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The sonodynamic damage to protein in the presence of methylene blue (MB) and the various influencing
factors including ultrasonic irradiation time and MB concentration on the damage of protein were studied
by fluorescence and absorption spectra. In addition, the mechanisms of the synergistic effects of ultra-
sound and MB were studied by oxidation-extraction photometry with several reactive oxygen species
(ROS) scavengers. The results indicated that the damage of protein induced by the synergistic effects
of ultrasound and MB were more serious than those that ultrasound or MB alone was applied. The dam-
age of protein could be mainly due to the generation of ROS. The damage degree of protein increased with
the increase of ultrasonic irradiation time and MB concentration because of the increased quantities of
ROS generation. Both '0, and ‘OH were the important mediators of the ultrasound-inducing protein
damage in the presence of MB.

© 2014 Elsevier B.V. All rights reserved.

Introduction

Sonodynamic therapy (SDT) is a new approach for cancer treat-
ment on the basis of photodynamic therapy (PDT). It was firstly
proposed by Japanese scholars Umemura et al. in 1989, based on
the synergistic effects on tumor cells damage by the combination
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of the hematoporphyrin and ultrasound [1]. Ultrasound can pene-
trate deeply into tissues while maintaining its ability to focus
energy into small volumes and locally activate the cytotoxicity of
the sonosensitizer that preferentially accumulates in tumor sites
[2,3]. Compared with electromagnetic modalities such as laser
beams or microwaves, it is a unique advantage in the application
to non-invasive treatment of non-superficial tumors [4,5], which
suggests that SDT has potential value in the application for
targeted therapy of tumor.
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In the latest years, SDT has been widely investigated focusing
on the antitumor effects in vivo and/or in vitro and the mecha-
nisms for the synergism between ultrasound and drugs by using
different ultrasound parameters and different sonosensitizers [6].
Most of them regarded the tumor cells as assault target, and
achieved the goal of treating tumors through inducing tumor cells
apoptosis [7-11]. However, the intracellular targets of SDT have
seldom been studied until now. The damage to intracellular sub-
stances, especially proteins that are highly abundant in cells, might
be a more effective method to kill the tumor cells [12-14]. It had
been reported that the changes of cytoskeletal F-actin had some
correlations with Ehrlich ascites carcinoma cells apoptosis, which
suggested that protein was an important subcellular target for
SDT [15]. If the proteins in the tumor cells were damaged by
sonosensitizers under ultrasonic irradiation, the whole cells would
undergo apoptosis abnormally.

It has been reported that many compounds have sonodynamic
activity. Because of their widely different structure, it is difficult
to expect a universal mechanism for the synergistic effects of ultra-
sound and drugs [6]. Reviewing the probably mechanisms of SDT
which have been studied, most experimental evidence indicated
that the cell damage induced by the synergistic effects of ultra-
sound and drugs may contribute to the generation of reactive oxy-
gen species (ROS) [16-21]. ROS is a class of ubiquitous molecules
including both radicals and non-radicals such as superoxide anion
radical (‘O,7), hydrogen peroxide (H,0,), hydroxyl radical (‘OH),
and singlet oxygen (10,). These substances are constantly formed
in the human body and have been implicated in a number of dis-
eases due to their damage to cell structures, including lipids and
membranes, proteins and nucleic acids, leading to cell death [22].
However, the ROS with strong oxidation activity can also exert
beneficial physiologic effects for many diseases, especially, for
various tumors [23].

Methylene blue (MB, Fig. 1) is a heterocyclic aromatic com-
pound that has antifungal, antibacterial [24] and antimalarial
activity [25]. It has been widely used to stain living organisms,
treat methemoglobinemia [26], prevent ifosfamide-induced
encephalopathy [27], and lately it has been investigated and used
as photosensitizers of PDT against several types of tumors [28].
Moreover, it has been confirmed that MB possesses sonodynamic
activities [29,30]. These results demonstrate that MB has potential
to be used as a sonosensitizer in SDT. In this work, bovine serum
albumin (BSA) was selected as a model of protein, the sonodynam-
ic damage to protein in the presence of MB was studied by fluores-
cence and absorption spectra. The mechanisms of the synergistic
effects of ultrasound and MB were studied by oxidation-extraction
photometry with several ROS scavengers. It is wished that this
report might offer some meaningful and valuable references to
promoting the application of SDT at molecule level.

Experimental section
Materials

BSA (Fraction V) was obtained from Amresco (USA) and used
without further purification. The BSA stock solution, 2.50 x 107>
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Fig. 1. Molecular structure of MB.

mol/L, was prepared in 0.05 mol/L Tris—HCI buffer solution (pH
7.40) containing 0.05 mol/L NaCl. MB, Diphenylcarbazide (DPCI),
p-Mannitol (p-Man), L.-Histidine (L-His) and Ascorbic acid (V.) were
all purchased from Sinopharm Chemical Reagent Co., Ltd (China).
The MB stock solution (2.00 x 10~ mol/L), the DPCI stock solution
(2.50 x 1072 mol/L) and the different ROS scavengers stock
solution (5.00 x 1072 mol/L) were all prepared in the same buffer
solution. All the other materials were of analytical reagent grade
and used without further purification. Doubly distilled water was
used to prepare solutions.

Apparatus

The fluorescence spectra were carried out on an F-7000 fluores-
cence spectrophotometer (Hitachi High-Technologies Co., Japan).
Fluorescence spectra were obtained at an excitation wavelength
of 280 nm, with the slit widths of both the excitation and emission
set at 5.0nm and the scanning speed of 1200 nm min~'. The
absorption spectra were recorded on a UV-2550 spectrophotome-
ter (Shimadzu Co., Japan) with 1.0 cm quartz cells. The Controllable
Serial-Ultrasonics apparatus (KQ5200DB, Kunshan Ultrasonic
Instruments Co., Ltd. China) shown in Fig. 2 was used as irradiation
source, operating at ultrasonic frequency of 40 kHz and output
power of 200 W through manual adjusting. All pH measurements
were made with a pHS-25 digital pH-meter (Shanghai Reaches
Instrument Co., Ltd., China).

Procedures

Effect of ultrasonic irradiation time on the damage of BSA

In two conical flasks, the final concentrations of BSA were both
1.00 x 10> mol/L, and the final concentrations of MB were
0.00 mol/L and 1.00 x 10~ mol/L, respectively. They were all
placed in the ultrasonic irradiation apparatus and the ultrasonic
irradiation time was changed from 1.0 h to 6.0 h at 1.0 h intervals.
At every time interval, the solutions (10 mL) were taken out and
detected by fluorescence spectrophotometer.

Effect of MB concentration on the damage of BSA

In six conical flasks, the final concentration of BSA were all
1.00 x 107> mol/L, and the final concentrations of MB were chan-
ged from 0.00 mol/L to 2.50 x 107> mol/L at 0.50 x 107> mol/L
intervals. They were all placed in the ultrasonic irradiation appara-
tus for 3.0 h. Then, the solutions were taken out and detected the
fluorescence spectra.
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=
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Fig. 2. The apparatus of ultrasonic irradiation.
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Effect of ultrasonic irradiation time on the generation of ROS

In two conical flasks, the final concentrations of DPCI were both
5.00 x 103 mol/L, and the final concentrations of MB were
0.00 mol/L and 1.00 x 10~ mol/L, respectively. They were all
placed in the ultrasonic irradiation apparatus and the ultrasonic
irradiation time was changed from 1.0 h to 6.0 h at 1.0 h intervals.
At every time interval, the solutions (10 mL) were taken out and
extracted repeatedly with Benzene-CCl, (1:1) mixed solution.
The extraction solutions were diluted to 10 mL with the extractant
and detected at 563 nm by absorption spectrophotometer.

Effect of MB concentration on the generation of ROS

In six conical flasks, the final concentrations of DPCI were all
5.00 x 103 mol/L, and the final concentrations of MB were chan-
ged from 0.00 mol/L to 2.50 x 107> mol/L at 0.50 x 107> mol/L
intervals. They were all placed in the ultrasonic irradiation appara-
tus for 3.0h. Then the solutions (10 mL) were taken out and
extracted repeatedly with Benzene-CCl, (1:1) mixed solution.
The extraction solutions were diluted to 10 mL with the extractant
and detected at 563 nm by absorption spectrophotometer.

Effect of scavengers on the generation of ROS

In four conical flasks, the final concentrations of DPCI and MB
were 5.00 x 1073 mol/L and 1.00 x 10~> mol/L, respectively. Differ-
ent kinds of ROS scavengers were added into the solutions above.
All of the scavengers’ concentrations were 5.00 x 1072 mol/L. They
were all placed in the ultrasonic irradiation apparatus for 6.0 h.
Then, the solutions (10mL) were taken out and extracted
repeatedly with Benzene-CCl, (1:1) mixed solution. The extraction
solutions were diluted to 10 mL with the extractant and detected
at 563 nm by absorption spectrophotometer.

Results and discussion

Absorption and fluorescence spectra of BSA and BSA-MB mixed
solutions with and without ultrasonic irradiation

The absorption and fluorescence spectra of BSA and BSA-MB
mixed solutions with and without ultrasonic irradiation are shown
in Fig. 3. It can be seen from Fig. 3A that the BSA solution has a
strong absorption peak at 278 nm, which is mainly caused by the
transition of T — 7 of aromatic amino acid residues in BSA [31].
When MB was added into the BSA solution, the maximum absor-
bance intensity increases obviously, which is mainly caused by
the formation of BSA-MB complex and the more exposure of the
aromatic amino acid residues inside the hydrophobic cavities of
BSA [32]. In Fig. 3B, it is obvious that BSA has a strong fluorescence
emission peaked at 341 nm after being excited with the wave-
length of 280 nm due to the existence of tryptophan (Trp) and
tyrosine (Tyr) residues in BSA [33].When MB was added into the
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BSA solution, the fluorescence of BSA is quenched by MB due to
the interaction between MB and BSA and a non-fluorescent com-
plex is formed [32].

Under ultrasonic irradiation, the BSA solution shows hyperchro-
mic effect and the fluorescence intensities decrease obviously com-
pared with corresponding those without ultrasonic irradiation.
These results can be explained that water can generate some ROS
due to the cavitations effect of ultrasonic irradiation [34], which
can lead to an unfolding of BSA due to the breaking of disulfide
bonds and induce the oxidation of Trp and Tyr residues in BSA mol-
ecules [35,36]. In addition, the BSA-MB mixed solution exhibits
more obvious hyperchromic effect than pure BSA solution and
the fluorescence intensity of BSA-MB mixed solution decreases
more strikingly. These results indicate that the synergistic effects
of ultrasound and MB induce more serious damage to BSA mole-
cules. Moreover, the absorbance of BSA-MB mixed solution at
665 nm decreases remarkably compared with corresponding that
without ultrasonic irradiation. It can be concluded that MB is
decomposed under ultrasonic irradiation. Therefore, after ultra-
sound treatment, the retention of MB in the human body would
be very low. If MB could be applied to the SDT clinical treatment,
the patients will no longer need a long time away from light in
order to reduce side effects to the human body.

Effect of ultrasonic irradiation time on the damage of BSA and the
generation of ROS

The effect of ultrasonic irradiation time on the damage of BSA
was investigated by the changes of fluorescence intensities. As
shown in Fig. 4, the fluorescence intensities decrease with the
increase of ultrasonic irradiation time, and the fluorescence inten-
sities of BSA-MB mixed solution are obviously lower than those of
BSA solution at any ultrasonic irradiation time. These results indi-
cate that the degree of BSA molecules damage enhances with the
increasing ultrasonic irradiation time. Moreover, the relative fluo-
rescence quenching ratios (Rgq) were calculated using the equation

F
Req(%) =1 ——2M

100 1
Fau (1)

where Fgy represents the fluorescence intensity of BSA solution at
different ultrasonic irradiation time, and Fgpy represents the fluo-
rescence intensity of BSA-MB mixed solution at different ultrasonic
irradiation time. It can be seen that the Rgq increases obviously with
the increase of ultrasonic irradiation time. The result indicates that
the synergistic effects of ultrasound and MB induce more serious
damage to BSA molecules.

In addition, the oxidation-extraction photometry method was
used to determine the generated ROS in solutions under ultrasonic
irradiation. The oxidation-extraction photometry method is an
effective method to determine ROS [37]. In this method, DPCI can
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Fig. 3. Absorption spectra (A) and fluorescence spectra (B) of BSA and BSA-MB mixed solutions with and without ultrasonic irradiation, [BSA] = 1.00 x 107> mol/L,

[MB] =1.00 x 107> mol/L, tys = 3.0 h, US: ultrasound.
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Fig. 4. Changes of fluorescence intensities of BSA and BSA-MB mixed solutions
with  different  ultrasonic  irradiation time, [BSA]=1.00 x 10~ mol/L,
[MB] = 1.00 x 10~° mol/L.

be oxidized by ROS into diphenylcarbonzone (DPCO), which can be
extracted by organic solvents and shows the maximum absorption
at 563 nm. The absorbance of DPCO at 563 nm are correlated to the
quantities of ROS generation. The absorption spectra of generated
DPCO in the DPCI-MB mixed solutions at different ultrasonic irra-
diation time are shown in Fig. 5A and the changes of absorbance of
DPCO at 563 nm in the DPCI and DPCI-MB mixed solutions at
different ultrasonic irradiation time are shown in Fig. 5B and the
absorbance of DPCO showed in Fig. 5B are the absorbance differ-
ence values of solutions under ultrasonic irradiation and in the
dark. It can be seen from Fig. 5B that the absorbance of DPCO at
563 nm increase with the increase of ultrasonic irradiation time
in the presence and absence of MB. However, the absorbance of
DPCO in DPCI-MB mixed solution are much higher than corre-
sponding those in the DPCI solution at any ultrasonic irradiation
time. And the difference values of their absorbance increase with
the increasing ultrasonic irradiation time. These results indicate
that the ability of ROS generation is very limited for simple ultra-
sonic irradiation. Moreover, MB can be activated by ultrasound
and generate ROS more effectively, and the quantities of ROS
increase with the increase of ultrasonic irradiation time. Therefore,
the synergistic effects of ultrasound and MB can induce more
serious damage to BSA molecules than the simple ultrasonic
irradiation.

Effect of MB concentration on damage of BSA and the generation of
ROS

The changes of fluorescence intensity of BSA-MB mixed
solutions with different MB concentrations with and without
ultrasonic irradiation are shown in Fig. 6. It can be seen that the
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fluorescence intensities of maximum fluorescence emission wave-
length of BSA-MB mixed solutions decrease gradually with the
increase of MB concentration. The reason is that the interaction
exists between MB and BSA and a non-fluorescent complex is
formed [32]. After being irradiated by ultrasound, the fluorescence
intensity of BSA-MB mixed solutions decreases much faster
compared with that without ultrasonic irradiation. These results
indicate that the degree of BSA molecules damage enhances with
the increase of MB concentration. Moreover, the relative fluores-
cence quenching ratios (Rgq) were calculated using the equation

_ Fawu
Fym

Reg (%) =1 x 100

(2)

where Fgy; represents the fluorescence intensity of BSA-MB mixed
solution at different MB concentration, and Fgyy represents the
fluorescence intensity of BSA-MB mixed solution at different MB
concentration. It can be seen that the Rgq increases obviously with
the increase of MB concentration when MB concentration is less
than 2.00 x 10~* mol/L. The result indicates that the synergistic
effects of ultrasound and MB induce more serious damage to BSA
molecules than MB only.

In order to further discuss the results above, the generated ROS
in solutions with and without ultrasonic irradiation were deter-
mined. The absorption spectra of generated DPCO in the DPCI-
MB mixed solutions at different MB concentration are shown in
Fig. 7A. and the changes of absorbance of DPCO at 563 nm with
and without ultrasonic irradiation in the DPCI-MB mixed solutions
at different MB concentration are shown in Fig. 7B. From Fig. 7B we
can see that the absorbance of DPCO at 563 nm of DPCI-MB mixed
solution without ultrasonic irradiation are very lower than those
with ultrasonic irradiation. The result indicates that MB can be
activated by ultrasound and generate ROS more effectively. In
addition, the absorbance of DPCO at 563 nm of DPCI-MB mixed
solutions increase significantly with the increasing MB concentra-
tion when MB concentration is less than 2.00 x 10~ mol/L. The
result indicates that the quantity of ROS generation increases with
the increase of MB concentration under ultrasonic irradiation and
the damage of BSA molecules becomes higher with the increase
of MB concentration. When MB concentration is more than
2.00 x 10~ mol/L, the absorbance of DPCO at 563 nm of DPCI-
MB mixed solution decreases under ultrasonic irradiation. The rea-
son might be that the high MB concentration would inhibit the
light transmission from sonoluminescence and decrease the ROS
generation. Therefore, the damage of BSA molecules decreases
with the increase of MB concentration. These results are in accord
with those of from Fig. 6.
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Fig. 5. Absorption spectra of generated DPCO in the DPCI-MB mixed solutions (A) and the changes of absorbance of DPCO at 563 nm in the DPCI and DPCI-MB mixed
solutions (B) at different ultrasonic irradiation time, [DPCI] = 5.00 x 103 mol/L, [MB] = 1.00 x 10~> mol/L.
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Fig. 6. Changes of fluorescence intensities of BSA-MB mixed solutions with the
increase of MB concentration with and without ultrasonic irradiation,
[BSA] = 1.00 x 103 mol/L, tys=3.0 h.

Effect of different ROS scavengers on the generation of ROS

It can be found that the synergistic effects of ultrasound and MB
cause an obvious increase of ROS generation in this study, which
indicates that the damage of protein is related to the generation
of ROS. In order to confirm the kinds of ROS, we tested the scav-
enge effects of different ROS scavengers on the ROS generation in
the system. p-Man is the scavenger of ‘OH [38], L-His is the scaven-
ger of 10, and "OH [39], and V¢ can scavenge all kinds of ROS [40]. If
the absorbance of DPCO at 563 nm decreases after adding some
kind of scavenger, it will demonstrate that there is a kind of
corresponding ROS in the system. The absorption spectra of
generated DPCO in the presence of different ROS scavengers in
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the DPCI-MB mixed solutions under ultrasonic irradiation are
shown in Fig. 8A and the effects of those scavengers on the absor-
bance of DPCO at 563 nm in the DPCI-MB mixed solutions under
ultrasonic irradiation are shown in Fig. 8B. As shown in Fig. 8B,
the absorbances of DPCO at 563 nm decrease remarkably in the
presence of L-His and V, and the absorbance of DPCO at 563 nm
decreases to some extent in the presence of p-Man. These results
suggest that the synergistic effects of ultrasound and MB on the
damage of BSA molecules could be mainly due to the generation
of ROS. Moreover, both 0, and "OH are the important mediators
inducing the damage of BSA molecules.

Conclusions

The damage to BSA molecules under ultrasonic irradiation in
the presence of MB was studied by means of absorption and fluo-
rescence spectra. The results indicated that the synergistic effects
of ultrasound and MB could induce the damage of BSA molecules
more serious. The damage degree of BSA molecules increased with
the increase of ultrasonic irradiation time and MB concentration
because of the increased quantities of ROS generation in the sys-
tem. The mechanism of synergistic effects of ultrasound and MB
was investigated by means of oxidation-extraction photometry
combined with several ROS scavengers. The results indicated that
the damage of BSA molecules could be mainly due to the genera-
tion of ROS, in which both '0, and "OH were the important medi-
ators of the ultrasound-inducing protein damage in the presence of
MB. It is wished that this paper could offer some meaningful and
valuable references for studying the mechanism and promoting
the application of MB in SDT tumor treatment.
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Fig. 7. Absorption spectra of generated DPCO (A) and the changes of absorbance of DPCO at 563 nm with and without ultrasonic irradiation (B) in the DPCI-MB mixed

solutions at different MB concentration, [DPCI] = 5.00 x 10~ mol/L, tys = 3.0 h.

A 12

1.0 1
0.8 1

0.6 1

Absorbance

0.4 1

0.2 1

0.0 7 T 7
300 400 500 600 700

Wavelength (nm)

B 2
ZZZ DPCI-MB+US
1.04
o 081
Q
g
S 0.6
2
2 041
0.2 1
0.0 T f E;’:;; 333‘331
Control D-Man L-His V.
Scavengers

Fig. 8. Absorption spectra of generated DPCO in the presence of different ROS scavengers (A) and the effects of the different ROS scavengers on the absorbance of DPCO at
563 nm (B) in the DPCI-MB mixed solutions under ultrasonic irradiation, [DPCI] = 5.00 x 10~3 mol/L, [MB] = 1.00 x 10> mol/L, [p-Man] = [L-His] = V] = 1.00 x 10~ mol/L,

tys=6.0 h.



366 L.-L. He et al./Spectrochimica Acta Part A: Molecular and Biomolecular Spectroscopy 134 (2015) 361-366

Acknowledgments

This work was financially supported by the Youth Scientific
Research Foundation of Liaoning University (2011LDQN19).

References

[1] S. Umemura, N. Yumita, R. Nishigaki, K. Uneaura, Proc. IEEE 2 (1989) 955-960.
[2] Q. Liu, X. Wang, P. Wang, L. Xiao, Q. Hao, Cancer Chemother. Pharmacol. 60
(2007) 671-680.
[3] S. Umemura, K. Kawabata, K. Sasaki, N. Yumita, K. Umemura, R. Nishigaki,
Ultrason. Sonochem. 3 (1996) S187-S191.
[4] S. Umemura, N. Yumita, Y. Okano, M. Kaneuchi, N. Magario, M. Ishizaki, K.
Shimizu, Y. Sano, K. Umemura, R. Nishigaki, Cancer Lett. 121 (1997) 195-201.
[5] N. Yumita, K. Sasaki, S. Umemura, A. Yukawa, R. Nishigaki, Cancer Lett. 112
(1997) 79-86.
[6] I Rosenthal, J.Z. Sostaric, P. Riesz, Ultrason. Sonochem. 11 (2004) 349-363.
[7] P. Wang, X. Wang, K. Zhang, K. Gao, M. Song, Q. Liu, Ultrasonics 53 (2013) 935-
942.
[8] V. Bernard, V. Mornstein, J. Skorpilkova, J. Jaro, Ultrasound Med. Biol. 38
(2012) 1205-1211.
[9] Q. Liu, X. Li, L. Xiao, P. Wang, X. Wang, Y. Wang, ]. Ultrasound Med. 27 (2008)
57-64.
[10] H.Jin, X. Zhong, Z. Wang, X. Huang, H. Ye, S. Ma, Y. Chen, ]. Cai, ]. Cell Biochem.
112 (2011) 169-178.
[11] P. Wang, L. Xiao, X. Wang, X. Li, Q. Liu, Ultrasonics 50 (2010) 634-638.
[12] Z. Wang, ]. Gao, J. Wang, Y. Li, K. Li, P. Kang, X. Zhang, J. Lumin. 132 (2012) 818-
825.
[13] X. Wang, L. He, B. Liu, J. Wang, J. Lumin. 131 (2011) 1361-1367.
[14] M. Zou, L. Zhang, ]J. Wang, Q. Wang, J. Gao, P. Fan, Spectrochim. Acta A 110
(2013) 364-376.
[15] X. Zhao, Q. Liu, W. Tang, X. Wang, P. Wang, L. Gong, Y. Wang, Ultrason.
Sonochem. 16 (2009) 50-56.
[16] X. Wang, P. Wang, K. Zhang, X. Su, J. Hou, Q. Liu, Toxicol In Vitro 27 (2013)
1247-1259.
[17] H. Tsuru, H. Shibaguchi, M. Kuroki, Y. Yamashita, M. Kuroki, Free Radic. Biol.
Med. 53 (2012) 464-472.

[18] L.B. Feril Jr., Y. Tsuda, T. Kondo, Q.L. Zhao, R. Ogawa, Z.G. Cui, K. Tsukada, P.
Riesz, Cancer Sci. 95 (2004) 181-185.

[19] Y. Li, P. Wang, P. Zhao, S. Zhu, X. Wang, Q. Liu, Ultrasonics 52 (2012) 490-496.

[20] X. Wang, AW. Leung, Y. Jiang, H. Yu, X. Li, C. Xu, Ultrasonics 52 (2012) 543-
546.

[21] N. Yumita, Q.S. Han, 1. Kitazumi, S. Umemura, Cancer Sci. 99 (2008) 166-172.

[22] XX. Dong, Y. Wang, Z.H. Qin, Acta Pharmacol. Sin. 30 (2009) 379-387.

[23] Y. Guo, C. Cheng, ]. Wang, X. Jin, B. Liu, Z. Wang, ]. Gao, P. Kang, Spectrochim.
Acta A 79 (2011) 1099-1104.

[24] M. Wainwright, K.B. Crossley, ]. Chemother. 14 (2002) 431-443.

[25] R.H. Schirmer, B. Coulibaly, A. Stich, M. Scheiwein, H. Merkle, ]. Eubel, K.
Becker, H. Becher, O. Miiller, T. Zich, W. Schiek, B. Kouyaté, Redox Rep. 8 (2003)
272-275.

[26] A.S. Baraka, C.M. Ayoub, V. Yazbeck-Karam, R.N. Kaddoum, F.J. Gerges, U.M.
Hadi, C.M. Dagher, Can. J. Anaesth. 52 (2005) 258-261.

[27] P.N. Patel, Ann. Pharmacother. 40 (2006) 299-303.

[28] J.P. Tardivo, A.D. Giglio, C.S. de Oliveira, D.S. Gabrielli, H.C. Junqueira, D.B. Tada,
D. Severino, R. de Fatima Turchiello, M.S. Baptista, Photodiagn. Photodyn. Ther.
2 (2005) 175-191.

[29] C. Komori, K. Okada, K. Kawamura, S. Chida, T. Suzuki, Anticancer Res. 29
(2009) 2411-2415.

[30] J. Xiang, X. Xia, Y. Jiang, A.W. Leung, X. Wang, J. Xu, P. Wang, H. Yu, D. Bai, C. Xu,
Ultrasonics 51 (2011) 390-395.

[31] X. Guo, L. Zhang, X. Sun, X. Han, C. Guo, P. Kang, J. Mol. Struct. 928 (2009) 114-
120.

[32] YJ. Hu, Y. Liu, RM. Zhao, J.X. Dong, S.S. Qu, ]. Photochem. Photobiol. A Chem.
179 (2006) 324-329.

[33] S. Naveenraj, M.R. Raj, S. Anandan, Dyes Pigm. 94 (2012) 330-337.

[34] N. Kardos, J.L. Luche, Carbohydr. Res. 332 (2001) 115-131.

[35] P. Khullar, V. Singh, A. Mahal, P.N. Dave, S. Thakur, Gurinder Kaur, J. Singh, S.S.
Kamboj, M.S. Bakshi, J. Phys. Chem. C 116 (2012) 8834-8843.

[36] M.S. Bakshi, J. Phys. Chem. C 115 (2011) 13947-13960.

[37] J. Wang, Y.W. Guo, B. Liu, X.D. Jin, LJJ. Liu, R. Xu, Y. Kong, B. Wang, Ultrason.
Sonochem. 18 (2011) 177-183.

[38] J.M. Desesso, A.R. Scialli, G.C. Goeringer, Teratology 49 (1994) 248-259.

[39] N. Yumita, R. Nishigaki, I. Sakata, S. Nakajima, S. Umemura, Jpn. J. Cancer Res.
91 (2000) 255-260.

[40] T.H. Yu, ]. Bai, K. Hu, Z.B. Wang, Ultrason. Sonochem. 10 (2003) 33-35.


http://refhub.elsevier.com/S1386-1425(14)01020-8/h0005
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0010
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0010
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0015
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0015
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0020
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0020
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0025
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0025
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0030
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0035
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0035
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0040
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0040
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0045
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0045
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0050
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0050
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0055
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0060
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0060
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0065
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0070
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0070
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0075
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0075
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0080
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0080
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0085
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0085
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0090
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0090
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0095
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0100
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0100
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0105
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0110
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0115
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0115
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0120
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0125
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0125
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0125
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0130
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0130
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0135
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0140
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0140
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0140
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0145
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0145
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0150
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0150
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0155
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0155
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0160
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0160
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0165
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0170
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0175
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0175
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0180
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0185
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0185
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0190
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0195
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0195
http://refhub.elsevier.com/S1386-1425(14)01020-8/h0200

	Protein damage and reactive oxygen species generation induced by the synergistic effects of ultrasound and methylene blue
	Introduction
	Experimental section
	Materials
	Apparatus
	Procedures
	Effect of ultrasonic irradiation time on the damage of BSA
	Effect of MB concentration on the damage of BSA
	Effect of ultrasonic irradiation time on the generation of ROS
	Effect of MB concentration on the generation of ROS
	Effect of scavengers on the generation of ROS


	Results and discussion
	Absorption and fluorescence spectra of BSA and BSA–MB mixed solutions with and without ultrasonic irradiation
	Effect of ultrasonic irradiation time on the damage of BSA and the generation of ROS
	Effect of MB concentration on damage of BSA and the generation of ROS
	Effect of different ROS scavengers on the generation of ROS

	Conclusions
	Acknowledgments
	References


