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ABSTRACT

Chemically modified antisense oligonucleotides
(ASOs) with phosphorothioate (PS) linkages have
been extensively studied as research and therapeu-
tic agents. PS-ASOs can enter the cell and trigger
cleavage of complementary RNA by RNase H1 even
in the absence of transfection reagent. A nhumber of
cell surface proteins have been identified that bind
PS-ASOs and mediate their cellular uptake; how-
ever, the mechanisms that lead to productive inter-
nalization of PS-ASOs are not well understood. Here,
we characterized the interaction between PS-ASOs
and epidermal growth factor receptor (EGFR). We
found that PS-ASOs trafficked together with EGF and
EGFR into clathrin-coated pit structures. Their co-
localization was also observed at early endosomes
and inside enlarged late endosomes. Reduction of
EGFR decreased PS-ASO activity without affecting
EGF-mediated signaling pathways and overexpres-
sion of EGFR increased PS-ASO activity in cells.
Furthermore, reduction of EGFR delays PS-ASO traf-
ficking from early to late endosomes. Thus, EGFR
binds to PS-ASOs at the cell surface and mediates
essential steps for active (productive) cellular uptake
of PS-ASOs through its cargo-dependent trafficking
processes which migrate PS-ASOs from early to late
endosomes. This EGFR-mediated process can also
serve as an additional model to better understand
the mechanism of intracellular uptake and endoso-
mal release of PS-ASOs.

INTRODUCTION

Antisense oligonucleotides (ASOs) can induce sequence-
specific cleavage of complementary RNAs by endonuclease
RNase H1 (1). ASOs are widely used as both research tools
and therapeutic agents (2). Most ASOs in clinical use and
development have phosphorothioate (PS) backbones (3,4);
in these oligonucleotides, sulfur replaces one of the non-
bridging oxygen atoms of the phosphodiester linkage (5).
The PS backbone is known to enhance protein binding in
general (6,7). Typically, RNase H1-dependent PS-ASO gap-
mers are modified at 5 nucleotides with 2’-O-methoxyethyl
(MOE) or 3 nucleotides with 2’-constrained ethyl (cEt) of
5’-end and 3’-end wing to enhance potency and other phar-
macological properties (8,9).

Although pharmacokinetic properties of PS-ASOs have
been well-studied in animals and humans (10), how these
molecules are taken into cells is not fully understood
(11). In the absence of transfection reagents or uptake-
enhancing modifications such as N-acetyl galactosamine
(12), efficiency of internalization depends on cell type and
is thought to be a two-step process (13). The first step, ad-
sorption, involves binding of PS-ASOs to extracellular pro-
teins, membrane-associated proteins, or extracellular do-
mains of transmembrane proteins. Internalization then oc-
curs through endocytic pathways (14). Uptake pathways re-
sulting in pharmacological effects are considered ‘produc-
tive’ (11). It is critical to identify which specific cell-surface
proteins mediate PS-ASO uptake in productive and non-
productive manners to make these agents more effective
therapeutics.

Previous studies showed that incorporation of epider-
mal growth factor (EGF) into polyethylenimine (PEI) poly-
mers resulted in a 10- to 100-fold increase in gene deliv-
ery (15-18). EGF is a 53-residue polypeptide that binds
specifically with high affinity to the EGF receptor (EGFR)
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through hydrophobic interactions (19,20). The binding of
EGF triggers the dimerization and internalization of the
receptor at coated pits through a clathrin-mediated mech-
anism (21-24). These previous findings raised the possibil-
ity that an EGF-dependent or EGF-independent, EGFR-
specific pathway might facilitate productive cellular uptake
of PS-ASOs.

EGFR is a receptor tyrosine kinase with a large extracel-
lular region, a single transmembrane (TM) domain, an in-
tracellular juxta membrane (JM) region, and a cytoplasmic
domain (23). The extracellular region of EGFR contains
two homologous ligand binding domains, and the cytoplas-
mic region contains the tyrosine kinase domain and a C-
terminal regulatory domain. Binding of EGF to the extra-
cellular region triggers tyrosine phosphorylation of the cy-
toplasmic domain, which initiates EGFR endocytosis and
degradation (25). EGFR is highly expressed in carcinomas
and selected cancer cell lines such as the epidermoid A431
cells (21). In these carcinoma cells, EGFR is constitutively
internalized and mediates a series of signaling cascades that
are required for the survival of carcinoma cells (26). Thus,
we sought to determine whether EGFR interacts with PS-
ASOs and mediates their productive cellular uptake.

In this article, we first show that EGFR interacts with PS-
ASOs. We then focus on the details of PS-ASO trafficking
along EGFR-associated endocytic pathways. We find that
PS-ASOs appear to travel together with EGF and EGFR
from clathrin-coated pit structures, through early endo-
somes (EEs) to late endosomes (LEs), where EGFR may
contribute to the release of PS-ASOs from LEs. We also
show that EGFR mediated uptake is ‘productive’, i.e. ob-
served decreased or increased PS-ASO mediated target re-
duction by reducing or overexpressing EGFR, respectively
in in vitro cell systems. Thus, we conclude that one produc-
tive PS-ASO uptake pathway is mediated by EGFR.

MATERIALS AND METHODS
Reagents

Antibodies, siRNAs, and quantitative real-time PCR (qRT-
PCR) primer probe sets are described in Supplementary
Data. ASO sequences and chemical modifications are also
listed in Supplementary Data.

Cell culture, transfection, PS-ASO free uptake and activity
assay

A431 and HEK cells were grown according to the proto-
cols provided by the American Type Culture Collection.
Cells were seeded at 70% confluency one day before trans-
fection or drug treatment. siRNAs were transfected at 3 nM
final concentration using RNAiMAX (ThermoFisher Sci-
entific) according to the manufacturer’s protocol. A431 cells
were transfected with plasmid expressing Rab5(Q79L) at 2
wg/million cells using Avalanche Transfection Reagent (EZ
Biosystems) according to the manufacturer’s protocol. At
48 h after transfection, cells were re-seeded in either 96-well
plates or MatTek collagen-coated dishes at 50% confluency.
Cells were incubated with PS-ASOs for 16 h, and then the
PS-ASO activity assay or immunofluorescence analysis was
performed. HEK cells were transfected with 2 g plasmid

for expression of EGFR using Lipofectamine 3000 (Ther-
moFisher Scientific) at 2 pg/million cells according to the
manufacturer’s protocol. These HEK cells were grown in
G418, Geneticin, for 2 weeks to select cell clones with over-
expression of EGFR for further use.

Analyses of protein binding with PS-ASOs

Analyses of protein binding to PS-ASOs were performed as
described previously (7). Briefly, agarose neutravidin beads
(ThermoFisher Scientific) were incubated with biotinylated
PS-ASO (IONIS ID 451104) at 4°C for 1 h in buffer con-
taining 50 mM Tris—-HCI (pH 7.5), 100 mM KCI, 5 mM
EDTA, and 0.1% NP-40. Beads were then incubated for 30
min in the same buffer supplemented with 10 mg/ml BSA
and 0.2 mg/ml yeast tRNA. After washing with this buffer,
PS-ASO-coated neutravidin beads were added to 1 mg cell
lysate of A431 prepared in RIPA buffer (50 mM Tris—HCI,
pH 7.4, 1% Triton X-100, 150 mM NacCl, 0.5% sodium de-
oxycholate, and 0.5 mM EDTA) supplemented with pro-
tease inhibitor cocktail (ThermoFisher Scientific). After in-
cubation at 4°C for 3 h, the beads were washed with buffer
containing 50 mM Tris—HCI (pH 7.5), 300 mM KCI, 5 mM
EDTA, 0.1% NP-40 and 0.05% SDS. Bound proteins were
eluted from 30 pl aliquots of the beads using 50 wl of 50
pM PS-ASO with various modifications by incubating for
10 min at room temperature. The eluted proteins were sep-
arated on 4-12% SDS-PAGE and were visualized by silver
staining or were analyzed by western blot.

BRET assay for binding affinity

EGFR NanoLuc (Nluc) fusion protein construction, ex-
pression, and purification were performed essentially as de-
scribed (27). Briefly, the human EGFR (NM_201282) extra-
cellular and transmembrane domain was amplified by PCR
from the full-length cDNA clone (Origene RC217223).
The forward PCR primer (5-GCTAGCAGCCACCATG
CGACCCTCCGGGACG-3') was comprised of sequence
complimentary to the EGFR sequence, including the AUG
start codon and preceded by a Kozak sequence and an Nhel
site (GCTAGCAGCCACC), whereas the reverse primer
(5-GCGCCACATCGT TCGGAAGGACTCGAG) was
complementary to the EGFR sequence up to amino acid
676, then followed with an Xhol site. The PCR ampli-
fied product was ligated into Nhel and Xhol sites of
the NanoLuc expression vector pFC32K Nluc CMV-Neo
(Promega).

The EGFR NLuc fusion protein was expressed by trans-
fecting the plasmids into 6 x 10° HEK 293 cells using
Effectene transfection reagent according to the manufac-
turer’s protocol (Qiagen). Following a 24-h incubation, cells
were removed from the plate by trypsinization, washed with
PBS, then resuspended in 250 pl Pierce IP Lysis Buffer
(Thermo Scientific). Lysates were incubated 1 h at 4°C while
rotating, then debris pelleted by centrifugation at 15 000
rpm for 5 min. The fusion protein was immunoprecipitated
using EGFR antibody overnight at 4°C followed by incuba-
tion with Pierce Protein G Magnetic Beads (Thermo Scien-
tific) for 2 h. Beads were then washed 4 times with IP Lysis
Buffer and finally suspended in 250 pl 2x binding buffer



(0.2 M NaCl, 40 mM Tris, pH 7.5, 2 mM EDTA, 0.02%
NP-40) before the binding assay.

BRET binding affinity assays were performed using 106
RLU/well of immune-precipitated EGFR NLuc fusion
protein as described (27).

RNA preparation and qRT-PCR

Total RNA was prepared from cells grown in 96-well plates
(around 10* cells per well) using a Qiagen RNeasy mini kit.
qRT-PCR was performed using TagMan primer probe sets
essentially as described previously (7). Briefly, ~50 ng total
RNA in 5 pl water was briefly mixed with 0.3 wl solution
containing 10 wM of each of forward and reverse primers
and 3 pM fluorescently labeled probe, 0.3 wl RT enzyme
mix (Qiagen), 4.4 pl RNase-free water, and 10 pl of 2 x
PCR reaction buffer. Reverse transcription was performed
at 48°C for 10 min; 40 cycles of PCR were conducted at
94°C for 20 s and 60°C for 20 s using the StepOne Plus RT-
PCR system (Applied Biosystems). The mRNA levels were
normalized to the amount of total RNA present in each re-
action as determined for duplicate RNA samples by Ribo-
green assay (ThermoFisher Scientific).

Immunofluorescence staining

Cells were fixed with 4% paraformaldehyde for 20 min
at room temperature and were permeabilized with 0.05%
saponin (Sigma) in PBS for 5 min. Cells were treated with
blocking buffer (1 mg/ml BSA in PBS) for 30 min and then
incubated with primary antibodies (1:100—1:200 in blocking
buffer) at room temperature for 2-4 h or at 4°C overnight.
After three washes with PBS, cells were incubated with flu-
orescently labeled secondary antibodies (1:200 in blocking
buffer) at room temperature for 1-2 h. After washing, slides
were mounted with Prolong Gold anti-fade reagent with
DAPI (ThermoFisher Scientific) and imaged using a con-
focal microscope (Olympus FV-1000). Co-localization be-
tween PS-ASOs and different organelles was analyzed using
FV10-ASW 3.0 viewer software.

Protein isolation and western blotting

Cells were lysed, and samples were incubated at 4°C for
30 min in RIPA buffer. Proteins were separated on 4—
12% NuPAGE Bis-Tris gradient gels containing SDS (Ther-
moFisher Scientific) and electroblotted onto PVDF mem-
branes using the iBLOT transfer system (ThermoFisher Sci-
entific). The membranes were blocked with 5% non-fat dry
milk in PBS at 4°C for 30 min. Membranes were then incu-
bated with primary antibodies at room temperature for 1 h
or at 4°C overnight. After three washes with PBS, the mem-
branes were incubated with appropriate HRP-conjugated
secondary antibodies (1:2000) at room temperature for 1 h,
followed by image development using ECL reagents (Ab-
cam) and quantification of protein levels using Imagel.ab
(Bio-Rad).

Membrane binding assay for EGFR and EGF to PS-ASOs

Purified recombinant EGF (PHGO0311L, ThermoFisher
Scientific) or EGFR protein (PV3872, ThermoFisher Sci-
entific) were incubated with FITC-labeled 2’-MOE gapmer
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PS-ASOs (IONIS ID 256903) or phosphodiester ASO (syn-
thesized by Integrated DNA Technologies) in 100 .l bind-
ing buffer (20 mM Tris—HCI, pH 7.5, 150 mM NacCl, 1
mM DTT, 10% glycerol) as previously described (28). Re-
actions contained purified EGF at concentrations ranging
from 3 nM to 3 pM or purified recombinant EGFR pro-
tein at concentrations ranging from 5 to 150 nM. After 1
h incubation at 37°C, the samples were loaded on a Hy-
bond ECL nitrocellulose membrane (GE Healthcare) and
soaked in wash buffer containing 20 mM Tris—-HCI, pH 7.5
and 250 mM NaCl. The protein-bound ASOs were trans-
ferred to the membrane by applying a vacuum in a 96-well
Bio-Rad Bio-Dot apparatus. After washing, the membranes
were then air-dried and scanned using a Phosphorlmager
(GE Healthcare). The signal intensity was quantified using
Imagel, fitted as Hill Slope and the Kds were calculated us-
ing Prism.

Metabolic labeling of EGFR in A431 cells

Cells were starved 20 min in Met- and Cys-free media fol-
lowed by 1 h chase with [**S]-labeled Met and Cys. After
the chase, cell samples were collected in RIPA buffer at indi-
cated times, and cell lysates were immunoprecipitated with
EGFR antibody. Labeled EGFR immunocomplexes were
resolved by SDS-PAGE and visualized and quantified by
autoradiography using Phospholmager.

Flow cytometry

Cy3-labeled PS-ASO was added to A431 cell culture. Af-
ter 3 h, cells were washed with PBS, trypsinized, and re-
suspended in PBS supplemented with 3% fetal bovine serum
for analysis by flow cytometry using an Attune NxT Flow
Cytometer (ThermoFisher Scientific).

In vivo study

Seven-week-old male BALB/c mice (Charles River Labora-
tories) were treated with PBS (Groups 1-4), control 3—10-3
cEt PS-ASO (IONIS ID 636727) (Groups 5-8), or PS-ASO
targeting mouse EGFR (IONIS ID 542794) (Groups 9-12),
twice, three days apart, at 50 mg/kg body weight to deplete
liver EGFR. Four days after treatment of mouse EGFR
ASO, mice were further injected with a 5-10-5 MOE PS-
ASO targeting Factor XI (IONIS ID 404071) at different
dose (0, 20, 40, 60 mg/kg). Animals were sacrificed 48 h af-
ter Factor XI ASO treatment for liver mRNA and protein
expression analyses.

RESULTS
EGFR directly interacts with PS-ASOs

To determine whether EGFR interacts with PS-ASOs, we
performed protein binding analyses using biotinylated 2’'-
MOE gapmer PS-ASOs (IONIS ID 451104) bound to neu-
travidin agarose beads. Beads were incubated with total
A431 cell lysates, and bound proteins were eluted from the
beads by competition using non-biotinylated 2’-MOE gap-
mer PS-ASO (IONIS ID 116847) with the same sequence.
The eluted proteins and the residual bead-bound proteins
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Figure 1. EGFR interacts with PS-ASOs. (A) Western analyses of proteins that were eluted with PS-ASOs (ASO, IONIS ID 116847) or that remained
on the biotinylated PS-ASO coated beads (beads). Neutravidin agarose beads pre-coated with either biotinylated 2’-MOE PS-ASOs (ASO-Biotin, [ONIS
ID 451104) or control biotin (Biotin) were incubated with cell lysates of A431, washed, and proteins were eluted using non-biotinylated PS-ASOs (IONIS
ID 116847), which has the same modification and sequences (CTGCTAGCCTCTGGATTTGA) as the biotinylated PS-ASO (IONIS ID 451104). The
experiments were repeated at least three times and representative results are shown. (B) Proteins eluted with PS-ASOs (ASO, IONIS ID 116847) or that
remained on the beads (beads) were visualized by silver staining (Upper panel) in a 4-12% gradient SDS-PAGE. Blot of aliquoted proteins from the above
experiment was probed for EGFR by western (lower panel). Affinity selection was performed using the biotinylated 2’-MOE PS-ASO (ASO-Biotin, [ONIS
ID 451104) or control biotin (Biotin), as (A), but with either 0.8 wg or 1.6 g purified recombinant EGFR. The experiments were repeated at least three
times and representative results are shown. (C) Relative affinities for 2'-Fluoro, 2’-cEt and 2’-MOE PS-ASOs were determined by competitive ASO binding
to the NLuc/EGFR fusion protein containing extracellular domain and transmembrane domain in a BRET assay. 10 nM 5'- Alexa Fluor 594 conjugated
cEt PS-ASO (Ionis ID: 766636) was competed with unconjugated 2’-Fluoro, 2’-MOE, or 2'-cEt PS-ASO at concentrations from 0.1 to 10,000 nM. Relative
ECS50 values are shown.

were both dissolved in SDS-sample buffer and separated curve in which the mid-point is equivalent to the dissocia-
using SDS-PAGE and analyzed by western blot. EGFR tion constant (EC50 or Kd) (30). The Nluc/EGFR fusion
was detected by western analyses in both eluted and bead- protein was expressed in HEK cells and identified at the
bound fractions as were Ku80 and La, which are known expected molecular weight around 90 kDa (Supplementary
PS-ASO-interacting proteins (Figure 1A) (7). Another cell- Figure S2A). BRET signals were detected (Figure 1C) be-
surface glycoprotein CD44 was not detected in either frac- tween Nluc/EGFR and 2'-MOE, 2'-cEt or 2’-Fluoro gap-
tion (29). EGFR could be eluted by 2'-cEt or 2’- Fluoro mer PS-ASO, indicating an interaction between PS-ASO
gapmer PS-ASOs as well (Supplementary Figure S1A). In and the transmembrane and extracellular domain of EGFR
addition, EGFR could also be eluted by three other com- (Figure 1C).

peting PS-ASOs with different sequences (Supplementary BRET assays were also performed between Nluc/EGFR
Figure S1B). EGFR was similarly detected in eluted and and other PS-ASOs to quantitively examine the effect of se-
bead-bound fractions using another biotinylated 2’-MOE quences of PS-ASOs on their binding affinity. Additional
gapmer PS-ASO with different sequence (Supplementary 10 sequences for each modification, including cEt, MOE or

Figure S1C). These observations indicate that EGFR can 2'-Fluoro, were tested. As expected, sequences can signifi-
interact with different PS-ASOs containing different 2'- cantly affect the binding affinity to EGFR (EC50) (Supple-
modifications or sequences. mentary Figure S2B-D). We also evaluated PS homopoly-

To determine whether the interaction between EGFR mers to determine the overall range of affinities for different
and PS-ASOs is direct, we conducted protein binding anal- sequences. Except for polyG that can form intramolecular

yses using purified recombinant EGFR protein. Purified structures (31), all other polymers were tested and found
EGFR was detected in both eluted and bead-bound frac- to bind EGFR with different EC50s (Kd) (Supplementary
tions as observed in silver-stained gels and by western blot Figure S2E). Thus, all PS-ASOs tested could bind to EGFR
(Figure 1B). This observation indicates that EGFR can di- with affinities that are consistent with a biologically relevant
rectly interact with PS-ASOs. interaction (27). Given this binding commonality between
To evaluate whether the interaction occurs between the PS-ASOs and EGFR, we used 2’-MOE gapmer PS-ASOs
PS-ASOs and the extracellular domain of EGFR and in subsequent studies.
to understand the characteristics of the interaction, we
performed a bioluminescence resonance energy transfer .
(BRET) assay utilizing the fusion protein of Nanoluc lu- PS-ASOs traffic together with EGF and EGFR
ciferase (Nluc) and the extracellular domain and transmem- We next monitored internalization and trafficking of PS-
brane domain of EGFR as the BRET donor and PS-ASO ASOs in the presence of EGF. Upon EGF binding, EGFR
tagged at the 3’ end with Alexa Fluor 594 as the BRET ac- is internalized through coated pits in a clathrin-mediated
ceptor. The BRET signal can be used to construct a binding mechanism and then it traffics along endocytic pathways
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2. | clathrin

Figure 2. PS-ASOs traffic together with EGF and EGFR through the endocytic pathway. (A) Representative images of immunofluorescent staining for
clathrin and EGFR in A431 cells incubated with non-labeled EGF and Cy3-labeled PS-ASOs for 30 min. The nuclei were stained with Hoechst 33342
(blue). The arrow indicates co-localization between EGFR (green) and PS-ASOs (red); between EGFR (green) and clathrin (red); between PS-ASOs (red)
and clathrin (green). Scale bars, 2 pm. (B) Representative images of immunofluorescent staining for clathrin in A431 cells incubated with FITC-EGF
and Cy3-labeled PS-ASOs for 30 min. The nuclei were stained with Hoechst 33342 (blue). The arrow indicates co-localization between EGF (green) and
PS-ASOs (red); between EGF (green) and clathrin (red); between PS-ASOs (red) and clathrin (green). Scale bars, 2 pm. (C) Representative images of
immunofluorescent staining for EEA1 and EGFR in A431 cells incubated with non-labeled EGF and Cy3-labeled PS-ASOs for 30 min. The nuclei were
stained with Hoechst 33342 (blue). The arrow indicates co-localization between EGFR (green) and PS-ASOs (red); between EGFR (green) and EEA1
(red); and between PS-ASOs (red) and EEA1 (green). Scale bars, 2 pm. (D) Representative images of immunofluorescent staining for EEA1 in A431 cells
incubated with FITC-EGF and Cy3-labeled PS-ASOs for 30 min. The nuclei were stained with Hoechst 33342 (blue). The arrow indicates co-localization
between EGF (green) and PS-ASOs (red); between EGF (green) and EEA1 (red); between PS-ASOs (red) and EEA1 (green); Scale bars, 2 um.

(24). A431 cells were incubated with Cy3-labeled PS-ASOs PS-ASOs interact with EGFR more tightly than with EGF
(IONIS ID 446654) and unlabeled-EGF (Figure 2A and As PS-ASOs co-localized with EGF bound to EGFR, we

C) or FITC-EGF (Figure 2B and D) for 30 mins and . o . .
- s o L . examined the possibility that PS-ASOs interact with EGF.
;tgn;c; r\iv(;trh érgtllb;occ;?saici)ogldtharslns tl)ESSJrF i{d’ %fe tE]eE:“{;l ’PdSn We determined the binding constants of EGF or EGFR for
’ : z W Y " X PS-ASOs in a membrane binding assay with purified pro-

ASOs and EGFR and between PS-ASOs and EGF in X .
T . ) ) . teins. FITC-labeled PS-ASO (IONIS ID 256903) was incu-
both clathrin-stained (Figure 2A and B) and EEA1-stained bated with purified EGF or EGFR. The protein-bound PS-

structures (Figure 2C and D). Co-localization was also con- -
. . . ASOs were transferred to a nitrocellulose membrane, and
firmed in Z-stack experiments (Supplementary Figures S3 . . . . .

. Y the signal intensity was determined. The binding constant
and S4). These observations indicate that PS-ASOs can be ) ) : )
internalized as cargos together with EGF and EGFR in of PS-ASOs to EGF was ~570 nM and that to EGFR was

z & g W ~51 nM (Figure 3A and B). These results indicate that PS-

clathrin-containing vesicles. It is likely that EGFR mediates - . .
. ) ) ) . ASOs bind EGFR far more tightly than EGF, suggesting
this cellular uptake pathway for PS-ASOs in A431 cells. that their co-trafficking is mainly mediated through the in-

teraction between PS-ASOs and EGFR.
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Figure 3. PS-ASOs interact with EGFR more tightly than with EGF. (A and B) The membrane binding assay for EGF or EGFR and PS-ASOs. EGF
at concentrations ranging from 3 nM to 3 wM or purified recombinant EGFR protein at concentrations ranging from 5 nM to 150 nM were incubated
with PS-ASOs for 1 h at 37°C and the samples were loaded on a Hybond ECL nitrocellulose membrane. The signal intensities retained in nitrocellulose
membrane for the protein bound form of the FITC-labeled 2’-MOE gapmer PS-ASO (PS-ASO, IONIS ID 256903) or phosphodiester ASO (PO-ASO)
were quantified and the binding curves for EGF (A) and EGFR (B) were plotted using Prism. The error bars represent standard deviations from three
experiments; (C) EGFR (total EGFR, T-EGFR) was blotted after PS-ASO affinity selection as shown in Figure 1, except that cell lysates were from A431
cells treated with indicated concentrations of EGF. The same blot was probed sequentially with antibodies to phosphorylated EGFR (P-EGFR), Nucleolin,
and TCPI1B. The experiments were repeated at least three times and representative results are shown; (D) EGFR (total EGFR, T-EGFR) was blotted after
affinity selection as shown in Figure 1, except that the bound proteins were eluted by PS-ASOs in the presence of EGF at indicated concentrations. The
same blot was probed sequentially with different antibodies against other ASO-binding proteins (Nucleolin and TCP1). The experiments were repeated
at least three times and representative results are shown.

We then examined whether EGF could interfere with the
binding between PS-ASOs and EGFR. We compared lev-
els of EGFR recovered from beads bound with biotiny-
lated PS-ASOs (IONIS ID 451104) between lysates of cells
treated with EGF or untreated (Figure 3C). The recovery
rate of EGFR was comparable with and without EGF. Nu-
cleolin and TCP1B, known PS-ASO-interacting proteins,
were detected and served as assay controls (Figure 3C). The
blot of phosphorylated EGFR (P-EGFR) indicates a re-

sponse of cells to EGF treatment (Figure 3C). In addition,
we included EGF with PS-ASOs at the elution step to see
whether EGF altered the ASO elution of EGFR from beads
bound with PS-ASOs. EGF did not significantly change the
ASO elution of EGFR, nucleolin or TCP13 from the beads
(Figure 3D). Thus, these results suggest that EGF does not
interfere with the binding between PS-ASOs and EGFR,
and that PS-ASOs and EGF likely bind to different sites on
EGFR.



A BRET assay was also performed between Nluc/EGFR
and an Alexa-594-tagged PS-ASO in the presence of EGF.
The BRET signal between the Nluc/EGFR and PS-ASOs
was not significantly different in the presence and absence
of EGF (Supplementary Figure S5). Together, these results
exclude the possibility that binding of PS-ASOs to EGF me-
diates the trafficking of PS-ASOs in EGFR-containing vesi-
cles. These observations also demonstrate that the binding
of PS-ASOs is not competitive with the binding of EGF to
EGFR, suggesting that the PS-ASOs and EGF have distinct
binding sites.

PS-ASOs do not affect EGFR synthesis, degradation, recy-
cling or response to EGF

As PS-ASOs interact with EGFR, it is important to know
whether PS-ASOs alter EGFR function. We first performed
pulse-chase analyses in A431 cells labeled with [*>S]-Met
and [¥S]-Cys to examine how PS-ASOs affect EGFR syn-
thesis and degradation. Newly synthesized EGFR was im-
munoprecipitated from lysates of cells treated with or with-
out PS-ASOs and separated by SDS-PAGE and visualized
using autoradiography. Quantification of the gel images
showed that EGFR synthesis (Figure 4A) and degradation
rates (Figure 4B) were comparable in the presence and ab-
sence of PS-ASOs. In addition, more than 10 sequences of
PS-ASOs were tested for potential effects on downstream
signaling of EGFR. None of them significantly induced the
phosphorylation of EGFR and ERK (Figure 4C, Supple-
mentary Figure SOA and data not shown). These observa-
tions show that PS-ASOs, in general, do not induce EGFR
signaling.

The EGF-induced internalization and recycling of
EGFR were also evaluated in the presence and absence of
Cy3-labeled PS-ASOs (IONIS ID 446654). When cells were
treated with EGF, EGFR staining was observed in plasma
membrane and intracellularly, indicating that EGFR was
internalized (Figure 4D, a). This pattern was not changed
in cells co-treated with EGF and PS-ASOs (Figure 4D,
b). Upon EGF removal, EGFR staining was mainly ob-
served in plasma membrane, indicative of a recycling pro-
cess (Figure 4D, ¢ and d). This redistribution of EGFR to
plasma membrane was not affected by PS-ASOs (Figure
4D, c and d). The effect of five other sequences of PS-ASOs
on EGFR internalization and recycling were also evaluated
using a PS-ASO antibody. None of them appeared to affect
EGFR internalization and trafficking (Supplementary Fig-
ure S6B). These observations suggest that the normal func-
tion of EGFR is not compromised by the presence of PS-
ASOs, and reiterate that EGF and PS-ASOs bind to differ-
ent regions of EGFR.

EGF treatment increases PS-ASO activity in A431 cells

Since PS-ASOs can be internalized together with EGFR, we
asked whether promoting this internalization process could
increase PS-ASO activity. EGF drives EGFR internaliza-
tion and activates its downstream signaling pathways, so
we examined whether EGF treatment could increase PS-
ASO activity in A431 cells. Cells were pre-treated with EGF,
insulin growth factor (IGF), transforming growth factor
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(TGF), vesicular endothelial growth factor (VEGF), hepa-
tocyte growth factor (HGF), platelet growth factor (PGF),
or fibroblast growth factor (FGF) for 4 h before they were
incubated with either Drosha- or Malatl-specific PS-ASOs.
Only EGF and TGF treatment significantly increased activ-
ities of both PS-ASOs with the decrease in ICsy values ~2-
to 3-fold (Figure 5A, B and Supplementary Figure S4).

Cells pre-treated with the same set of growth factors were
also incubated with Cy3-labeled PS-ASOs at different con-
centrations for 4 h, and then PS-ASO uptake was ana-
lyzed by FACS. The levels of total internalized PS-ASOs
were not significantly different among cells treated with
different growth factors (Figure 5C). Lysates from those
cells were further subjected to western analyses. The re-
sults showed that EGF and TGF triggered phosphoryla-
tion of both EGFR and ERK but other growth factors only
activated ERK pathways (Figure 5D). In addition, none
of these growth factors significantly changed protein lev-
els of RNase H1. These results indicate that both EGF and
TGF increased PS-ASO activity, potentially by promoting
EGFR mediated PS-ASO internalization. As EGF or TGF
treatment did not markedly affect total PS-ASO uptake, lev-
els of PS-ASO internalization mediated by EGFR may not
be substantial enough to be detected by analysis of total PS-
ASO cellular levels.

PD174265 reverses EGF and TGF driven increase in PS-
ASO activity

To confirm that EGF and TGF increase PS-ASO activity
through a mechanism involving EGFR, we co-treated cells
with EGF and a specific EGFR tyrosine kinase inhibitor,
PD174265 (32), to block EGFR internalization and signal-
ing. PS-ASO activities were compared among cells that were
pre-treated with EGF alone or EGF with PD174265 or cells
without any treatment before they were incubated with ei-
ther Drosha- or Malatl-specific PS-ASOs. In cells treated
with EGF and PD174265, PS-ASO activities were similar
to those in the absence of EGF with comparable ICsy values
(Figure 6A). The results confirmed that EGF increased PS-
ASO activities, but PD174265 abolished this effect. West-
ern analyses of cell lysates showed that PD174265 com-
pletely blocked phosphorylation of EGFR and ERK (Fig-
ure 6B). Experiments were also conducted using TGF and
PD174265. Similar to the experiment with EGF, PD174265
prevented TGF-induced phosphorylation of EGFR and
ERK, and PS-ASO activities were similar to those in the ab-
sence of TGF with comparable ICs, values (Figure 6C and
D). These results suggest that EGFR mediates the effects of
EGF or TGF on PS-ASO activity.

Reduction of EGFR decreases PS-ASO activity

We next reduced the levels of EGFR using siRNA and
then evaluated PS-ASO activity. A431 cells were treated
with two different siRNAs targeting EGFR and both de-
creased EGFR protein levels by more than 80% compared
with control siRNA targeting luciferase (Figure 7A). Cells
were then incubated with either Drosha- or Malatl-specific
PS-ASOs. Reduction of EGFR decreased PS-ASO activi-
ties with the ICs, values elevated approximately 2-fold (Fig-
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Figure 5. EGF increases the activity but not uptake of PS-ASOs in A431 cells. (A and B) Reduction of Drosha (A) and Malatl (B) RNA was determined
by qRT-PCR analysis of A431 cells treated with EGF or TGF for 4 h before they were incubated with PS-ASOs. Data are relative to untreated cells. The
error bars represent standard deviations from 3 independent experiments. Activity curves were fitted from data plotted in panels and ICsy was calculated
based on a non-linear regression model. P (in red) <0.01, EGF or TGF treatment versus control; P values were computed by one-way ANOVA as the
concentrations of PS-ASOs were set as random effect. (C) Intracellular fluorescence of Cy3-PS-ASOs was quantified by flow cytometry to determine
PS-ASO uptake (RFU) in A431 cells treated with different growth factors for 4 h before they were incubated with Cy3-PS-ASOs for 2 h. The error bars
represent standard deviations from 3 independent experiments. (D) Western analyses of proteins from A431 cells treated with different growth factors for
indicated times. The blot was probed sequentially with different antibodies: phosphorylated EGFR (P-EGFR), total EGFR (T-EGFR), phosphorylated

ERK (P-ERK), total ERK (T-ERK) and RNase HI.

ure 7B). The levels of total PS-ASO uptake were also deter-
mined by flow cytometry using different concentrations of
Cy3-labeled PS-ASOs in those cells. Uptake of Cy3-labeled
PS-ASOs increased in a concentration-dependent manner
as a function of time and did not depend significantly on the
level of EGFR expression (Figure 7C and D). Thus, reduc-
tion of EGFR decreases PS-ASO activities without signifi-
cantly changing total cellular uptake of PS-ASOs. Clearly,
reduction of EGFR did not ablate activity, demonstrating
that A431 cells have multiple pathways that can result in
productive uptake of PS-ASOs.

To further confirm that the effect of EGF on PS-ASO
activity is mediated through EGFR, we treated EGFR-
depleted cells with EGF and examined whether the effect of
EGF on PS-ASO activity was diminished. EGF increased
activities of both Drosha- and Malatl-specific PS-ASOs in
control cells with the decrease in ICsy values ~2- to 3-
fold, as in Figures 6 and 7, but that EGF effect was elim-

inated in EGFR-depleted cells (Figure 7E). Interestingly,
results from western analyses of cell lysates showed that
EGFR phosphorylation was significantly decreased but
ERK phosphorylation was not changed in EGFR-reduced
cells (Figure 7F). This observation suggests that it is the
level of EGFR, and not downstream signaling mediated by
EGFR, that regulates PS-ASO activity.

Reduction of EGFR delays PS-ASO trafficking from early
to late endosomes

Previously, we reported that productive PS-ASOs are re-
leased primarily from the late endosomes, but not from
early endosomes or during the fusion process from early to
late endosomes (33). To evaluate the role of EGFR cargo
in transporting ASO for late endosomal release, we exam-
ined the trafficking of PS-ASOs in control and EGFR-
reduced cells. A431 cells were treated with EGFR siRNA
for 48 h and were then incubated with 2 wM Cy3-labeled
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Figure 6. PD174265 reverses EGF or TGF driven increase in PS-ASO activity. (A) The levels of Drosha and Malat] RNAs were quantified by qRT-PCR
analysis of A431 cells treated with EGF or EGF and PD174265. Data are relative to untreated cells. The error bars represent standard deviations from 3
independent experiments. Activity curves were fitted from data plotted in panels based on a non-liner regression model and ICsy was calculated based on
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PS-ASO (IONIS ID 446654) for another 2 h. Cells were
stained with EEA1 and LAMPI1 to monitor the kinetics
of PS-ASO trafficking from EEs to LEs. Quantification of
PS-ASO-positive EEs (PS-ASO and EEA1 co-staining) and
PS-ASO-positive LEs or lysosomes (PS-ASO and LAMP1
co-staining) showed that portions of EEs that contained PS-
ASOs are increased in EGFR-reduced cells (Figure 8A).
This result indicates that reduction of EGFR delays endo-
cytic trafficking of PS-ASOs to LEs.

To further evaluate the possibility that EGFR could par-
ticipate in the EE to LE trafficking process, we examined

the co-localization pattern between PS-ASOs and EGFR
in cells with enlarged late endosomes. We overexpressed a
constitutively active form of Rab5, Rab5(Q79L), which in-
duces the formation of enlarged endosomes (34). A431 cells
overexpressing RABS5(Q79L)-GFP were treated with Cy3-
labeled PS-ASOs (IONIS ID 446654) and Alexa Fluor 647-
EGF (Figure 8B and D) or unlabeled-EGF (Figure 8C) for
4 h and then stained for EGFR. EGF and EGFR were
co-localized in dot-like structures, likely ILV, inside the lu-
men of enlarged endosomes marked by RAB5(Q79L)-GFP
(Figure 8B). The localization pattern of PS-ASOs was very
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similar to that of EGF and EGFR, as we observed before,
associated with ILV (35). Although the co-localization be-
tween PS-ASOs and EGFR or EGF was not as substan-
tial as that between EGFR and EGF, it was abundant (Fig-
ure 8C and D). Their co-localization was also confirmed
in Z-stack experiments (Supplementary Figure S8). In con-
trast, other ligands, such as dextran and LDL, were present
in diffuse patterns inside enlarged endosomes without dis-
tinct co-localization with EGFR (Supplementary Figure
S9). These observations suggest that the uptake of PS-ASOs
is, at least in part, through EGFR at the cell surface, which
mediates an efficient trafficking process for ASO migration
from early to late endosomes to release.

Overexpression of EGFR increases PS-ASO activity in HEK
cells

Although EGFR is also expressed in liver hepatocytes, re-
duction of EGFR by a 3-10-3 cEt PS-ASO did not sub-
stantially affect 5-10-5 MOE PS-ASO activity in the liver
(Supplementary Figure SI0A-C). This is not surprising as
the liver has multiple highly effective pathways for PS-ASO
uptake (4) and EGFR levels in the liver are not as abundant
as in A431 cells (36).

To further confirm that EGFR can mediate an uptake
process that directs PS-ASOs into a productive release path-
way, we generated a stable HEK cell line in which EGFR is
overexpressed. HEK cells were used due to low basal ex-
pression levels of EGFR. In these engineered cells, levels of
EGFR were at least 5-fold higher than that in control cells.
Under conditions of EGFR overexpression, EGFR was re-
sponsive to EGF treatment as indicated by its autophos-
phorylation (Figure 9A) and it was mainly localized in the
plasma membrane (Figure 9B). These results indicate that
the overexpressed EGFR is functional. Overexpression of
EGFR increased PS-ASO activity ~3-fold (Figure 9C) but
did not significantly change total levels of PS-ASO taken up
by cells (Figure 9D). Thus, binding with EGFR facilitates
PS-ASO trafficking through an endocytic pathway that re-
sults in productive intracellular release in two different cell
lines.

DISCUSSION

Receptor proteins have been implicated in binding and fa-
cilitating internalization of PS-ASOs into mammalian cells
(11). Here we characterized an interaction between PS-
ASOs and EGFR that appears to result in productive re-
lease of PS-ASOs as assessed by pharmacological activity.
PS-ASOs were observed in clathrin-coated pits and EEs,
co-localized with EGF and EGFR immediately after inter-
nalization. Reduction of EGFR delays PS-ASO trafficking
from early to late endosomes and PS-ASOs and EGFR were
co-localized inside enlarged late endosomes. These obser-
vations support our hypothesis that PS-ASO binding with
EGFR initiates internalization and trafficking along endo-
cytic pathways. We also demonstrated that EGFR is impor-
tant for PS-ASO activities in A431 cells and that overexpres-
sion of EGFR increased PS-ASO activities in HEK cells.
Thus, upon binding with PS-ASOs, EGFR can direct them
to an appropriate trafficking process designated to LEs for
their intracellular release.
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Compared with ASOs with phosphodiester backbones,
PS-ASOs are more hydrophobic and more promiscuously
bind proteins with higher affinity (37,38). PS-ASOs bind
with EGFR regardless 2’-modifications and sequences, but
affinity does vary as a function of sequence. In addition, PS-
ASOs do not interact with EGF as tightly as with EGFR
or compete with EGF for its binding site at EGFR. Neither
do they affect cell responses to EGF. Thus, PS-ASOs likely
bind to regions of the extracellular domain of EGFR that
differ from the site to which EGF binds. Upon binding, PS-
ASOs can be loaded onto EGF-EGFR cargos trafficking
along endocytic pathways.

Stabilin receptors were previously shown to bind and in-
ternalize PS-ASOs through a pathway that led to productive
release (39). However, EGFR appears to bind and mediate
PS-ASO release through a different mechanism. Although
overexpression of either protein increased PS-ASOs activ-
ity, overexpression of EGFR did not increase total PS-ASO
cellular uptake, whereas overexpression of Stabilin recep-
tors did. Thus, EGFR does not affect total cellular uptake
of PS-ASOs as much as Stabilin receptors, but directs PS-
ASOs to a trafficking pathway that results in pharmacolog-
ically productive intracellular release.

The amount of internalized PS-ASO is not directly corre-
lated with activity in different cell types (35). Differentially
expressed cell surface proteins may route PS-ASOs into pro-
ductive or nonproductive pathways depending on the type
of cell (40). Such proteins constitute multiple pathways by
which PS-ASOs enter cells and these pathways are indepen-
dent, at least at the cell surface (11). If one pathway is inhib-
ited, other pathways could compensate to maintain the total
amount of cellular uptake. However, PS-ASOs taken up by
other pathway(s) may not necessarily result in productive
release of PS-ASOs. This is what we observed, as reduction
of EGFR did not decrease total cellular uptake, but reduced
activity of PS-ASOs. Thus, EGFR-mediated uptake could
contribute to the productive pathway for PS-ASO intracel-
lular release, but it is not the only productive pathway in
A431 cells. Our observations reinforce the notion that the
rate limiting step of PS-ASO activity is productive PS-ASO
intracellular release but not cellular uptake (35).

Itis believed that binding of PS-ASOs to different surface
proteins results in internalization through different routes,
some of which result in desired pharmacological activity
and others that do not (41). Given the varied protein bind-
ing profile for PS-ASOs and the relative abundance of each
protein, the same protein may not have the same contribu-
tion to productive uptake in different cells or tissues. This is
exactly what was observed in our in vivo and in vitro stud-
ies, as the reduction of EGFR caused a decrease in PS-ASO
activity in A431 cells, but not substantially in mouse livers.
The relative abundance of PS-ASO binding proteins could
ultimately affect the roles of those proteins in productive up-
take in individual cell types. EGFR, as an example, is signif-
icantly more abundant in A431 cells than in the liver (36);
therefore, it can proportionally mediate more uptake of PS-
ASOs, which makes its role more prominent in productive
release in A431 cells than in the liver. On the other hand,
the asialoglycoprotein receptor (ASGR) was found to act
as a PS-ASO binding protein and mediate productive up-
take of PS-ASOs in the liver (42). That could be due to its
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Figure 9. Overexpression of EGFR increases PS-ASO activity in HEK cells. (A) Western analyses for proteins in control or EGFR overexpressing HEK
cells treated with EGF for indicated time. The blot was probed sequentially with different antibodies detecting phosphorylated EGFR (P-EGFR), total
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overexpressing EGFR. Nuclei were stained with Hoechst 33342 (blue). Scale bar, 5 wm. (C) Reduction of Malatl RNA was quantified by qRT-PCR in
HEK cells with or without overexpression of EGFR. Data are relative to untreated cells. Activity curves were fitted from data plotted in panels based on
a non-linear regression model. The error bars represent standard deviations from 3 independent experiments. P < 0.01 (in red), HEK versus HEK (O.V.
EGFR); P value was computed by One-way ANOVA as the concentrations of PS-ASOs were set as random effect; ICsp was calculated based on a non-liner
regression model. (D) Intracellular fluorescence of Cy3-PS-ASO was quantified by flow cytometry to determine PS-ASO uptake (RFU) in HEK cells with

or without overexpression of EGFR.

high abundance in the liver. Thus, our present work pro-
vides a practical explanation that varied levels of protein
expression at the cell surface could contribute to levels of
productive uptake in different cells or organs (13,41).

Uptake of PS-ASOs through EGFR results in increased
PS-ASO activities in A431 cells, suggesting that EGFR fa-
cilitates PS-ASO sorting into compartments with more ef-
ficient release than other receptors/pathways. We observed
that PS-ASOs are co-localized with EGFR inside enlarged
late endosomes and reduction of EGFR delays PS-ASO
trafficking from EEs to LEs, suggesting that EGFR can
initiate an appropriate trafficking process for ASO migra-
tion from early to late endosomes, which are the key steps
for ASO release (33). Since the punctate structures of co-
localization between EGFR and PS-ASOs appear to be as-
sociated with ILVs (35), the possibility of EGFR-mediated
release mechanism of PS-ASOs through ILVs by back fu-
sion cannot be excluded (35).

Internalized ligands either dissociate from receptors, such
as LDL, or stay associated with receptors, such as EGF, in-
side LEs (43). Although co-localization between EGFR and

PS-ASOs was observed, not all PS-ASOs were at EGFR-
containing loci. One explanation is that some PS-ASOs dis-
sociate from EGFR after they are internalized. Another
explanation is that receptors other than EGFR could also
mediate PS-ASO internalization and trafficking to LEs. It
was also shown that different PS-ASO sequences vary in
potency in a manner that is not entirely consistent with
affinities for targeted RNAs (11). Affinity to EGFR, as an
example, does vary as a function of sequence. It is likely
that EGFR mediates considerably better uptake of PS-ASO
with some sequences than the others. One of our goals is to
develop a catalog of cell surface proteins and pathways that
lead to productive PS-ASO uptake and to understand the
key steps in the internalization pathways as well as the key
proteins responsible for PS-ASO trafficking.

As binding to some receptors and other proteins facili-
tates cellular uptake of PS-ASOs, medicinal chemistry ap-
proaches could be employed to enhance productive interac-
tions. It has been shown that relatively modest changes in
2’-modification of PS-ASOs can significantly impact inter-
actions with cell surface proteins (44). Conjugation of lig-



ands to PS-ASOs has been shown to improve delivery to de-
sired tissues. For example, N-acetyl galactosamine, the lig-
and for the asialoglycoprotein receptor, conjugated to PS-
ASOs (or to siRNAs) results in efficient delivery into hep-
atocytes (12). In addition, conjugation with ligands for G-
protein-coupled receptors was also shown to increase PS-
ASO productive uptake (45,46). As described here, the up-
take pathway for PS-ASO through EGFR mediates a re-
lease mechanism, which can be considered to further opti-

mize PS-ASO pharmacological activities.
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