation of aptamer
	SPR analysis
	Cell culture
	SMAD2 promoter assay
	Cellular morphological changes
	Western blot analysis
	Gene expression analysis
	Xenograft model and administration of gefitinib and aptamer
	ELOSA assay for APT-β1-OMe-P
	Statistical analysis

	Data availability statement
	Supplemental information
	Acknowledgments
	Author contributions
	Declaration of interests
	References


