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We have developed a non-cationic transfection vector in the form of bottlebrush polymer-antisense

oligonucleotide (ASO) conjugates. Termed pacDNA (polymer-assisted compaction of DNA), these agents

show improved biopharmaceutical characteristics and antisense potency in vivo while suppressing non-

antisense side effects. Nonetheless, there still is a lack of the mechanistic understanding of the cellular

uptake, subcellular trafficking, and gene knockdown with pacDNA. Here, we show that the pacDNA

enters human non-small cell lung cancer cells (NCI-H358) predominantly by scavenger receptor-

mediated endocytosis and macropinocytosis and trafficks via the endolysosomal pathway within the cell.

The pacDNA significantly reduces a target gene expression (KRAS) in the protein level but not in the

mRNA level, despite that the transfection of certain free ASOs causes ribonuclease H1 (RNase H)-

dependent degradation of KRAS mRNA. In addition, the antisense activity of pacDNA is independent of

ASO chemical modification, suggesting that the pacDNA always functions as a steric blocker.

Antisense oligonucleotides (ASOs) are widely used in RNA-directed
therapies. To date, several ASOs have been approved by the US
Food and Drug Administration (FDA) to treat genetic disorders,
metabolic diseases, or viral infection, including fomivirsen, mipo-
mersen, nusinersen, eteplirsen, inotersen, golodirsen, and
casimersen,1–3 with many more in clinical trials. ASOs can modify
the expression of the target gene by altering pre-mRNA splicing,
degrading mRNA via RNase H, inhibiting translation by steric
blocking, and by affecting non-coding RNAs involved in transcrip-
tional and epigenetic regulation.4–7

To guarantee that sufficient ASO molecules reach their
cytoplasmic or nuclear targets before being degraded, multiple
types of chemical modifications including those of the nucleo-
base, internucleotide linkage, and the pentose, as well as

complete backbone replacements have been developed.8–10

Still, naked ASOs can be cleared rapidly in vivo, leading to poor
cellular utilization, increased dosage requirement/cost, and a
narrower therapeutic window.11 Intracellular delivery systems,
which are typically cationic materials (e.g., polymers, peptides,
nanoparticles, lipids, ligands, etc.),12–15 have been developed to
promote cellular uptake and endosomal escape. However,
delivery vectors often face a difficult dilemma: features that make
cellular transfection more efficient, such as the presence of multi-
ple cationic and hydrophobic groups, often lead to increased
toxicity and/or poorer pharmacological properties.16,17 Thus, cur-
rent efforts in carrier design have often focused on optimizing
transfection efficiency within an acceptable toxicity range.

Our group has focused on a different approach to the in vivo
efficacy problem by prioritizing the pharmacological properties
of the carrier.18 The rationale is that, if one can substantially
reduce renal clearance, improve plasma pharmacokinetics, and
prolong tissue retention, the overall antisense activity in vivo
can still be greatly enhanced even though the transfection
efficiency on the cellular level is moderate. One implication
of this philosophy in vector design is that one may do away with
polycationic species that drives toxicity, and instead adopt
more biologically benign materials that promote blood reten-
tion, such as poly(ethylene glycol) (PEG) and zwitterionic
polymers.19,20
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Recently, we have developed a novel form of the ASO vector,
termed pacDNA (polymer-assisted compaction of DNA), which
consists of a bottlebrush polymer with a multitude of PEG side
chains and covalently conjugated ASO strands on the polymer
backbone (Scheme 1).21,22 The dense arrangement of the PEG
side chains endows the ASO with steric selectivity: ASO inter-
actions with proteins are greatly reduced, while hybridization is
unaffected in both the kinetic and the thermodynamic
sense.23,24 Such selectivity is absent with linear PEG-ASO con-
jugates and drastically reduces enzymatic degradation and
most side effects stemming from specific or non-specific
DNA-protein interactions, such as coagulopathy and unwanted
innate immune system activation.25 Importantly, the pacDNA is
significantly more persistent in blood, with a 20–50� increase
in the elimination half-life and 1–2 orders of magnitude
increase in the area-under-the-curve (AUCN) compared with
free DNA. The pharmacological improvements result in sub-
stantially enhanced ASO activity in vivo in several tumor xeno-
graft models.26 In one example where we compared pacDNA
with AZD4785, a clinical ASO targeting wild-type KRAS mRNA,
pacDNA achieved more pronounced tumor suppression levels
than AZD4785 at a fraction (2.5%) of the dosage and with
greatly reduced dosing frequency in non-small cell lung carci-
noma (NSCLC) mouse models.27 In addition, the treatment was
free of common deleterious effects such as acute toxicity,
inflammation, coagulopathy, and anti-PEG immunity.27

When tested in vitro, the pacDNA exhibits moderate cellular
uptake and can regulate mRNA expression with reasonable
efficiency if equipped with an appropriate ASO or siRNA.
However, to date, the mechanism for the cellular uptake of
the pacDNA and how it regulates protein expression at the
molecular level is not well understood. In this study, we explore
these aspects using NCI-H358 cells, a human NSCLC cell line
harboring the KRASG12C mutation (Fig. 1A). We anticipate that a
mechanistic understanding of the uptake, intracellular traffick-
ing, and gene regulation at the cellular level can not only
inform future optimizations of the pacDNA platform but also
enable completely novel vector designs based on the in vivo-first
approach.

The pacDNA used in this study consists on average of
B30 PEG side chains (10 kDa each) and two ASO strands per

molecule, and is synthesized according to prior literature
(Scheme S1, ESI†).28 Table S1 (ESI†) provides a summary of
the sample nomenclature, ASO sequence, chemical modifica-
tions (if any), and assays performed. To study the mechanism
of the cellular uptake of pacDNA in NCI-H358 cells, we pre-
treated the cells with different endocytosis inhibitors (Table S2,
ESI†) in serum-deprived RPMI-1640 medium for 1 h to block
the key pathways of cellular uptake, including lipid raft/
caveolae-mediated endocytosis, clathrin-mediated endocytosis,
dynamin-mediated endocytosis, and pinocytosis. Next, the pre-
treated cells were incubated with Cy3-labeled pacDNA contain-
ing a phosphodiester (PO) ASO3 (PO pacDNA-3-Cy3) in serum-
free medium for 4 h. Flow cytometry analysis revealed
depressed fluorescence intensity for cells treated with low
temperature (4 1C), dynasore (inhibitor of dynamin29), amilor-
ide (inhibitor of epithelial sodium channel, ENaC30), and
fucoidan (a competitive ligand for scavenger receptor Class A,
SR-A31), with reductions of B97%, B38%, B45%, and B47%,
respectively (Fig. 1B, Fig. S1A and S1B, ESI†). The significant
reduction in the cellular uptake at 4 1C indicates that the
uptake is predominantly an energy-dependent process as
opposed to passive transmembrane diffusion. Sensitivity to
amiloride suggests that macropinocytosis plays an important
role in the uptake of pacDNA in NCI-H358 cells. Indeed,
previous studies report that mutations in Ras proteins can
stimulate macropinocytosis in order for cells to use proteins
as an amino acid supply.32 Cellular uptake is also dependent on
dynamin to some extent, which is involved in caveolae- and
clathrin-dependent endocytosis. To differentiate the two path-
ways, cells were treated with filipin III and methyl-b-
cyclodextrin (m-b-CD). Both molecules can disrupt the struc-
ture of the lipid raft by interfering with cellular cholesterol,33,34

which is required for the formation of caveolae.35 The treat-
ment resulted in B13% and B19% reduction in the cell
uptake, respectively. On the other hand, treatment with chlor-
promazine, which inhibits clathrin-mediated endocytosis by
disrupting the assembly and disassembly of clathrin
lattices,36 reduced the cellular uptake by 21%. SR-A is likely a
main receptor for the endocytosis, as treatment with fucoidan
blocks roughly half of the uptake, which is coincidentally
comparable to the combined contribution of clathrin- and
caveolae-dependent endocytosis. SR-A is known to bind to the
negatively charged oligonucleotides with its positively charged
groove in the collagenous domain.37 However, because free
DNA is not taken up in high quantities by NCI-H358 cells, it is
conceivable that pacDNA improves the adsorption of the DNA
onto the plasma membrane, possibly mediated by PEG-cation-
membrane coulombic interactions and van der Waals interac-
tions between the hydrophobic polymer backbone and the
membrane,38,39 leading to more facile SR-A binding to the
DNA. Indeed, an anionic form of pacDNA with a negatively
charged, hydrophilic backbone undergoes very limited cellular
uptake, similar to that of free DNA.40 Together, these data
identify SR-A-mediated endocytosis (both clathrin- and
caveolae-dependent pathways) and macropinocytosis as the
main mechanisms for the uptake of pacDNA by NCI-H358 cells.

Scheme 1 Chemical structure (left) and a coarse-grained molecular
dynamics simulation (right) of the pacDNA. In the simulation image,
pink/yellow: DNA, cyan: PEG.
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We have previously found that pacDNA with the full phos-
phothioate modifications (PS pacDNA) enters NCI-H358 cells
via similar mechanisms, although PO and PS ASOs enter cells
very differently without polymer content,27 suggesting that the
polymer is dominating the uptake mechanism. Because the
pacDNA has two covalently linked components, i.e. the bottle-
brush polymer and the oligonucleotide, we first studied
whether the two components remain colocalized. To do so,
we labeled the bottlebrush polymer with Cy5 and the oligo-
nucleotide with Cy3 (PO Cy5-pacDNA-3-Cy3) (Scheme S2, ESI†).
The dual-labeled pacDNA was incubated with cells in serum-
containing medium, and the co-localizations of the two signals
were studied using confocal microscopy. The fluorescence
images show punctate patterns in the fluorescence signals,
suggesting that the majority of pacDNA remains in endosomal
structures. The Cy3 (green) and Cy5 (red) signals are highly
colocalized 4 h and 24 h post incubation, with the Manders’
colocalization coefficient of 0.84 and 0.92, respectively (Fig. 1C).
There are a small number of endosomal patterns where signal
colocalization is very poor (red dots), which is likely caused by
the movement of those endosomes out of the focal plane
between the capture of the Cy3- and Cy5-channel signals. These
results suggest that the pacDNA remains largely intact inside
the cells for at least 24 h.21,28

The structural stability of the pacDNA in cells indicates that
signals from the Cy3 component (DNA) is representative of the

intracellular localization of both pacDNA components. To study
intracellular trafficking following endocytosis, we incubated
NCI-H358 cells with Cy3-labeled pacDNA (PO pacDNA-3-Cy3)
for different durations of time, followed by immunofluores-
cence staining to determine their intracellular locations in
relation to various protein markers (Fig. 2), including early
endosome antigen 1 (EEA1, early endosome),41 Ras-related
protein 9 (Rab9, late endosome),42 and lysosomal-associated
membrane protein 1 (LAMP1, lysosome).43 After 1 h of incuba-
tion, pacDNA colocalizes predominantly with early endosomes
(Manders’ colocalization coefficient of 0.57) and to a lesser
extent, with late endosomes or lysosomes (Manders’ colocaliza-
tion coefficient of 0.46 and 0.16, respectively). Colocalization
with late endosome increased slightly to 0.64 (4 h) and stayed
relatively unchanged over the course of 24 h, while lysosomal
colocalization increased more pronouncedly (Manders’ coloca-
lization coefficient of 0.75 at 24 h). We performed the same set
of experiments under serum-deprived conditions, and pacDNA
exhibited a similar trafficking pathway (Fig. S2A and S2B, ESI†).
Collectively, pacDNA primarily adopts the conventional endo-
lysosomal route of trafficking after entering NCI-H358 cells,
irrespective of the presence of serum proteins in the
culture media.

To probe how the pacDNA inhibits the expression of target
protein, we selected three antisense ASOs that have been shown
effective in lowering KRAS mRNA. These ASOs target the G12C

Fig. 1 (A) Sequences and binding regions of ASO1, ASO2, and ASO3 to the KRAS transcript isoform b (NM_004985.5). CDS: coding sequence. (B) Uptake
of pacDNA by NCI-H358 cells in the presence of various pharmacological blockers. (C) Confocal microscopy of NCI-H358 cells after incubation with
dual-labeled pacDNA (red: Cy5-labeled brush polymer; green: Cy3-labeled DNA) for 4 and 24 h. The Manders’ colocalization coefficient is shown in the
merged images. The cell nuclei are counter-stained with DAPI and shown in blue.
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mutation site in exon 2 (ASO1),44 a bulge in exon 3 (ASO2),45

and a segment in the 30 UTR of KRAS mRNA (ASO3, Fig. 1A and
Table S1, ESI†).46 We first confirmed the antisense activity of
the free ASOs with full PS modifications. Lipofectamine2k
(Lipo), a cationic liposomal transfection agent, was used to
form lipoplexes with the ASOs, which were incubated with NCI-
H358 cells for 24 h before mRNA levels were determined by

quantitative real-time polymerase chain reaction (qRT-PCR)
(Fig. 3A). All three ASOs showed apparent reductions in the
KRAS transcript levels in the tested concentration range
(0.1–10 mM), while a scrambled ASO did not result in apparent
knockdown. The antisense activity was in the order: ASO2 4
ASO1 4 ASO3. The downregulation of KRAS mRNA by ASO1
and ASO3 is likely mediated by RNase H1, an endonuclease that

Fig. 2 (A) Intracellular trafficking of pacDNA in NCI-H358 cells following different durations of incubation. pacDNA: red; immunofluorescence staining
of organelle markers: green. The markers include EEA1 (early endosome, EE), Rab9 (late endosome, LE), and LAMP1 (lysosome, LY). Average Manders’
colocalization coefficient with standard deviation (S.D.), shown in the bottom left side of each image, of 0.5 or above indicates substantial colocalization.
(B) Summary of the Manders’ colocalization coefficient calculated from confocal images. In each treatment, over 20 cells in at least five images were
analyzed, where each data point represents one image collected.

Fig. 3 (A) Lipofectamine2k-assisted transfection of PS ASOs for 24 h causes significant sequence-dependent reduction in KRAS mRNA levels in NCI-
H358 cells. (B) Western blot of NCI-H358 cell lysates after cells were treated with siRNA to knockdown RNase H1. (C) Reduction of RNase H1 eliminates
the gene knockdown effect of PS ASO1, suggesting that free PS ASO1 depends on RNase H1 for target mRNA degradation. qPCR results are shown in
mean � standard deviation from at least three individual experiments. All results are normalized to b-actin mRNA. *P o 0.05, **P o 0.01, ***P o 0.001,
and ****P o 0.0001 (one-way ANOVA, Tukey’s test).
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degrades the RNA of an RNA/DNA heterocomplex.47 When
RNase H1 was decreased by an siRNA for 3 days in NCI-H358
cells (Fig. 3B), subsequent treatment with Lipo-complexed PS
ASO1 and PS ASO3 resulted in less effective KRAS mRNA
downregulation (Fig. 3C and Fig. S3A, ESI†). However, treat-
ment with Lipo-PS ASO2 in RNase H1-deficient or normal NCI-
H358 cells showed comparable KRAS mRNA levels (Fig. S3B,
ESI†), suggesting that PS ASO2 may not work via an RNase H1-
dependent mechanism.

Next, pacDNA formulations of the ASOs 1–3 (named corre-
spondingly pacDNA 1–3) were prepared and tested. We first
screened the pacDNAs for inhibition of cellular growth
(Fig. S4A, ESI†). Despite that ASO-2 was the most effective in
lowering KRAS mRNA levels, PO pacDNA-2 did not effectively
inhibit NCI-H358 cell proliferation. Western blotting indicates
only B8% reduction in protein expression at 10 mM (Fig. S4B,
ESI†). For MIA PaCa-2 cells, which harbors the KRAS G12C
mutation, PO pacDNA-2 was also not as effective as the PO
pacDNA-1 in inhibiting cell growth (Fig. S4C, ESI†), with KRAS
reduced by 16% at 10 mM (Fig. S4D, ESI†). We therefore focused

on ASO1 and ASO3 in subsequent mechanistic studies, which
target the mutation site and the 30-UTR, respectively.48,49 Next,
NCI-H358 cells were treated with the PO pacDNA-1 and PO
pacDNA-3 for 24 h and 48 h. No significant reduction of KRAS
mRNA was detected at either time point by qRT-PCR (Fig. 4A).
Expectedly, knocking down RNase H1 beforehand had no effect
on KRAS mRNA levels in response to pacDNA treatment
(Fig. 4B). Similarly, PS pacDNA-1 and PS pacDNA-3 did not
reduce KRAS mRNA levels (Fig. S5A, ESI†) but showed signifi-
cant inhibition on cell proliferation (Fig. S5B, ESI†). These
results suggest that the pacDNA does not significantly affect
the mRNA level of the target gene, despite the ASO being RNase
H-acceptable. However, KRAS protein levels were notably
reduced in a dose-dependent manner when cells were treated
with both PS and PO forms of pacDNAs for 72 h (Fig. 5), while
scrambled pacDNA controls (pacDNA-scr in both PO and PS
forms) did not lead to KRAS downregulation. Knockdown
efficiency was between 17% and 40% at 1 mM ASO concen-
tration as determined by densitometry analysis of western
blots. Interestingly, although Lipo-PS ASO1 was able to signifi-
cantly reduce KRAS mRNA transcript levels, its ability to affect
KRAS protein levels is comparable to PS pacDNA-1. These
results suggest that pacDNA in general inhibits protein expres-
sion via the steric block mechanism, which may occur at
multiple points during the translation process including dis-
ruption of the regulatory functions of 30 and 50 UTR, prevention
of ribosome assembly, or steric blockade of the start codon/
coding sequence. The observation that pacDNAs with PO or PS
ASOs do not exhibit RNase H-dependent mRNA cleavage may
be attributed to the bottlebrush component, which blocks
RNase H from accessing the mRNA/ASO heteroduplex.

One implication of this mechanism is that the gene knock-
down for pacDNA becomes independent of ASO chemistry. To
test this hypothesis, we furnished the pacDNA with a fully 20-O-
methyl-modified ASO1 (OMe pacDNA-1). This modification is
known to be less toxic than PS and has higher affinity for their
target sequence but is more RNA-like and cannot induce RNase

Fig. 4 (A) Relative KRAS mRNA levels upon treatment with pacDNA
containing different ASOs for 24 h or 48 h, showing no significant
down-regulation. (B) Pre-knockdown of RNase H1 has no effect on KRAS
mRNA levels following incubation with PO pacDNA-1 for 24 h. The qRT-
PCR results are shown in mean � standard deviation from at least three
individual experiments. All results are normalized to b-actin mRNA.
*P o 0.05, **P o 0.01 (one-way ANOVA, Tukey’s test).

Fig. 5 Western blot of NCI-H358 cell lysates after cells were incubated with pacDNA samples and controls at a concentration range of 0–1.0 mM for
72 h. The relative KRAS protein expression levels are shown below the blot images after normalization to vinculin.
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H-dependent degradation. Indeed, Lipo-assisted transfection
using PO OMe ASO1 did not reduce the KRAS mRNA levels,
neither did OMe pacDNA-1 (Fig. 6A and B). With western
blotting, however, significant reduction (41%) of KRAS protein
expression was observed in cells treated with OMe pacDNA-1 at
1 mM ASO for 72 h (Fig. 6C). The reduction in KRAS protein
levels is associated with retarded cell proliferation (Fig. 6D).
Similarly, pacDNA made with the locked nucleic acid (LNA)
form of ASO1 (LNA pacDNA-1) did not reduce the KRAS mRNA
levels (Fig. S6A, ESI†), but reduced the KRAS protein expression
by 33% at 1 mM ASO (Fig. S6B, ESI†) and inhibited cell
proliferation to a greater extent than PO pacASO-1 (Fig. S6C,
ESI†).

Conclusions

In summary, we demonstrate that the pacDNA construct enters
NCI-H358 cells predominantly via SR-A-mediated endocytosis
and macropinocytosis. After endolysosomal trafficking, it is
speculated that a fraction of the pacDNA has gained access to
the cytosol, where it causes translational arrest of the target
mRNA by steric blocking. In NCI-H358 cells, the activity of the
pacDNA is not dependent on the ASO chemistry; RNase
H-inactive ASO modifications can still cause target gene down-
regulation as long as they retain target binding affinity. We
anticipate the fundamental understanding of how the pacDNA

functions in vitro will provide the foundation for more in-depth
mechanistic explorations and disease-specific structural opti-
mizations of the pacDNA.
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G. Merlini, L. Obici, M. Scheinberg, T. H. Brannagan,
W. J. Litchy, C. Whelan, B. M. Drachman, D. Adams,
S. B. Heitner, I. Conceição, H. H. Schmidt, G. Vita,
J. M. Campistol, J. Gamez, P. D. Gorevic, E. Gane, A. M. Shah,
S. D. Solomon, B. P. Monia, S. G. Hughes, T. J. Kwoh,
B. W. McEvoy, S. W. Jung, B. F. Baker, E. J. Ackermann,
M. A. Gertz and T. Coelho, N. Engl. J. Med., 2018, 379, 22–31.

4 D. R. Scoles, E. V. Minikel and S. M. Pulst, Neurol.: Genet.,
2019, 5, e323.

5 S. T. Crooke, B. F. Baker, R. M. Crooke and X.-H. Liang, Nat.
Rev. Drug Discovery, 2021, 20, 427–453.

6 T. C. Roberts, R. Langer and M. J. A. Wood, Nat. Rev. Drug
Discovery, 2020, 19, 673–694.

Fig. 6 (A and B) Both Lipofectamine2k-assisted transfection of OMe
ASO1 and unformulated OMe pacDNA-1 do not reduce KRAS mRNA levels.
The qRT-PCR results are shown in mean � standard deviation from at least
three individual experiments. All results are normalized to b-actin mRNA.
*P o 0.05, **P o 0.01, ****P o 0.001 (one-way ANOVA, Tukey’s test).
(C) Western blot analysis of NCI-H358 cells after incubation with OMe
pacDNA-1 at concentrations 0–1 mM for 72 h. The expression levels of
KRAS normalized to vinculin are shown below the blot images. (D) Viability
of NCI-H358 cells treated with OMe pacDNA-1 for 96 h as determined by
an MTT assay. Error bars denote the standard deviation of five individual
experiments.

Paper RSC Chemical Biology

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

8 
N

ov
em

be
r 

20
22

. D
ow

nl
oa

de
d 

on
 1

/2
1/

20
26

 4
:5

8:
26

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2cb00149g


144 |  RSC Chem. Biol., 2023, 4, 138–145 © 2023 The Author(s). Published by the Royal Society of Chemistry

7 S. T. Crooke, X. H. Liang, B. F. Baker and R. M. Crooke,
J. Biol. Chem., 2021, 296, 100416.

8 A. M. Quemener, L. Bachelot, A. Forestier, E. Donnou-Fournet,
D. Gilot and M.-D. Galibert, WIREs RNA, 2020, 11, e1594.

9 A. Khvorova and J. K. Watts, Nat. Biotechnol., 2017, 35, 238–248.
10 W. Shen, C. L. De Hoyos, M. T. Migawa, T. A. Vickers,

H. Sun, A. Low, T. A. Bell, M. Rahdar, S. Mukhopadhyay,
C. E. Hart, M. Bell, S. Riney, S. F. Murray, S. Greenlee,
R. M. Crooke, X.-H. Liang, P. P. Seth and S. T. Crooke, Nat.
Biotechnol., 2019, 37, 640–650.

11 R. S. Geary, D. Norris, R. Yu and C. F. Bennett, Adv. Drug
Delivery Rev., 2015, 87, 46–51.

12 A. Akinc, A. Zumbuehl, M. Goldberg, E. S. Leshchiner,
V. Busini, N. Hossain, S. A. Bacallado, D. N. Nguyen,
J. Fuller, R. Alvarez, A. Borodovsky, T. Borland, R. Constien,
A. de Fougerolles, J. R. Dorkin, K. Narayanannair Jayaprakash,
M. Jayaraman, M. John, V. Koteliansky, M. Manoharan,
L. Nechev, J. Qin, T. Racie, D. Raitcheva, K. G. Rajeev,
D. W. Sah, J. Soutschek, I. Toudjarska, H. P. Vornlocher,
T. S. Zimmermann, R. Langer and D. G. Anderson, Nat.
Biotechnol., 2008, 26, 561–569.

13 S. C. Semple, A. Akinc, J. Chen, A. P. Sandhu, B. L. Mui,
C. K. Cho, D. W. Sah, D. Stebbing, E. J. Crosley, E. Yaworski,
I. M. Hafez, J. R. Dorkin, J. Qin, K. Lam, K. G. Rajeev,
K. F. Wong, L. B. Jeffs, L. Nechev, M. L. Eisenhardt,
M. Jayaraman, M. Kazem, M. A. Maier, M. Srinivasulu,
M. J. Weinstein, Q. Chen, R. Alvarez, S. A. Barros, S. De,
S. K. Klimuk, T. Borland, V. Kosovrasti, W. L. Cantley,
Y. K. Tam, M. Manoharan, M. A. Ciufolini, M. A. Tracy,
A. de Fougerolles, I. MacLachlan, P. R. Cullis, T. D. Madden
and M. J. Hope, Nat. Biotechnol., 2010, 28, 172–176.

14 S. M. Hammond, G. Hazell, F. Shabanpoor, A. F. Saleh,
M. Bowerman, J. N. Sleigh, K. E. Meijboom, H. Zhou,
F. Muntoni, K. Talbot, M. J. Gait and M. J. Wood, Proc. Natl.
Acad. Sci. U. S. A., 2016, 113, 10962–10967.

15 C. Wolfrum, S. Shi, K. N. Jayaprakash, M. Jayaraman, G. Wang,
R. K. Pandey, K. G. Rajeev, T. Nakayama, K. Charrise,
E. M. Ndungo, T. Zimmermann, V. Koteliansky, M. Manoharan
and M. Stoffel, Nat. Biotechnol., 2007, 25, 1149–1157.

16 H. Lv, S. Zhang, B. Wang, S. Cui and J. Yan, J. Controlled
Release, 2006, 114, 100–109.

17 T. Coelho, D. Adams, A. Silva, P. Lozeron, P. N. Hawkins,
T. Mant, J. Perez, J. Chiesa, S. Warrington, E. Tranter,
M. Munisamy, R. Falzone, J. Harrop, J. Cehelsky,
B. R. Bettencourt, M. Geissler, J. S. Butler, A. Sehgal,
R. E. Meyers, Q. Chen, T. Borland, R. M. Hutabarat,
V. A. Clausen, R. Alvarez, K. Fitzgerald, C. Gamba-Vitalo,
S. V. Nochur, A. K. Vaishnaw, D. W. Sah, J. A. Gollob and
O. B. Suhr, N. Engl. J. Med., 2013, 369, 819–829.

18 R. Langer, Nature, 1998, 392, 5–10.
19 J. S. Suk, Q. Xu, N. Kim, J. Hanes and L. M. Ensign, Adv. Drug

Delivery Rev., 2016, 99, 28–51.
20 S. Javan Nikkhah and M. Vandichel, ACS Eng. Au, 2022, 2,

274–294.
21 X. Lu, T.-H. Tran, F. Jia, X. Tan, S. Davis, S. Krishnan, M. M. Amiji

and K. Zhang, J. Am. Chem. Soc., 2015, 137, 12466–12469.

22 X. Lu and K. Zhang, Nano Res., 2018, 1–16.
23 F. Jia, X. Lu, X. Tan, D. Wang, X. Cao and K. Zhang, Angew.

Chem., Int. Ed., 2017, 56, 1239–1243.
24 F. Jia, X. Lu, D. Wang, X. Cao, X. Tan, H. Lu and K. Zhang,

J. Am. Chem. Soc., 2017, 139, 10605–10608.
25 X. Cao, X. Lu, D. Wang, F. Jia, X. Tan, M. Corley, X. Chen

and K. Zhang, Small, 2017, 13, 1701432.
26 D. Wang, J. Lin, F. Jia, X. Tan, Y. Wang, X. Sun, X. Cao,

F. Che, H. Lu, X. Gao, J. C. Shimkonis, Z. Nyoni, X. Lu and
K. Zhang, Sci. Adv., 2019, 5, eaav9322.

27 D. Wang, Q. Wang, Y. Wang, P. Chen, X. Lu, F. Jia, Y. Sun,
T. Sun, L. Zhang, F. Che, J. He, L. Lian, G. Morano, M. Shen,
M. Ren, S. Dong, J. J. Zhao and K. Zhang, Proc. Natl. Acad.
Sci. U. S. A., 2022, 119, e2113180119.

28 X. Lu, F. Jia, X. Tan, D. Wang, X. Cao, J. Zheng and K. Zhang,
J. Am. Chem. Soc., 2016, 138, 9097–9100.

29 E. Macia, M. Ehrlich, R. Massol, E. Boucrot, C. Brunner and
T. Kirchhausen, Dev. Cell, 2006, 10, 839–850.

30 M. Koivusalo, C. Welch, H. Hayashi, C. C. Scott, M. Kim,
T. Alexander, N. Touret, K. M. Hahn and S. Grinstein, J. Cell
Biol., 2010, 188, 547–563.

31 A. Aderem and D. M. Underhill, Annu. Rev. Immunol., 1999,
17, 593–623.

32 C. Commisso, S. M. Davidson, R. G. Soydaner-Azeloglu,
S. J. Parker, J. J. Kamphorst, S. Hackett, E. Grabocka, M. Nofal,
J. A. Drebin, C. B. Thompson, J. D. Rabinowitz, C. M. Metallo,
M. G. Vander Heiden and D. Bar-Sagi, Nature, 2013, 497, 633–637.

33 A. Badana, M. Chintala, G. Varikuti, N. Pudi, S. Kumari,
V. R. Kappala and R. R. Malla, J. Breast Cancer, 2016, 19, 372–384.

34 G. A. Signorell, T. C. Kaufmann, W. Kukulski, A. Engel and
H.-W. Rémigy, J. Struct. Biol., 2007, 157, 321–328.

35 H. H. Patel and P. A. Insel, Antioxid. Redox Signaling, 2008,
11, 1357–1372.

36 L. H. Wang, K. G. Rothberg and R. G. Anderson, J. Cell Biol.,
1993, 123, 1107–1117.

37 N. Platt and S. Gordon, J. Clin. Invest., 2001, 108, 649–654.
38 I. F. Hakem, J. Lal and M. R. Bockstaller, Macromolecules,

2004, 37, 8431–8440.
39 A. Magarkar, E. Karakas, M. Stepniewski, T. Róg and

A. Bunker, J. Phys. Chem. B, 2012, 116, 4212–4219.
40 Y. Wang, D. Wang, J. Lin, Z. Lyu, P. Chen, T. Sun, C. Xue,

M. Mojtabavi, A. Vedadghavami, Z. Zhang, R. Wang,
L. Zhang, C. Park, G. S. Heo, Y. Liu, S. S. Dong and
K. Zhang, Angew. Chem., Int. Ed., 2022, e202204576.

41 J. M. Wilson, M. de Hoop, N. Zorzi, B. H. Toh, C. G. Dotti
and R. G. Parton, Mol. Biol. Cell, 2000, 11, 2657–2671.

42 P. Barbero, L. Bittova and S. R. Pfeffer, J. Cell Biol., 2002,
156, 511–518.

43 S. R. Carlsson and M. Fukuda, J. Biol. Chem., 1989, 264,
20526–20531.

44 Y. Nakada, S. Saito, K. Ohzawa, C. Y. Morioka, K.-I. Kita,
M. Minemura, T. Takahara and A. Watanabe, Pancreatology,
2001, 1, 314–319.

45 P. J. Ross, M. George, D. Cunningham, F. DiStefano,
H. J. N. Andreyev, P. Workman and P. A. Clarke, Mol. Cancer
Ther., 2001, 1, 29.

RSC Chemical Biology Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

8 
N

ov
em

be
r 

20
22

. D
ow

nl
oa

de
d 

on
 1

/2
1/

20
26

 4
:5

8:
26

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2cb00149g


© 2023 The Author(s). Published by the Royal Society of Chemistry RSC Chem. Biol., 2023, 4, 138–145 |  145

46 S. J. Ross, A. S. Revenko, L. L. Hanson, R. Ellston,
A. Staniszewska, N. Whalley, S. K. Pandey, M. Revill,
C. Rooney, L. K. Buckett, S. K. Klein, K. Hudson,
B. P. Monia, M. Zinda, D. C. Blakey, P. D. Lyne and
A. R. Macleod, Sci. Transl. Med., 2017, 9, eaal5253.

47 W. F. Lima, H. Wu, J. G. Nichols, T. P. Prakash, V. Ravikumar
and S. T. Crooke, J. Biol. Chem., 2003, 278, 49860–49867.

48 E. Szostak and F. Gebauer, Briefings Funct. Genomics, 2013,
12, 58–65.

49 A. Yamashita and O. Takeuchi, BMB Rep., 2017, 50, 194–200.

Paper RSC Chemical Biology

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

8 
N

ov
em

be
r 

20
22

. D
ow

nl
oa

de
d 

on
 1

/2
1/

20
26

 4
:5

8:
26

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2cb00149g



