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Effective delivery and selective insecticidal
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complexation with diblock copolymer varies
with polymer block composition
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Abstract

BACKGROUND: Chemical insecticides are an important tool to control damaging pest infestations. However, lack of species
specificity, the rise of resistance and the demand for biological alternatives with improved ecotoxicity profiles means that che-
micals with newmodes of action are required. RNA interference (RNAi)-based strategies using double-stranded RNA (dsRNA) as
a species-specific bio-insecticide offer an exquisite solution that addresses these issues. Many species, such as the fruit pest
Drosophila suzukii, do not exhibit RNAi when dsRNA is orally administered due to degradation by gut nucleases and slow
cellular uptake pathways. Thus, delivery vehicles that protect and deliver dsRNA are highly desirable.

RESULTS: In this work, we demonstrate the complexation of D. suzukii-specific dsRNA for degradation of vha26 mRNA with
bespoke diblock copolymers. We study the ex vivo protection of dsRNA against enzymatic degradation by gut enzymes, which
demonstrates the efficiency of this system. Flow cytometry then investigates the cellular uptake of Cy3-labelled dsRNA, show-
ing a 10-fold increase in the mean fluorescence intensity of cells treated with polyplexes. The polymer/dsRNA polyplexes
induced a significant 87% decrease in the odds of survival of D. suzukii larvae following oral feeding only when formed with
a diblock copolymer containing a long neutral block length (1:2 cationic block/neutral block). However, there was no toxicity
when fed to the closely related Drosophila melanogaster.

CONCLUSION: We provide evidence that dsRNA complexation with diblock copolymers is a promising strategy for RNAi-based
species-specific pest control, but optimisation of polymer composition is essential for RNAi success.
© 2023 The Authors. Pest Management Science published by John Wiley & Sons Ltd on behalf of Society of Chemical Industry.

Supporting information may be found in the online version of this article.
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1 INTRODUCTION
Double-stranded RNA (dsRNA) is a versatile RNA interference (RNAi)
biomolecule with applications in both therapeutic and agrochemi-
cal fields. In recent years, the use of dsRNA as a species-specific
bio-insecticide has been the subject of intense investigation due
to the need for pest-control agents with new modes of action and
improved biosafety profiles to counter the rise in resistance to com-
monly used chemical pesticides and the widespread ecotoxicity
concerns with the field-use of such chemicals.1–9 The specificity of
RNAi induced by the application of exogenous dsRNA offers a prom-
ising biological alternative to current chemical insecticides to
address the aforementioned concerns.
RNAi, induced by dsRNA, acts within the cell cytoplasm, causing

post-transcriptional degradation of mRNA. The judicious choice of

the dsRNA sequence can provide a bio-chemical that is highly
specific to the pest insect species, with a low risk of off-target tox-
icity.10–12 For an in-depth explanation of the RNAi mechanism,
readers can refer to previous literature reviews.11,13–15
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Prior work with Drosophila suzukii has shown a failed induction
of RNAi when insects were fed naked dsRNA, whilst exhibiting
effective RNAi when dsRNA was administered by injection.16,17 A
similar issue in RNAi efficacy is observed in many other insect pest
species, such as those of the lepidopteran, coleopteran or hemip-
teran orders.18–22 This phenomenon can be explained by the deg-
radation of dsRNA by RNases in the haemolymph, saliva or
digestive tract of the insect, or within the environment prior to
ingestion.13,15,23–30 Another cause of poor RNAi induction is the
low cellular uptake of dsRNA. This is particularly relevant in Dro-
sophila as they lack the SID-1-like transporter protein that ordinar-
ily provides a faster cellular uptake pathway in comparison to
endocytosis.15,16,31–35 A method of delivery that provides effec-
tive protection of dsRNA against enzymatic degradation and facil-
itates efficient uptake through the cellular membrane is therefore
highly desirable.
The delivery of genetic material is also of interest for therapeutic

applications because of the developments in gene therapies,36,37

CRISPR/Cas9 genome editing38–40 and RNA therapeutics, such as
RNAi or mRNA vaccines.41 In this field, recent research has exam-
ined the use of branched polymers,42 diblock copolymers43,44 and
triblock copolymers39,45,46 to effectively deliver short interfering-
RNA (siRNA) or plasmid DNA (pDNA).
For agrochemical applications, recent work by Parsons et al. and

Christiaens et al. targeting Spodoptera used guanidinium-
functionalised homopolymers and (co)polymers, respectively, to
orally deliver dsRNA.33,47 The strongly basic guanidine moieties
are important for lepidopteran species due to the insects’ alkaline
gut contents.24,25,33,48

Vha26 codes for the 26 kDa E subunit of the vacuolar H+-ATPase
and has been shown to be a valid insecticidal target for RNAi in
several insect species, including D. suzukii.17,51 Taning et al. used
Lipofectamine 2000 for encapsulation of dsRNA to show that
feeding D. suzukii larvae with species specific vha26 dsRNA mixed
in an artificial diet resulted in 42% silencing efficiency and 42% lar-
val mortality.17 Here, we report the effectiveness of a
polymethacrylate-based hydrophilic homopolymer and a series
of diblock copolymers, synthesised via reversible addition-frag-
mentation chain-transfer (RAFT) polymerisation, to protect
vha26 dsRNA from nuclease attack in the gut of Drosophila suzukii,
an important insect pest of fruit.49,50 One of the polymer blocks
contains quaternised ammonium groups, possessing a perma-
nent positive charge to electrostatically interact with the anionic
phosphodiester backbone of dsRNA.52 The interaction at specific
N/P ratios results in the formation of polyplexes. N/P ratio is the
ratio between the number of positively-charged ammonium
groups of the polymer with respect to the number of
negatively-charged phosphate groups of the dsRNA.53

Following investigation of the effect of N/P ratios on complexa-
tion characteristics in our previous work, polyplexes were formed
at N/P ratio ≥2 and analysed for their capacity to protect dsRNA
against ex vivo enzymatic degradation by D. suzukii adult and
third-instar (L3) larvae gut enzymes.54 When complexed with
either homopolymer or diblock copolymer, successful in vitro
delivery of dsRNA to HEK-293T cells was observed via flow cyto-
metry and confirmed by confocal microscopy. In vivo oral feeding
of D. suzukii larvae demonstrated successful uptake of complexed
dsRNA through a decreased survival rate only when using poly-
plexes formed with the diblock copolymer possessing the longest
length of neutral block. These results suggest that hydrophilic
diblock copolymers are a promising potential candidate to pro-
tect and deliver dsRNA for bio-insecticidal applications in

D. suzukii, but tailored polymer design and complexation optimi-
sation are required for successful RNAi induction. As far as the
authors are aware, our study represents the first to use block
copolymers to orally deliver dsRNA for bio-insecticidal
applications.

2 MATERIALS AND METHODS
2.1 Materials
[2-(Methacryloyloxy)ethyl] trimethylammonium chloride solution
(QDMAEMA, 80 wt% in H2O), N,N-dimethylacrylamide (99%),
Dulbecco's Modified Eagle's Medium (DMEM), sodium chloride
(NaCl, 99.5%), D2O (99.9%), ethanol (100%), hydrochloric acid
(HCl, 12 M) and 10X phosphate-buffered saline were purchased
from Sigma Aldrich. 4-((((2-carboxyethyl)thio)carbonothioyl)
thio)-4-cyano-pentanoic acid (95%) was purchased from (Boron
Molecular, Victoria, Australia). 4,40-Azobis(4-cyanovaleric acid)
(97%) was purchased from Acros Organics. Vha26 (V-ATPase)
222 bp dsRNA was synthesised by (Genolution, Seoul, Republic
of Korea) AgroRNA (4.68 μg μL−1), with the nucleotide sequence
specific to the pest insect, Drosophila suzukii, sequence provided
in Fig. S1.17 Regenerated cellulose dialysis membrane
(3500 g mol−1 molecular weight cut-off [MWCO]) was purchased
from Fisher Scientific. 3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxy-
methoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium (CellTiter 96®
AQueous One Solution Cell Proliferation Assay) was purchased
from (Promega, Southampton, UK). ProLong™Gold AntifadeMoun-
tant with 40,6-diamidino-2-phenylindole (DAPI) was purchased
from Thermo Fisher Scientific. Label IT® Tracker™ Intracellular
Nucleic Acid Localization Kit Cy3 was purchased from (MirusBio,
Madison, USA). Ultrapure Milli-Q water (resistivity of minimum
18.2 MΩ.cm) was used for synthesis, solution preparation and dial-
ysis, and nuclease-free water was used for biological assays.

2.2 Polymer synthesis
Synthesis of homopolymer (Q, macro-chain transfer agent [CTA])
and diblock copolymers was conducted as described in a previous
publication,54 but is mentioned in brief below.

2.2.1 Hydrophilic homopolymer
Poly[2-(methacryloyloxy)ethyl] trimethylammonium chloride (Q)
was synthesised by aqueous RAFT polymerisation as a macro-
CTA. Quaternised monomer (QDMAEMA) was stirred at 70 °C for
1.5 h before quenching by exposure to air. The Qmacro-CTA, with
a degree of polymerisation of 110, was purified by dialysis in
Milli-Q water (<3500 g mol−1) and lyophilised.

2.2.2 Hydrophilic diblock copolymers
Q macro-CTA was chain extended with poly(N,N-dimethyl acryl-
amide) (D) (to measured degrees of polymerisation of
57, 89 and 219) in aqueous solution at 70 °C for 4 h prior to dialy-
sis in Milli-Q water (<3500 g mol−1) and lyophilisation.

2.3 Polymer characterisation
The polymers were characterised by 1H NMR spectroscopy
(400 MHz) to confirm degree of polymerisation (DP) and molecu-
lar weight (Mn), and by aqueous gel permeation chromatography
(aq-GPC) to confirm dispersity (Đ) (Agilent 1260 Infinity 2, with
two PL aquagel-OH Mixed-H columns, eluent 0.8 M NaNO3,
0.01 M NaH2PO4, 0.05 wt% NaN3 in Milli-Q water, adjusted to
pH 3 using 37% HCl). These data can be found in our previously
published work.54
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2.4 Ex vivo degradation
Intestineswere dissected from third-instarD. suzukii larvae (L3), after
2 h starvation to clear the gut of food, and homogenised in Milli-Q
water using a plastic homogeniser (30 × intestines/100 μL). For
adults, male and female flies were starved for 2 h, and the intestines
were then removed from flies of mixed sex and homogenised in
Milli-Q water (7 × intestines/100 μL). Subsequently, all homoge-
nateswere centrifuged at 13 000×g for 20 min and the supernatant
collected and stored at −20 °C until required.
Pre-determined aliquots of Q110, Q110-b-D57, Q110-b-D89 or

Q110-b-D219 polymers were added to 1 μg of dsRNA to provide
polyplexes with a N/P ratio = 2.5. These solutions were incubated
at room temperature for 1.5 h. Adult or L3 larval gut solution
(equivalent of half a gut was used per 1 μg of dsRNA (i.e., per
gel lane), which was sufficient to fully degrade naked dsRNA55,56)
) were added to samples of naked dsRNA and polyplex solutions.
Following this, the samples were incubated for 30 min or 24 h,
respectively, at 26 °C, 60% relative humidity (RH). Each solution
was loaded (with 2 μL of 6X blue/orange loading dye) onto a 2%
(wt/vol) agarose gel stained with ethidium bromide (EB,
20 ng mL−1), prepared with 1X Tris base, acetic acid and EDTA
buffer. Assays were run for 25 min at 90 V. A 100 bp DNA ladder
(New England Biolabs, UK) was run for comparison. Gels were
imaged under a UV transilluminator at 365 nm.

2.5 Cell culture
HEK-293T cells were cultured in 75-cm2

flasks in an incubator at
37 °C, with 5% CO2 and 95% RH. The medium was DMEM supple-
mented with 10% fetal bovine serum (FBS) (vol/vol) and 1% (wt/
vol) penicillin–streptomycin. Cell confluence/density was moni-
tored and cells were passaged as required.

2.6 Cy3-labelling of dsRNA
DsRNA (vha26, 222 bp) was labelled with Cy3 labelling kit fluoro-
phore (MirusBio) according to kit protocols, purified by precipita-
tion in ethanol and stored at −20 °C until required.

2.7 Flow cytometry
HEK-293T cells in a 12-well plate were seeded at 0.1 × 106 cells/well
density, 24 h before treatment. Polyplexes were prepared 24 h prior
to treatment through addition of 20 μL of Cy3-labelled dsRNA
(50 ng μL−1) to 20 μL of polymer (concentrations varied to provide
a N/P ratio = 5). Polyplexes, Cy3-labelled dsRNA and polymer solu-
tions were individually applied to HEK-293T cell wells. Nuclease-free
water was applied in the absence of either polymer or dsRNA, and a
nuclease-free water control was conducted. After 4 h, cells were
placed on ice and then lifted from wells by physical disturbance.
Cells were pelleted by centrifuge, and media/treatment was
removed before washing and resuspension of cells in fresh, ice-cold
DMEM media. Cy3-positive cells were analysed by flow cytometry
using a Cytoflex S (Beckman Coulter) with filters set at 561 nm exci-
tation and 585 nm emission wavelegnths. Data was analysed using
FlowJo software. Examples of gating and dead cell determination by
7-amino actinomycin D (7-AAD) are presented in Figs S2–S5.

2.8 Confocal microscopy
Solution preparation and cell seedingwere performed as described
above. Cells were cultured on microscope slides, introduced to the
12-well plate and after incubation the cells were fixed with 4%
(wt/vol) paraformaldehyde. A DAPI-stain liquidmountant was used
to prepare slides for cell imaging on a confocal microscope (Zeiss
LSM700).

2.9 Cell viability
HEK-293T cells were seeded onto 96-well plates 2 days prior to
assay, at a 20 000 cells/well density. A range of polymer concen-
trations was prepared in Milli-Q water (0.01–10 mg mL−1). Ali-
quots of polymer (100 μL/well) at each concentration were
added to cells with three replicates, and incubated for 24 h at
37 °C, 5% CO2 and 95% RH. 3-(4,5-dimethylthiazol-2-yl)-5-(3-car-
boxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium (MTS,
20 μL) was then added to each well. Cells were incubated with
the MTS for 4 h prior to analysis using a plate reader set at a wave-
length of 495 nm. Cells treated with media only were normalised
to 100% cell viability and other treatments were normalised with
respect to the media cells.

2.10 In vivo oral feeding
First/second-instar (L1/2) D. suzukii and Drosophila melanogaster
larvae were starved on moist filter paper for 3 h prior to addition
to artificial diet. Vha26 dsRNA (4.68 g L−1, 8 μL) was complexed
with Q110, Q110-b-D57, Q110-b-D99, or Q110-b-D219 (8 μL) at concen-
trations to provide N/P ratio = 5 (see Fig. S6) and incubated for
1.5 h. Polyplex (16 μL), dsRNA (8 μL) + nuclease-free water
(8 μL), polymer (8 μL) + nuclease-free water (8 μL) or nuclease-
free water (16 μL) solutions were added to 50 mg of diet and
mixed thoroughly for an even distribution. Five starved L1/2 lar-
vae were moved to each 50 mg of treated diet, n = 25 total, and
fed for 24 h. Larvae were then removed to fresh diet and moni-
tored for the next 15 days for mortality, assessed by the failure
to reach the pupal stage and the absence of any live larvae in or
on the surface of the food. Survival results were averaged across
assay repeats and normalised against nuclease-free water-fed lar-
vae. Standard deviations were calculated and represented as error
bars. Statistical significance was determined using binary logistic
regression, performed in SPSS Statistics 26.

3 RESULTS
3.1 Polymer synthesis and characterisation
A polymethacrylate-based, linear homopolymer was synthesised
via RAFT polymerisation as a macro-CTA. A neutral, hydrophilic
polymer block was then chain extended onto the macro-CTA to
create a series of hydrophilic diblock copolymers, with three dif-
ferent lengths of neutral block (three different DPs). The
polymethacrylate-based polymer, poly[2-(methacryloyloxy)ethyl]
trimethylammonium chloride (Q), with a degree of polymerisation
(DP) of 110, contains a quaternised ammoniummoiety and thus a
positive charge on each unit regardless of pH conditions. Three
samples of the Q macro-CTA were chain extended by a second
poly(N,N-dimethyl acrylamide) (D) block with DPs of 57, 89 and
219, respectively. Chemical structures of the Qmacro-CTA (homo-
polymer (a) and diblock copolymer (b)) are shown in Fig. 1. Fur-
ther details of the synthesised polymers (including conversion,
molecular weight, dispersity etc.) can be found in our previous
article.54

3.2 Homopolymer and diblock copolymer complexation
prevents dsRNA degradation by D. suzukii gut enzymes
The relative proportions of polymer/dsRNA were varied to ascer-
tain an optimal N/P ratio (≥2) for full complexation as determined
in previously published work.54 It was found that an N/P ratio of
2.5 was efficient in ensuring complexation of the dsRNA, thus this
ratio was used in the experiments testing for dsRNA protection
through complexation with the diblock copolymer. Whilst free
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dsRNA can freely migrate through an agarose gel, polyplexes
remain retarded in the well due to their large size when fully com-
plexed. Enzymes from the midgut of D. suzukii L3 larvae and adults
were prepared by tissue homogenisation and centrifugation.
Vha26 dsRNA was degraded by gut enzymes from adults and L3

larvae with a total absence of EB staining of the agarose gel after
30 min and 24 h incubation, respectively (Fig. 2). The homopoly-
mer and all three diblock copolymers are seen to efficiently pro-
tect dsRNA against degradation by D. suzukii gut enzymes at a
N/P ratio = 2.5, as shown by the strong fluorescence maintained
in the agarose gel wells for both the presence and absence of
gut enzymes.

3.3 Cell viability of homopolymer and diblock
copolymers assessed in HEK-293T cells
Cell viability in the presence of Q110, Q110-b-D57, Q110-b-D89 and
Q110-b-D219 was assessed via MTS assay in HEK-293T cells (0.01–
10 mg mL−1). HEK-293T cells are widely used in the study of RNAi
delivery to cells in culture and are used here for comparison with
results from similar studies designed for therapeutic
applications.57–59 Across the polymer concentration range tested,
as shown in Fig. 3, a significant decrease in cell viability was

Figure 1. Chemical structures of (a) Q macro-CTA and (b) Q-b-D diblock
copolymers used for dsRNA complexation. Figure created in ChemDraw
Prime 17.0.

Figure 2. dsRNA complexation with homopolymer or diblock copolymers protects against D. suzukii adult (a) and L3 larvae (b) gut enzyme degradation,
as shown in agarose gel electrophoresis of free and complexed dsRNA at N/P ratio = 2.5 in the absence and presence (*) of gut enzymes (equivalent to
half a gut per 1 μg of dsRNA). The fluorophore, EB, intercalates between the base pairs of dsRNA to give a strong fluorescent band on the gel with free and
complexed intact dsRNA, but not with highly fragmented dsRNA. A 100 bp DNA ladder was run for comparison. There appears to be fluorescence above
lanes 3 in (b), which is likely due to contamination or a small amount of positively charged complexes migrating towards the negative electrode.

Figure 3. Cell viability of HEK-293T cells, normalised with respect to
untreated cells (standard deviation shown by grey band), via MTS assay
with polymers. The concentration of stock polymer solution added to cell
culture was varied from 0.01 to 10 g L−1. Cell viability was assessed in trip-
licate after 24 h of incubation with each polymer. Figure created in
Origin(Pro), (2020). OriginLab Corporation, Northampton, MA, USA.
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observed at 10 mg mL−1 for all polymers, and cell viability
was variable at 1 mg mL−1, with Q110-b-D57 and Q110-b-D89

appearing to induce lower cell viability at this concentration.
Below 1 mg mL−1 there was no significant decrease in cell viabil-
ity caused by any of the polymers. Cell viability was also deter-
mined through flow cytometry by introducing a dead cell stain
(7-AAD), the results of which can be found in Fig. S7.

3.4 Complexation with homopolymer and diblock
copolymers enhances in vitro uptake of dsRNA in
HEK-293T cells
Cellular uptake was assessed in HEK-293T cells using flow cytome-
try and confocal microscopy.

3.4.1 Flow cytometry
After incubation with Cy3-labelled dsRNA alone or complexed
with each polymer, cells were fixed and analysed for fluores-
cence intensity at 585 nm. There was a large shift (10-fold
increase) in the mean fluorescence intensity of cells treated
with polyplexes (formulated at N/P ratio = 5). In comparison,
cells treated with naked Cy3-labelled dsRNA alone did not
cause a significant increase in fluorescence intensity. Gating
strategies to exclude dead cells and cell doublets are shown
in Figs S2–S5.
The percentage of Cy3-positive, live, single cells after incubation

is shown in Fig. 4. Greater than 80% of HEK-293T cells exhibited a
shift in fluorescence when incubated with homopolymer or
diblock copolymer/Cy3-labelled dsRNA polyplexes. In compari-
son, less than 5% of cells showed a shift in fluorescence when
incubated with naked Cy3-labelled dsRNA, homopolymer or
diblock copolymer alone, or when untreated.

3.4.2 Confocal microscopy
Z-stack images of representative HEK-293T cells were captured
after incubation with Q110-b-D219/Cy3-labelled dsRNA polyplexes
(used as a representative polyplex, as flow cytometry data
was similar between polyplexes), naked Cy3-labelled dsRNA,
Q110-b-D219 alone or nuclease-free water (Fig. 5). Orthogonal
mid-section images of representative cells and histogram profiles
of the Cy3 fluorescence intensity at each Z-slice confirm the
in vitro delivery of Cy3-labelled dsRNA and its perinuclear intracel-
lular localisation, indicating successful cytoplasmic delivery.

3.5 Complexation of vha26 dsRNA with diblock
copolymer with the longest neutral block is important for
larval toxicity in D. suzukii
Drosophila diet was mixed with homopolymer or diblock copolymer/
dsRNA polyplexes, dsRNA, polymer alone or nuclease-free water. L1/2
larvae were starved for 3 h before transfer to the various treated diets
for 24 h and thenmonitored for survival on fresh diet for 15 days. The
normalised (with respect to untreated diet-fed D. suzukii or
D. melanogaster) survival rate of D. suzukii (or D. melanogaster) is
shown in Fig. 6. Mortality, when observed, was found between the lar-
val and pupal stages of Drosophila development.
A significant lower survival rate was observed inD. suzukii larvae fed

diet treated with Q110-b-D219/dsRNA polyplexes, decreasing to ∼30%.
In contrast, larvae fed diet treatedwith polyplexes formedwith homo-
polymer or diblock copolymers with shorter neutral block lengths,
naked vha26 dsRNA, polymers only or nuclease-freewater (untreated)
did not show any significant effect on survival. It is important to note
that the presence of polymer alone in the diet did not induce larval
toxicity or visually prevent feeding. It is also important to note the lar-
vae fed Q110-b-D219 polymer had the highest decrease in survival
when compared to the larvae fed the other polymers at this

Figure 4. Complexation of dsRNA with either homopolymer or diblock copolymer greatly enhances interaction with eukaryotic cells. Flow cytometry
data was gated with respect to live and single cells. (a) Cy3 fluorescence intensity (arbitrary units) of differently treated cells (separated intensity plots
in Fig. S5). The Q110-b-D219/dsRNA polyplex is provided here as an example to highlight the gating used in analysis (>95th percentile of the negative con-
trol). (b) Percentage of Cy3 positive events, determined via flow cytometry of untreated or treated HEK-293T cells. All N/P ratios = 5. Figures created in
Origin(Pro), (2020). OriginLab Corporation, Northampton, MA, USA.

Variation in insecticidal activity of dsRNA through diblock copolymer delivery www.soci.org

Pest Manag Sci 2024; 80: 669–677 © 2023 The Authors.
Pest Management Science published by John Wiley & Sons Ltd on behalf of Society of Chemical Industry.

wileyonlinelibrary.com/journal/ps

673
 15264998, 2024, 2, D

ow
nloaded from

 https://onlinelibrary.w
iley.com

/doi/10.1002/ps.7793 by T
est, W

iley O
nline L

ibrary on [26/01/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

http://wileyonlinelibrary.com/journal/ps


concentration. There could therefore be some level of toxicity induced
by the diblock copolymers, and thus polymer concentration must be
carefully considered. Binary logistic regression indicated a significant
association between larvae fed Q110-b-D219/dsRNA polyplex-treated
diet and survival to the pupal stage (P ≤ 0.0001), with an 87%
decrease in the odds of survival. No significant effect of feeding other
polyplex-treated diet, naked dsRNA-treated diet or polymer only-
treated diet, compared to untreated diet, was observed when analys-
ing the data with binary logistic regression despite an apparent slight
decrease in survival rate for the polymers alone when the polymer
chain length increases.

The vha26 dsRNA used in this study was designed to specifically
targetD. suzukii V-ATPase subunit transcripts.17 As expected, feed-
ing the Q110-b-D219/dsRNA polyplex to the closely related species
D. melanogaster did not result in any significant lethality.

4 DISCUSSION
The cationic ammonium moieties of the Q polymer block are the
basis of homopolymer and 15eblock copolymer complexation
with dsRNA through electrostatic interaction with the anionic
phosphate groups of the phosphodiester-bonded backbone.

Figure 5. Representative confocal and lightmicroscopymerged images ofmid-section Z-slices of HEK-293T cells treatedwith (a) Q110-b-D219/dsRNA (N/P
ratio = 5), (b) Q110-b-D219, (c) dsRNA and (d) water. The images show the red fluorescence of Cy3-labelled dsRNA. DAPI was used as the mountant to stain
nuclei. Orthogonal projections are shown above and right of the primary image. Images were captured using identical microscope settings. Histogram profiles
of Cy3 fluorescence intensity at each Z-slice across a horizontal middle line of cell images are shown of HEK-293T cells treated with (e) Q110-b-D219/dsRNA, (f)
Q110-b-D219, (g) dsRNA and (h) water. Figures created in Origin(Pro), (2020). OriginLab Corporation, Northampton, MA, USA.

Figure 6. Q110-b-D219/dsRNA polyplexes induce species-specific targeting of RNAi. Survival of Drosophila suzukii after feeding larvae (L1/2) for 24 h on a
diet treated with polyplexes, naked dsRNA or polymers alone, as well as survival of Drosophila melanogaster larvae (L1/2) when diet was treated with Q110-
b-D219/dsRNA polyplex. Survival was assessed after 15 days by the failure to reach the pupal stage and the absence of any live larvae in or on the surface of
the food. Results were normalised against larvae fed on diet treatedwith nuclease-free water (untreated). Error bars represent standard deviation, and the
grey shading represents the standard deviation of the survival of larvae fed on diet treated with nuclease-free water (untreated). ***P value ≤0.0001
according to binary logistic regression analysis. Figure created in Origin(Pro), (2020). OriginLab Corporation, Northampton, MA, USA.
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The entropically favourable complexation, due to the associated
release of counterions, has previously been demonstrated through
the use of agarose gel electrophoresis.54,60,61 In the present work,
gel electrophoresis following ex vivo vha26 dsRNA degradation
was used to highlight the protective properties of both the homo-
polymer and 15eblock copolymers against D. suzukii gut enzymes
of both adult flies and L3 larvae. As described by Yoon et al., late-
stage D. suzukii L3 larvae (and pupae) express lower levels of
dsRNases in comparison to early-stage L1 or L2 larvae and the adult
flies.30 Hence, samples were incubated with L3 larvae gut enzymes
for 24 h, rather than the shorter 30 min for adult gut enzymes. The
extent of degradation of vha26 dsRNA by L3 gut enzymes after incu-
bation for 1, 2 and 24 h is shown in Fig. S8. The maintained strong
fluorescence of the dsRNA complexed with polymer (and therefore
stability) in the presence of dsRNA-degrading enzymes illustrates
the potential for delivery of intact dsRNA to D. suzukii by protection
from enzymatic degradation.
Following confirmation that homopolymer and 15eblock copol-

ymers efficiently complex with dsRNA and provide protection
against ex vivo enzymatic degradation, it was important to deter-
mine the cellular delivery potential of the polyplexes. Homopoly-
mer and 15eblock copolymers were not toxic to HEK-293T cells, a
model cell line for assessing cellular uptake of dsRNA, within the
range 0.01–0.1 mg mL−1. Cell interaction, assessed via flow cyto-
metry, showed a significant increase in the presence of
Cy3-labelled dsRNA associated with the HEK-293T cells when
complexed with both homopolymer and diblock copolymers, in
comparison to when Cy3-labelled dsRNA was administered alone.
Confocal laser scanning microscopy showed that the fluorescent
Q110-b-D219/dsRNA polyplexes were perinuclear within the con-
fines of the plasmamembrane and not simply adhering to the cell
surface, confirming that the flow cytometry data is as a result of
cell uptake. A much lower intensity of Cy3 fluorescence was
recorded in cells treated with naked dsRNA, and no significant
fluorescence was observed in cells treated with polymer alone
or when untreated. The more efficient cellular uptake of dsRNA
to the cell cytoplasmwhen delivered as part of a polyplex, in com-
parison to free dsRNA, is likely due to the positive charge of the
polyplexes (when formulated at N/P ratio >1), as electrostatic
repulsion resulting from the negative charges of the cell mem-
brane surface has previously been described as a barrier to cell
entry for dsRNA.62,63 Future work could focus on the uptake of
dsRNA to endosomes, thus investigating whether the diblock
copolymers enhance endosomal uptake and/or escape.
After investigating the in vitro delivery of dsRNA using the

developed homopolymer and 16eblock copolymers, the effec-
tiveness of the polyplexes for in vivo delivery of dsRNA to
D. suzukii was studied using larval and pupal toxicity as a surro-
gate readout. Whilst feeding naked dsRNA generates
systemic RNAi in some insect species (e.g., hemipterans), other
species (e.g., dipterans) are resistant to orally administered
dsRNA.11,16,18,19,21,64,65 In the present study, the larval toxicity
assay confirmed a previous report that feeding naked vha26
dsRNA toD. suzukii larvae does not result in significant mortality.17

The study demonstrated that D. suzukii-specific vha26 dsRNA
encapsulated with the cell transfection agent, Lipofectamine
2000, achieved a larval mortality of 42% when administered orally
in artificial diet. In contrast, larvae fed a diet treated with poly-
plexes prepared by complexation of the same vha26 dsRNA with
Q110-b-D219, but not with Q110, Q110-b-D57 or Q110-b-D89 polymers,
resulted in much higher mortality (∼70%). These results indicate a

more efficient oral delivery of the dsRNA polyplex and a correla-
tion between the length of the diblock copolymer neutral block
and the resulting toxicity. Our previous work showed that poly-
plexes prepared with diblock copolymers of increasing neutral
block length resulted in the formation of more compact poly-
plexes (smaller effective hydrodynamic radii, see Fig. S9).54 We
speculate that the compactness of the Q110-b-D219/dsRNA poly-
plexes facilitates dsRNA uptake by insect cells to elicit a strong
RNAi response and larval lethality. This work adds to a body of
research that suggests that longer hydrophilic neutral blocks
improve the delivery of nucleic acids.46,66,67 D. melanogaster lar-
vae were also fed the Q110-b-D219/dsRNA-treated diet to thus
demonstrate that there is no off-target toxicity on this species that
is closely related to D. suzukii.
To conclude, this research demonstrates for the first time the

successful delivery of Drosophila suzukii-specific dsRNA (vha26)
for bio-insecticidal application using a hydrophilic diblock
copolymer as the protective vector. Our previous work indicated
that N/P ratio ≥2 is required for sufficient complexation of homo-
polymer or diblock copolymer with dsRNA.54 Agarose gel elec-
trophoresis showed the effective protection of dsRNA against
ex vivo degradation by D. suzukii adult and L3 larvae gut enzymes
through polymer complexation. Delivery of Cy3-labelled dsRNA
was illustrated at a cellular level in HEK-293T cells through flow
cytometry, with confocal microscopy confirming the cytoplas-
mic delivery through the plasma membrane. In vivo orally
administered delivery of naked vha26 dsRNA to D. suzukii did
not have a significant impact on the survival of L1/2 larvae. How-
ever, the oral administration of dsRNA formulated by complexa-
tion with the hydrophilic diblock copolymer containing the
longest neutral block, Q110-b-D219 (and thus forming the most
compact polyplexes, as illustrated in our previous work54),
induced high levels of larval mortality of L1/2 D. suzukii larvae.
These results therefore suggest that hydrophilic diblock copoly-
mers are promising candidates for the complexation, protection
and delivery of dsRNA for bio-insecticidal applications, but opti-
misation of the stabilising, neutral block length is required for
successful RNAi in vivo.

AUTHOR CONTRIBUTIONS
The manuscript was written by Charlotte E. Pugsley. All authors
commented on versions of the manuscript and approved the final
manuscript. Olivier J. Cayre, Nicholas J. Warren, R. Elwyn Isaac,
Kaat Cappelle and Rosa Dominguez-Espinosa contributed to the
study conception and design. Polymer synthesis and characterisa-
tion were performed by Charlotte E. Pugsley. Flow cytometry and
confocal microscopy were performed by Charlotte E. Pugsley with
assistance from Martin Stacey. Biological assays, including aga-
rose gel electrophoresis and in vivo feeding, and analysis were
performed by Charlotte E. Pugsley.

ACKNOWLEDGEMENTS
The authors would like to acknowledge the support of Dr Elpiniki
Kalogeropoulou by way of training for biological assays, and Eliz-
abeth Korevaar for her assistance with statistical analysis. We
thank Dr Julia Y. Rho (University of Birmingham) and Prof. Sébas-
tien Perrier (University of Warwick) for valuable discussions during
the course of this study.

Variation in insecticidal activity of dsRNA through diblock copolymer delivery www.soci.org

Pest Manag Sci 2024; 80: 669–677 © 2023 The Authors.
Pest Management Science published by John Wiley & Sons Ltd on behalf of Society of Chemical Industry.

wileyonlinelibrary.com/journal/ps

675
 15264998, 2024, 2, D

ow
nloaded from

 https://onlinelibrary.w
iley.com

/doi/10.1002/ps.7793 by T
est, W

iley O
nline L

ibrary on [26/01/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

http://wileyonlinelibrary.com/journal/ps


FUNDING INFORMATION
The authors would like to acknowledge the support of the EPSRC
Centre for Doctoral Training in Soft Matter and Functional Inter-
faces (SOFI CDT – EP/L015536/1) and Syngenta for joint funding
of a Ph.D. studentship for Charlotte E. Pugsley. The Cytoflex flow
cytometer was acquired with support from the Biotechnology
and Biological Sciences Research Council (BB/R000352/1).

CONFLICT OF INTEREST STATEMENT
The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

DATA AVAILABILITY STATEMENT
The data that support the findings of this study are available from
the corresponding author upon reasonable request.

SUPPORTING INFORMATION
Supporting information may be found in the online version of this
article.

REFERENCES
1 Tabashnik BE, Mota-Sanchez D, Whalon ME, Hollingworth RM and

Carrière Y, Defining terms for proactive management of resistance
to Bt crops and pesticides. J Econ Entomol 107:496–507 (2014).

2 Sparks TC and Nauen R, IRAC: mode of action classification and insec-
ticide resistance management. Pesticide Biochem Physiol 121:122–
128 (2015).

3 Borel B, Resistance is exhausting the agricultural arsenal against
insects, weeds and disease. New biological approaches could help.
Nature 543:302–304 (2017).

4 Mota-Sanchez D andWise JC, Field evolved resistance of arthropods to
pesticides: An analysis of resistance adaptation from 1914 to 2017
Available from: https://esa.confex.com/esa/2017/meetingapp.cgi/
Paper/126977.

5 Gress BE and Zalom FG, Identification and risk assessment of spinosad
resistance in a California population of Drosophila suzukii. Pest
Manag Sci 75:1270–1276 (2019).

6 Frank SD and Tooker JF, Opinion: neonicotinoids pose undocumented
threats to food webs. PNAS 104:19671–19678 (2020).

7 Disi JO and Sial AA, Laboratory selection and assessment of resistance
risk in Drosophila suzukii (Diptera: Drosophilidae) to Spinosad and
malathion. Insects 12:794 (2021).

8 Tait G, Mermer S, Stockton D, Lee J, Avosani S, Abrieux A et al.,Drosoph-
ila suzukii (Diptera: Drosophilidae): a decade of research towards a
sustainable integrated pest management program. J Econ Entomol
114:1950–1974 (2021).

9 Deans C and Hutchison WD, Propensity for resistance development in
the invasive berry pest, spotted-wing drosophila (Drosophila suzukii),
under laboratory selection. Pest Manag Sci 78:5203–5212 (2022).
Available from: https://onlinelibrary.wiley.com/doi/abs/10.1002/ps.
7139

10 Fire A, Xu S, MontgomeryMK, Kostas SA, Driver SE andMello CC, Potent
and specific genetic interference by double-stranded RNA in Cae-
norhabditis elegans. Nature 391:806–811 (1998).

11 Price DRG and Gatehouse JA, RNAi-mediated crop protection against
insects. Trends Biotechnol 26:393–400 (2008).

12 Huvenne H and Smagghe G, Mechanisms of dsRNA uptake in insects
and potential of RNAi for pest control: a review. J Insect Physiol 56:
227–235 (2010).

13 Scott JG, Michel K, Bartholomay LC, Siegfried BD, Hunter WB,
Smagghe G et al., Towards the elements of successful insect RNAi.
J Insect Physiol 59:1212–1221 (2013).

14 Joga MR, Zotti MJ, Smagghe G and Christiaens O, RNAi efficiency, sys-
temic properties, and novel deliverymethods for pest insect control:

what we know so far. Front Physiol 7:553 (2016). https://doi.org/10.
3389/fphys.2016.00553.

15 Pugsley CE, Isaac RE, Warren NJ and Cayre OJ, Recent advances in engi-
neered nanoparticles for RNAi-mediated crop protection against
insect pests. Front Agron 3:652981 (2021).

16 Whyard S, Singh AD and Wong S, Ingested double-stranded RNAs can
act as species-specific insecticides. Insect Biochem Mol Biol 39:824–
832 (2009).

17 Taning CNT, Christiaens O, Berkvens N, Casteels H, Maes M and
Smagghe G, Oral RNAi to control Drosophila suzukii: laboratory test-
ing against larval and adult stages. J Pest Sci 89:803–814 (2016).

18 Baum JA, Bogaert T, Clinton W, Heck GR, Feldmann P, Ilagan O et al.,
Control of coleopteran insect pests through RNA interference. Nat
Biotechnol 25:1322–1326 (2007).

19 Terenius O, Papanicolaou A, Garbutt JS, Eleftherianos I, Huvenne H,
Kanginakudru S et al., RNA interference in Lepidoptera: an overview
of successful and unsuccessful studies and implications for experi-
mental design. J Insect Physiol 57:231–245 (2011).

20 Zhu F, Xu J, Palli R, Ferguson J and Palli SR, Ingested RNA interference
for managing the populations of the Colorado potato beetle, Lepti-
notarsa decemlineata. Pest Manag Sci 67:175–182 (2011).

21 Christiaens O and SmaggheG, The challenge of RNAi-mediated control
of hemipterans. Curr Opin Insect Sci 6:15–21 (2014).

22 Peng Y, Wang K, Fu W, Sheng C and Han Z, Biochemical comparison of
dsRNA degrading nucleases in four different insects. Front Physiol 9:
624 (2018).

23 Dubelman S, Fischer J, Zapata F, Huizinga K, Jiang C, Uffman J et al.,
Environmental fate of double-stranded RNA in agricultural soils. PloS
One 9:93155 (2014).

24 Shukla JN, Kalsi M, Sethi A, Narva KE, Fishilevich E, Singh S et al.,
Reduced stability and intracellular transport of dsRNA contribute
to poor RNAi response in lepidopteran insects. RNA Biol 13:656–
669 (2016).

25 Singh IK, Singh S, Mogilicherla K, Shukla JN and Palli SR, Comparative
analysis of double-stranded RNA degradation and processing in
insects. Sci Rep 7:17059 (2017).

26 Whitfield R, Anastasaki A, Truong NP, Cook AB, Omedes-Pujol M,
Loczenski Rose V et al., Efficient binding, protection, and self-release
of dsRNA in soil by linear and star cationic polymers. ACS Macro Lett
7:909–915 (2018).

27 Cooper AM, Silver K, Zhang J, Park Y and Zhu KY, Molecular mecha-
nisms influencing efficiency of RNA interference in insects. Pest
Manag Sci 75:18–28 (2019).

28 Parker KM, Barragán Borrero V, van Leeuwen DM, Lever MA,
Mateescu B and Sander M, Environmental fate of RNA interference
pesticides: adsorption and degradation of double-stranded RNA
molecules in agricultural soils. Environ Sci Technol 53:3027–3036
(2019).

29 Zhu KY and Palli SR, Mechanisms, applications, and challenges of
insect RNA interference. Annu Rev Entomol 65:293–311 (2020).

30 Yoon JS, Ahn SJ, Flinn CM and Choi MY, Identification and functional
analysis of dsRNases in spotted-wing drosophila, Drosophila suzukii.
Insect Biochem Physiol 107:21822 (2021).

31 Saleh M, van Rij RP, Hekele A, Gillis A, Foley E, O'Farrell PH et al., The
endocytic pathway mediates cell entry of dsRNA to induce RNAi
silencing. Nat Cell Biol 8:793–802 (2006).

32 Ulvila J, Parikka M, Kleino A, Sormunen R, Ezekowitz RA, Kocks C et al.,
Double-stranded RNA is internalized by scavenger receptor-
mediated endocytosis in drosophila S2 cells. J Biol Chem 281:
14370–14375 (2006).

33 Christiaens O, Tardajos MG, Martinez Reyna ZL, Dash M, Dubruel P and
Smagghe G, Increased RNAi efficacy in Spodoptera exigua via the for-
mulation of dsRNA with guanylated polymers. Front Physiol 9:316
(2018).

34 Cappelle K, de Oliveira CFR, Eynde BV, Christiaens O and Smagghe G,
The involvement of clathrin-mediated endocytosis and two Sid-1-like
transmembrane proteins in double-stranded RNA uptake in the Colo-
rado potato beetle midgut. Insect Mol Biol 25:315–323 (2016).

35 Miller SC, Brown SJ and Tomoyasu Y, Larval RNAi in drosophila? Dev
Genes Evol 218:505–510 (2008).

36 Herweijer H and Wolff JA, Progress and prospects: naked DNA gene
transfer and therapy. Gene Ther 10:453–458 (2003).

37 Gonçalves GAR and de Paiva R, Gene therapy: advances, challenges
and perspectives. Einstein 15:369–375 (2017).

www.soci.org CE Pugsley et al.

wileyonlinelibrary.com/journal/ps © 2023 The Authors.
Pest Management Science published by John Wiley & Sons Ltd on behalf of Society of Chemical Industry.

Pest Manag Sci 2024; 80: 669–677

676

 15264998, 2024, 2, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1002/ps.7793 by T

est, W
iley O

nline L
ibrary on [26/01/2024]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://esa.confex.com/esa/2017/meetingapp.cgi/Paper/126977
https://esa.confex.com/esa/2017/meetingapp.cgi/Paper/126977
https://doi.org/10.1002/ps.7139
https://doi.org/10.1002/ps.7139
https://doi.org/10.3389/fphys.2016.00553
https://doi.org/10.3389/fphys.2016.00553
http://wileyonlinelibrary.com/journal/ps


38 Doudna JA and Charpentier E, The new frontier of genome engineer-
ing with CRISPR-Cas9. Science 346:1258096 (2014).

39 Tan Z, Jiang Y, Ganewatta MS, Kumar R, Keith A, Twaroski K et al., Block
polymer micelles enable CRISPR/Cas9 ribonucleoprotein delivery:
physicochemical properties affect packagingmechanisms and gene
editing efficiency. Macromolecules 52:8197–8206 (2019).

40 Abbasi S, Uchida S, Toh K, Tockary TA, Dirisala A, Hayashi K et al., Co-
encapsulation of Cas9 mRNA and guide RNA in polyplex micelles
enables genome editing in mouse brain. J Control Release 332:
260–268 (2021).

41 Kim YK, RNA therapy: current status and future potential. Chonnam
Med J 56:87–93 (2020).

42 Cook AB, Peltier R, Hartlieb M, Whitfield R, Moriceau G, Burns JA et al.,
Cationic and hydrolysable branched polymers by RAFT for complex-
ation and controlled release of dsRNA. Polym Chem 9:4025–4035
(2018).

43 El Jundi A, Morille M, Bettache N, Bethry A, Berthelot J, Salvador J et al.,
Degradable double hydrophilic block copolymers and tripartite
polyionic complex micelles thereof for small interfering ribonucleic
acids (siRNA) delivery. J Colloid Interface Sci 580:449–459 (2020).

44 Jung S, Lodge TP and Reineke TM, Complexation between DNA and
hydrophilic-cationic diblock copolymers. J Phys Chem B 121:2230–
2243 (2017).

45 Gary DJ, Lee H, Sharma R, Lee JS, Kim Y, Cui ZY et al., Influence of nano-
carrier architecture on in vitro siRNA delivery performance and
in vivo biodistribution: polyplexes vs micelleplexes. ACS Nano 5:
3493–3505 (2011).

46 Jiang Y, Lodge TP and Reineke TM, Packaging pDNA by polymeric ABC
micelles simultaneously achieves colloidal stability and structural
control. J Am Chem Soc 140:11101–11111 (2018).

47 Parsons KH, Mondal MH, McCormick CL and Flynt AS, Guanidinium-
functionalized interpolyelectrolyte complexes enabling RNAi in
resistant insect pests. Biomacromolecules 19:1111–1117 (2018).

48 Guan RB, Li HC, Fan YJ, Hu SR, Christiaens O, Smagghe G et al., A nucle-
ase specific to lepidopteran insects suppresses RNAi. J Biol Chem
293:6011–6021 (2018).

49 Perrier S, 50th anniversary perspective: RAFT polymerization—a user
guide. Macromolecules 50:7433–7447 (2017).

50 Agarwal S, Zhang Y, Maji S and Greiner A, PDMAEMA based gene deliv-
ery materials. Mater Today 15:388–393 (2012).

51 Murphy KA, Tabuloc CA, Cervantes KR and Chiu JC, Ingestion of genet-
ically modified yeast symbiont reduces fitness of an insect pest via
RNA interference. Sci Rep 6:22587 (2016).

52 GodbeyWT andMikos AG, Recent progress in gene delivery using non-
viral transfer complexes. J Control Release 72:115–125 (2001).

53 Gary DJ, Min JB, Kim Y, Park K and Won YY, The effect of N/P ratio on
the In vitro and In vivo interaction properties of PEGylated
poly(2-(dimethylamino)ethyl methacrylate)-based siRNA com-
plexes. Macromol Biosci 13:1059–1071 (2013).

54 Pugsley CE, Isaac RE, NJW, Behra JS, Cappelle K, Dominguez-Espinosa R
et al., Protection of double-stranded RNA via complexation with
double hydrophilic block copolymers: influence of neutral block
length in biologically relevant environments. Biomacromolecules
23:2362–2373 (2022).

55 Song H, Zhang J, Li D, Cooper AMW, Silver K, Li T et al., A double-
stranded RNA degrading enzyme reduces the efficiency of oral
RNA interference in migratory locust. Insect Biochem Mol Biol 86:
68–80 (2017).

56 Chen JZ, Jiang YX, Li MW, Li JW, Zha BH and Yang G, Double-stranded
RNA-degrading enzymes reduce the efficiency of RNA interference
in Plutella xylostella. Insects 12:712 (2021).

57 Khurana B, Goyal AK, Budhiraja A, Aora D and Vyas SP, Lipoplexes ver-
sus nanoparticles: pDNA/siRNA delivery. Drug Deliv 20:57–64 (2013).

58 Martínez-Negro M, Kumar K, Barrán-Berdón AL, Datta S, Kondaiah P,
Junquera E et al., Efficient cellular knockdown mediated by siRNA
nanovectors of gemini cationic lipids having delocalizable head-
groups and oligo-oxyethylene spacers. ACS Appl Mater Interfaces 8:
22113–22126 (2016).

59 Chen X, Mangala LS, Rodriguez-Aguayo C, Kong X, Lopez-Berestein G
and Sood AK, RNA interference-based therapy and its delivery sys-
tems. Cancer Metastasis Rev 37:107–124 (2018).

60 Cohen Stuart MA, Besseling NAM and Fokkink RG, Formation of micelles
with complex coacervate cores. Langmuir 14:6846–6849 (1998).

61 Incani V, Lavasanifar A and Uludağ H, Lipid and hydrophobic modifica-
tion of cationic carriers on route to superior gene vectors. Soft Matter
6:2124–2138 (2010).

62 Bieber T, Meissner W, Kostin S, Niemann A and Elsasser HP, Intracellular
route and transcriptional competence of polyethylenimine–DNA
complexes. J Control Release 82:441–454 (2002).

63 HanzlíkováM, RuponenM, Galli E, Raasmaja A, Aseyev V, Tenhu H et al.,
Mechanisms of polyethylenimine-mediated DNA delivery: free car-
rier helps to overcome the barrier of cell-surface glycosaminogly-
cans. J Gene Med 13:402–409 (2011).

64 Desai SD, Eu YJ, Whyard S and Currie RW, Reduction in deformed wing
virus infection in larval and adult honey bees (Apis mellifera L.) by
double-stranded RNA ingestion. Insect Mol Biol 21:446–455 (2012).

65 Galdeano DM, Breton MC, Lopes JRS, Falk BW and Machado MA, Oral
delivery of double-stranded RNAs induces mortality in nymphs
and adults of the Asian citrus psyllid, Diaphorina citri. PloS One 12:
e0171847 (2017).

66 Sharma R, Lee JS, Bettencourt RC, Xiao C, Konieczny SF and Won YY,
Effects of the incorporation of a hydrophobic middle block into a
PEG-polycation diblock copolymer on the physicochemical and cell
interaction properties of the polymer-DNA complexes. Biomacromo-
lecules 9:3294–3307 (2008).

67 Cheng C, Convertine AJ, Stayton PS and Bryers JD, Multifunctional
triblock copolymers for intracellular messenger RNA delivery. Bio-
materials 33:6868–6876 (2012).

Variation in insecticidal activity of dsRNA through diblock copolymer delivery www.soci.org

Pest Manag Sci 2024; 80: 669–677 © 2023 The Authors.
Pest Management Science published by John Wiley & Sons Ltd on behalf of Society of Chemical Industry.

wileyonlinelibrary.com/journal/ps

677
 15264998, 2024, 2, D

ow
nloaded from

 https://onlinelibrary.w
iley.com

/doi/10.1002/ps.7793 by T
est, W

iley O
nline L

ibrary on [26/01/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

http://wileyonlinelibrary.com/journal/ps

	Effective delivery and selective insecticidal activity of double-stranded RNA via complexation with diblock copolymer varie...
	1  INTRODUCTION
	2  MATERIALS AND METHODS
	2.1  Materials
	2.2  Polymer synthesis
	2.2.1  Hydrophilic homopolymer
	2.2.2  Hydrophilic diblock copolymers

	2.3  Polymer characterisation
	2.4  Ex vivo degradation
	2.5  Cell culture
	2.6  Cy3-labelling of dsRNA
	2.7  Flow cytometry
	2.8  Confocal microscopy
	2.9  Cell viability
	2.10  In vivo oral feeding

	3  RESULTS
	3.1  Polymer synthesis and characterisation
	3.2  Homopolymer and diblock copolymer complexation prevents dsRNA degradation by D. suzukii gut enzymes
	3.3  Cell viability of homopolymer and diblock copolymers assessed in HEK-293T cells
	3.4  Complexation with homopolymer and diblock copolymers enhances in vitro uptake of dsRNA in HEK-293T cells
	3.4.1  Flow cytometry
	3.4.2  Confocal microscopy

	3.5  Complexation of vha26 dsRNA with diblock copolymer with the longest neutral block is important for larval toxicity in ...

	4  DISCUSSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	FUNDING INFORMATION
	CONFLICT OF INTEREST STATEMENT
	DATA AVAILABILITY STATEMENT

	REFERENCES


