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Abstract

We prepared and characterized manganese oxide magnetic nanoparticles (d = 5.6 nm) and
developed nanoparticle-assited laser desorption/ionization (nano-PALDI) mass spectrometry.
The nanoparticles had MnO, and Mn, O3 cores conjugated with hydroxyl and amino groups,
and showed paramagnetism at room temperature. The nanoparticles worked as an ionization
assisting reagent in mass spectroscopy. The mass spectra showed no background in the low
m/z. The nanoparticles could ionize samples of peptide, drug and proteins (approx. 5000 Da)
without using matrix, i.e., 2,5-dihydroxybenzoic acid (DHB), 4-hydroxy-«-cinnamic acid
(CHCA) and liquid matrix, as conventional ionization assisting reagents. Post source decay
spectra by nano-PALDI mass spectrometry will yield information of the chemical structure of

analytes.
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1. Introduction

Recently, the use of nanoparticles in the fields of
nanomachines [1, 2], imaging methods [3], biosensors [4],
diagnostics [5] and drug-delivery systems [6-8] has
been reported. Especially, magnetic nanoparticles are
attracting much attention in the nanobioengineering,
magnetic resonance imaging [5, 9, 10] and delivery systems
[6, 11-13]. In a mass spectrometry field, it is well known
that nanoparticles with metal oxide core can assist laser
desorption/ionization (LDI) of analytes in presence of
glycerol [14], although this method is complex, and analyte
is diluted by the glycerol solution. Zinc oxide nanoparticles
appeared highly useful for desorption/ionization of low
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molecular weight samples [15]. However, their shape was
anisotropic, e.g. cubic and rectangular with vastly varying
sizes in the range 20-200 nm. To the best of our knowledge,
the use of uniform nanoparticles in direct mass spectrum
analysis has not been described yet.

Among the various biomolecules, metabolites in terms
of metabolic intermediates, hormones and other signaling
molecules [16] are known to play important biological roles.
We focused on the matrix-assisted laser desorption/ionization
(MALDI) based on mass spectrometry because it could
directly detect metabolites from biological samples [17]
and tissues [18] as well as from purified samples. One
of the major problems of MALDI-mass spectrometry for
identification of biomolecules is usage of the conventional
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Figure 1. Schematic illustration of nano-PALDI mass spectrometry.

chemical ionization-assisting reagent (matrix) such as
2,5-dihydroxybenzoic acid (DHB) and 4-hydroxy-o-cinnamic
acid (CHCA). The analyte has to be embedded within the
matrix crystals. Matrix peaks and fragment peaks overlap
in the lower mass region (m/z ~ 800). As an improvement,
we prepared manganese oxide magnetic nanoparticles (d =
5.6nm), which are based on metal oxide core coated
with functional silicate sheet. This functional silicate sheet
drastically improved energy transfer between the metal
oxide core and analyte; viz. analyte was ionized only by
the nanoparticles. This paper shows for the first time,
that manganese oxide magnetic nanoparticles can assist
ionization in nanoparticle-assisted laser desorption/ionization
(nano-PALDI) mass spectrometry without significant increase
of background signals (figure 1). We also applied nano-PALDI
mass spectrometry to chemical compounds and biological
samples, such as reserpine, substance P and insulin, using
manganese oxide magnetic nanoparticles with spherical
structure.

2. Materials and methods

2.1. Preparation of manganese oxide based magnetic
nanoparticles

Manganese oxide based magnetic nanoparticles were
prepared by mixing aqueous solutions of MnCl, - 4H,0
(20ml, 100mM; WAKO Pure Chemicals Japan) and
(3-aminopropyl)triethoxysilane (20ml, y-APTES; Shinetsu
Kagaku Japan) (figure 2). After 1h of stirring at room
temperature, the resulting precipitates were washed several
times with ultrapure water and dried at 80 °C in an incubator.
The dried samples were crushed in a porcelain mortar. The
morphology and diameter distribution of the nanoparticles
were investigated with transmission electron microscopy
(TEM; H-7100, Hitachi, Japan). The CuKa x-ray powder
diffraction (XRD, MiniFlex II, Rigaku, Japan) patterns of
the nanoparticles were recorded at room temperature to
confirm particle structure. Optical absorption spectra were
recorded with a UV spectrometer (V-530, JASCO Japan). The
presence of the amino groups, hydroxyl groups and silicates
was confirmed by Fourier transform infrared spectroscopy
(FTIR; Spectrum One, Perkin Elmer, USA). To assess

the surface electric charge, zeta-potential was measured
by Zetasizer Nano ZS (Malvern, UK). Magnetization
measurement was performed with a Quantum Design
magnetic property measurement system, a superconducting
quantum interference device (SQUID, MPMS, Quantum
Design, Japan) magnetometer.

2.2. Nano-PALDI mass spectrometry

The usefulness of the nanoparticles as an assisting
ionization material in mass spectrometry was confirmed
by a MALDI-TOF-type instrument (TOF = time of flight;
Voyager-DE-RP; Applied Biosystems, Germany) using N;
laser emitting at 337nm. The drug (reserpine) or sample
peptide (substance P acetate hydrate) or protein (insulin
from bovine pancreas) was chosen. The nanoparticles (10 mg)
were dispersed in 1ml of methanol. Each sample was
independently dissolved in distilled water at a concentration
of 10~*mol1~". Each analyte solution (1 ;1) was dropped on
nanoparticles-coated target plates with a pipette. The external
calibration peptides were deposited on the plate to minimize
mass shift. The analyte surface was irradiated with 500 laser
shots.

3. Results and discussion

3.1. Physical characterization of nanoparticles

Figure 2(a) shows TEM image of the nanoparticles. The
nanoparticle diameter was deduced as 5.6 & 0.2 nm (statistics:
100 measurements; figure 2(b)). The image reveals that
the nanoparticles did not aggregate but disperse. The
peaks at 20 =19, 37 and 35 degrees in the XRD pattern
of the nanoparticles were assigned to the 111 and 121
reflections of MnO; and 110 reflection of Mn, O3, respectively
(figure 2(c)). This result indicates that the crystal growth of the
nanoparticles proceeds in the a-axial and b-axial directions.
The nanoparticle was estimated as ~5 nm from the half-width
of the XRD peaks, in good agreement with the TEM result.

UV absorption appeared around the 337 nm wavelength
of the N, laser (figure 3(a)). This result indicated that the
nanoparticles can be used as ionization assisting reagent of
analyte for nano-PALDI mass spectrometry. We analyzed the
nanoparticles by FTIR transmittance (figure 3(b)) to confirm
chemical bonding between organic molecule and particles
surface. Si-O (1000-800cm™'), C-N (1560-1480cm™"),
C-H (2930-2830cm™~') and O-H (3680-3100cm~") bonds
are present at the nanoparticle surface, even after multiple
washing of the samples to remove physisorbed organic
molecules. The surface electric charge was analyzed with
zeta-potential measurements (figure 3(c)). An isoelectric point
was found for ~ pH9.8. The nanoparticles showed positive
charge in pH < 10 indicating that NH, groups transformed
into NH3 group on the nanoparticle surface. The zeta potential
was more than +30mV that was considered as the threshold
value for electrostatic stabilization [19]. Magnetization results
(figure 3(d)) indicated paramagnetic behavior at 300 K and
antiferromagnetic behavior with sigmoid curve at 5 K [20,21].
Therefore, it is thought that our nanoparticles contain MnO,
and Mn, O3 bearing hydroxyl and amino groups.
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Figure 2. (a) TEM image of nanoparticles, (b) diameter distribution of nanoparticles and (c) XRD patterns of manganese oxide

nanoparticles.

3.2. Ability of nanoparticles to assist ionization of pure
sample analytes

We evaluated the usefulness of the nanoparticles as laser
desorption/ionization material using reserpine (MW: 608.7)
as a sample of low-molecular-weight drug, substance P
acetate hydrate (MW: 1346.7) as a sample of peptide and
insulin (MW: 5733) as a sample of protein.

Signal of the oxidative reserpine was observed at
m/z 607.5 in the spectra of figure 4(a), indicating that

oxidation of reserpine occurred due to air and ambient
light [22]. Thus, the observed signal was oxidative reserpine
called 12,13-dehaydroreserpine [23]. The reserpine sample
alone or nanoparticles alone did not yield any signals
(figures 4(b) and (c)). Using CHCA as a conventional
matrix, the signals by themselves were observed at low
molecule range (figure 4(d)). In case of substance P as
peptide analyte (figure 4(e)) or insulin as protein analyte
(figure 4(f)), the nanoparticles did facilitate ionization of
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Figure 3. (a) Optical absorption spectrum of manganese oxide nanoparticles. (b) FTIR spectra of nanoparticles. (c) Zeta potential versus
pH for the nanoparticles dispersed in water. (d) Magnetization measurements of nanoparticles at 300 K (e) and 5 K (0J).

the analytes. This result indicated that nanoparticles can
function as ionization-assisting reagents over a wide range
of analytes. Interestingly, no nanoparticle-related background
signals were observed in the m/z range 0-7000 that facilitates
the analysis of the target molecules.

To perform post-source decay (PSD) mass spectrometry
by nano-PALDI for structural analysis, we used reserpine as
representative sample. The major intense ions were observed
at m/z 395 (Y1 ion) and m/z 195 (Z1 ion) due to cleavage
of ether bond (figures 5(a) and (b)). From these fragment ion
signals, we could achieve structural analysis by nano-PALDI.

Regarding the mechanism of improved ionization by
nanoparticles, we speculate that nanoparticles rapidly attain

high temperature during laser irradiation. Under rapid heating
condition, the analyte does not degrade, but is rapidly ionized
by the heat from the nanoparticle [24]. This is attributed
to the unique structure of nanoparticles, which acts as an
efficient ionization assisting material. The proximity of the
hydrophilic hydroxyl and amino groups at the particle surface
improves the interaction between nanoparticle and the analyte.
Previously, we have performed mass spectrometry for a
substance P sample using commercial Au colloids [25] as
reference samples. Au could also ionize the analyte with
cluster-ion of itself in the low m/z region [6]. Therefore,
magnesium nanoparticles are more suitable for the analysis
of low molecular weight samples.
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Figure 4. (a) Nano-PALDI mass spectra of reserpine (100 pmol) with nanoparticles, (b) nanoparticles alone and (c) reserpine alone;
(d) mass spectra of reserpine with CHCA; (e) nano-PALDI mass spectra of substance P (100 pmol) and (f) insulin (100 pmol).

4. Conclusions

Nanoparticle can be used as a background-free ionization
assisting reagent for a wide range of analytes such as chemical
drugs and biomolecules. Nanoparticle themselves can ionize
the analyte without combining with glycerol.

In previous study, we took advantage of localization of
functionalized magnetic nanoparticles by external magnetic
field [6] and the cell-specific delivery system of the particles

using folic acid or amino acid [7]. Moreover, through a
combination of our previous works and the reported here use
of magnesium nanoparticles, we might be able to customize
nanoparticles as an ionization assisting reagent with a specific
delivery ability. In addition, the nanoparticles may be utilized
in the detailed two-dimensional mass spectrometry analysis
of biomedical tissues [3] and in cellular analysis [26].
The present nanoparticle-based approach allows simple and
efficient identification of various biomolecules.
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Figure 5. (a) Chemical structure of oxidative reserpine (MW
607.7). (b) Post-source decay nano-PALDI mass spectra of
reserpine.

Acknowledgments

We thank Center for Nano Materials and Technology,
particularly Dr I Oosaka, for providing technical assistance
and advice. This research was supported by a Grant-in-Aid to
ST from JAIST.

References

[1] Du Y-Z, Hiratsuka Y, Taira S, Eguchi M, Uyeda T Q P,
Yumoto N and Kodaka M 2005 Chem. Commun. 16 2080

[2] Taira S, Du Y-Z, Hiratsuka Y, Uyeda T Q P, Yumoto N and
Kodaka M 2008 Biotechnol. Bioeng. 99 734

[3] Taira S, Sugiura Y, Moritake S, Shimma S, Ichiyanagi Y and
Setou M 2008 Anal. Chem. 80 4761
[4] Taira S, Du Y-Z, Hiratsuka Y, Konishi K, Uyeda T Q P,
Yumoto N and Kodaka M 2006 Biotechnol. Bioeng.
95 533
[5] Huh Y-M et al 2005 J. Am. Chem. Soc. 127 12387
[6] Moritake S, Taira S, Ichiyanagi Y, Morone N, Song S-Y,
Hatanaka T, Yuasa S and Setou M 2007 J. Nanosci.
Nanotechnol. 7 937
[7] Taira S, Hatanaka T, Moritake S, Kai Y, Ichiyanagi Y and
Setou M 2007 e-J. Surf. Sci. Nanotech. 5 23
[8] Moritake S, Taira S, Hatanaka T, Setou M and Ichiyanagi Y
2007 e-J. Surf. Sci. Nanotech. 5 66
[9] Lanza G M, Winter P M, Caruthers S D, Morawski A M,
Schmieder A H, Crowder K C and Wickline S A 2004
J. Nucl. Cardiol. 11 733
[10] Flynn E R and Bryant H C 2005 Phys. Med. Biol. 50
1273
[11] Gupta A K and Wells S 2004 IEEE Trans. Nanobiosci.
366
[12] Song H-T, Choi J-S, Huh Y-M, Kim S, Jun Y-W, Suh J-S and
Cheon J 2005 J. Am. Chem. Soc. 127 9992
[13] Won J, Kim M, Yi Y-W, Kim Y-H, Jung N and Kim T-K 2005
Science 309 121
[14] Tanaka K, Ido Y, Akita S, Yoshida Y and Yoshida T 1987
Proc. 2nd Japan-China Joint Symp. on Mass Spectrometry
p 185
[15] Watanabe T, Kawasaki H, Yonezawa T and Arawaka R 2008
J. Mass Spectrom. 43 1063
[16] Lin P-C, Tseng M-C, Su A-K, Chen Y-J and Lin C-C 2007
Anal. Chem. 79 3401
[17] Sugiura Y, Shimma S, Moriyama Y and Setou M 2007 J. Mass
Spectrom. Soc. Japan 55 25
[18] Stoeckli M, Chaurand P, Hallahan D E and Caprioli R M 2001
Nat. Med. 7 493
[19] Cunningham D, Littleford R E, Smith W E, Lundahl P J,
Khan I, McComb D W, Graham D and Laforest N 2006
Faraday Discuss. 132 135
[20] Mukherjee S, Pal A K, Bhattacharya S and Raittila J 2006
Phys. Rev. B 74 104413
[21] Greedan J E, Raju N P, Wills A S, Morin C, Shaw S M and
Reimers J N 1998 Chem. Mater. 10 3058
[22] Pasilis S P, Kertesz V and Berkel G J V 2008 Anal. Chem.
80 1208
[23] Awang D V C and Vincent A 1980 Can. J. Chem. 58
1589
[24] Beuhler R J, Flanigan E, Greene L J and Friedman L 1974
J. Am. Chem. Soc. 12 3990
[25] Plumb R S, Stumpf C L, Gorenstein M V, Castro-Perez J M,
Dear G J, Anthony M, Sweatman B C, Connor S C and
Haselden J N 2002 Rapid Commun. Mass Spectrom.
16 1991
[26] Moritake S, Taira S, Sugiura Y, Setou M and Ichiyanagi Y
2009 J. Nanosci. Nanotechnol. 7 169


http://dx.doi.org/10.1039/b500327j
http://dx.doi.org/10.1002/bit.21618
http://dx.doi.org/10.1021/ac800081z
http://dx.doi.org/10.1002/bit.21055
http://dx.doi.org/10.1021/ja052337c
http://dx.doi.org/10.1166/jnn.2007.216
http://dx.doi.org/10.1380/ejssnt.2007.23
http://dx.doi.org/10.1380/ejssnt.2007.60
http://dx.doi.org/10.1016/j.nuclcard.2004.09.002
http://dx.doi.org/10.1088/0031-9155/50/6/016
http://dx.doi.org/10.1088/0031-9155/50/6/016
http://dx.doi.org/10.1109/TNB.2003.820277
http://dx.doi.org/10.1021/ja051833y
http://dx.doi.org/10.1126/science.1112869
http://dx.doi.org/10.1002/jms.1385
http://dx.doi.org/10.1021/ac070195u
http://dx.doi.org/10.1038/86573
http://dx.doi.org/10.1039/b506241a
http://dx.doi.org/10.1103/PhysRevB.74.104413
http://dx.doi.org/10.1021/cm9801789
http://dx.doi.org/10.1021/ac701791w
http://dx.doi.org/10.1139/v80-250
http://dx.doi.org/10.1139/v80-250
http://dx.doi.org/10.1021/ja00819a043
http://dx.doi.org/10.1002/rcm.813
http://dx.doi.org/10.1166/jnn.2009.J012

	1. Introduction
	2. Materials and methods
	2.1. Preparation of manganese oxide based magnetic nanoparticles
	2.2. Nano-PALDI mass spectrometry

	3. Results and discussion
	3.1. Physical characterization of nanoparticles
	3.2. Ability of nanoparticles to assist ionization of pure sample analytes

	4. Conclusions
	Acknowledgments
	References



