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Abstract: Shock waves, as used in medicine, can induce cell permeabilization, genetically trans-

forming filamentous fungi; however, little is known on the interaction of shock waves with the cell 

wall. Because of this, the selection of parameters has been empirical. We studied the influence of 

shock waves on the germination of Aspergillus niger, to understand their effect on the modulation 

of four genes related to the growth of conidia. Parameters were varied in the range reported in 

protocols for genetic transformation. Vials containing conidia in suspension were exposed to ei-

ther 50, 100 or 200 single-pulse or tandem shock waves, with different peak pressures (approxi-

mately 42, 66 and 83 MPa). In the tandem mode, three delays were tested. To equalize the total en-

ergy, the number of tandem “events” was halved compared to the number of single-pulse shock 

waves. Our results demonstrate that shock waves do not generate severe cellular effects on the vi-

ability and germination of A. niger conidia. Nevertheless, increase in the aggressiveness of the 

treatment induced a modification in the four genes tested. Scanning electron microscopy revealed 

significant changes to the cell wall of the conidia. Under optimized conditions, shock waves could 

be used for several biotechnological applications, surpassing conventional techniques. 

Keywords: Shock waves; Acoustic cavitation; Gene expression; Aspergillus niger; Cell permeabili-

zation; Fungal germination.  

 

1. Introduction 

Aspergillus niger is one of the most important fungi used to produce food ingredi-

ents, pharmaceuticals and industrial enzymes [1]. An example is the production of over 

1.75 million tons of citric acid annually [2–5]. Its proliferation occurs through nonmotile 

spores, that is, via single nucleus cells called conidia. Modifying the structure of their 

cell wall has potential industrial relevance [6–11] because it may enhance the response to 

stress [6] and increase the production of compounds and metabolites [12–13].  

The germination stage of conidium is preceded by a process during which it passes 

from a vegetative stage to an active state [12,14]. Establishing the conditions of this pro-

cess is important to optimize the use of A. niger to obtain compounds of industrial rele-

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 26 August 2022                   doi:10.20944/preprints202208.0455.v1

©  2022 by the author(s). Distributed under a Creative Commons CC BY license.

https://doi.org/10.20944/preprints202208.0455.v1
http://creativecommons.org/licenses/by/4.0/


 

 

vance [15]. It has been suggested that the use of emerging technologies could promote 

the growth of fungal cells or the production of enzymes from bacteria and fungi [16–19]. 

Disturbing the surface of the cell wall may also increase the efficiency of genetic trans-

formation, which is important to produce large amounts of biomass and a wide variety 

of metabolites, enzymes and compounds, such as antibiotics, insulin, hepatitis vaccines 

and anticoagulants [20–22]. Unfortunately, standard genetic transformation methods are 

cumbersome, have low efficiency and poor reproducibility. 

Underwater shock wave-induced transformation of fungi has proven to be an op-

tion to solve these difficulties [23–28]. During the transformation of filamentous fungi, 

acoustic cavitation is believed to be the main phenomenon acting on the cell walls; 

[25,29,30] however, little is known about the details of the mechanisms involved. 

Shock waves used for the transformation of bacteria and fungi have a 0.5–3 μs 

compression peak (p+ = 10–150 MPa), followed by a 2–20 μs rarefaction pulse (absolute p- 

value ~ 5–30 MPa). The bubble dynamics of shock wave-exposed fluids are influenced 

by the magnitude of the peak positive and negative pressure pulse, the full width at half 

maximum (FWHM) and the rise time (tr) of the shock wave [31–34]. These parameters 

depend on the generation principle, focusing mechanism, initial energy, type of vial, wa-

ter conditions, and suspension inside the vial. Acoustic cavitation, formed from mi-

crobubbles and nucleation sites contained in the shock wave-exposed fluid, produces 

shear stress, secondary shock waves, and high-speed microjets affecting conidia in the 

nearby vicinity. As the positive pressure pulse arrives, these tiny bubbles are com-

pressed. After the shock wave passes, the pressure difference between the interior and 

exterior of each bubble and the trailing tensile phase of the pressure profile, trigger bub-

ble growth. Between approximately 50–700 µs later, the bubbles suffer a violent asym-

metric collapse. Because of this, the fluid on one side of the bubble accelerates inwardly 

faster, resulting in the emission of a secondary shock wave and the development of a 

high-speed (up to 700 m/s) microjet of fluid that burrows through the bubble and has 

been reported to act as a microsyringe capable of injecting fluid from the outside into the 

cell [31,33,35]. Microbubble collapse and shear stress have been reported to be the main 

mechanisms producing effects in human cells [36]. 

The microjet emission can be enhanced if a second shock wave arrives during bub-

ble collapse [37,38]; however, if the second shock wave arrives too early, it may suppress 

the bubbles generated by the first shock, reducing the bubble collapse energy. The influ-

ence of these so-called tandem shock waves on membrane permeabilization was con-

firmed by showing that they significantly improved DNA delivery into microscopic 

fungi [29]. 

A. niger can reproduce both sexually and asexually. Its asexual lifecycle starts with 

one conidium. The conidium has an average size between 3 and 5 µm. Its hydrophobic 

wall allows it to be transported by the wind while remaining dormant, until it finds an 

environment with enough nutrients to activate its metabolism [39]. From this moment 

on, the conidium starts a so-called isotropic growth [40]. After approximately 6–8 h, it 

develops into a germ tube [41]. Later, the germ tube grows by apical extension, forming 

a multinucleated cell divided by septa, referred to as hypha. Some ramifications develop 

conidiophores, that is, structures that produce clones of the original conidium [10,12,42]. 

The development of conidial fungi begins with the germination process, which is 

classified into two growth stages: isotropic and polarized [41,43]. Isotropic growth oc-

curs during the first morphological change in germination. It includes water uptake and 

growth due to the addition of new cell wall material [12] via the activation of metabolic 

activities (DNA, RNA, and protein synthesis). At the end of this stage, the cell diameter 

increases twofold or more. During growth, the swollen conidia deform, leading to a 

germ tube. The resulting tube is characteristic of polarized growth [41]. The final stages 

are characterized by an increase in the speed of growth of the germ tube [14], triggering 

the functional organization of the hyphal tip, which will establish some interhyphal fu-

sions by branching creating a fungal mycelium [44]. 
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The cell wall of filamentous fungi is an essential component for morphogenesis and 

cell viability as well as protection against external ambient stress factors [45–47]. Its 

structure is a physically rigid layer formed mainly of networks of carbohydrates (β-1,3 

glucan, β-1,6 glucan, chitin), proteins (mannoproteins, hydrophobins), and other surface 

components, such as melanins [7,48]. 

Modification of the fungal cell wall can be induced either by changing its physical 

properties or by triggering molecular signaling pathways [49]. Physical treatments such 

as heating and exposure to microwaves, ultrasound, shock waves and other pressure 

variations can affect its shape and structure. As reported by Gomez-Gomez et al. [50], 

the application of ultrasound on fungal spores resulted in cell wall wear, reflected by a 

thinner wall, an uneven width, and the appearance of some dissolved areas. These mod-

ifications can activate the pathway of cell wall integrity (CWI) induced by the response 

of fungal conidia to environmental stimuli [7]. The signaling of the CWI is induced by 

complex genetic machinery and has an impact on wall remodeling. One mechanism of 

this pathway is the activation of the putative-protein-sensor-cell-wall-stress responsive 

components (Wsc1p-Wsc4p), that stimulate the small Ras homologous (Rho) GTPases, 

which are signaling molecules that control several downstream mechanisms, ensuring 

cell wall biogenesis, actin organization and polarized secretion [9,51,52]. 

The main goal of this research was to study the influence of underwater shock 

waves on the germination of A. niger, as well as to understand their effect on the modu-

lation of four genes related to the stress pathways involved in the growth and develop-

ment of conidia, focusing on the determination of parameters such as the peak positive 

pressure, FWHM, delay of tandem shock waves, and water conditions to diminish co-

nidia mortality. This could contribute to the optimization of shock wave applications for 

genetic transformation, and result in a better production of metabolites and compounds 

of industrial relevance, while maintaining relatively high cell viability. Our results can 

provide useful information to the biotech industry and for groups doing research on 

shock wave exposure of A. niger. To the best of our knowledge, this is the first study of 

the effects of shock waves on conidial germination. 

2. Materials and Methods 

2.1. Experimental setup 

As shown in Figure 1, the experimental shock wave generator consists of a Lucite 

water tank (base 675 × 675 mm, height 450 mm) with a precision xyz positioning system 

(UniSlide® Assemblies (Velmex, Inc., Bloomfield NY, USA) mounted on top of it. A pie-

zoelectric shock wave source (Piezolith 2501, Richard Wolf GmbH, Knittlingen, Germa-

ny) was used to generate either single-pulse or tandem shock waves by high-voltage 

discharges applied to an array of 3000 piezoelectric crystals mounted on a hemispherical 

bowl-shaped backing. Approximately 230 µs after the electric discharge, a shock wave 

arrives at the center of the sphere (F). The electroacoustic transducer is self-focusing be-

cause of the spherical shape of the arrangement. The nonlinearities and steepening of the 

pressure pulse during propagation produces a shock wave at the focal zone. The con-

cave side of the shock wave source at the bottom of the tank is insulated by a polymer. 

To be able to generate tandem shock waves at the desired delay, a pulse generator trig-

gers two discharge circuits, this is, two capacitors are charged by a high voltage trans-

former until their trigger is fired. With this system, two shock waves can be emitted with 

an adjustable delay between 50 and 950 μs. More information on this shock wave gener-

ator can be found in the literature [29]. 
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Figure 1. Sketch of the piezoelectric shock wave generator used to expose suspensions of fungal 

conidia to single-pulse and tandem shock waves. R = 345 mm. (Figure adapted from [53]). 

2.2. Pressure measurements and high-speed imaging 

A total of five pressure profiles were recorded inside one of the water-filled vials 

described below, using a polyvinylidene difluoride (PVDF) needle hydrophone (Imotec 

GmbH, D-5102 Würselen, Germany) with a 20 ns rise time and fed into a 300 MHZ digi-

tal oscilloscope (Tektronix Inc., Beaverton, OR, USA, model TDS3032). The water level 

and temperature were fixed at 80 mm above F, and 25 °C, respectively. The tank was 

filled with tap water for both pressure measurements and shock wave exposure to the 

suspension-filled vials. 

As an aid to select convenient delays for the tandem mode, a high-speed Motion 

Pro x4 (Integrated Design Tools, Inc., CA, USA) camera was used to record cavitation 

bubbles inside a sealed vial containing water and air. Images of bubble expansion and 

evolution were captured at 30,000 frames per second (fps) in the single-pulse mode, us-

ing a discharge voltage of 4.0, 5.0 and 6.0 kV. All reported voltages had an uncertainty of 

± 0.125 kV. 

2.3. Fungal cell culture and sample preparation 

A. niger strain CBS 513.88 was grown for 6 days on Aspergillus minimal agar to 

promote conidiation at 30 °C as described by Kaminskyj [54]. Conidia were harvested 

from the sporulated fungus by adding 5 mL of liquid minimal media. To separate the 

mycelium and conidial heads, the suspension was filtered with 3 layers of Miracloth 

(EMD Millipore, MA, USA, catalog number: 475855). Next, the suspension was diluted 

to a concentration of 1.5 × 106 cells per milliliter. The conidia were counted with a 

Neubauer chamber. Conidia were chosen for this study because it is relatively easy to 

separate them into individual cells. 
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2.4. Shock wave application 

For each treatment, 1.5 mL of conidia in suspension were transferred into 4 mL ci-

gar-shaped (41 mm long, 13 mm in diameter) sterile polyethylene transfer pipettes 

(Thermo Fisher Scientific, Waltham, MA, USA) that were cut approximately 20 mm 

above the stem and heat-sealed before the shock wave treatment. Each vial was posi-

tioned vertically so that the center of the suspension coincided with the focus F of the 

shock wave generator, using two laser pointers mounted horizontally at the focal plane 

on perpendicular sides of the water tank (Figure 1). The error in positioning the vials 

was estimated to be ± 0.5 mm. Three peak positive pressure values (42.04 ± 1.06 MPa, 

generated at 4 kV, 66.48 ± 1.49 MPa, generated at 5 kV, and 82.77 ± 1.21 MPa, generated 

at 6 kV) and two shock wave modes (single-pulse and tandem) were tested. The peak 

positive pressure values and the number of applied shock waves were chosen based on 

previous reports [23,29] and preliminary experiments (data not shown). For simplicity, 

instead of mentioning the three pressure values used, in the remaining part of the article 

we will refer to their corresponding discharge voltages, i.e., 4, 5 and 6 kV. The number of 

shock waves applied was 50, 100 or 200. Fifty-seven sample vials were divided into 18 

treatment groups and one control group; each group consisted of three vials, inde-

pendently exposed to the same conditions. All groups were randomized before shock 

wave exposure. The discharge rate was fixed at 0.5 Hz for both single-pulse and tandem 

shock waves. To equalize the total energy input to each vial, the number of tandem 

“events” (one event consisting of a pair of shock waves) was halved compared to the 

number of single-pulse shock waves. The water level and the water temperature were 

the same as for the pressure measurements. 

2.5. Measurement of cell viability 

Immediately after conidia exposure to shock waves, serial dilutions (1:10) were 

made for each sample until reaching 1.5 × 104 conidia/mL. From this, 25 µL were inocu-

lated onto Petri dishes with minimal medium agar. They were incubated at 30 °C for 48 

h. Colony-forming units (CFU) were counted against the light. The calculation per milli-

liter was made using the formula (CFU = number of colonies × dilution) / inoculation 

volume. The development of the control group was compared with the shock wave-

exposed groups. All cell viability tests were performed in triplicate. 

2.6. Morphological analysis and its quantification 

Petri dishes were covered with a film of minimal media agar and 50 µL of conidia 

suspension from each vial were added to each plate and covered. The samples were ob-

served under a BX40 optical light transmission microscope (Olympus Co., Tokyo, Japan) 

0, 4, 6, 8, 10 and 12 h after shock wave or sham treatment at a storage temperature of 30 

°C. A total of 100 conidia were analyzed per sample (vial). Photographs were taken with 

a CS2100M-USB camera (Thorlabs, Inc., NJ, USA). The analysis of the photographs was 

conducted with image processing software (ImageJ, National Institutes of Health, Be-

thesda, MD, USA). The first determination was the percentage of conidia that developed 

a germ tube between the sixth and the twelfth hour. The second observation was the 

swelling of the conidia by measuring their area from the beginning until the tenth hour. 

All measurements were performed by the same person. 

2.7. Statistical design and data analyses 

Combining the voltage (4, 5 or 6 kV), the number of shock waves (50, 100 or 200) 

and the shock wave mode (single-pulse or tandem) resulted in 19 experimental groups, 

i.e., 18 (3 × 3 × 2) treated and 1 control group (without shock wave exposure), to be treat-

ed in a randomized order. Cell viability among treatments was statistically compared by 

a Kruskal–Wallis test. With respect to the morphological analyses, for each of the 19 ex-

perimental groups, the corresponding data were considered as time profiles of repeated 

measures along the sampling times mentioned before. To interpret differences between 
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treatments, a local polynomial curve was adjusted for each group, and then bootstrap in-

tervals at 95% were obtained [55], programmed in the R software environment. 

2.8. Scanning electron microscopy 

Treated and control conidia fixation was performed by mixing one volume of co-

nidial suspension and one volume of glutaraldehyde (Electron Microscopy Science, Hat-

field, PA, USA), dissolving in sodium cacodylate buffer 0.1 M, pH 7.4 (Electron Micros-

copy Science) and incubating for one hour. After this, the samples were centrifuged at 

7500 × g, the supernatant was removed, and the pellets were washed two times with so-

dium cacodylate buffer 0.1 M, pH 7.4 for 10 min and stored for 24 h at 4 °C. After that, 

the sodium cacodylate buffer was replaced with osmium tetroxide (Electron Microscopy 

Science, Hatfield, PA, USA) in sodium cacodylate buffer, and the cells were kept there 

for 1 h. Then, the dehydration process was started by submerging the samples in ethanol 

(10, 30, 50, 70 and 100%) for 10 min in each solution. Finally, the ethanol was replaced by 

liquid CO2 with a critical point dryer CPD2 (Ted Pella, Inc., CA, USA), and the conidia 

were coated with a gold nanoparticle layer (20 nm) using a sputter coater EMS 550 (Elec-

tron Microscopy Sciences, Hatfield, PA, USA) and observed with a JSM-6060LV (JEOL, 

Tokyo, Japan) scanning electron microscope. 

2.9. RNA extraction 

For RNA isolation, 1.5 mL of conidia were analyzed in duplicate. Briefly, the sam-

ples were centrifuged at 16600 × g at 5 °C for 3 min. Then, the supernatant was discarded 

and the pellet was washed with 500 µL RNAse-free water. Afterward, the pellets were 

frozen in liquid N2 and the RNA was extracted using an Allprep Fungal 

DNA/RNA/Protein kit (cat no. 47154, www.qiagen.com) as follows. The conidia were re-

suspended in 367.5 µL of the HC solution and 3.6 µL of B-mercaptoethanol and the solu-

tion was vortexed for 2 min. Then, the sample solution was transferred to a power bead 

tube (Qiagen GmbH, Hilden, Germany, catalog number 13116-50), frozen in liquid N2, 

and vortexed at a maximum speed for 5 min. This step is the lysis step and it was re-

peated 3 times. Next, 175 µL of the MR solution was added and thoroughly mixed for 2 

min. The lysate was transferred to an MB spin column (Qiagen GmbH, catalog number 

47154) and centrifuged for 2.5 min. After this, 350 µL of the RB solution was added to 

the flow-through sample and vortexed for 30 s. The lysate was transferred to a new MB 

spin column and centrifuged at 16600 × g for 2.5 min. After this, the MB spin column was 

placed in a clean 2 mL tube and 650 µL of cold RW solution was added. The column was 

centrifuged at 16600 × g for 3 min, 650 µL of cold ethanol was added and the column 

was centrifuged twice at the same speed for 3 min. Then, the spin column was placed in 

a clean 2 mL tube, adding 100 µL RNase-free water into the center of the filter mem-

brane, and centrifuged at 16600 × g for 2.5 min for RNA collection. The RNA concentra-

tion and quality were determined using a Nanodrop 1000 spectrophotometer (Thermo 

Fisher Scientific). The RNA integrity was assessed with 1% agarose gel electrophoresis. 

2.10. RT-PCR 

The retrotranscription of the RNA of the isolated samples into cDNA was per-

formed by the reverse transcription-polymerase chain reaction according to the manu-

facturer's manual (Taq DNA Polymerase Recombinant, Invitrogen by Thermo Fisher 

Scientific). The PCR amplification was achieved using the primers described in Table 1. 

The reaction was conducted in a final volume of 10 µL containing 0.5 µM of each primer, 

200 µM of each of the deoxyribonucleotide triphosphates (dNTPs), 1X PhusionTM plus 

reaction buffer (Invitrogen), 0.02 U/μL of Taq DNA polymerase (Invitrogen), and ≈ 30 ng 

of cDNA. The end-point RT-PCR conditions were as follows: denaturation at 98 °C for 

30 s; 30 cycles of 30 s at 98 °C, 30 s at 62 °C, and  60 s at 72 °C, followed by 5 min at 72 °C. 

The PCR were performed with a C1000 touch thermal cycler (Bio-Rad Laboratories, Inc., 

C1000 Touch, Hercules, CA, USA). Finally, the PCR products (4 µL) were assessed by 
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electrophoresis in 1.2% agarose gels at 100 V for 45 min, followed by staining with SYBR 

Safe DNA gel stain (Invitrogen) for 5 min. The stained gels were observed with a gel 

documentation system coupled to analysis software (Bio-Rad Laboratories). 

Table 1. Primers used. 

Genes Sequence 5´- 3´ Product size (bp) 

β-Actin Forward: CACCGGTATCGTTCTGGACTCT 427 

 

 

Reverse: ACGGACATCAACATCACACTTCAT 

 

 

Wsc4 
Forward: GCGTGGCTCTTCTCAGATT 

 
378 

 
Reverse: GCACTGCATCGTTCGCTATC 

 
 

Rho1 
Forward: CGTCCCCTCTCATACCCTGA 

 
506 

 
Reverse: GCACACATAGTGGAACACGC 

 
 

Rho3 
Forward: GCACGTTTATGCACCCTCAC 

 
518 

 
Reverse: CCAGAATGAGCGGGGTAGTG 

 
 

3. Results 

3.1. Pressure measurements and high-speed imaging 

According to the recorded pressure profiles, the transfer pipette did not noticeably 

change the shape of the waveform. Inside the water-filled test vial, the -6 dB focal vol-

ume, defined as the volume within which the positive pressure is at least 50% of its peak 

value, had the shape of an ellipsoid with a minor and major axis of approximately 2 and 

13 mm, respectively. At discharge voltages of 4, 5 and 6 kV, the shock wave source gen-

erated a peak positive pressure (± absolute uncertainty) of 41.69 ± 1.06 MPa, 65.94 ± 1.49 

MPa, and 82.10 ± 1.21 MPa, respectively. The corresponding FWHM values (± systemic 

uncertainty) for 4, 5, and 6 kV were 232, 196, and 200 ± 8 ns, respectively.    

Figure 2 shows bubble expansion and evolution inside and around a vial containing 

1.5 mL of water, exposed to a single-pulse shock wave generated at 4, 5 and 6 kV. The 

initial time (t = 0) was defined to correspond to the frame where the first bubbles could 

be observed. At t = T, the shock wave had already traversed the vial and was reflected 

off the water-air interface inside the vial, generating a large bubble cloud. This occurred 

because the acoustic impedance of water is higher than that of the air inside the vial, in-

verting the phase of the reflected shock wave and enhancing cavitation. A higher bubble 

density was also observed at the water-polyethylene-water interface. Clouds inside the 

vials were formed by bubbles, reaching sizes of up to approximately 2 mm. Bubbles in-

visible to the naked eye also were formed, slightly changing the image hue in some re-

gions (see circles on the 4 kV frames).  

As above mentioned, fluid jets generated during bubble collapse may act as mi-

crosyringes [31] and genetically transform filamentous fungi, such as A. niger [28,29]. To 

a certain extent, the transformation efficiency depends on the diameter of these micro-

jets. Severe damage may occur to the cells if their size is too large. According to our own 

observations [56], and reports by other authors [31,57,58], the diameter of microjets emit-

ted by bubbles that suffered a violent asymmetric collapse, is approximately one tenth of 

the bubble diameter. Unfortunately, it is almost impossible to control the size distribu-

tion of the bubbles contained in a conidial suspension; however, tandem shock waves 
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generated at a specific delay selectively enhance the collapse energy of bubbles having 

certain diameter. 

The criterion used to select an adequate delay in the tandem mode, was to send the 

second shock wave at the time when bubbles having the size of the conidia (~ 5-10 mm) 

started to collapse, expecting to reinforce microjets with diameters of 1 mm or less.  Our 

hypothesis was that cells can repair microjet-induced holes of approximately one tenth 

of their size. On our high-speed images it was impossible to distinguish individual bub-

bles with a diameter of 10 mm or less. Because of this, we focused our attention on the 

instant when the weakest bubble density inside the vial visibly began to return to the 

original state (before shock wave arrival). Looking closely at the circular markings in 

Figure 2, the above-mentioned density returned to its initial state at 3T; thus, the collapse 

occurred approximately at 2T. Because of this, the delay for tandem shock waves gener-

ated with 4 kV was chosen to be 2T = 66.6 µs. Using the same method, the delays select-

ed for 5 and 6 kV were 99.9 and 166.6 µs, respectively. Obviously, this is rather subjec-

tive and depends on the time (T) between images. Unavoidably, bubbles of various sizes 

collapsed and emitted microjets having a variety of diameters. The decimals of the re-

ported delays are meaningless because the methodology used to determine the “opti-

mal” delay had a much higher uncertainty. 

 

Figure 2. Composition of 14 high-speed images (30,000 fps) showing cavitation bubbles inside a 

sealed vial containing water and air, after exposure to a single-pulse shock wave, generated at a 

discharge voltage of 4, 5 and 6 kV. The arrow (1) indicates the direction of the shock wave, which 

propagated through the water inside the tub (2), penetrated the round-shaped bottom of the vial 

(3), passed through the water inside the vial and reflected off the water-air interface (4). A diffrac-
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tion of light (5) from the back side of the vial appears on each image and is irrelevant for the pur-

pose of this study. The first frame where bubbles could be identified was defined as t = 0.  In the 

first six images for 4 kV, circular markings were added to indicate a zone with the smallest cavita-

tion bubbles. (T = 1/30000 s ≈ 33.3 ms). 

3.2. Cell viability 

As shown in Table 2, with the settings used in this study, exposure of the conidia to 

shock waves did not significantly affect cell viability. In most groups the mean viability 

was over 80%. No statistically significant difference was observed between them, includ-

ing the controls (Kruskal–Wallis: X2 = 11.143, df = 17, p = 0.849). 

Table 2. Average cell viability values for each group. 

Single-pulse 
CFU 

(1×106)/ml 
Viability (%) Tandem 

CFU 

(1×106)/ml 
Viability (%) 

Control 1.40 ± 0.17c 100.00 ± 11.84 Control 1.40 ± 0.17 100.0 ± 11.84 

4a – 50b 1.33 ± 0.23 94.98 ± 8.27 4 – 50 1.28 ± 0.20 90.9 ± 6.00 

4 – 100 1.39 ± 0.32 98.49 ± 14.28 4 – 100 1.37 ± 0.37 96.5 ± 18.00 

4 – 200 1.37 ± 0.41 96.40 ± 20.40 4 – 200 1.31 ± 0.18 93.3 ± 4.33 

5 – 50 1.20 ± 0.17 86.03 ± 4.49 5 – 50 1.18 ± 0.20 83.7 ± 7.28 

5 – 100 1.16 ± 0.17 82.97 ± 4.57 5 – 100 1.30 ± 0.26 92.2 ± 10.20 

5 – 200 1.00 ± 0.19 71.54 ± 5.87 5 – 200 1.18 ± 0.17 84.2 ± 4.80 

6 – 50 1.31 ± 0.19 93.35 ± 4.73 6 – 50 1.17 ± 0.13 83.7 ± 1.64 

6 – 100 1.25 ± 0.17 89.40 ± 5.24 6 – 100 1.31 ± 0.12 94.0 ± 0.38 

6 – 200 1.24 ± 0.18 88.75 ± 4.89 6 – 200 1.22 ± 0.24 86.5 ± 9.60 
a Discharge voltage (kV) on the shock wave generator. 
b Number of applied shock waves. 
c Values are means ± standard error of the mean (n = 6). 

3.3. Growth and germination of conidia after shock wave exposure 

Figure 3 shows three representative photographs of a growth sequence of the un-

treated conidia as observed under the optical microscope. In 3a and 3b, the size changes 

are due to swelling or isotropic growth; in 3c, conidia reach the phase of polarized 

growth (germ tube) and are ready to start the formation of hyphae or somatic growth. 

The related percentages of germination of conidia are shown afterwards. 

 

Figure 3. Optical microscope images showing A. niger conidia (a) at 0 h, i.e., just after being inocu-

lated in the culture medium, (b) during swelling or isotropic growth after 6 h, and (c) after germ 

tube formation or polarized growth (see arrows) at 8 h. 

All graphs obtained after measuring the swelling, i.e., area growth, of conidia in the 

19 groups and the percentage of conidia that formed a germ tube, can be reviewed in the 

Supplementary Material (Figures S1 and S2). The results corresponding to 200 shock 
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waves are highlighted here (Figure 4), because in this case, a different behavior was ob-

served in the treatment groups compared with the control group. 

 

Figure 4. Swelling of conidia versus time after exposure to 200 single-pulse (SP) shock waves gen-

erated at (a) 4 kV, (b) 5 kV, (c) 6 kV, and to 100 tandem (T) events (200 shock waves), generated at 

(d) 4 kV, (e) 5 kV, (f) 6 kV. Moreover, it shows the percentage of conidia that formed a germ tube 

after being exposed to 200 SP shock waves generated at (g) 4 kV, (h) 5 kV, and (i) 6 kV and to 100 T 

events (200 shock waves) generated at (j) 4 kV, (k) 5 kV, and (l) 6 kV. Dots indicate the average of 

100 conidia measured, vertical lines represent 95% bootstrap intervals of the growth of shock 

wave-treated conidia, and arcs refer to the 95% bootstrap interval of the control experimental 

groups. Overlapping intervals indicate a nonsignificant difference. 

Figures 4a-f show the area versus time graphs corresponding to conidial swelling 

after each shock wave exposure. The control groups are represented by the small arcs. 

All groups, including the treated and control groups, had a similar time trend profile. In-

itially, the area occupied by the conidia was approximately 20 µm2, increasing gradually 

and reaching a maximum swelling rate between 4 and 8 h. At the end of this period, all 

conidia had duplicated their area. From this point on, the germ tube phase or somatic 

growth was initiated in all groups, and the area no longer changed significantly. No area 

data were obtained for 12 h because of the excessive number of hyphae and agglomera-

tions formed. The percentage of developed germ tubes versus time obtained after expo-

sure to shock waves generated at 4 kV is shown in Figures 4g (single pulse) and 4j (tan-

dem). Stimulation of germ tube formation was observed for almost 80% of the conidia 

during the first 8 h of incubation. The behavior of the groups that received single-pulse 

shock waves generated at 5 kV (Figure 4h) and tandem shock waves generated at 5 and 

6 kV (Figure 4k and 4l, respectively) was similar to that of the corresponding control 

groups, reaching approximately 85% after 12 h. Compared with the control group, 

which, after 12 h, reached a germination above 80%, single-pulse shock waves generated 
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at 6 kV only achieved approximately 78% (Figure 4i). The statistical analysis also re-

vealed that there was no relationship between the number of conidia that developed a 

germ tube and the size of the conidia. 

3.4. Surface morphology of A. niger conidia 

Untreated A. niger conidia (Figure 5a) have a quasi-spherical morphology with or-

naments equinulated on the surface of their cell wall. In contrast, the conidia exposed to 

single-pulse and tandem shock waves (Figures 5b and c) had alterations of their cell 

walls, showing pores with a size ranging between approximately 0.03 and 0.25 µm. Fur-

thermore, the superficial ornaments on the cell walls of all shock wave-treated conidia 

were partially worn away, resulting in a smoother surface. 

 

Figure 5. Scanning electron micrographs of A. niger conidia exposed to (a) 0 shock waves, (b) 200 

single-pulse shock waves and (c) 100 tandem events. Arrows indicate the presence of pores on the 

cell wall surface. When compared with the image of a control cell as in (a), it is evident that the 

surface of the shock wave-treated cells (b and c) looks smoother. 

3.5. The effect of shock wave treatments and incubation time on the expression of β-Actin, Wsc4, 

Rho1 and Rho3 genes of A. niger 

Exposure of the conidia to shock waves modified the genetic expression of A. niger. 

In this study, four genes were analyzed: β-Actin, Wsc4, Rho1 (RhoA) and Rho3 (RhoC). 

These genes were selected because they are involved with cell wall integrity, develop-
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ment of the germ tube and growth of the conidia. Figure 6 shows the results. The expres-

sion of β-Actin increased over time (from 2 to 8 h). Nevertheless, after an incubation time 

of 2 h, a slight amplification band was observed in the control group. The low-pressure 

(42.04 MPa) tandem shock wave group had a significant increase in intensity, indicating 

an enhanced expression of β-Actin. At times 0 and 2 h, no expression of Wsc4 was detect-

ed in the control group or in the shock wave-treated conidia. The expression of Wsc4 af-

ter 8 h was confirmed by the appearance of bands in the control group and some shock 

wave-treated groups. Only the groups treated at a low pressure revealed an amplifica-

tion band indicating increased expression of this gene. Groups exposed to high-pressure 

produced either no bands or low-intensity bands. Furthermore, the expression of Rho1 

was similar to that of Wsc4. The expression of Rho1 was considerably enhanced at an in-

cubation time of 8 h among the groups treated with shock waves. Finally, low expres-

sion of Rho3 could be observed among the groups incubated for 2 h, especially for those 

exposed to single-pulse shock waves generated at 4 and 5 kV (Lane 4 and 5) and tandem 

shock waves generated at 6 kV (Lane 9); however, compared with the other treatments, 

strong expression can be seen for the experimental group treated with tandem shock 

waves at 4 kV (Lane 7). Additionally, it can be observed that Rho3 was expressed in all of 

the groups at 8 h; however, groups treated with single-pulse shock waves showed a little 

higher expression than those treated in the tandem shock wave mode. 

 

Figure 6. Agarose gel electrophoresis of PCR amplification of β-Actin, Wsc4, Rho1 (RhoA) and Rho3 

(RhoC) genes of A. niger conidia after exposure to underwater shock waves and 2 and 8 h of incu-

bation. Lane 1: molecular weight (MW) DNA size marker; Lane 2: control 0 h; Lane 3: control 2 h; 

Lane 4: 4 kV single-pulse; Lane 5: 5 kV single-pulse; Lane 6: 6 kV single-pulse; Lane 7: 4 kV tan-

dem shock waves; Lane 8: 5 kV tandem shock waves; Lane 9: 6 kV tandem shock waves; Lane 10: 

control 8 h; Lane 11: 4 kV single-pulse; Lane 12: 5 kV single-pulse; Lane 13: 6 kV single-pulse; Lane 

14: 4 kV tandem shock waves; Lane 15: 5 kV tandem shock waves; Lane 16: 6 kV tandem shock 

waves; Lane 17: negative control; Lane 18: MW. 

4. Discussion 

Direct and indirect effects of shock waves, such as acoustic cavitation, promote cell 

wall permeabilization.  The hydrophobic properties of the outer wall of the conidia and 

the crevices on their surface enhance bubble formation. Both direct and indirect effects of 

shock waves can cause compression, shearing, and tensile stress. Secondary shock waves 

may have a scale of tens of micrometers and interact with structures as small as a conid-

ium. Their influence mainly depends on the peak positive and negative pressure, the rise 

time, the FWHM, and the shock wave rate; however, at the cellular level, it is difficult to 

determine which shock wave-induced physical phenomenon is responsible for a specific 

reaction. Optimizing other parameters, such as the impulse of the shock wave, i.e., the 
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pressure integrated over time, may be useful to enhance certain desired biological ef-

fects. 

Because the focal zone of the shock wave source is smaller than the size of the vial, 

different zones are exposed to different pressure distributions. Nevertheless, after pas-

sage of several shock waves, strong acoustic streaming produced inside the transfer pi-

pette promotes all conidia to receive similar pressure variations. Furthermore, bubble 

growth and collapse as well as secondary shock waves contribute to mixing the solution. 

As the number of shock waves passing through the suspension increases, more cavita-

tion nuclei are formed, and the conidia are damaged by fluid shear and stress, resulting 

in cell permeabilization. This may be associated with morphological changes on the sur-

face of the conidia (Figure 5). Moreover, due to its short rise time of less than 100 ns, the 

shock front compresses the conidia increasing the intracellular pressure. This may have 

biological consequences. It is known that Aspergillus sp., conidia have intra- and extracel-

lular protection mechanisms that protect against the increase of external pressure; how-

ever, the published data only refer to high-pressure treatments with slow pressure in-

crease rates, not pressure pulses.  

Before reaching the conidial suspension, the shock wave passes through the water-

vial and vial-suspension interfaces. Because the acoustic impedance of polyethylene 

(density approximately 0.9 g/cm3) is close to that of water, the attenuation of the positive 

pressure peak was negligible (a maximum attenuation of 0.83% was recorded for shock 

waves generated at 4 kV), and less bubble formation was observed at the bottom of the 

vial (the shock wave entrance site) than at the suspension-air interface (exit site). At the 

fluid-air interface, the wave is inverted after reflection, i.e., it reflects as a rarefaction 

wave, leading to enhanced cavitation and high strain. 

An advantage of using tandem shock waves, independent of enhancing bubble col-

lapse and increasing the efficiency of genetic transformation [29], is that the same num-

ber of shock waves is delivered in half the time as in the single-pulse mode. However, 

the selection of a convenient delay between shock waves may require a series of prelim-

inary experiments. To optimize the parameters, factorial experimental designs could be 

useful. 

In the study described here, instead of using delays of 66.6, 99.9 and 166.9 µs, we 

could have chosen 70, 100, and 170 μs as “the best” delays, without obtaining different 

conclusions. Our decision also depended on the number of frames per second of the im-

ages analyzed. Moreover, cavitation is a multibubble phenomenon, and it is uncertain 

whether microjets and secondary shock waves emitted by the collapse of small bubbles 

have a stronger influence than those produced after the collapse of large bubbles. The 

growth and collapse of microbubbles not visible on our high-speed images may have 

contributed to effects such as the pores seen in Figure 5c. Furthermore, bubbles of differ-

ent sizes also interact and coalesce. 

While the chemistry of fungal cell walls is relatively well understood, little is 

known about their mechanical properties. Zhao et al. [59,60] used atomic force micros-

copy to determine the elastic properties of the fungus Aspergillus nidulans. Their results 

revealed that the osmotic conditions in growth medium have a strong effect on cell wall 

elasticity. The same research group found that the rodlet layer that covers the spore sur-

face of filamentous fungi is significantly softer than the underlying portion of the cell 

wall. The rodlet layer is easily removed by sonication [59]. A similar effect was observed 

in our case. Our SEM images (Figure 5) show damage to the cell wall of the conidia and 

loss of the ornamentation after shock wave exposure. 

As mentioned above, during the last decade shock waves have been reported to be 

useful for cell permeabilization [23,29,61]. The cell transformation efficiency obtained by 

using shock waves alone or in synergy with a chemical reactive, such as Lipofectamine, 

was greater than that obtained with other methods. On the other hand, Peña et al. [53] 

reported an increase in the content of molecular iodine in cancerous tumor tissue ex-

posed to shock waves in a murine model. Because mammalian cells do not have a pro-

tective outer layer, such as the cell wall of fungal conidia, their viability after exposure to 
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shock waves is much lower, reaching a mortality of up to 90% when exposed to 500 

shock waves of 18 MPa peak positive pressure [56]. In contrast, the viability, swelling, 

and germination results obtained in this study indicate that exposure to shock waves in 

the single-pulse and tandem modes did not generate any severe cellular effects on the 

conidium. The fungal conidia had a cell viability close to 80% even after being treated 

with 200 shock waves with a peak pressure of approximately 80 MPa. This may be asso-

ciated with the presence of a complex protective covering, composed of a polymeric ma-

trix of glucans and chitin, with arrangements of melanin and hydrophobic proteins on 

the external layer. According to Valsecchi et al. [62], artificially removing the melanin 

and hydrophobins does not affect germination, since disaggregation of this layer occurs 

naturally during the swelling phase [48,62]. Our study shows that the conidia were acti-

vated and began the process of isotropic growth (swelling) until they reached twice their 

initial cellular area after treatment with shock waves generated at 4 kV. However, a de-

lay in their growth rate was observed after increasing the pressure from approximately 

42 to 66 MPa, although the conidia remained viable compared with the control group, in 

which the cellular area increased at a constant rate. This delay in the start of swelling 

could be associated with damage generated to the fungal cell wall, albeit without a re-

duction in viability, since the conidia reached the phase of polarized growth (germ tube 

formation) in percentages very close to the control.  

Because of their lower elasticity, shock wave-induced deformation and cell wall 

permeabilization of conidia may differ from that observed in human cells. Moreover, the 

repair capacity and the time taken for the repair may also be very different from those of 

mammalian cells. The cell wall of A. niger conidia is a dynamic structure. On the outside, 

it has a thick hydrophobic layer consisting mainly of glucans, chitin, and associated pro-

teins, which are modified during the diverse growth stages or by stress induced by 

changes in the environment [7,8,10,11]. Triggering the somatic growth phase after laten-

cy requires activation of cellular metabolism (DNA, RNA, and protein synthesis). Conid-

ia are sensitive to external environmental factors, detected through specific proteins as-

sociated with the cell wall that are responsible for transmitting the signals related to cell 

activation, growth, and somatic development of the fungus, under suitable environmen-

tal conditions [63]. Two examples are G protein-coupled receptor 1 (Gpr1p), which is as-

sociated with the detection of nutrients such as glucose, and the general control non-

derepressible 2 (Gcn2p), which is involved in nitrogen sensors [64,65]. In contrast, pro-

tein sensors generate and transmit stress signals, activating response pathways, such as 

the cell wall integrity pathway responsible for the maintenance and biosynthesis of the 

fungal cell wall; among these are Wsc family genes codifying Wsc proteins (Wscp 1-4).  

The Wsc4 gene has been reported to have multiple functions in various fungal spe-

cies, although it has been studied in greater detail in A. nidulans and S. cerevisiae. Its 

translated protein (Wsc4p) is located in the endoplasmic reticulum (ER) and it functions 

as an intermediary in the translocation of soluble secretory proteins and in the insertion 

of membrane proteins in the ER membrane [66]. Furthermore, this protein plays a role in 

the stress response [67]. In this study, we found that shock waves induced a decrease in 

the expression of the Wsc4 gene (Figure 6), which was associated with an inhibition of 

conidial growth. Interestingly, after exposure to single-pulse shock waves generated at 4 

kV, conidial growth was stimulated, and an increase in Wsc4 gene expression was ob-

served. Despite this, the expression of the gene decreased with increased aggressiveness 

of the treatment, causing a delay in the development of the fungus. Applying single-

pulse shock waves generated at 5 and 6 kV resulted in no expression, and with tandem 

shock waves generated at 5 and 6 kV, diminished expression was observed (Figure 6). 

These results could be related to the elimination of Wsc4p from the cell surface among 

other protein stress sensors due to acoustic cavitation and surface abrading, inducing a 

decrease in downstream signaling and affecting the growth and development of the co-

nidia. This agrees with the results obtained by Futagami et al. [68]. They studied the ef-

fect of suppressing the Wscp of A. nidulans, reporting changes and defects in the struc-

ture of the hyphae in germination and the CWI pathway. Tong et al. [69] reported that 
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suppression of the Wsc genes causes a delay in germination and decreases the resistance 

of conidia. 

The Rho1 gene product acts on several downstream effectors involved in controlling 

cell wall synthesis [70]. These processes have an impact on the subsequent stages of 

germ tube formation [9], in which the Rho1 gene product is important in mediating the 

depolarization and repolarization of the actin cytoskeleton [71] and in the production of 

glucans in the cell wall by the activation of β-1,3-glucan synthase. In addition, its activa-

tion can initiate other molecular processes that include the targeting of secretory vesicles 

and the activation of mitogen-activated protein kinase (MAPK) in a downstream cascade 

that can lead to the modification of the expression of genes related to the biogenesis of 

the cell wall [72,73]. Our results revealed that in dormant conidia and during the first 

two hours of growth, the RhoA (Rho1) gene was not detected; it was probably not part of 

the pre-existing gene pool [10,11]. Although its expression was detected when the conid-

ia reached 8 h of incubation, it was observed that its expression in the control groups 

was lower than in those belonging to the shock wave-treated groups; however, its effect 

was not significant on RhoA suppression or overexpression. Our results indicate that the 

application of shock waves on conidia of A. niger stimulated the increase in the expres-

sion of RhoC (Rho3), a member of the Rho family, whose function focuses on cell polari-

zation and vesicle fusion with the plasma membrane [74]. During the first two growth 

hours in groups where expression of the RhoC gene was observed, an increase in the co-

nidia area was also recorded (Figure 6), indicating that RhoC could be involved in its de-

velopment and growth. The phenomena associated with the effects of shock waves and 

cavitation on the cell wall could activate Rho proteins, acting in turn on the molecular 

pathways involved in the coupling and fusion of secretory vesicles [75]. Eliminating the 

Rho3 gene reduces conidial development and the growth of Botrytis cinerea colonies. The 

special organization of actin in the cytoskeleton of some fungal species is regulated by 

Rho-family GTPase. The expression of the actin gene in the samples may be related to the 

conservation of the maintenance of Rho1 and Rho3 functions. Kwon and colleagues [9] 

studied the expression of six Rho GTPases and found that each contributes differently to 

growth and morphogenesis associated with actin dynamics in A. niger. 

5. Conclusions 

A variety of biotechnological applications (cell transformation, secondary metabo-

lite production, stimulation of antibiotic production, among others) have a potential gain 

from an improved understanding of the effects of shock waves on the germination of A. 

niger conidia. It remains to be determined to what extent the observed damage caused 

by shock wave-induced cavitation and the wear and loss of material from the conidial 

cell wall were produced by extrinsic factors. This study demonstrates that shock waves 

modified the cell wall of A. niger conidia, inducing variations in the polarized growth 

and the expression of the four analyzed genes. Shock wave-induced cavitation did not 

significantly reduce cell viability.  

The application of shock waves under optimized conditions could be used as an al-

ternative in biotechnology. To the best of our knowledge, this is the first evaluation of 

ultrastructural changes induced by shock waves on the cell wall and its influence on ge-

netic expression in the early and late stages of conidial germination. Exhaustive genetic 

expression studies will be required in the future to establish detailed modulation of 

pathways. 

Supplementary Materials: The following supporting information can be downloaded at: 

www.mdpi.com/xxx/s1, Figure S1: Swelling of conidia versus time after exposure to 50 and 100 

single-pulse (SP) shock waves generated at 4 kV, 5 kV, 6 kV, and to 25 and 50 tandem (T) events 

(50 and 100 shock waves, respectively) generated at 4 kV, 5 kV, 6 kV. Dots indicate the average of 

100 conidia measured, vertical lines represent 95% bootstrap intervals of the growth of shock 

wave-treated conidia, and arcs refer to the 95% bootstrap interval of the control experimental 

groups. Overlapping intervals indicate a nonsignificant difference; Figure S2: Percentage of conid-
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ia that formed a germ tube after being exposed to 50 and 100 single-pulse (SP) shock waves gener-

ated at 4 kV, 5 kV, 6 kV, and to 25 and 50 tandem (T) events (50 and 100 shock waves, respective-

ly), generated at 4 kV, 5 kV, 6 kV. Dots indicate the average of 100 conidia measured, vertical lines 

represent 95% bootstrap intervals of the growth of shock wave-treated conidia, and arcs refer to 

the 95% bootstrap interval of the control experimental groups. Overlapping intervals indicate a 

nonsignificant difference. 

Author Contributions: BEMC, FF, ECT, and AML designed and conceived the experiments; DLO, 

MAMM, BEMC, and FF conducted the experiments; DLO, MAMM, BEMC, and AML wrote the 

first draft of the manuscript; all authors analyzed the data, commented on previous versions of the 

manuscript, and approved the final version; BEMC and AML were in charge of the project admin-

istration and funding acquisition. 

Funding: This research was funded by CONACYT (projects: number 372 and CB-2017-2018-A1-S-

21130). 

Acknowledgments: The authors would like to thank Paula Bernardino, Alicia del Real, Carmen 

Peza, René Preza, Ana Lucía Tovar and Guillermo Vázquez for technical assistance. Daniel Larra-

ñaga received scholarships from the “Consejo Nacional de Ciencia y Tecnología” (CONACYT) 

and the Postgraduate Studies Support Program (PAEP) of the “Universidad Nacional Autónoma 

de México”. 

Conflicts of Interest: The authors declare that they have no known competing financial interests 

or personal relationships that could have appeared to influence the work reported in this paper. 

Abbreviations 

CFU: Colony-forming units 

CWI: Cell wall integrity 

ER: Endoplasmic reticulum 

fps: Frames per second 

FWHM: Full width at half maximum 

MAPK: Mitogen-activated protein kinase 

SP: Single pulse 

T: Tandem 

References 

1.  Yu, L.Y.; Li, L.X.; Yao, L.L.; Zheng, J.W.; Wang, B.; Pan, L. A special phenotype of aconidial Aspergillus niger SH2 and 

its mechanism of formation via CRISPRi. J. Fungi 2022, 8, 679. [CrossRef]. 

2.  Lubertozzi, D.; Keasling, J.D. Developing Aspergillus as a host for heterologous expression. Biotechnol. Adv. 2009, 27(1), 

53–75. [CrossRef] 

3.  Fleissner, A.; Dersch, P. Expression and export: recombinant protein production systems for Aspergillus. Appl. Microbi-

ol. Biotechnol. 2010, 87(4), 1255–1270. [CrossRef] 

4.  Ward, O.P. Production of recombinant proteins by filamentous fungi. Biotechnol. Adv.  2012, 30(5), 1119–1139. 

[CrossRef] 

5.  Soccol, C.R.; Vandenberghe, L.P.S.; Rodrigues, C.; Pandey, A. New perspectives for citric acid production and appli-

cation. Food Technol. Biotech. 2006, 44(2), 141–149. 

6.  de Nobel, H.; Ruiz, C.; Martin, H.; Morris, W.; Brul, S.; Molina, M.; Klis, F.M. Cell wall perturbation in yeast results in 

dual phosphorylation of the Slt2/Mpk1 MAP kinase and in an Slt2-mediated increase in FKS2–lacZ expression, glu-

canase resistance and thermotolerance. Microbiology 2000, 146(9), 2121–2132. [CrossRef] 

7.  Klis, F.M.; Mol, P.; Hellingwerf, K.; Brul, S. Dynamics of cell wall structure in Saccharomyces cerevisiae. FEMS Microbiol. 

Rev. 2002, 26(3), 239–256. [CrossRef] 

8.  Pel, H.J.; de Winde, J.H.; Archer, D.B.; Dyer, P.S.; Hofmann, G.; Schaap, P.J.; Turner, G.; de Vries, R.P.; Albang, R.; Al-

bermann, K.; et al. Genome sequencing and analysis of the versatile cell factory Aspergillus niger CBS 513.88. Nat. Bio-

technol. 2007, 25, 221–231. [CrossRef] 

9.  Kwon, M.J.; Arentshorst, M.; Roos, E.D.; van den Hondel, C.A.M.J.J.; Meyer, V.; Ram, A.F.J. Functional Characteriza-

tion of Rho GTPases in Aspergillus Niger Uncovers Conserved and Diverged Roles of Rho Proteins within Filamentous 

Fungi. Mol. Microbiol. 2011, 79, 1151–1167. [CrossRef] 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 26 August 2022                   doi:10.20944/preprints202208.0455.v1

https://doi.org/10.3390/jof8070679
https://doi.org/10.1016/j.biotechadv.2008.09.001
https://doi.org/10.1007/s00253-010-2672-6
https://doi.org/10.1016/j.biotechadv.2011.09.012
https://doi.org/10.1099/00221287-146-9-2121
https://doi.org/10.1111/j.1574-6976.2002.tb00613.x
https://doi.org/10.1038/nbt1282
https://doi.org/10.1111/j.1365-2958.2010.07524.x
https://doi.org/10.20944/preprints202208.0455.v1


 

 

10.  van Leeuwen, M.R.; Krijgsheld, P.; Bleichrodt, R.; Menke, H.; Stam, H.; Stark, J.; Wösten, H.A.B.; Dijksterhuis, J. Ger-

mination of conidia of Aspergillus niger is accompanied by major changes in RNA profiles. Stud. Mycol. 2013, 74, 59–70. 

[CrossRef] 

11.  van Leeuwen, M.R.; Krijgsheld, P.; Wyatt, T.T.; Golovina, E.A.; Menke, H.; Dekker, A.; Stark, J.; Stam, H.; Bleichrodt, 

R.; Wösten, H.A.B.; Dijksterhuis, J. The effect of natamycin on the transcriptome of conidia of Aspergillus niger. Stud. 

Mycol. 2013, 74, 71–85. [CrossRef] 

12.  Osherov, N.; May, G.S. The molecular mechanisms of conidial germination. FEMS Microbiol. Lett. 2001, 199(2), 153-160. 

[CrossRef] 

13.  Maubon, D.; Park, S.; Tanguy, M.; Huerre, M.; Schmitt, C.; Prévost, M.C.; Perlin, D.S.; Latgé, J.P.; Beauvais, A. AGS3, 

an α (1–3) glucan synthase gene family member of Aspergillus fumigatus, modulates mycelium growth in the lung of 

experimentally infected mice. Fungal Genet. Biol. 2006, 43(5), 366–375. [CrossRef] 

14.  Taheri-Talesh, N.; Horio, T.; Araujo-Bazán, L.; Dou, X.; Espeso, E.A.; Peñalva, M.A.; Osmani, S.A.; Oakley, B.R. The 

tip growth apparatus of Aspergillus nidulans. Mol. Biol. Cell. 2008, 19(4), 1439–1449. [CrossRef] 

15.  Meyer, V.; Wu, B.; Ram, A.F.J. Aspergillus as a multi-purpose cell factory: current status and perspectives. Biotechnol. 

Lett. 2011, 33(3), 469–476. [CrossRef] 

16.  Lanchun, S.; Bochu, W.; Zhiming, L.; Chuanren, D.; Chuanyun, D.; Sakanishi, A. The research into the influence of 

low-intensity ultrasonic on the growth of S. cerevisiaes. Colloid Surface B. 2003, 30(1-2), 43–49. [CrossRef]  

17.  Zhao, L.; Cao, G.L.; Wang, A.J.; Ren, H.Y.; Dong, D.; Liu, Z.N.; Guan, X.Y.; Xu, C.J.; Ren, N.Q. Fungal pretreatment of 

cornstalk with Phanerochaete chrysosporium for enhancing enzymatic saccharification and hydrogen production. Biore-

source Technol. 2012, 114, 365–369. [CrossRef] 

18.  Khanal, S.N.; Anand, S.; Muthukumarappan, K. Evaluation of high-intensity ultrasonication for the inactivation of 

endospores of 3 bacillus species in nonfat milk. J. Dairy Sc.i 2014, 97(10), 5952–5963. [CrossRef]  

19.  Huang, G.; Chen, S.; Dai, C.; Sun, L.; Sun, W.; Tang, Y.; Xiong, F.; He, R.; Ma, H. Effects of ultrasound on microbial 

growth and enzyme activity. Ultrason. Sonochem. 2017, 37, 144–149. [CrossRef] 

20.  Pohl, C.; Kiel, J.A.K.W.; Driessen, A.J.M.; Bovenberg, R.A.L.; Nygard, Y. CRISPR/Cas9 based genome editing of Peni-

cillium chrysogenum. ACS Synth. Biol. 2016, 5(7), 754–764. [CrossRef] 

21.  Lichius, A.; Ruiz, D.M.; Zeilinger, S. Genetic transformation of filamentous fungi: achievements and challenges. In 

Grand challenges in fungal biotechnology. Grand challenges in biology and biotechnology; Nevalainen, H., Ed.; Springer: 

United States, 2020; pp 123–164. [CrossRef] 

22.  Torres-Mendoza, D.; Ortega, H.E.; Cubilla-Rios, L. Patents on endophytic fungi related to secondary metabolites and 

biotransformation applications. J. Fungi 2020, 6(2), 1–25. [CrossRef] 

23.  Magaña-Ortíz, D.; Fernández, F.; Loske, A.M.; Gómez-Lim, M.A. Extracellular expression in Aspergillus niger of an an-

tibody fused to Leishmania sp. antigens. Curr. Microbiol. 2018, 75(1), 40–48. [CrossRef] 

24.  Coconi-Linares, N.; Magaña-Ortíz, D.; Guzmán-Ortiz, D.A.; Fernández, F.; Loske, A.M.; Gómez-Lim, M.A. High-yield 

production of manganese peroxidase, lignin peroxidase, and versatile peroxidase in Phanerochaete chrysosporium. Appl. 

Microbiol. Biotechnol. 2014, 98(22), 9283–9294. [CrossRef] 

25.  Rivera, A.L.; Magaña-Ortíz, D.; Gómez-Lim, M.; Fernández, F.; Loske, A.M. Physical methods for genetic transfor-

mation of fungi and yeast. Phys. Life Rev. 2014, 11(2), 184–203. [CrossRef] 

26.  Escobar-Tovar, L.; Magaña-Ortíz, D.; Fernández, F.; Guzmán-Quesada, M.; Sandoval-Fernández, J.A.; Ortíz-Vázquez, 

E.; Loske, A.M.; Gómez-Lim, M.A. Efficient transformation of Mycosphaerella fijiensis by underwater shock waves. J. 

Microbiol. Meth. 2015, 119, 98–105. [CrossRef] 

27.  Rojas-Sánchez, U.; López-Calleja, A.C.; Millán-Chiu, B.E.; Fernández, F.; Loske, A.M.; Gómez-Lim, M.A. Enhancing 

the yield of human erythropoietin in Aspergillus niger by introns and CRISPR-Cas9. Protein Expres. Purif. 2020, 168, 

105570. [CrossRef] 

28.  Gómez-Lim, M.A.; Ortíz, D.M.; Fernández, F.; Loske, A.M. Transformation of fungi using shock waves. In: Genetic 

transformation systems in fungi, van den Berg, M.A.; Maruthachalam, K., Eds.; Springer International Publishing, Unit-

ed States, 2015; Volume 1, pp 209–219. [CrossRef]  

29.  Loske, A.M.; Fernández, F.; Magaña-Ortíz, D.; Coconi-Linares, N.; Ortíz-Vázquez, E.; Gómez-Lim, M.A. Tandem 

shock waves to enhance genetic transformation of Aspergillus niger. Ultrasonics 2014, 54(6), 1656–1662. [CrossRef]  

30.  Magaña-Ortíz, D.; Coconi-Linares, N.; Ortiz-Vazquez, E.; Fernández, F.; Loske, A.M.; Gómez-Lim, M.A. A novel and 

highly efficient method for genetic transformation of fungi employing shock waves. Fungal Genet. Biol. 2013, 56, 9–16. 

[CrossRef] 

31.  Ohl, C.D.; Ikink, R. Shock-wave-induced jetting of micron-size bubble. Phys. Rev Lett. 2003, 90(21), 214502(1–4). 

[CrossRef] 

32.  Klaseboer, E.; Fong, S.W.; Turangan, C.K.; Khoo, B.C.; Szeri, A.J.; Calvisi, M.L.; Sankin, G.N.; Zhong, P. Interaction of 

lithotripter shockwaves with single inertial cavitation bubbles. J. Fluid Mech. 2007, 593, 33–56. [CrossRef] 

33.  Brujan, E.A.; Ikeda, T.; Matsumoto, Y. On the pressure of cavitation bubbles. Exp. Therm. Fluid Sci. 2008, 32(5), 1188–

1191. [CrossRef] 

34.  Johnsen, E.; Colonius, T. Shock-induced collapse of a gas bubble in shock wave lithotripsy. J. Acoust. Soc. Am. 2008, 

124(4), 2011–2020. [CrossRef] 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 26 August 2022                   doi:10.20944/preprints202208.0455.v1

https://doi.org/10.3114/sim0009
https://doi.org/10.3114/sim0013
https://doi.org/10.1016/S0378-1097(01)00178-1
https://doi.org/10.1016/j.fgb.2006.01.006
https://doi.org/10.1091/mbc.e07-05-0464
https://doi.org/10.1007/s10529-010-0473-8
https://doi.org/10.1016/S0927-7765(03)00023-7
https://doi.org/10.1016/j.biortech.2012.03.076
https://doi.org/10.3168/jds.2014-7950
https://doi.org/10.1016/j.ultsonch.2016.12.018
https://doi.org/10.1021/acssynbio.6b00082
https://doi.org/10.1007/978-3-030-29541-7_5
https://doi.org/10.3390/jof6020058
https://doi.org/10.1007/s00284-017-1348-1
https://doi.org/10.1007/s00253-014-6105-9
https://doi.org/10.1016/j.plrev.2014.01.007
https://doi.org/10.1016/j.mimet.2015.10.006
https://doi.org/10.1016/j.pep.2020.105570
https://doi.org/10.1007/978-3-319-10142-2_21
https://doi.org/10.1016/j.ultras.2014.03.003
https://doi.org/10.1016/j.fgb.2013.03.008
https://doi.org/10.1103/PhysRevLett.90.214502
https://doi.org/10.1017/S002211200700852X
https://doi.org/10.1016/j.expthermflusci.2008.01.006
https://doi.org/10.1121/1.2973229
https://doi.org/10.20944/preprints202208.0455.v1


 

 

35.  Philip, B.; Levin, D.E. Wsc1 and Mid2 are cell surface sensors for cell wall integrity signaling that act through Rom2, a 

guanine nucleotide exchange factor for Rho1. Mol. Cell Biol. 2001, 21(1), 271–280. [CrossRef] 

36.  Ohl, C.D.; Wolfrum, B. Detachment and sonoporation of adherent HeLa-cells by shock wave-induced cavitation. Bio-

chim. Biophys. Acta 2003, 1624(1–3), 131–138. [CrossRef] 

37.  Bailey, M.R. Control of acoustic cavitation with application to lithotripsy. J. Acoust. Soc. Am. 1997, 102(2), 1250. 

[CrossRef] 

38.  Lukes, P.; Fernández, F.; Gutiérrez-Aceves, J.; Fernández, E.; Alvarez, U.M.; Sunka, P.; Loske, A.M. Tandem shock 

waves in medicine and biology: a review of potential applications and successes. Shock Waves 2016, 26(1), 1–23. 

[CrossRef] 

39.  Ramachandran, S.; Fontanille, P.; Pandey, A.; Larroche, C. Permeabilization and inhibition of the germination of 

spores of Aspergillus niger for gluconic acid production from glucose. Bioresource Technol. 2008, 99(11), 4559–4565. 

[CrossRef] 

40.  Gortikov, M.; Yakubovich, E.; Wang, Z.; López-Giráldez, F.; Tu, Y.; Townsend, J.P.; Yarden, O. Differential expression 

of cell wall remodeling genes is part of the dynamic phase-specific transcriptional program of conidial germination of 

Trichoderma asperelloides. J. Fungi 2022, 8, 854. [CrossRef] 

41.  Baltussen, T.J.H.; Zoll, J.; Verweij, P.E.; Melchers, W.J.G. Molecular mechanisms of conidial germination in Aspergillus 

spp. Microbiol. Mol. Biol. R. 2020, 84(1), e00049–00019. [CrossRef] 

42.  Verburg, K.; van Neer, J.; Duca, M.; de Cock, H. Novel treatment approach for Aspergilloses by targeting germination. 

J. Fungi 2022, 8, 758. [CrossRef]  

43.  Schachtschabel, D.; Arentshorst, M.; Lagendijk, E.L.; Ram, A.F.J. Vacuolar H+-ATPase plays a key role in cell wall bio-

synthesis of Aspergillus niger. Fungal Gene.t Biol. 2012, 49(4), 284–293. [CrossRef] 

 44.  Glass, N.L.; Rasmussen, C.; Roca, M.G.; Read, N.D. Hyphal homing, fusion and mycelial interconnectedness. Trends 

Microbiol. 2004, 12(3), 135–141. [CrossRef] 

45.  Fontaine, T.; Simenel, C.; Dubreucq, G.; Adam, O.; Delepierre, M.; Lemoine, J.; Vorgias, C.E.; Diaquin, M.; Latgé, J.P. 

Molecular organization of the alkali-insoluble fraction of Aspergillus fumigatus cell wall. J. Biol. Chem. 2000, 275(36), 

27594–27607. [CrossRef] 

46.  Gow, N.A.R.; Latge, J.P.; Munro, C.A. The fungal cell wall: structure, biosynthesis, and function. Microbiol. Spectr. 2017, 

5(3), 1–25. [CrossRef] 

47.  Sánchez-Arreguin, J.A.; Ortiz-Castellanos, M.L.; Robledo-Briones, A.M.; León-Ramírez, C.G.; Martínez-Soto, D.; Ruiz-

Herrera, J. Chitosan is necessary for the structure of the cell wall, and full virulence of Ustilago maydis. J. Fungi 2022, 8, 

813. [CrossRef] 

48.  Subroto, E.; van Neer, J.; Valdes, I.; de Cock, H. Growth of Aspergillus fumigatus in biofilms in comparison to Candida 

albicans. J. Fungi 2022, 8(1), 48. [CrossRef] 

49.  Pogorelko, G.; Lionetti, V.; Bellincampi, D.; Zabotina, O. Cell wall integrity: targeted post-synthetic modifications to 

reveal its role in plant growth and defense against pathogens. Plant Signaling & Behavior 2013, 8(9), e25435. [CrossRef] 

50.  Gomez-Gomez, A.; Brito-de la Fuente, E.; Gallegos, C.; Garcia-Perez, J.V.; Benedito, J. Combination of supercritical 

CO2 and high-power ultrasound for the inactivation of fungal and bacterial spores in lipid emulsions. Ultrason. Sono-

chem. 2012, 76, 105636. [CrossRef] 

51.  Damveld, R.A.; Arentshorst, M.; Franken, A.; VanKuyk, P.A.; Klis, F.M.; Van Den Hondel, C.A.; Ram, A.F. The As-

pergillus niger MADS-box transcription factor RlmA is required for cell wall reinforcement in response to cell wall 

stress. Mol. Microbiol. 2005, 58(1), 305–319. [CrossRef] 

52.  Millet, N.; Latgé, J.P.; Mouyna, I. Members of glycosyl-hydrolase family 17 of A. fumigatus differentially affect mor-

phogenesis. J. Fungi 2018, 4. [CrossRef] 

53.  Peña, M.; Delgado-Gonzalez, E.; López-Marín, L.M.; Millán-Chiu, B.E.; Fernández, F.; Rodriguez-Castelan, J.; Muñoz-

Torres, C.; Carrasco, G.; Anguiano, B.; Loske, A.M.; Aceves, C. Shock wave application increases the antineoplastic ef-

fect of molecular iodine supplement in breast cancer xenografts. Ultrasound Med. Biol. 2020, 46(3), 649–659. [CrossRef] 

54.  Kaminskyj, S.G. Fundamentals of growth, storage, genetics and microscopy of Aspergillus nidulans. Fungal Genetics Re-

ports 2001, 48(10), 25–31.[CrossRef] 

55.  Efron, B.; Hastie, T. Computer age statistical inference: algorithms, evidence and data science. Cambridge University 

Press 2016. https://web.stanford.edu/~hastie/CASI_files/PDF/casi.pdf. Accessed 14 June 2022 

56.  López-Marín, L.M.; Millán-Chiu, B.E.; Castaño-González, K.; Aceves, C.; Fernández, F.; Varela-Echavarría, A.; Loske, 

A.M. Shock wave-induced damage and poration in eukaryotic cell membranes. J. Membrane Biol. 2017, 250(1), 41–52. 

[CrossRef] 

57.  Kodama, T.; Takayama, K. Dynamic behavior of bubbles during extracorporeal shock-wave lithotripsy. Ultrasound 

Med. Biol. 1998, 24(5), 723–738. [CrossRef] 

58.  Tzanakis, I.; Eskin, D.G.; Georgoulas, A.; Fytanidis, D.K. Incubation pit analysis and calculation of the hydrodynamic 

impact pressure from the implosion of an acoustic cavitation bubble. Ultrason. Sonochem. 2014, 21, 866-878. [CrossRef] 

59.  Zhao, L.; Schaefer, D.; Marten, M.R. Assessment of elasticity and topography of Aspergillus nidulans spores via atomic 

force microscopy. Appl. Environ. Microb. 2005, 71(2), 955–960. [CrossRef] 

60.  Zhao, L.; Schaefer, D.; Xu, H.; Modi, S.J.; LaCourse, W.R.; Marten, M.R. Elastic properties of the cell wall of Aspergillus 

nidulans studied with atomic force microscopy. Biotechnol. Progr. 2005, 21(1), 292–299. [CrossRef] 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 26 August 2022                   doi:10.20944/preprints202208.0455.v1

https://doi.org/10.1128/MCB.21.1.271-280.2001
https://doi.org/10.1016/j.bbagen.2003.10.005
https://doi.org/10.1121/1.421027
https://doi.org/10.1007/s00193-015-0577-0
https://doi.org/10.1016/j.biortech.2007.06.055
https://doi.org/10.3390/jof8080854
https://doi.org/10.1128/MMBR.00049-19
https://doi.org/10.3390/jof8080758
https://doi.org/10.1016/j.fgb.2011.12.008
https://doi.org/10.1016/j.tim.2004.01.007
https://doi.org/10.1074/jbc.M909975199
https://doi.org/10.1128/microbiolspec.FUNK-0035-2016
https://doi.org/10.3390/jof8080813
https://doi.org/10.3390/jof8010048
https://doi.org/10.4161/psb.25435
https://doi.org/10.1016/j.ultsonch.2021.105636
https://doi.org/10.1111/j.1365-2958.2005.04827.x
https://doi.org/10.3390/jof4010018
https://doi.org/10.1016/j.ultrasmedbio.2019.11.015
https://doi.org/10.4148/1941-4765.1175
https://web.stanford.edu/~hastie/CASI_files/PDF/casi.pdf
https://doi.org/10.1007/s00232-016-9921-2
https://doi.org/10.1016/S0301-5629(98)00022-2
http://dx.doi.org/10.1016/j.ultsonch.2013.10.003
https://doi.org/10.1128/AEM.71.2.955-960.2005
https://doi.org/10.1021/bp0497233
https://doi.org/10.20944/preprints202208.0455.v1


 

 

61.  Millán-Chiu, B.; Camacho, G.; Varela-Echavarría, A.; Tamariz, E.; Fernández, F.; López-Marín, L.M.; Loske, A.M. 

Shock waves and DNA-cationic lipid assemblies: a synergistic approach to express exogenous genes in human cells. 

Ultrasound Med. Biol. 2014, 40(7), 1599–1608. [CrossRef] 

62.  Valsecchi, I.; Dupres, V.; Michel, J.P.; Duchateau, M.; Matondo, M.; Chamilos, G.; Saveanu, C.; Guijarro, J.I.; Aima-

nianda, V.; Lafont, F.; Latgé, J.P.; Beauvais, A. The puzzling construction of the conidial outer layer of Aspergillus fu-

migatus. Cell Microbiol. 2019, 21(5), e12994. [CrossRef] 

63.  Reese, S.; Chelius, C.; Riekhof, W.; Marten, M.R.; Harris, S.D. Micafungin-induced cell wall damage stimulates mor-

phological changes consistent with microcycle conidiation in Aspergillus nidulans. J. Fungi 2021, 7, [CrossRef]  

64.  Staschke, K.A.; Dey, S.; Zaborske, J.M.; Palam, L.R.; McClintick, J.N.; Pan, T.; Edenberg, H.J.; Wek, R.C. Integration of 

general amino acid control and target of rapamycin (TOR) regulatory pathways in nitrogen assimilation in yeast. J. Bi-

ol. Chem. 2010, 285(22), 16893–16911. [CrossRef] 

65.  Peeters, K.; Thevelein, J.M. Glucose sensing and signal transduction in Saccharomyces cerevisiae. In: Molecular Mecha-

nisms in Yeast Carbon Metabolism, Piškur, J.; Compagno, C., Eds.; Springer: Berlin, Germany, 2014; pp 21–56. [CrossRef] 

66.  Mamoun, C.B.; Beckerich, J.M.; Gaillardin, C.; Kepes, F. Disruption of YHC8, a member of the TSR1 gene family, re-

veals its direct involvement in yeast protein translocation. J. Biol. Chem. 1999, 274(16), 11296–11302. [CrossRef] 

67.  Zu, T.; Verna, J.; Ballester, R. Mutations in WSC genes for putative stress receptors result in sensitivity to multiple 

stress conditions and impairment of Rlm1-dependent gene expression in Saccharomyces cerevisiae. Mol. Genet. Genomics 

2001, 266(1), 142–155. [CrossRef] 

68.  Futagami, T.; Nakao, S.; Kido, Y.; Oka, T.; Kajiwara, Y.; Takashita, H.; Omori, T.; Furukawa, K.; Goto, M. Putative 

stress sensors WscA and WscB are involved in hypo-osmotic and acidic pH stress tolerance in Aspergillus nidulans. 

Eukaryot. Cell 2011, 10(11), 1504–1515.  [CrossRef] 

69.  Tong, S.M.; Chen, Y.; Zhu, J.; Ying, S.H.; Feng, M.G. Subcellular localization of five singular WSC domain-containing 

proteins and their roles in Beauveria bassiana responses to stress cues and metal ions. Env. Microbiol. Rep. 2016, 8(2), 

295–304. [CrossRef] 

70.  Martínez-Rocha, A.L.; Roncero, M.I.G.; López-Ramirez, A.; Mariné, M.; Guarro. J.; Martínez-Cadena, G.; Di Pietro, A.; 

Rho1 has distinct functions in morphogenesis, cell wall biosynthesis and virulence of Fusarium oxysporum. Cell Micro-

biol. 2008, 10(6), 1339–1351. [CrossRef] 

71.  Delley, P.A.; Hall, M.N. Cell wall stress depolarizes cell growth via hyperactivation of RHO1. J. Cell Biol. 1999, 147(1), 

163–174. [CrossRef]  

 72.  Levin, D.E. Cell wall integrity signaling in Saccharomyces cerevisiae. Microbiol. Mol. Biol. R. 2005, 69(2), 262–291. 

[CrossRef] 

73.  Jun, S.C.; Kim, J.H.; Han, K.H. The Conserved MAP kinase MpkB regulates development and sporulation without af-

fecting aflatoxin biosynthesis in Aspergillus flavus. J. Fungi 2020, 6, 1–16, [CrossRef]  

74.  Vasara, T.; Salusjärvi, L.; Raudaskoski, M.; Keränen, S.; Penttilä, M.; Saloheimo, M. Interactions of the Trichoderma 

reesei rho3 with the secretory pathway in yeast and T. reesei. Mol. Microbiol. 2001, 42(5), 1349–1361. [CrossRef] 

75.  Adamo, J.E.; Rossi, G.; Brennwald, P. The Rho GTPase Rho3 has a direct role in exocytosis that is distinct from its role 

in actin polarity. Mol. Biol. Cell. 1999, 10(12), 4121–4133. [CrossRef] 

  

 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 26 August 2022                   doi:10.20944/preprints202208.0455.v1

https://doi.org/10.1016/j.ultrasmedbio.2014.01.012
https://doi.org/10.1111/cmi.12994
https://doi.org/10.3390/jof7070525
https://doi.org/10.1074/jbc.M110.121947
https://doi.org/10.1007/978-3-642-55013-3_2
https://doi.org/10.1074/jbc.274.16.11296
https://doi.org/10.1007/s004380100537
https://doi.org/10.1128/EC.05080-11
https://doi.org/10.1111/1758-2229.12380
https://doi.org/10.1111/j.1462-5822.2008.01130.x
https://doi.org/10.1083/jcb.147.1.163
https://doi.org/10.1128/MMBR.69.2.262-291.2005
https://doi.org/10.3390/jof6040289
https://doi.org/10.1046/j.1365-2958.2001.02716.x
https://doi.org/10.1091/mbc.10.12.4121
https://doi.org/10.20944/preprints202208.0455.v1

