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1. Introduction

Stimulus triggered release of actives from
composite microcapsules based on sporopollenin
from Lycopodium clavatumt

Muriel Lecoeuche,? Josef Borovicka,® Amro K. F. Dyab & ¢
and Vesselin N. Paunov @& *?

Smart drug delivery systems (SDDSs) are a paradigm shift in drug delivery, particularly in microencapsulation
technology where the drug is released in response to an internal and/or external stimulus. In this study,
a smart microencapsulation platform was developed using three different types of stimuli triggered
release of a model active (rhodamine 6G) from sporopollenin from Lycopodium clavatum. Triggers were
based on pH-, thermal- and near infrared light-sensitive polymer composition. Carbopol nanogel and
methylcellulose were used as responsive aqueous polymers for pH and thermally triggered release,
respectively. Methylcellulose loaded with active and gold nanoparticles was used for photothermal
triggered release. The formulations were encapsulated into the empty cores of sporopollenin
microcapsules using the compressed tablet technique. The pH triggered release of the active was
achieved above pH 7, which was mediated by the swelling of the carbopol nanogel that forced its way
out of the elastic trilite scars of the sporopollenin. Results from measuring the active fluorescent
intensity and its content over time confirmed the crucial role of carbopol in the pH triggered release. For
the thermo-sensitive polymer methylcellulose, it was found that the release of the active from
methylcellulose loaded sporopollenin was triggered upon heating the system reaching 90% whereas it
levelled out at 40% for methylcellulose-free sporopollenin. The maximum amount of active was released
at around 55 °C, where the sol—-gel transition of the methylcellulose starts. Photothermally triggered
release using near infrared (NIR) laser revealed that the amount of active released from sporopollenin
loaded with both gold nanoparticles and methylcellulose was approximately four times higher than that
from sporopollenin loaded with methylcellulose/active only, confirming the key role of gold
nanoparticles in the release via photothermal heating of the polymer formulation.

bioavailability. The triggered release of core materials at the
desired time and site could be achieved via designing smart

Microencapsulation technologies offer protection for the active
ingredient from potentially harsh environments, masking
undesired tastes, alleviating drug side effects and potentially
enhancing patient compliance.' This is based on wrapping the
active ingredients (core materials) within a shell (encapsulant),
that acts as a physical protection barrier. The crucial role of
microencapsulation is to deliver the protected core materials in
targeted and controlled manner to enhance the therapeutic
efficacy of the actives and mitigates effects arising from their
reduced biostability, poor solubility, and
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drug delivery systems (SDDSs) where the stimuli responsive
shell materials can respond to an internal (endogenous) and/or
external (exogenous) stimulus.*® Internal stimuli include pH,
glucose, enzymes, and oxidation-reduction,”® while magnetic
fields,>" light," temperature,” ultrasound and mechanical
action (pressure, friction)**'* are examples of external stimuli.
For the development of smart microcapsules, two protocols
have mainly been used to produce changes in the microcapsules
shell to control their payload release: (i) embedding or grafting
the stimuli-responsive materials on the shell or its pores,
respectively; (ii) swelling/deswelling or destruction of the
stimuli-responsive shell material.>**** We propose in the
current work a different strategy where the stimuli-responsive
materials (Carbopol Aqua SF-1 nanogel or Methylcellulose),
loaded with rhodamine 6G as a model active, is encapsulated
within robust natural micro-shells derived from plant pollens.
This allowed us to explore the feasibility of this platform to non-
destructively trigger the active release using (i) pH, (b) thermal

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Schematic representation of the preparation process of sporopollenin with Carbopol Aqua SF-1 nanogel loaded with a model active

(rhodamine 6G). The acrylic co-polymer nanogel is pH sensitive and swells

by increasing the pH above 7 thus allowing for pH triggered release. The

nearly 10-fold increase of the nanogel volume inside the sporopollenin caused its ejection along with the encapsulated active which allows for pH-
triggered payload release. Additionally, a heat triggered release was engineered by loading sporopollenin with methylcellulose solution along with
the model active. Increasing of the temperature precipitates the methyl cellulose solution and releases the active out of the microcapsules. Light
triggered release of active was also demonstrated by co-loading of the methylcellulose, the active and gold nanoparticles in sporopollenin.

and (iii) near infra-red (NIR) stimulus. The outer shell of plant
pollens, obtained after removing the sporoplasm core, is called
sporopollenin, which is considered to be one of the most
resistant biopolymers found in nature.’*' Recently, sporopol-
lenin has gained considerable attention as an effective encap-
sulation platform for several drugs'?**2® and biological
substances.>”"*

Compared to synthetic polymer-based drug microcarriers,
sporopollenin microcapsules exhibit unique properties such as
size uniformity, chemical and mechanical resistance, being
cost-effective, nontoxic, allergy-free, providing UV protection
and bio-adhesion.?**+231-33

Nanogels are partially cross-linked hydrophilic or amphi-
philic polymers that have the ability to encapsulate actives by
hydrogen bonding, van der Waals forces, or electrostatic
attraction.**** Excessive attentions have been paid on stimuli-
responsive nanogels to pH and/or temperature due to their
significant potential in biomedical applications and drug
release.******” Carbopol Aqua SF-1 is a lightly cross-linked of
acrylate copolymer which is commonly used as a rheology
modifier in personal care products. This nanogel exhibits
swelling ability, biocompatibility and low toxicity that entail its
use in pH triggered drug delivery platforms where it swells in
neutral and basic medium as a results of dissociation of its
carboxyl groups (-COOH), promoting encapsulation of cationic
actives.?>373843-47 Rhodamine 6G, a fluorescent dye of high

© 2024 The Author(s). Published by the Royal Society of Chemistry

photostability, was used here as a model active to be encapsu-
lated into the Carbopol nanogel,> which allowed us to track its
triggered release from sporopollenin microcapsules with
various stimuli by using fluorescence microscopy.

Methylcellulose is a key material in pharmaceutical applica-
tions and is used to produce thermo-responsive and photothermal
hydrogels.*»***> At a critical temperature, these hydrogels undergo
sol-gel transition, altering their physicochemical and mechanical
properties, as well as their interaction with embedded actives. In
addition, modified gold nanoparticles absorb near-IR light and
released heat which can trigger the release of the active from the
methylcellulose encapsulated into sporopollenin microcapsules.
Fig. 1 shows the protocols used in the current study for exploring
three types of stimulus-triggered release, where the combination
of the unique properties of natural microcapsules and biocom-
patible materials may offer smart multifunction-controlled
delivery platform for potential biomedical and drug delivery
applications.

2 Experimental
2.1 Materials

Lycopodium clavatum pollen was supplied by Sigma-Aldrich, UK.
Carbopol Aqua SF-1 (30 wt%) was obtained from Noveon, USA.
Methylcellulose (Methocel A4M) was supplied by Dow, USA.
Rhodamine 6G was supplied from Acros Organics, USA. Ethanol

RSC Adv, 2024, 14, 10280-10289 | 10281
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(HPLC Grade), NaOH, HCI and NaCl (>98%) were purchased
from Fisher Scientific, UK. All other reagents were of analytical
grade and were used without further purification. Deionised
(DI) water of resistivity of 18 MQ cm ' purified by reverse
osmosis (Millipore®) was used in all experiments.

2.2 Methods

2.2.1 Swelling behavior of carbopol against pH. Carbopol
Aqua SF-1 nanogel swelling behavior in aqueous solution was
examined to evaluate its behavior with change of pH. For this
purpose, a 1 wt% suspensions of carbopol were made from
a 30 wt% stock suspension supplied by the manufacturer. Small
aliquots of 0.1 M NaOH or 0.1 M HCI were then added to the
samples to acquire solutions of a range of pH between 4 to 7.4
using pH meter (Fisherbrand Hydrus 300). Increasing the pH
above 6 required the use of highly concentrated NaOH solu-
tions. This observation can be explained by the ionization of the
carboxylate groups around this pH. The particle hydrodynamic
diameter was measured by Malvern Zetasizer with refractive
index RI of 1.450 below pH 7 and for the swollen nanogel (above
pH 7) with RI of 1.336. Two measurements were performed for
the same pH. It is important to note that the samples were
diluted to the right laser obscuration levels using DI water
adjusted to the right pH using small aliquots of 0.1 M NaOH.

2.2.2 Encapsulation of rhodamine 6G-loaded carbopol
nanogel into sporopollenin microcapsules. In order to obtain
sporopollenin microcapsules devoid from the sporoplasm core
we used the extraction protocol as described in previous work®
and showed in ESLt A 0.05 g tablet was first prepared from the
sporopollenin powder (by using a tablet press with pressure of 10
tons). 10 mL of the Carbopol Aqua SF-1 nanogel was prepared by
loading it with 1 mM rhodamine 6G dye followed by addition of
20 vol% ethanol. The sporopollenin tablet was then added to the
nanogel suspension while stirring. Submitting the sporopollenin
to high pressure allows squashing of its elastic capsules so that
their trilite scars open to encapsulate the concentrated rhoda-
mine 6G-loaded nanogel suspension. Ethanol improves the
wetting of the sporopollenin interior to facilitate this loading
process. The sample was then stirred for about 2 hours, dessi-
cated and filtered by vacuum filtration set, and the solid was
washed with 1 L of DI water. Washing the solid is an important
step as it allows removal of the dye residue that has remained at
the outer surface of the sporopollenin. A small amount of the
washed sporopollenin was put into a Petri dish and suspended in
DI water. The sample was observed under a fluorescence micro-
scope BX-51 (Olympus, Japan) and CLSM to trace the location of
the fluorescent dye and its release from the sporopollenin.

2.2.3 Quantitative characterization of the active release by
measuring the fluorescence intensity. A sample of 0.477 mL of
the aqueous suspension of the carbopol/rhodamine 6G loaded
sporopollenin in DI water was then injected into a perfusion
chamber (Grace BioLab coverwell, 622502, inner size 19 x 32
mm, inner depth 0.9 mm) placed on a glass microscope slide.
To track the extent of release of the dye from the formulation,
intensity recording was carried out to quantify the change in
fluorescence intensity with time. The fluorescence intensity was
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measured using the software Image-Pro Plus with the profile
line, on every image, the recording consisting in images taken
with an interval of time of 300 ms. A line was placed on a precise
spot of the image, and the data was exported which allowed
providing the average intensity of every point of the line.

2.2.4 pH triggered release of rhodamine 6G. A 100 mL of
rhodamine 6G-carbopol loaded sporopollenin suspension was
split in two 200 mL beakers and both suspensions were agitated at
the same time at 700 rpm and rhodamine 6G absorbance was
measured at various times. Parafilm was placed on each beaker to
prevent the dispersions from absorbing carbon dioxide and
consequent acidification. At 10 min interval, eight drops of 0.1 M
NaOH were added into one of the two beakers. The pH was
measured at various times of the experiment. The amount of dye
was calculated from the values of the concentration of the dye,
which was determined using a UV-vis spectrophotometer (Varian
Cary 50 Bio) using the calibration curve of rhodamine in DI water.
The values of absorbance were measured at A = 525 nm, which is
the wavelength corresponding to the maximum absorbance of
rhodamine in water. The trend after the addition of NaOH was the
same for the three attempts, the amount of dye released suddenly
rises and then continues increasing less sharply.

2.2.5 Thermally triggered release. To optimize the condi-
tions for the thermos-responsive polymer for the encapsulation
process, 1 wt% and 2 wt% dispersions of methylcellulose were
prepared, by dissolving respectively 0.1 g and 0.2 g of Methocel
A4M, respectively into 10 mL of DI water and stirring until
complete dissolution. The size distribution of methyl cellulose
dispersions was measured with the Mastersizer at both room
temperature and after heating to 95 °C in a heating bath (grant,
OLS 2000) for 30 min. The temperature of the solution inside the
Mastersizer cell was recorded before starting the measurements.
Encapsulation of rhodamine 6G-loaded methylcellulose into
sporopollenin was performed as in Section 2.2.2. A sample of
0.477 mL of the aqueous suspension of the Methocel
A4M/rhodamine 6G loaded sporopollenin in DI water was then
injected into the perfusion chamber placed on a glass microscope
slide. Scotch tape seals was placed onto the perfusion chamber
openings, to prevent the evaporation of the aqueous phase during
observations. The heating was performed by using a Peltier
element mounted directly on the microscope stage starting from
room temperature to 95 °C with a heating rate of 20 °C min ™"
Rhodamine 6G release from the sporopollenin was quantified by
setting the temperature to 65 °C and measuring the change in
fluorescence intensity with time using Image Pro Plus software.

A control experiment was recorded, by using the same heating
parameters on a rhodamine 6G-loaded sporopollenin suspension
without methylcellulose. The amount of rhodamine 6G released
by the thermally triggering process was assessed by using 1 wt%
methylcellulose and 1 mM of rhodamine 6G loaded into sporo-
pollenin microcapsules. The loaded microcapsules were then
washed with 3.5 L of DI water and suspended into 10 mL of DI
water and placed into a heating bath with a shaking frequency of
144 min ™" at various temperatures for 20 min for each run. Two
experiments were performed for each temperature. Eventually, the
suspensions were filtered, and the absorbance of the filtrate was
measured using UV-vis spectrophotometer.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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2.2.6 Release of rhodamine 6G with NIR trigger. Four types
of loaded sporopollenin samples were prepared to be irradiated
with a NIR laser: (i) sporopollenin loaded with methylcellulose,
0.1 wt% gold nanoparticles and rhodamine 6G; (ii) sporopol-
lenin loaded with methylcellulose and rhodamine 6G; (iii)
sporopollenin loaded with gold nanoparticles and rhodamine
6G; (iv) sporopollenin loaded with rhodamine 6G only. The
concentration of rhodamine 6G was approximately 1 x 10> M
in all samples. The samples were filtered, the residue was
washed with 3.5 L of DI water and suspended into 0.5 mL of DI
water in a UV cuvette. The samples were then exposed to the NIR
laser light (806 nm, 1.5 W, beam radius 0.4 cm, 20 min
exposure).

After the NIR laser irradiation, samples were filtered, and the
absorbance of the rhodamine 6G was measured using UV-vis
spectrophotometer.

2.2.7 Confocal laser scanning microscopy. Confocal laser
scanning microscopy (CLSM) was carried out using (Carl Zeiss

Blue channel Red channel
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sporopollenin

Carbopol/Rhodamine
loaded sporopollenin
BEFORE pH trigger

Carbopol/Rhodamine
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AFTER pH trigger

Fig. 2
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LSM780, Germany) providing laser lines (405/458/488/514/561/
633 nm). Samples were mounted on a glass slide with
a dimple in the middle, then a drop of pure water or alkaline
medium (pH 8) was added before covering with a cover slip.
Fluorescence from the samples was collected using laser exci-
tation lines at 405 nm (2%) and 514 nm (2%) with DIC in Plan-
Apochromat 20x/0.8 M27 objective lens. Fluorescence was
collected with 410-492 nm and 528-678 nm emission filters and
the optimal settings for the iris was used. Images were captured
and processed using ZEISS ZEN 3.9 software (ZEISS, Germany).

3 Results and discussions
3.1 pH triggered release of rhodamine 6G

The encapsulation of the rhodamine-stained nanogel into the
sporopollenin was done at low pH (4) where the nanogel is in its
collapsed state. A tablet of compressed sporopollenin is was
mixed with the carbopol nanogel formulation diluted with

Overlay Red/Blue

(A)-(D) Confocal laser scanning microscopy (CLSM) images of an aqueous suspension of Lycopodium clavatum sporopollenin. The

images show the autofluorescence of the sporopollenin with 405 nm (A), with 514 nm (B) and the overlay of these two channels in (C) and (D).
(E)—(H) CLSM images of an aqueous suspension of Lycopodium clavatum sporopollenin loaded with Carbopol Aqua SF-1 nanogel stained with
rhodamine 6G. The images are taken before pH trigger where the solution has a pH 4. The image (E) shows again a similar autofluorescence
when excited at 405 nm but gives enhanced fluorescence upon excitation at 514 nm due to the rhodamine 6G payload. (I)-(L) CLSM images of an
aqueous suspension of Lycopodium clavatum sporopollenin loaded with Carbopol Aqua SF-1 nanogel stained with rhodamine 6G after the pH
trigger.

© 2024 The Author(s). Published by the Royal Society of Chemistry RSC Adv, 2024, 14, 10280-10289 | 10283
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20 vol% absolute ethanol with magnetic stirring until complete
dispersion of the tablet into the nanogel suspension. This
causes the trilite scars of the elastic sporopollenin capsules
which are largely open in the compressed tablet to recover their
spherical shape and close, thus trapping the nanogel inside.
Further degassing of the solution facilitates more complete
loading. The role of the ethanol addition is to improve the
wetting of the sporopollenin interior by the nanogel solution.
Fig. S5 (ESIt) illustrates the steps of this process.?”

The swelling behavior of Carbopol Aqua SF-1 nanogel against
pH revealed that the average size of the polymer domains sharply
rises above pH 6 reaching a maximum size of 320 nm at pH 7 and
then slightly declines with further increases in the pH (Fig. S1,
ESIt). The average size estimated from TEM of nanogel below pH
6 was around 100 nm as shown in (Fig. S1 and S2, ESIT). Based on
these results, we expected the release of rhodamine 6G as
a model drug can be triggered above pH 6 where the polymer
expands, allowing the entrapped active to diffuse out of polymer
chains. In addition, the released rhodamine 6G must diffuse
either initially through the trilite scare (see Fig. S3C, ESIt), which
might be a fast process, or through the nano channels on the wall
of sporopollenin in a slow-release trend.

It is worth mentioning that these sporopollenin microcap-
sules have unique elastic and robust behavior where they
recovered their original ornamental structure even after being
compressed in a tablet at 10 tones. More brightfield and SEM
images of sporopollenin derived from Lycopodium clavation can
be seen in Fig. S3, ESL.f

200 pm

Fig. 3

View Article Online

Paper

Fig. 2 shows CLSM images of an aqueous suspension of
sporopollenin before and after loading with Carbopol Aqua SF-1
nanogel stained with rodamine 6G (the first two rows of
images). The third row of images shows the result of the pH
trigger which leads to swelling and ejection of rhodamine 6G
stained carbopol nanogel out of the sporopollenin. Note that
increased background fluorescence when excited at 514 nm and
its overlay images (Fig. 2J-L).

Fig. 3A shows a fluorescence microscopy image of the
sporopollenin encapsulated with rhodamine 6G loaded nano-
gels suspended in pure water. The background appears black
and the capsules red, which suggests that the dye is essentially
concentrated in the capsules and that suspending the capsules
into water did not induce the release. A drop of 0.1 M NaOH was
then added and diffused through the water until it reached the
spot exposed to the lens's focus. Once NaOH reached the
exposed spot, a “flow” of red fluorescence could be immediately
seen while recording images. This observation indicates that
the nanogels swelled and the sporopollenin released the dye, as
revealed by the increase in the fluorescence intensity in the
background around the capsules, depicted in Fig. 3B. After the
red fluorescence outflow passed, the background fluorescence
intensity remained higher, which suggests that the release
happened as shown in Fig. 3C for the suspension after the
release. A typical movie was recorded showing the pH triggered
release process (Videos S1 and S2, ESIT). The control experiment
where the sporopollenin was loaded only with rhodamine 6G
without the nanogels revealed that the fluorescence intensity

200 pm
L}

15kV X358 SOpm OBOB34

(A) Fluorescence microscopy image of an aqueous suspension of Lycopodium clavatum sporopollenin loaded with a Carbopol Aqua AF-1

nanogel and rhodamine 6G followed by filtration. (B and C) The same system after addition of a drop of 0.1 M NaOH into a perfusion chamber.
The front of higher pH is visualized in (B) with light intensity of fluorescence of the released rhodamine 6B. (D) Control experiment: Fluorescence
microscopy image of an agueous suspension of Lycopodium clavatum sporopollenin, after being loaded with rhodamine 6G solution (no
carbopol nanogel) followed by filtration to remove excess dye. (E) The same system as (D) after addition of a drop 0.1 M NaOH into the perfusion
chamber. The exposure time for all images (A)—(E) was 50.4 ms. (F) SEM image of the sporopollenin sample with clearly seen trilite scars.
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Fig. 4

(A) Relative average fluorescence intensity estimated from the microscopy image of a Lycopodium clavatum sporopollenin suspension (4

x 0.13) loaded with a Carbopol Aqua AF-1 nanogel and rhodamine 6G followed by filtration. (B) Amount of rnodamine 6G released as a function
of time upon pH trigger. The system is equivalent to (A). Note the triggered release of the rhodamine 6G (by addition of 0.1 M NaOH) is followed
by a slower rate as pH equilibrates in the solution. (C)—(E) Still fluorescence microscope images with TRITC filter set from videos like S1 and S2
(ESIt) of the process of adding of a drop of 0.1 M NaOH to a perfusion chamber with a suspension of sporopollenin loaded with Carbopol Aqua
SF-1 stained with rhodamine 6B. The front of solution of pH > 7 causes the release of the carbopol due to swelling inside of the sporopollenin

capsules leading to its ejection.

remains approximately constant before and after the addition
of NaOH as shown in Fig. 3D and E, respectively.

It transpired that the presence of the carbopol nanogel
provided a triggered release of the dye in a more controlled way.
Fig. 3F shows sporopollenin microcapsules loaded with
rhodamine 6G and nanogels using bright field optical micros-
copy. To further evaluate the pH triggered release profile of the
dye, the fluorescent intensity and the released content of the dye
were investigated. Fig. 4A illustrates the change of relative
fluorescence intensity of the rhodamine 6G from sporopollenin
suspensions with and without carbopol after the addition of one
drop of 0.1 M NaOH. The average background fluorescence
intensity of the first recorded images is the reference. It is
evident that the presence of Carbopol Aqua SF-1 nanogel
significantly contributed for the increased intensity and the
triggered release where the relative intensity of the sample
containing the nanogel passed through a maximum between
0.5 and 0.9 minutes. However, the relative intensity of the
sample without the nanogel was significantly low (<10%) when
compared to that with the nanogel within the same time
intervals. Fig. 4B shows a typical graph of the amount of
rhodamine 6G released with time. Additional runs of sporo-
pollenin samples under identical conditions are presented in

© 2024 The Author(s). Published by the Royal Society of Chemistry

Fig. S4 (ESIt). The values in blue account for the pH of the
dispersion subjected to an increase of pH. This deceleration of
release may be due to uniform distribution of the NaOH over
the volume of the chamber. The whole amount of dye does not
seem to be released instantaneously after the addition of 0.1 M
NaOH. The release is accompanied by an initial burst as soon
as the NaOH solution front reaches them, as evidenced in
Fig. 4C-E. However, the result may depend on the number of
capsules in the chamber and the pH of the medium. The slow
release could also be explained by diffusion of rhodamine 6G
from the swollen carbopol nanogel inside the sporopollenin
capsules to the surrounding liquid media. The total amount
released after 40 minutes (in mol per gram of sporopollenin) is
also slightly variable, approximately 4 x 1077 mol g~ * for the
first experiment, 8 x 1077 mol g~ for the second and 6 x
1077 mol g~ for the third one. These variations are due to the
differences in the amount of sporopollenin placed in every
beaker. In addition, the pH played a role in the slight variations.

3.2 Thermally triggered release

Methylcellulose exhibits unique thermal gelation behavior
through chain-chain hydrophobic interactions and has a low

RSC Adv, 2024, 14,10280-10289 | 10285
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(A) Fluorescence microscopy image of a Lycopodium clavatum sporopollenin suspension loaded with a methyl cellulose solution and

rhodamine 6G followed by filtration. (B and C) The same system after heating to 66 °C and 80 °C, respectively. The exposure time for all images

was 50.4 ms.

critical solution temperature (LCST) and thus transforms from
a solution to a hydrogel as the temperature increased.*” For
optimization of loading the thermo-responsive polymer into
sporopollenin, the effect of concentration and temperature on the
average aggregate size and consistency of the methylcellulose
particles was initially tested. The results obtained are summarized
in (Table S1, ESIf). A gel-like consistency was seen for the 2 wt%
methylcellulose while for a 1 wt% methylcellulose, slightly viscous
suspension was obtained at 25 °C and 41 °C. It was reported that
the lower critical solution temperature (LCST) of methylcellulose is
about 30 °C where the solution exhibits Newtonian behavior below
this temperature and becomes non-Newtonian above this point as
shear rate increases.” A slightly viscous polymer solution was
selected to allow a facile loading into the sporopollenin. The
fluorescence microscope images in Fig. 5A-C illustrate the change
of the fluorescence intensity with the temperature of the sporo-
pollenin suspensions loaded with a methylcellulose solution and
rhodamine 6G. One can see from Fig. 5A-C that the release of
rhodamine 6G from the methylcellulose-loaded sporopollenin was
triggered upon heating the suspension to 66 °C and 80 °C. A movie
was recorded for this thermal responsive release at ~66 °C as
shown in (Video S3, ESIf). For the control sample, where no
methylcellulose was loaded, a slight increase was seen in the

fluorescent intensity of the dye upon heating to ~66 °C
(Video S4, ESIY).

Fig. 6A shows the relative background fluorescence intensity
versus time for the sporopollenin suspensions with and without
methylcellulose. It was found that in both suspensions, the
intensity of fluorescence increases above 66 °C, while a signifi-
cant increase in intensity (90%) was obtained for the methyl-
cellulose loaded sample whereas it was (40%) for the unloaded
sample. The results suggested that temperature thus seemed to
induce the release of the dye even without methylcellulose
which might be because of the effect of increased diffusion.
Nevertheless, a larger amount of dye seems to be released for
the sample containing methylcellulose (80%) when compared
to that without methylcellulose (20%) as shown in Fig. 6B,
indicative of the key role of the polymer in the active release
process. Depending on MW and content, at high temperature
(~70 °C) methylcellulose solution becomes turbid gel in
a metastable state and can collapses with the exclusion of the
solvent.** Furthermore, the content of rhodamine 6G released
from sporopollenin loaded with methylcellulose as a function of
the temperature was measured as shown in Fig. 7. A maximum
amount of dye was released at around 55 °C. It was suggested
that around this temperature, methylcellulose starts to form
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(A) Relative fluorescence intensity due to release of rhodamine 6G with time after the increase of the temperature to 66 °C, with and

without methylcellulose loaded in the sporopollenin microcapsules. (B) Relative fluorescence intensity due to release of rhodamine 6G as

a function of the temperature.
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Fig. 7 Amount of rhodamine 6G released from sporopollenin loaded
with methylcellulose and rhodamine 6G solution as a function of the
temperature measured after incubation in a thermostat at the fixed
temperature for 20 min.

aggregates with phase separation, independently of the molec-
ular weight.*!

The region below and above at the critical temperature
(~30 °C), is thought to be the pre-gel stage. The underlying
mechanism of gelation and phase separation of methylcellulose
>50 °C, which is dependent on polymer structure, MW, degree
of substitution and concentration is still not fully understood.
Therefore, more viscoelastic sol-gel transition investigations
are required to correlate the release trend with polymer gelation
parameters.

3.3 NIR triggered active release

We explored the photothermal properties of
methylcellulose/rhodamine 6G solution doped with gold
nanoparticles sporopollenin microcapsules via NIR irradiation.
Light triggered release platforms have been used mainly via

also
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Fig. 8 Amount of rhodamine 6G released from sporopollenin loaded
with (gold nanoparticles, methylcellulose and rhodamine 6G);
(methylcellulose and rhodamine 6G); (gold nanoparticles and rhoda-
mine 6G); (only rhodamine 6G). The readings are taken after irradiation
with NIR laser (power 1.5 W, wavelength 806 nm, beam diameter 4
mm) for 20 min.
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embedding gold or silver nanoparticles, NIR-dyes or carbon
nanotubes within the shell of synthetic microspheres to even-
tually release the active through shell rupturing mechanism.*>**
Here a different strategy was adopted using the unique prop-
erties of the natural and robust sporopollenin microcapsules.
Fig. 8 shows that the amount of dye released form sporopol-
lenin containing gold nanoparticles and methylcellulose is four
times higher when compared to that with methylcellulose only,
indicative of the key role of gold nanoparticles in providing local
heat to trigger the release. Note that the gold nanoparticles are
aggregated in the presence of methylcellulose solution. In
addition, sporopollenin loaded with rhodamine 6G with or
without gold nanoparticles showed comparable dye content
released after irradiation but still not as high as the sample
containing methylcellulose and gold nanoparticles. This further
confirms the proof of principle of NIR-triggered release of the
rhodamine 6G from the sporopollenin microcapsules loaded
with thermo-sensitive polymer solution.

4 Conclusions

We demonstrated the feasibility of loading natural microcap-
sules derived from Lycopodium clavatum with different respon-
biodegradable polymers, carbopol nanogel and
methylcellulose for the development of smart microcapsules
with the ability to fine-tune and control the release of actives in
a non-destructive fashion. We describe the use of three different
types of stimuli triggered release of rhodamine 6G as a model
active from sporopollenin microcapsules based on pH sensitive,
thermo-sensitive and near infrared light sensitive polymer
composition. Carbopol nanogels prove that they can play a key
role in the pH triggered release of a co-loaded active as revealed
from fluorescent intensity and dye content results at different
conditions. It is suggested that once the nanogels swell at
pH > 6, the rhodamine 6G ejects together with them through the
elastic trilite scare as well as through the nanochannels on the
sporopollenin shell. Similar results were observed with ther-
mally triggered release of active, co-encapsulated together with
methyl cellulose upon heating to 55 °C. Photothermally trig-
gered release using near infrared laser revealed that, for
methylcellulose/gold nanoparticles composition, the active
released from sporopollenin was four times higher than without
gold nanoparticles, confirming their crucial role for photo-
thermal trigger. We show that a non-destructive multiple-
stimuli-responsive natural microcapsules can be developed
where their properties can be easily tailored for a controlled and
target release platform. The obtained smart natural microcap-
sules provided different stimuli-triggered action that can be
customized for use in potential “on-demand” drug delivery and
biomedical applications.
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