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Ultrasound waves are sound waves with frequencies higher than the human audible frequencies and
application of these waves in biomedical science is explored in this article. A novel approach that involved
the use of ultrasound was discovered in around 1950 and since then, it is experimented on to obtain
various applications like gene/drug delivery, diagnosis, theranostics, tissue engineering, etc. Ultrasound
waves are sound waves travelling at frequencies above human audible frequencies and are further
classified into three types: high frequency, medium frequency and low frequency, each showing different
therapeutic applications. Ultrasound has shown its application in various fields like dentistry, wastewater
management, etc. Apart from therapeutic use, ultrasound is also implemented in synthesis, extraction,
tissue engineering, gene delivery and many more applications. This article mentions the recent appli-
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cations of ultrasound as a non-invasive route for the treatment of several diseases also due to its
enhanced penetration of cells which helped greatly in the delivery of drugs/genes, in the extraction of
various essential biological components from plants, in the synthesis of several compounds, in the field of
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1 Introduction

Transportation of macromolecules (lipids, proteins, nucleic
acids) and poorly soluble drugs (Griseofulvin, Acyclovir,
Aceclofenac) or permeable drugs (Desmopressin, Vancomycin)
poses a challenge for researchers in the development of active
therapeutic systems. Various methods like electroporation,
radiofrequency, ablation, increased vascular pressure, etc. are
employed to enhance the solubility and permeability of
actives." Sonophoresis can be considered as a novel method
used for delivery of drugs since the 1950s.> Sonophoresis is a
non-invasive method that uses ultrasound for the delivery of
drugs through thin and soft tissues. Ultrasound is a branch of
acoustics that makes use of acoustic frequencies greater than
the audible frequencies (>16 kHz) and is further classified
into three types: high frequency, medium frequency and low
frequency (Fig. 1).

In 1954, ultrasound was first applied in the delivery of
hydrocortisone for the treatment of digital polyarthritis. Later,
Mitragotri revealed the ideal frequency range of ultrasound
(50-60 kHz) and suggested that along with the frequency, dis-
persion also increases.’ Similarly, Cameron used ultrasound
for the delivery of Carbocaine in the treatment of Colle’s frac-
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theranostics — a combination of diagnosis and therapy, in tissue engineering, etc.

ture. Sonophoresis was tested for the penetration of several
drugs like hydrocortisone, local anesthetics, etc. mainly for
localized action.* For the delivery of corticosteroids, initially
high frequency ultrasound (1-3 MHz) was used for their local
action." Low/medium ultrasound ranges are typically used in
drug delivery, and high frequency ultrasound is used in the
field of physiotherapy, imaging, kidney stone and gallstone
pulverization, etc., along with drug delivery applications.®
Ultrasound is generated by using either a piezoelectric
method or a magnetostrictive method as shown in Fig. 2 and 3.
Ultrasound is generated either by the vibration of piezoelectric
crystals or in the presence of an alternating current that is passed

High Frequency (3-10MHz)

' Middle Frequency (0.7-0.3MHz)

Low Frequency (18-100kHz)

Fig. 1 Classification of different ultrasound ranges.
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Fig. 2 Different ways for the generation of ultrasound.

through a material such as quartz or a polycrystalline substance
like lead-zirconate-titanium or barium titanate.” The effects of
ultrasound on biological tissues can be classified into: (1)
thermal effects (on exposure to ultrasound there is an increase in
temperature) and (2) cavitational effects (formation of gaseous
cavities) and (3) acoustic streaming effects” (Fig. 4).

Mechanical Energy
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In addition to the non-ionizing, non-invasive, and relatively
inexpensive strategy, multiple advantages of ultrasound in the
field of biomedicine are as follows:

+ Non-viral delivery: ultrasound-mediated gene therapy
enables delivery of non-viral vectors to provide reduced host
immunogenicity response.

« Targeted drug delivery with therapeutic efficacy: effective
personalized theranostic targeted therapy cross-linked with gene
therapy, chemotherapeutics with minimized off-target effects.

+ Permeability: the transient localized permeation ability of
ultrasound enables enhanced drug delivery.

« Tissue regeneration: ultrasound mediated therapy results
in significant tissue regeneration for diseases including vascu-
lar and bone tissue regeneration.®’

2 Applications of ultrasonic
processing

The two main reasons for the widespread applications of ultra-
sound are as follows: (1) it propagates slower than electromag-

® ® 0
Piezoelectric Crystals
(Contraction or Relaxation)

Alignment of the crystals

Change in physical dimension

Generation of electric field

Fig. 3 Mechanism for the generation of ultrasound by the piezoelectric method.
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Fig. 4 Biological effects of ultrasound on tissues.
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netic waves, providing sufficient time for the generation of
information and (2) it has the ability to penetrate through
opaque objects that helps in the diagnosis and imaging of
internal organs with less attenuation at frequencies of several
MHz. A non-thermal phenomenon is a recent mechanism
used for drug delivery whose applications can be further classi-
fied into three categories: (1) helps in penetrating the agents
through various tissues, (2) directly affects the membrane by
changing the permeability or adsorption of the drug and (3) it
can change the physical properties of the drug (like activation
of the drug).® The applications of ultrasound are explained
further with relevant examples.

2.1 Synthesis

Ultrasound shows its application in the synthesis of various
compounds especially metal oxides that are used extensively in
various applications such as catalysts, adsorbents, semi-
conductors, antifungal agents, superconductors, etc. Synthesis
of resveratrol liposomes by ultrasonic dispersing shows anti-
oxidant and cardio-protective effects along with antineoplastic
properties in the treatment of cancers like breast, colon,
ovarian, etc. The p53 gene is considered one of the important
targets for treating different cancers as almost 50% of cancers
involves the mutation of the p53 gene. Combined delivery of
resveratrol and p53 gene not only reduced the side effects of
resveratrol but also increased the inhibitory effect of the
p53 gene. Resveratrol was formulated as a liposome, prepared
by the ultrasonic dispersing method.? The ultrasonic-assisted
emulsion (o/w) method was found to be effective in the for-
mation of amidoxime functionalized silica (SiO,-AO). This
functionalized complex was utilized for its easy and efficient
removal of uranium, a toxic pollutant from water bodies, by
the adsorption method.'® Ultrasonic irradiation was also
applied in the synthesis of MnO, nanoparticles implementing
the mechanism of cavitation for the synthesis that makes use
of physical or chemical processes. The physical process of
shock waves was utilized for the synthesis of nanomaterials
since they help in increasing the collision between nano-
particles.'! Loratadine, an anti-histaminic drug, helps in treat-
ing allergic disorders, is a BCS Class 2 drug showing poor solu-
bility. Therefore, to increase the solubility it was formulated as
a nanoparticle system by using US-RESSAS (ultrasonic-assisted
rapid expansion of supercritical solution into aqueous solu-
tion).'” Na batteries prepared by MnO, have a stable structure,
Nay 44MnO, was synthesized by using the ultrasonic method
as the conventional method involved the use of excessive heat
treatment. Sonication was provided for 10 min with an ultra-
sonic frequency of 20 kHz and an intensity of 500 W."
Alkylated pyridines (1-alkyl 2 pyrrolidone and 2-alkyl 2 pyrroli-
done) were prepared by green chemistry synthesis and evalu-
ated as intermediates in the synthesis of several biologically
active compounds. 91-99% yield was obtained by using ultra-
sound for the synthesis for 10 min whereas, longer chain pyr-
rolidones showed antifungal activity.'* PEG stearate, a conden-
sate product, synthesized by the ultrasound-driven esterifica-
tion process using Candida antarctica Lipase B as a catalyst
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helps in reducing the high temperature and use of a solvent in
the conventional synthesis of the condensate. Here, the con-
densate was prepared with an operating frequency of 22-40
kHz with a power output of 200 W. About 84.34% conversion
into the condensate was obtained by using this method and
the product was confirmed by using FTIR and 'H NMR spec-
troscopy studies.'® Polyethylene terephthalate is widely used in
hospitals and medical institutes due to its thermal stability, re-
usability, cost-effectiveness, etc. but is susceptible to microbial
infections. As a result, antimicrobial Ag,0O-loaded PET fabrics
were prepared by an ultrasound method to avoid nosocomial
infection. The ultrasonic apparatus was run at 47 kHz fre-
quency at 120 W power for 1 h for the synthesis of Ag,O-
loaded PET fabrics showing an improvement in the anti-bac-
terial activity.'® Antibacterial fibers for packaging purposes
were prepared using polyvinyl alcohol by p-limonene fibers.
These fibers were prepared by using an ultrasonic method
with a frequency of 40 Hz and a power 50 W for 15 min and
the fibers obtained along with good antibacterial activity
showed reduction in oxygen permeability and also improve-
ment in mechanical properties.'” Tribological materials have
emerged to reduce the total consumption of energy and
among them, tungsten disulfide synthesized using ultrasound
shows promising applications due to chemical stability, resis-
tance to degradation, non-toxic and inert properties.'® A poly-
meric semiconductor, graphitic carbon nitride, is utilized as a
photocatalyst to remove pollutants such as chromium and
dyes (RhB) from water. The semiconductor was synthesized by
using ultrasound for 30 min while the polymer showed better
adsorption capacity due to a higher surface area and led to the
reduction of chromium and oxidation of RhB.' The catalytic
properties of metal oxides such as manganese oxide and tin
dioxide are affected by the method of preparation, use of ultra-
sound for the preparation and avoidance of exhaustion of
energy and chemicals.”* MnO, nanostructured thin films were
formulated for the storage of renewable energy by using an
ultrasound-assisted electrodeposition method which helped in
improving stability, enhanced electrochemical activity along
with low resistance were the characteristic features of these
films.>" Polyacrylamide/bentonite hydrogel nanocomposites,
formulated using ultrasound, help in reducing pollutants in
water due to their adsorption capacity ascribed to higher
surface area, physical and chemical stability, etc. and conse-
quently enhanced adsorption capacity.>> Hollow nano-
structures of catalysts such as nickel and nickel oxides were
synthesized by the ultrasonic spray pyrolysis method using
1.7 MHz ultrasonic frequency.> In the synthesis of zinc oxide
(ZnO) nanoparticles, ultrasound was used to eliminate the use
of solvents and heat treatment required during the synthesis
process.>® ZnO and ZnO-ZrO, nanocomposites synthesized
using ultrasound-assisted wet chemical methods were utilized
due to their enhanced humidity sensing properties.
Ultrasound eliminates the aggregation of large-sized particles
produced by the wet chemical method.”® LiFePO, (LFP) nano-
particles prepared in an Impinging Jet Reactor (IJR) by using a
low ultrasonic frequency of 20 kHz for intensifying micromix-

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 1 Parameters and methods of preparation of various formulations

Sr.

No. Formulation Parameter Method of preparation Ref.

1. Nanocomposites (Ag/ZnO) Frequency-2.5 MHz  Ultrasonic spray pyrolysis 32

2. Nanorods (ZnO) Frequency-40 kHz Ultrasonic pyrolysis 29
Temperature-
350 °C
Spray rate-30 mL
h71

3. Nanoparticle (MnO,) Frequency-24 kHz Ultrasonic irradiation 11
Power-200 W

4. Multi-walled carbon nanotubes (Iron Frequency-20 kHz Green chemistry 30

oxide)

5. Nanoparticle (Loratadine) Frequency-20 kHz Ultrasonic-assisted rapid expansion of supercritical solution 12
Intensity-70 W L™"  into an aqueous solution

6. Tungsten disulphide powder Frequency-1.7 MHz  Ultrasonic pyrolysis method 18
Time-10 min

7. Graphitic carbon nitride nanocomposites Frequency-50 Hz Ultrasonic irradiation 33
Power-100 W

8. Mesoporous MnO,/SO, nanomaterials Frequency-30 kHz Ultrasonic-assisted Co-precipitation Method 20
Power-50 W

9. MnO, nanostructured thin films Frequency-45 kHz Ultrasound assisted-electrodeposition method 21
Power-300 W
Time-6 h

10. Polyacrylamide/bentonite hydrogel Frequency-30 kHz Ultrasonic irradiation 22

nanocomposites Time-30 min

11. Copper oxide nanoflakes Frequency-20 kHz Ultrasonic irradiation 31
Power-100 W

12. Zinc oxide nanoparticles Frequency-40 kHz Ultrasound-assisted precipitation method 24

13. ZnO and ZnO-ZrO, nanocomposites Frequency-35 kHz Ultrasonic assisted wet chemical method 25
Power-60 W

14. Fe;0, magnetic nanoparticles Frequency-1.5 MHz  Co-precipitation method 26
Time-30 min

15. Silica nanoparticles Frequency-20 kHz Ultrasonic irradiation 28
Power-700 W

16. Manganese nanocomposites Frequency-17.5-20  Ultrasonic irradiation 34
kHz
Power-1.5-4 kW

17. Fabricated antimony sulpho-iodide Frequency-20 kHz Ultrasonic irradiation 35

nanowire composites Intensity-565 W
-2

cm

ing would help in the controlled synthesis of nanoparticles.>®
Lead ion-imprinted polymers (Pb IIPs) for removal of metal
ions from the air, water, soil, etc. were synthesized by using
the ultrasound-assisted precipitation method. These IIPs show
an advantage over adsorbents such as long-term storage
without loss of activity, chemical and thermal stability and
easy manufacturing as ultrasonic energy was provided for a
duration of 5 h in the synthesis that helped in the reduction of
reaction time.”” Silica nanoparticles were synthesized using
ultrasound to reduce the synthesis reaction time and were
coated with titanium dioxide.”® Synthesis of nanorods contain-
ing zinc oxide,> carbon nanotubes containing iron oxide for
removal of toxins,*® and copper oxide nanoflakes for reducing
water pollution caused due to hydroquinone®" are some of the
other examples of application of ultrasound in the synthesis
process. The applications of ultrasound in the synthesis of
various substances are summarized in Table 1.

2.2 Extraction

Application of ultrasound in the extraction process of various
components like antioxidants,*® oils, etc., provides a green

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

method and advantages when compared to traditional extrac-
tion methods such as reduction in the use of toxic solvents,
low-temperature requirement, good yield, easy isolation of
functional compounds, inexpensive, simple, economical and
reduced extraction times without modification of the mole-
37 Factors responsible for
increasing the efficiency of extraction are disruption of cells
and mass transfer.”® Extraction of natural dyes (tannins) from
the bark of neem trees utilized in the dyeing of wool, cotton,
etc. is one of the important applications. The extraction
process involves 15-60 min of irradiation with ultrasound,
however, an increase in isolation efficiency was reported upon
the exposure to ultrasound for 45 min. Extraction efficiency
increases when ultrasound helps in the extraction process as it
uses less amount of powder for extraction.*” Extraction of
thymol from Plectranthus amboinicus follows the cavitation
mechanism wherein gas bubbles formed on the application of
ultrasound were attached to the cells and later due to a change
in pressure the bubbles collapsed that resulted in the rupture
of the cell wall causing the components to diffuse into the
solvent.*® Ultrasound was also employed for the extraction of

cular structure and molar mass.
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oil from papaya seeds for antioxidant properties. Ultrasound
application resulted in a reduced extraction time, the oil
obtained showed oxidative stability and the amount of solvent
used for extraction was also less.*® Extraction of tropane alka-
loids from Radix physochlainae was carried out using optimum
ultrasonic extraction parameters: 90 W for 30 min, which was
based on the formation of hydrogen bonds via mass transfer
by ionic liquids.*® Extraction of chemicals such as silica, ligno-
cellulose, etc. from rice husk was established by ultrasound
which in turn converted rice husk wastes into a valuable
product and also made use of ionic liquids for efficient extrac-
tion."! Cassia fistula consists of Rhein, an anthraquinone, that
acts as a laxative was extracted using ultrasound from the fruit
pulp, wherein a yield twice the conventional decoction method
was obtained from the UAE-optimized Central Composite
Design (CCD).** Polysaccharides from Trametes orientalis were
also extracted using ultrasonic-microwave assisted extraction
for hepatoprotection.”® Enzymatic extraction of B carotene
from orange peel waste was performed using ultrasound (20
kHz, 500 W) as the pectinase enzyme results in increased
penetration of the solvent into cell walls.** Enzyme assisted
extraction by using ultrasound was also used for the extraction
of flavonoids from Cyclocarya paliurus for its antioxidant and
antimicrobial activities. Ultrasound helped increase the mass
transfer between the two phases, consequently increasing the
efficiency of the process.”” Ultrasound-assisted extraction of
polyphenols from Aegle marmelos is another application where
ultrasound is used in the extraction process using eutectic sol-
vents (a mixture of choline chloride and oxalic acid). An ultra-
sonic frequency of 50 kHz and a power of 100 W during the
extraction resulted in an increase in the yield (greater than
60%) of polyphenol due to the formation of hydrogen bonds
between the eutectic solvents used and the solute.*® Bioactive
components present in Salvia miltiorrhiza are extracted by the
application of ultrasound using a eutectic mixture. Extraction
of phenolic compounds from lime peel waste is also per-
formed with the assistance of ultrasound (4 min) wherein the
method of extraction largely influenced the antioxidant pro-
perties.”” Extraction of lycopene (antioxidant) from tomato
paste waste is yet another example of ultrasound-assisted
extraction that was carried out in the presence of sunflower oil
and mild temperature conditions*® Artemisinin was extracted
using ultrasound from Artemisia annua for its application in
the treatment of Malaria. Ultrasound exposure resulted in the
rupture of the plant cell walls leading to the diffusion of the
cell contents into the solvent. Optimum extraction parameters
were found to be an ultrasonic power of 150 W for 30 min at a
temperature of 30 °C.*” The paprika pigment was also
extracted using ultrasound for its antioxidant activity, anti-
tumor activity, etc. An ultrasonic power of 10 W for a duration
of 600 s were the optimum parameters for the extraction
process and the extraction time increased with the increase in
the color value (final value 147) of paprika.>® Extraction of fla-
vonoids from Propolis was conducted using ultrasound with
the help of ethanol as the solvent exposing the process to an
ultrasound frequency of 20 kHz for a duration of 15 min which
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resulted in the increase in the yield of extraction as well as an
increase in the total phenolic content of the extract.”® Around
43% of proteins are obtained from Rock Lobster from
Australia and these proteins are efficiently extracted by using
ultrasound during extraction as it results in the formation of
microcavities that help in the extraction process. The efficiency
of extraction was increased using a co-precipitation agent, chit-
osan, which is used for the recovery of the proteins. 93% of
protein recovery was obtained after using ultrasound for a dur-
ation of 5 min during the extraction process.”> Mucilage from
Opuntia ficus was obtained by the ultrasound-assisted extrac-
tion process, wherein an ultrasonic frequency of 40 kHz was
used during extraction for a duration of 30 min increasing the
yield of the extract.’® Extraction of flavonoids from sweet
potato leaves is also an application of the ultrasound-assisted
extraction (40 kHz, 50 W) process but under the influence of
microwaves and RSM was utilized for the optimization of this
process.”! Extraction of cyaniding-3-o-galactoside from Aronia
melanocarpa by using ultrasound is yet another example of
ultrasound-assisted extraction to overcome the limitations
such as high instability, heat sensitivity and damage during
purification.>® Phosvitin (Pv) is extracted from egg yolk by
using ultrasonic thermal assisted extraction (UTAE) for its anti-
oxidant properties and its use resulted in the increase in
protein recovery.”® Jackfruit peels contain phenols that are
extracted by using ultrasound along with a microwave-assisted
extraction technique to obtain a yield of 8.14 mg gallic acid
equivalent after the extraction process.>® Ultrasound (240 W,
30 min) is employed for the extraction of polyphenols from
rapeseed meal but results in the formation of free radicals
causing a decrease in its antioxidant activity. To prevent
radical formation, extraction was performed along with nitro-
gen (5 L min~") which could be recycled making the process
effective.’>” Lipids obtained from microalgae chlorella are used
as biodiesel by using alumina particles along with ultrasound
(60-360 W, 15-60 min) for increasing the surface area further
enhancing the generation of bubbles during the cavitation
process.’® The extraction of bioactive components from Nepeta
binaludensis was carried out for its antioxidant properties by
using an ultrasound-assisted extraction process to obtain total
phenolic content of about 402.6 mg mL™'.*° Antioxidants from
the common bean Phaseolus vulgaris have been extracted using
ultrasound (68 min, 480 W) for its anti-tumor, anti-mutageni-
city, etc.®® Flavonoids are also extracted from Euonymus alatus
with the help of ultrasound for extraction and by using an
aqueous base consisting of PEG as its solvent system.
Optimization of the extraction process was carried out using
RSM while the time required for extraction was 15 min at a
temperature 90 °C and an ultrasonic frequency of 20 MHz.%
Raspberries contain polyphenols like tannins and anthocya-
nins that are extracted for their antioxidant and anticarcino-
genic properties using UTAE along with microwave resulting in
an increase in the extraction efficiency. An ultrasonic fre-
quency of 35 kHz for 120 min at a temperature of 40 °C was
applied for the extraction along with microwave at a rate of 90
W min".%> Ultrasound is also employed for the extraction of

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 2 Ultrasonic parameters used and yield obtained for various extraction processes

Sr. No. Purpose Parameter Yield Ref.

1. Oil from Papaya seeds Power-250 W 32.27% 39
Time-20 min

2. Thymol from Plectranthus amboinicus Frequency-20 kHz 5.51% 38
Power-130 W
Time-23 min
Temperature-55 °C

3. Silica and Lignocellulose from Rice Husk Time-70 min 40% 41

4. Ginsenosides from Panax ginseng Frequency-40 kHz 64.53% 64
Power-250 W

5. Psoralen, Isopsoralen, bavachin from Psoralea corylifolia Power-300 W 28.4% 71
Time-20 min

6. Rhein from Cassia fistula Frequency-45 kHz 14.98% 42

7. Polysaccharides from Orchis chusua Power-390 W 48.6% 72
Temperature-60 °C
Time-50 min

8. Polysaccharides from Trametes orientalis Power-114 W 7.52% 43
Time-11 min

9. Flavonoids from Cyclocarya paliurus Power-108.3 W 34.24% 45
Time-30 min

10. Lycopene from Tomato paste waste Intensity-70 W m™ 74.58-87.25% 48
Time-10 min

11. Cyaniding-3-o-galactoside (C3G) from Aronia melanocarpa Frequency-75 kHz 13.01g 54
Time-6 h
Temperature-18.8 °C

12. Pectin from Pistachio Power-150 W 59.33% 65
Time-30 min

13. Pectin from Eggplant Power-50 W 33.64 mg 66
Time-30 min

14. Phenols from Jackfruit peels Frequency-40 Hz 8.14 mg 56
Power-50 W

15. Arabinoxylan Power-50 W 27.78% 73
Time-25 min

16. Oil from Camellia sinensis Power-440 550 W 31.52% 74
Time-38 min

17. Phenolic compounds from Citrus aurantium Frequency-40 kHz 95.84 mg 67
Power-100 W

18. Polysaccharides from Mentha haplocalyx Power-300 W 9.41% 75
Time-28 min
Temperature-70 °C

19. Anthocyanins from Pyrus communis Power-162 W 0.343 mg g™* 76
Time-11 min
Temperature-71 °C

20. Bioactive components from Nepeta binaludensis Temperature-25 °C 10.93% 59
Time-15 min

21. Proanthocyanidins from Brewers spent grains Frequency-400 W 1.01 mg g™ 77
Time-55 min

22. 0Oil from clove Power-100-500 W 71.55% 68
Time-20 min

23. Phenolic components from Punica granatum Frequency-20 kHz 42.45% 70
Power-500 W
Time-15.12 min

24. Saponins from Medicago sativa Power-112 W 1.61% 78
Time-2.84 h

micro traces of arsenic present in soil by using solid phase
extraction along with the use of magnetic ion impregnated
polymer. An ultrasonic frequency of 50 Hz with an ultrasonic
power of 330 W for 50 min at 60 °C temperature was used.’?
Extraction of ginsenosides from flower buds of Panax
ginseng,® pectin from pistachio® and eggplant,®® phenolic
compounds from Citrus aurantium,” essential oils from
clove,’® caffeine from guarana seeds® and phenolic com-
pounds from Punica granatum’® was also conducted under the

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

Temperature-76.8 °C

influence of ultrasound. The ultrasonic applications in
the extraction process and their yields are summarized in
Table 2.

Despite the advantages, ultrasound assisted extraction
includes limitations like complete removal of chemical sol-
vents in extraction to achieve satisfactory yields. Future studies
are warranted to understand the mechanisms and compare
the results. Analysis of the ultrasound power used for extrac-
tion, the control and temperature compared to non-conven-
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tional extraction methods, pretreatment and sequential extrac-
tion technological variations needs to be conducted.”®*°

2.3. Gene therapy

Gene therapy is considered as a minimally invasive mode for
the treatment of various diseases like cancer, alopecia, etc. by
bringing about replacement or modulation of a multifunc-
tional gene.®’ Gene therapy uses two basic approaches - the
viral approach, involving the use of recombinant vectors like
adenovectors, lentivectors, etc. and the non-viral approach that
makes the use of nanobubbles, nanodroplets, microbubbles,
micelles, etc. Non-viral approach is a better alternative for gene
delivery as it can undergo the scale-up process easily and
shows low immunogenic toxicity.®? In the case of the non-viral
approach, microbubbles are one of the most commonly uti-
lized vectors for gene delivery through cavitation-induced
pores. Exposure of low amplitude ultrasound to microbubbles
results in the formation of synchronized vibrations through
cavitation, growth, oscillation and eventually collapse of small
gas bubbles in the fluid. Increasing the pressure also results in
an increase in amplitude shifting the vibrations to propagate
through the bubble surface. On further increasing the
pressure, the bubbles collapse and the internal gas penetrates
the shell in the form of a microjet, helping in the delivery of
drugs and genes. The adsorption of the microbubbles on the
tissue surface takes place due to the ultrasound-produced
Bjerknes force.”> These gas-filled microspheres or micro-
bubbles are protected by a shell that helps in developing rigid-
ity and is frequently used in imaging techniques with the help
of ultrasound. Cavitation increases the permeability of cell
membranes to allow nucleic acids to passively diffuse into the
cytoplasm via cavitation-induced pores.” Excess retention of
microbubbles in the blood vessels due to the size is one of the
limitations of this approach.®* Application of ultrasound
results in the generation of pores that help in the transpor-
tation of microbubbles.®> Several experiments are conducted
wherein microbubbles are employed for the delivery of genes.
In the case of delivery of the miR-449a gene for the treat-
ment of lung cancer via microbubbles, miRNA-449a is poorly
expressed in lung cancer and the expression of this gene is
reduced as lung cancer progresses stage-by-stage. Therefore,
miR-449a delivery is essential in the case of lung cancer with
the help of ultrasound in order to enhance the penetration of
actives into the tumor cells.®® In the case of development of
multi-drug resistance for chemotherapy, targeted delivery is
used as an alternative. Knockdown of highly expressed ESE-1
by combinational use of microbubbles and ultrasound for the
delivery of siRNA was found to be effective in treating breast
cancer cell lines MDA-MB-468 and BT474.%” Ultrasound driven
gene delivery is also used in the treatment of Alzheimer’s
disease that is characterized by excessive accumulation of
amyloid B (Ap). Microbubbles were used for this purpose, as
viral gene delivery was found to be unsatisfactory due to tox-
icity and immune response. Human Neprilysin was delivered
to the skeletal muscles with the help of ultrasound that acts as
a rate-limiting step in AP degradation. Optimized ultrasound
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parameters of 1.7 MHz frequency, 1.0 W cm™ intensity for
1 min were used during the experiment.®® Gene delivery for
bone remodeling in the case of fracture for the delivery of the
miR-29b-3p gene that helps in osteogenesis, which was con-
firmed in mesenchymal cells derived from the bone marrow
cells of the mouse. On injecting miR-29b-3p into the bone
marrow, there was an increase in bone volume fraction. The
use of ultrasound helped to enhance cell permeability as a
result of shear stress and thermal effects.®® Ultrasound is also
used for the delivery of siRNA into non-proliferating T-cells
wherein non-viral transfection is difficult. Thus, ultrasound of
frequency 2.5 MHz and 1.29 W cm™? intensity for 5 s was
employed for the delivery of siRNA incorporated as micro-
bubbles for efficient transfection. Incorporation of siRNA into
T-cells was utilized for the treatment of various diseases by
gene silencing, reducing the protein levels or preventing the
entry of viruses.”® The use of microbubbles for the delivery of
the Cas 9 protein complex with sg-RNA for the treatment of
alopecia by the application of ultrasound is another appli-
cation of ultrasound. Alopecia results in the deficiency of the
SRD5A2 gene that is considered as a target for treating alope-
cia. Cas 9 protein helps in gene editing and its efficiency
increases on complexation with sg-RNA. But the complex when
used alone tends to undergo degradation by proteases or is
neutralized by binding to blood and serum proteins. As a
result, they were incorporated into microbubble conjugated
nanoliposomes for efficient delivery of the gene to the targeted
site. The encapsulation efficiency of nanoliposomes was found
to be low (42%) which was increased by coating with PEI
where it increased up to 82% due to the use of a high acoustic
frequency of about 1-5 MHz.”!

Other than microbubbles, nanodroplets are also adopted
for the delivery of gene micro RNA-122 (miRNA-122) by the use
of ultrasound for the treatment of hepatocellular carcinoma.
Delivery of miRNA-122 resulted in the down-regulation of the
HCC tissues but direct delivery led to degradation. To prevent
the gene from degradation the nanodroplets consist of a shell
made up of PGA-g-mPEG. Application of ultrasound (with para-
meters 1.2 W cm™ intensity, 1 MHz frequency for 1 min) trig-
gered perfluoropentane transition from the gas to liquid phase
resulting in the formation of vapors. In vitro studies showed an
increase in the transfection efficiency of nanodroplets due to
their exposure to ultrasound.’> Nanobubble treated HCC by
delivering shRNA by coating with PEI to prevent shRNA degra-
dation from RNAase enzymes. Optimized parameters for the
use of ultrasound were found to be 1 MHz frequency and 1.1
W cm™? for 60 s.”> Another method for the delivery of genes is
by using cationic biosynthetic nanobubbles coated with PEI
prepared from Halophilic Archaea acting as a contrast agent
where PEI was used not only for the protection of BNBs but
also for increasing the loading capacity of the BNBs. It also
converted the zeta potential of BNBs, which was previously
negative to change to positive for gene transfection. Contrast
signals obtained at 18 MHz were found to be the most satisfac-
tory and other parameters selected were 0.6 MPa acoustic
pressure for 60 s for the in-vitro gene delivery in the 293Tcells
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and 4T1 cells. Thus, CBNBs were found to be effective at deli-
vering genes by using ultrasound as it showed improved trans-
fection efficiency.”® In the case of neurological diseases, neural
stem cells are considered as one of the targets as they are
capable of generating new glial cells. Ultrasound responsive
carriers were utilized for the delivery of the naked plasmid to
the site of action. Optimum parameters for the delivery of
nanocarriers-nanobubbles and bubble lipoplexes were found
to be 1 W cm™ for 60 s. This was found to be an effective way
for treating neurological diseases as the levels of transgene
expression of nanobubbles and bubble lipoplexes were found
to be higher than that of the polyplexes and its expression was
found to be higher in the brain and the spinal cord.”* Low-
intensity ultrasound radiation helps in reducing the expression
of the androgen receptor, a potential target in the case of pros-
tate cancer, by using plasmid-based shRNA.””> The periodontal
bone defect is a result of overexpression of the miR182 gene
that results in the suppression of the transcription factor
which is responsible for bone differentiation. Pulsatile ultra-
sound of low intensity helped in the inhibition of miRNA 182
to enhance bone differentiation in human primary periodontal
ligament cells.”®

2.4 Theranostic

Theranostic is a combination of therapeutic and diagnostic
applications that shows a significant effect in the treatment of
cancer (Fig. 5) and the delivery of stem cells.”””*® A combi-
nation of ultrasound and photoacoustic imaging was utilized
for the visual tracking of stem cells with the help of gold nano-
spheres as the contrast agent.’® One of the problems faced
during the delivery of anticancer drugs is the efflux of the drug
caused due to transporting proteins. Microbubbles along with
ultrasound could be utilized effectively for theranostic pur-
poses in bone cancer as they possess the ability to permeate
the cell membrane and enhance drug penetration into the
tumor cells. A widely known anti-cancer drug doxorubicin was

Cancer
Patient

Fig. 5 Theranostic application of ultrasound in cancer.
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encapsulated in the microbubbles and CEUS imaging was
used for diagnostic purposes. A 1.8 fold vascularity, 1.7 fold
flow and 2.7 fold perfusion were detected after using CEUS
technology, similarly, a 3.7 fold suppression of tumor cells was
seen due to the controlled release of doxorubicin from the
microbubbles.'® Another carrier for the delivery and diagnosis
of doxorubicin to breast cancer cells was synthesized, wherein
poly(MAA-co-MBA-co-AA) nanocontainers were modified using
gold nanoparticles as a carrier. Ultrasound was applied for the
synthesis of nanocontainers for 10 min and MTT assay was
performed to determine the anti-tumor activity. A sustained
release of doxorubicin was seen (29% at pH 4.6 while 8% at
pH 7.4). Confocal laser scanning microscopy was performed
for diagnosis purposes depicting that the nanocontainers were
localized in the nucleus where doxorubicin was released and
intercalated with the double-stranded DNA.'®" A new nanodrug
for theranostic applications was prepared by using Transferrin,
Dihydroartemisinin, t-buthionine-sulfoximine and CellROX in
the form of a liposome. Ultrasound was applied for the syn-
thesis of Tf-DBC nanoparticles. The nanodrug synthesized
resulted in the tumor-specific amplification of intracellular
oxidative stress leading to cell death and the diagnostic pro-
perties were provided by CellROX, a fluorescent probe in
imaging."*>

2.5 Tissue engineering

The use of ultrasound in tissue engineering is found to be yet
another widely used application. LIPUS is an USFDA approved
treatment in the case of fracture, osteoarthritis, also in the
generation of several genes responsible for tissue healing.’”
Synthesis of hydroxyapatite, a component of bone tissue along
with collagen, by ultrasound is applied in tissue engineering,
implants, drug delivery, orthopedics and inhibition propa-
gation of cancer cells. Here, the synthesis was carried out via
dual-frequency, generated by the combined use of an ultra-
sonic horn (25 kHz) and an ultrasonic bath (40 kHz). The
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/
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introduction of the second wave helps in the reduction of
standing wave formation leading to improvement in the dis-
persion of other reagents. Optimum conditions for the experi-
ment were found to be an ultrasonic power of 280 W for
30 min.°® LIPUS can be utilized for tissue engineering in
dental follicles as seen in the results of the study that was con-
ducted on rats. An ultrasonic frequency of 1.5 MHz, an ultra-
sonic intensity of 90 mW c¢cm >, and a pulse duration of 200 ps
for 20 min were the optimized experimental conditions. Tissue
regeneration in rats was due to mRNA expression of genes
related to osteogenesis which resulted in in vitro mineraliz-
ation of nodules.”® Electrospinning is one of the techniques in
the production of nanofiber scaffolds that could be devised for
the natural wound healing process by exposure to ultrasound
(frequency of 2.1 MHz) modifying the diameter of the fibers to
obtain unique and controlled characteristics.’®® Piezoelectric
nylon-11 nanoparticles were synthesized by using an anti-
solvent technique to enhance the differentiation of stem cells
with the help of ultrasound. Ultrasound application proves to
be a non-invasive way to enhance the DPSC osteogenic differ-
entiation process.'®’ HIFU is a USFDA approved method for
the treatment of bone metastasis. Thermal activation of the
gene was achieved by HIFU exposure at different intensities for
2 min for inducing a two-component gene switch.'*?

2.6 Miscellaneous

Several other applications of ultrasound such as in thera-
peutics, diagnostics, etc. make use of ultrasound. Diagnosis of
diseases by using ultrasound is one of the most commonly
used applications of ultrasound. Microbubble is an ideal
choice for diagnosis when exposed to high acoustic frequency
as these microbubbles result in nonlinear oscillations causing
an emission of harmonics. Ultrasound can be utilized for diag-
nostic purposes due to its ability to detect contrast agents. The
presence of a disease conditions shows a difference in the
uptake of contrast agents that are easily detected by using
ultrasound.’® Ultrasound in combination with nanocrystals
could be used for the generation of ROS affecting the viability
of the cell as well as proliferation. The synergistic effect of
amino propyl-functionalized ZnO nanocrystals with ultrasound
resulted in the formation of ROS with the help of inertial cavi-
tation. This regulation of ROS generated in the cells is necess-
ary for the survival or death of the cells. Ultrasound (frequency
of 1 MHz with a power of 0.9 W cm™? for 20 min) acts as an
external stimulus due to its enhanced penetration ability.
Ultrasound was used for diagnosis due to real-time imaging,
cost-effectiveness and portability but has low sensitivity. In
order to overcome this drawback ultrasound was applied along
with microbubbles to penetrate through the cells and produce
the required actions and gold nanoparticles act as a contrast
agent for imaging purposes. The acoustic energy generated
due to the bubbles resulted in the enhancement of the ultra-
sonic contrast. The photocatalytic ability of the nanoparticles
was controlled by laser irradiation.'®* Another application of
ultrasound is in analysis and it offers many advantages e.g.
unlike NIR spectroscopy analysis, ultrasound prevents the pre-
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treatment of materials essential for analysis. Ultrasound for
the monitoring of glucose in the cell cultures by using online
ultrasound-assisted near-infrared spectroscopy with a transdu-
cer emitted an ultrasound frequency of 2.02 MHz. The concen-
tration of glucose in the cells was obtained using the
Calibration Model.'®® Ultrasound helps in the cleaning
process of the root canal, showing its application in dentistry.
Ultrasound (30 kHz) helped in the removal of microorganisms
by increasing the penetrability of endodontic irrigants such as
chlorhexidine digluconate (2%), showing a high cleaning
efficiency.'® A lab on chip ultrasonic device, an application of
ultrasound, is a nondestructive way of measuring changes in
the mechanical properties of the cell culture microenvi-
ronment. The measurement was performed with attenuated
signals that reached the piezoelectric receivers and no changes
were seen in the phenotype of the cells."®® Diagnosis of breast
cancer with the help of the identification of vascular mor-
phology features of the tumor was performed on a mouse
model as another application of ultrasound. An ultrasonic fre-
quency of 30 MHz was applied for conducting the experiment
and a statistical clustering algorithm was used to identify the
different torturous vessels."®”

3 Conclusions

Ultrasound, discovered in the 1950s, has since then found
several applications in the field of pharmaceuticals as well as
biomedical science. The article mentions the recent appli-
cations of ultrasound as a non-invasive route for the treatment
of several diseases and also for its enhanced penetration of
cells which helped greatly not only in the delivery of drugs/
genes, but also in the extraction of various essential biological
components from plants, in the synthesis of several com-
pounds, in the field of theranostics — a combination of diagno-
sis and therapy, in tissue engineering, etc. Multiple emerging
research applications include targeting therapeutics effectively
to tumors, exploration of synergistic effects of macro/micromo-
lecules to enhance therapeutic effects, and achievement of
real-time analysis in tumor treatment of ultrasound responsive
therapeutics. Additionally, safety and biocompatibility con-
cerns must be addressed for in vitro and in vivo translation.
The ongoing research areas in disease conditions such as
infections, cancer, cardiovascular, Alzheimer’s, etc., are
recently explored with the aid of nanoparticles for ultrasound-
mediated drug delivery. Despite the advantages, multiple chal-
lenges are associated with it in biomedicine particularly in
drug/gene delivery like development and optimization of mul-
tifunctional carrier systems, damage to the surrounding
tissues and normal cells due to higher accumulation of thera-
peutics in the tumor site as a result of ultrasonication, etc.
Additionally, ultrasound can cause heating and damage to the
biological tissues due to ultrasonic heating by production of
large pores with difficulty in resealing. Conversely, various
ultrasound intensities can be modulated for multiple appli-
cations in biomedicine and further research is warranted for
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the same. The use of ultrasound makes the process cheap,
safe, easy, convenient and a greener approach for providing a
brighter future in several fields. Significant clinical trials on
humans demonstrate the potential of ultrasound as an
effective strategy in biomedicine.

Abbreviations

ESE-1 Epithelium restricted transcription factor 1

ROS Reactive oxygen species

tF-DBC Transferin-dihydroartemisinin

MTT 3-(4,5-Dimethylthiazolyl-2)-2,5-
diphenyltetrazolium

CEUS Contrast-enhanced ultrasound

HIFU High intensity focused ultrasound

DPSC Dental pulp stem cells

USFDA U S Food and Drug Administration

LIPUS Low intensity pulsed ultrasound

UTAE Ultrasonic thermal assisted extraction

GAE Gallic acid equivalent

PEG Polyethylene glycol

IL Ionic liquids

PET Polyethylene terephthalate

FTIR Fourier transform infrared

NMR Nuclear magnetic resonance

US-RESSAS Ultrasonic-assisted rapid expansion of supercriti-
cal solution into aqueous solution

CNT Carbon nanotubes

AR Androgen receptor

HCC Hepatocellular carcinoma

PEI Polyethyleneimine

NIR Near infrared

sg-RNA Single guide RNA

CBNBs Cationic biosynthetic nanobubbles
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