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Evaluation of pH at Neutral Lipid/Water Interfaces by Heterodyne-detected

Electronic Sum Frequency Generation

Achintya Kundu, Shoichi Yamaguchi, Tahei Tahara

Molecular Spectroscopy Laboratory, RIKEN

The biological membrane is the boundary of a
biological cell.
components of the biological membrane is neutral

One of the main structural

lipid. The pH at the biological membrane is
important for the formation of the membrane and
the functional activity of the membrane. Therefore,
it is essentially important to know the interface pH
at the biological membrane.

the
lipid/water interfaces which mimic the biological

We evaluated interface pH at the
membrane. The lipid/water interfaces were formed
with lipids adsorbed at the air/water interface with
their hydrophobic acyl chains pointing up towards
the air and their hydrophilic head groups pointing
down towards the bulk water." pH spectrometry
was applied to the lipid/water interfaces to
evaluate the pH at the lipid interfaces using
heterodyne-detected electronic sum frequency
generation (HD-ESFG) and a pH indicator.2® The
pH indicator was coadsorbed at the lipid/water
interfaces with its alkyl chain aligned with the
lipid acyl chains and its chromophore facing
towards interfacial water. Figure 1 shows the
and the
representation of the experimental configuration.

lipid/water interface schematic
We chose a surface active pH indicator,
4-heptadecyl-7-hydroxycoumarin (HHC). Figure
2a shows the acid-base equilibrium of the pH
indicator. Studies were performed at the water
interface with each of two neutral model lipids,
shown in Figure 2b, 1,2-dipalmitoyl-sn-glycerol
(DPG, nonionic) 1,2-dipalmitoyl-sn-glycero-3-
phosphocholine (DPPC, zwitterionic).

800 nm

540 nm-1.2 um

!

Sum
frequency

L

Fig. 1 Sketch of the lipid/water interface with

pH

indicator

and

configuration.

the

experimental

(a) CarHss Ci7Hss
HO 0" o o oo
Acid (HA) Base (A")
(b)
o
o ¢
O//,,
o H
o= Q@ _Q
Oy, O\IP=0
H’i o
HO g
—N+
/\
DPG DPPC

Fig. 2 (a) Acid-base equilibrium of the pH
indicator, HHC. (b) Chemical structure of the
two model lipids: DPG (nonionic) and DPPC
(zwitterionic).



Figures 3a and 3b shows the interface . 42 (a) Imaginary Part
selective electronic y® spectra of the pH indicator R -
at the nonionic DPG/water interface. Imy® £ — 62
spectra (imaginary part of the »® spectra) exhibit ; — 98
an absorptive spectral feature, and these can be =
interpreted in the same way as UV-visible ag
absorption spectra under the present two-photon
resonant and one-photon nonresonant conditions.’ 2
The Imy® and Rey® (real part of the »*® spectra) X0 (b) Real Part
spectra exhibit isosbestic points approximately at Bulk oty
350 nm and 380 nm, which indicate only the < -
acid-base equilibrium at the lipid/water interface. € — %
By analyzing the bulk-pH dependence of the @‘: 0
% spectra, the bulk pH at which [HA] = [Alis &
determined as 9.3. Generally, the pH is equal to | . | e J
the pK, (negative logarithm of the acid 340 360 380 400 420 440
dissociation constant) when [HA] = [A]. o+ o, Wavelength (nm)

However, this bulk pH at which [HA] = [A] is
not the pK, of the pH indicator at the DPG/water
interface, because the pH is measured in the bulk.

Fig. 3 (a) Imaginary and (b) real parts of the @
spectra of the pH indicator at the DPG/water
interface. Black, red, green, blue, and pink lines

represent spectra obtained at bulk pH 6.2, 9.1,
The pK, is equal to the standard reaction g5 109 and12.7 respectively.

Gibbs energy of HA— H* + A~ divided by RTIn10.

The standard reaction Gibbs energy is given as a function of the effective relative dielectric constant of
the surrounding medium which can be estimated by the solvatochromism of A™. The peak wavelength of
the Imy®® spectrum of A~ in Figure 3a allows us to estimate the effective relative dielectric constant of
the DPG/water interface as 25. From this effective relative dielectric constant, the pK, of the pH
indicator at the DPG/water interface is evaluated as 10.1. Because this pK, should be equal to 9.3 + A, A
is obtained as +0.8. Similarly, we also estimate the pH at the zwitterionic lipid DPPC/water interface
and find it to be lower than bulk by 0.6 pH units.

Although, both DPG and DPPC are neutral lipids, the pH at the DPG/water interface is higher than
that in bulk whereas the pH at the DPPC/water is lower than that in bulk. This work clearly shows that
the interface pH is substantially deviated from the bulk pH and that it changes largely depending on the
head group of the lipids.

Assuming interfacial pH = bulk pH + A, pK, is
obtained as 9.3 + A.

References
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(2) Kundu, A.; Yamaguchi, S.; Tahara, T. J. Phys. Chem. Lett. 2014, 762.
(3) Yamaguchi, S.; Kundu, A.; Sen, P.; Tahara, T. J. Chem. Phys. 2012, 137, 151101.



Water Structure at Nonionic Lipid/Water Interfaces Revealed by Heterodyne-Detected

Vibrational Sum Frequency Generation Spectroscopy

Aniruddha Adhikari, Satoshi Nihonyanagi, Shoichi Yamaguchi, Tahei Tahara

Molecular Spectroscopy Laboratory, RIKEN

Despite its presence in nature and importance in many processes of biological relevance, our
knowledge about lipid/water interfaces remains rather limited. This is chiefly due to difficulties in
experimentally detecting such interfaces with sufficient molecular level sensitivity. Heterodyne-Detected
Vibrational Sum Frequency Generation (HD-VSFG) is a novel nonlinear spectroscopic tool which allows us
to overcome these difficulties and gain useful insights into lipid/water interfaces. The HD-VSFG experiment
is capable of determining the complex second order nonlinear susceptibility (x®) spectrum of a given
interface. The imaginary part of ¥ (Imy®) spectrum is a interface analogue of absorption spectrum in bulk
hence it provides rich information about interfacial molecules. Furthermore, the sign of a resonance band in
an Imy® spectrum provides a direct information about whether the interfacial molecule is oriented with its
dipole pointing towards or away from the interface. Using HD-VSFG, we have previously studied interfaces
between water and anionic, cationic and zwitterionic lipids and clarified the orientation and hydrogen-bond
structure of water at these ionic lipid/water interfaces.™? In these ionic lipid interfaces, the overall orientation
of interfacial water molecules was found to be governed by the charge or the local charge distribution present
on headgroup moieties. In this work, we extend our HD-VSFG study of lipid/water interfaces and study the
structure of water at a nonionic lipid/water interface.

Figure 1 shows the chemical structure of the nonionic lipids and amphiphiles chosen for
investigation.

H OH
- T
a AAAW\OF " (/ F l(/?/ N\ .
NH H PPN & }7( /‘—‘OA,
W\\/\W\/\/\T T ¢ " \__
O ] =
[a] (o]
b N\/WVMO/‘YO oF d
e e e o oF P H
(8] OH

Figure 1. Chemical structures of a) C18-Ceramide; b) 1,2-dipalmitoyl-sn-glycero-3-galloyl; c) Cholesterol; d)
Octadecanol

We used isotopically diluted water in our studies to minimize the effect of intra/intermolecular
couplings in the Imy® spectra and thus allow a straightforward interpretation of the spectrum.

Figure 2 shows the Imy® spectra of water (HOD) surface covered by a monolayer of the lipid or
amphiphile in the OH stretch region. The positive sign of the OH band indicates that the water at the
interface of such nonionic species adopts net H-up orientation despite the absence of a charge on the lipid or
amphiphile headgroup. The trend is observed to be common for all the four molecules studied despite
substantial differences in chemical structure. Positive sign for the OH band was obtained in all the cases.
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Figure 2. Imy@® spectra of a) C18-Ceramide; b) 1,2-dipalmitoyl-sn-glycero-3-galloyl; c) Cholesterol; d)

Octadecanol monolayers on 20% HOD-D,0 at air/water interface. All measurements in s-,s-,p- configuration.

All the molecules studied in this work bear headgroups that contain the hydroxyl functional group.
The results in Figure 2 suggest that the hydroxyl oxygen in the headgroup is capable of behaving as an
acceptor of hydrogen bond from the interfacial water molecules thus rendering their H atoms directed
towards the headgroup’s oxygen (thus favoring a net “H-up” orientation). It is concluded that the orientation
and structure of interfacial water molecules in the vicinity of nonionic lipids is governed by scope of
hydrogen bonding and is very different from that of zwitterionic lipids.

[References]
1. Mondal, J. A.; Nihonyanagi, S.; Yamaguchi, S.; Tahara, T. J. Am. Chem. Soc. 2010, 132, 10656.
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Substituent effect on the MLCT excited-state dynamics of Cu(l) complexes
studied by femtosecond time-resolved absorption spectroscopy

Lingiang Hua, Munetaka lwamura, Satoshi Takeuchi, Tahei Tahara

Molecular Spectroscopy Laboratory, RIKEN

Bis-diimine Cu(l) complexes have been attracting a
great deal of attention from the viewpoints of both
fundamental science and applications. The

photophysical/photochemical properties of the Cu(l) — [Cuhem.]” [Cu(dmphen),] * (Cu(dpphen),]

complex are closely related to the flattening distortion  Figure
occurring in the MLCT excited state, and are

1. Molecular  structures of three

bis-phenanthroline Cu(l) complexes.

significantly affected by substituents introduced at the 2-, and 9-positions of the ligands. Previously, we

investigated the excited-state dynamics of three Cu(l) complexes with different substituents, [Cu(phen),]’,

[Cu(dmphen),]*, and [Cu(dpphen),]” (Figure 1), by femtosecond time-resolved emission spectroscopy, and

revealed that the flattening distortion becomes slower for the complex having bulkier substituents [1].

However, the substituent effect on the ultrafast dynamics of the bis-diimine Cu(l) complexes has not yet

fully clarified, because the femtosecond emission spectroscopy can
detect only emissive states. In fact, the relaxation pathway of
[Cu(phen);]* has remained unsolved, since no emission was
observed from transient states after the flattening distortion.
Therefore, it is highly desirable to examine and compare the
MLCT excited-state dynamics of the three Cu(l) complexes by
complementary femtosecond time-resolved absorption
spectroscopy for full understanding of the substituent effect. In
this study [2], we carried out femtosecond time-resolved
absorption measurements of the three Cu(l) complexes with the S;
S, photoexcitation. Unlike the data reported so far, the direct
S;: < Sy excitation in our measurement made the observation
simpler and interpretation straightforward. Furthermore, we also
performed time-resolved absorption spectroscopy with 35-fs time
resolution to observe the coherent nuclear dynamics in the MLCT
states, which clarifies the vibrational dephasing in the initial
excited state.

As shown in Figure 2, the transient absorption of [Cu(phen),]”
in dichloromethane exhibited a positive band at 570 nm due to the
S; absorption immediately after the S;<—S, photoexcitation. The
570-nm band showed a slight intensity increase with a time
constant of 0.2 ps, reflecting the flattening distortion in the S; state.
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Figure 2. (a) Steady-state and (b-d)
femtosecond  time-resolved  absorption
spectra of [Cu(phen),]* in dichloromethane
(550 nm excitation, 2 mM).



The transient absorption of the flattened S, state was clearly observed, although its fluorescence was not
observed in our previous femtosecond up-conversion measurement in the visible region. The transient
absorption due to the flattened S, state decayed with a time constant of 1.8 ps, and the bleaching of the Sy
state recovered accordingly. This observation clarifies that the S; state of [Cu(phen),]" is predominantly
relaxed to the Sp state by internal conversion. On the other hand, the transient absorption of
[Cu(dpphen),]* showed a 0.9-ps intensity increase of the S; absorption due to the flattening distortion, and
then exhibited a 11-ps spectral change due to the intersystem crossing. This excited-state dynamics of
[Cu(dpphen),]* is very similar to that of [Cu(dmphen),]". In the ultrafast pump—probe measurements
with 35 fs time resolution, [Cu(phen),]* and [Cu(dpphen),]* exhibited oscillation due to the nuclear
wavepacket motions of the initial S; state, as observed before for [Cu(dmphen),]” (Figure 3). It was
found that the dephasing time of the oscillation agrees well with the time constant of the flattening
distortion in each complex. This result indicates that the initial S; states have well-defined vibrational
structures and that the vibrational coherence is retained in their short lifetimes.

(b) [Cu(dpphen),]” in CH,Cl,

(a) [Cu(phen),]” in CH,CL
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Figure 3. Pump-probe traces of (a) [Cu(phen),]* and (b) [Cu(dpphen),]" in
dichloromethane (pump: 550 nm, probe: 1000 nm).

The obtained time-resolved data revealed that the relaxation scheme of [Cu(phen),]” is significantly
different from those of the other two complexes. We consider that the difference arises from different
magnitudes of the structural change occurring in the S, state.  Since [Cu(phen),]* has no substituents, it
can undergo a large structural change, becoming close to the square-planar structure. As a result, the Sg
and S; potential energy surfaces get energetically close at the flattened structure, which significantly
accelerates the S;—S, internal conversion over other competing relaxation pathways such as intersystem
crossing to the T state. In the other [Cu(dpphen),]” and [Cu(dmphen),]*, such an extensive flattening
distortion is prohibited by the steric hindrance due to the substituents at the 2- and 9-positions of the
ligands. Thus, the internal conversion rate is much smaller than the rate of intersystem crossing, so that
the flattened S, state relaxes predominantly to the T, state. The present study accounts for the difference
in the relaxation pathways of the three Cu(l) complexes depending on the substituents, and provides a
unified view for the substituent effect on the ultrafast dynamics of the MLCT excited state.

[1] M. Iwamura, S. Takeuchi, T. Tahara, Phys. Chem. Chem. Phys. 16, 4143 (2014).
[2] L. Hua, M. lwamura, S. Takeuchi, T. Tahara, Phys. Chem. Chem. Phys. 17, 2067 (2015).
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Understanding the interfacial interaction between m-conjugated hydrocarbon (n-CHC) molecules and metal
surfaces is of great importance not only in the field of fundamental surface science but also other application
areas such as organic electronics [1-4]. Indeed, n-CHC molecules and gold (Au) as an electrode are receiving
much attention as promising materials due to high charge-carrier mobility and a low hole-injection barrier,
respectively. Extensive efforts, therefore, have been devoted to study the interfacial interaction with various n-
CHC molecules, such as benzene, pentacene, perylene, and coronene, on the noble Au(111) surface which is the
most chemically inert and most densely packed facet of Au. Photoemission studies have observed their weak
van der Waals (vdW) adsorption characters, where the molecular n-states are preserved and accompanied with
molecular level broadening, and have suggested that the pillow effect (i.e., electron density polarization at the
interface) mainly contributes to the formation of interface dipole [3,4]. Nevertheless, the detailed interfacial
electronic structures and precise adsorption geometries at the atomic scale have not yet been clarified for the
vdW adsorption process of a i-CHC molecule onto the noble metal surface. It is because a vdW potential
minimum of the process has been considered too shallow to determine a specific adsorption configuration of a
n-CHC molecule on the noble metal surface.

Single-molecule studies using scanning tunneling microscopy/spectroscopy (STM/STS) have
contributed to revealing interfacial electronic and geometric structures at organic-metal contacts in detail.
However, in the case of the vdW adsorption of a single i-CHC molecule on Au(111), only few STM/STS studies
have been reported, and the correlation between adsorption geometry and interfacial electronic structures has
still been veiled due to the weak adsorption characters. As a representative example, although Soe et al.
successfully observed the interfacial electronic structures of the single pentacene molecule on a relatively
reactive elbow site of herringbone reconstructed Au(111), a precise adsorption configuration could not be
discussed due to an undefined local surface structure at the elbow site [5].

In this work, we provide a first direct observation of adsorption geometry of a well-designed n-CHC
molecule, i.e., dehydrobenzo[12]annulene (DBA), on Au(111) using an atomically-resolved STM study
combined with vdW density functional (vdW-DF) methodology. Our observations on an atomically-resolved
scale clearly indicate that the DBA molecule has only one adsorption configuration on Au(111) (see Fig. 1(a)
and (b)), even though the weak vdW adsorption characteristics of DBA/Au(111) were examined by means of
STS and vdW-DF calculations. Based on the precisely determined adsorption geometry of DBA/Au(111), the



vdW-DF calculation results imply that even a very small
contribution of the orbital interaction at the organic-metal
interface can constrain adsorption structure even for the
weak vdW adsorption (see Fig. 1(c)). The importance of
orbital interaction involved in the adsorption of a n-CHC
molecule on Au(111) emerges as a clear correlation

between the relative stabilities of local minimum

structures and their order of density of states (DOS) © — C2p,
broadening, which results from the weak electronic %: izng__
coupling of the molecular n-state with the Au d state. E

In conclusion, our combined study using %_
STM/STS and vdW-DF calculations provides a §
comprehensive description of the interfacial geometric 10'
and electronic structures of the --CHC molecule adsorbed 20 1.5 1.0 0.5 0.0

E-E; (eV)

on the noble Au surface at the single-molecule level, . ) )
Figure 1. (a) STM image of isolated DBA molecule

specifically selecting the well-designed system of on Au(l111) obtained by spatially varying the
DBA/Au(111) for this purpose. Our observations of the ~ tunneling conditions (top and bottom: Vs=-2 mV,

= 9.0 nA, Scale bar (S) = 1.5 nm; middle: Vs = -500
weak vdW adsorption system clearly indicate that a m- mV, I, = 04 nA). (b) Optimized structure of
DBA/Au(111) by vdW-DF calculation (C, blue; H,
grey; Au, yellow). (c) PDOS diagrams for the
configuration, even on the noble Au surface. Based onthe  occupied n-states (C 2p.), the HOMO and the doubly
degenerated HOMO-1 states, of DBA/Au(111), with
the 5d,zand 6spstates of Au(111).

CHC molecule can have a specific adsorption

precisely  determined  adsorption  geometry  of
DBA/Au(111), the vdW-DF calculations provide
improved knowledge of orbital interactions at the
interface between a n-CHC molecule and the Au(111) surface. Such interfacial orbital interaction originates
from the weak electronic coupling between the molecular n-state and the electronic states of the Au surface,
which can play a decisive role in constraining adsorption geometry even in the archetypal vdW adsorption
system. Our study provides not only deeper insight into the formation of interfacial electronic structures at
organic-metal contacts beyond the vdW scheme, but also new perspectives to organic electronics using n-CHC

molecules on the Au surface.
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Functionalization of Graphene Grown on Metal Substrate with Atomic Oxygen:

Enolate vs. Epoxide

Jaehoon Jung, Hyunseob Lim, Junepyo Oh, and Yousoo Kim
Surface and Interface Science Laboratory, RIKEN

Functionalization of graphene has attracted great scientific interest not only in controlling the physical
properties of graphene, such as opening band gap to achieve semiconducting nature, but also in improving
chemical adaptability to integrate graphene as a building block into a variety of functional devices. Due to the
great simplicity of atomic species, atomic functionalization on the basal plane of graphene with covalent bonds
has been considered one of the promising ways to maximize the utilizability of graphene [1], in which hydrogen,
fluorine and oxygen have been extensively studied as a key species in order to induce symmetry breaking of
graphene composed of sp” hybridized carbons. In particular, atomic oxidation allows compositional
expandability through additional chemical reactions. At the limit of low coverage, whereas hydrogen or fluorine
makes a single covalent bond with carbon atom, i.e., ontop configuration, on the basal plane of a graphene sheet,
the attachment of atomic oxygen to graphene results in graphene epoxide, i.e., bridge configuration, in which
an oxygen atom covalently interacts with two adjacent carbon atoms. Other possibility except epoxy group on
the basal plane of graphene has been excluded, and thus it leads to the narrow choice of a chemical route not
only for further functionalization but also for the development of graphene-based catalysts.

Recently, using periodic density functional theory (DFT) calculations, we first suggested that the atomic
oxidation of graphene grown on a metal substrate results in the formation of graphene enolate, i.e., negatively
charged oxygen adsorbed at ontop position on its basal plane,
which is strikingly different from the formation of epoxy

groups on free-standing graphene and on graphite [2]. Whereas

the enolate is the transition state between two nearest epoxides
on graphene and on graphite, we revealed that the enolate
group forms on epitaxial graphene on a metal substrate exists

as a local minimum, and further becomes more stable than the

epoxide.

@ 0
® O
Figure 1. Simulated (4 % 4) supercell structures

Figure 1 shows the (4 x 4) supercell structures employed

in this study. Whereas free-standing graphene has only one ) )

for (a) free-standing graphene, (b) graphite, and
type of ontop site for the atomic oxidation on its basal plane

(c, d) graphene grown on Cu(l11) substrate.
(Figure 1a), there are two different ontop configurations (OT1 o )

Red and yellow dots indicate two different
and OT2, red and yellow dots, respectively), i.e., .

ontop configurations, OTl and OT2,
corresponding to the formation of graphene enolate, on

) ] ) respectively, for atomic O adsorbate.
graphite (Figure 1b) and Gr/Cu(111) (Figure 1c). The C atoms

adjacent to the oxidized C atom locate on ontop and hollow sites of underneath graphite or metal layers for OT1



and OT2, respectively. Bridge configurations (BR), i.e.,
corresponding to the formation of graphene epoxide, are all
identical in each system.

We examined the detailed potential energy surface for the
migration of O adsorbate between the ontop and bridge sites on
the graphene sheet. Figure 2 obviously shows the existence of
OT1 (and OT2) as a local minimum on the Gr/Cu(111).
Whereas the formation of BR is most favorable on both
graphene and graphite compared with the adsorption at ontop
sites (by ~0.9 eV), the adsorption site preference dramatically
changes on the epitaxial graphene grown on Cu(111)
substrates. On Gr/Cu(111), OT1 becomes more stable than BR
by 0.10 eV, although OT?2 is still less favorable than BR by 0.07
eV. These results imply that the interfacial interaction between
graphene and metal substrate is crucial in accounting for the
stability of O adsorbate.

Figure 3 shows the band diagrams of bare and OTI
Gr/Cu(111), and corresponding partial charge density plots at
K-point. Figure 3c,d shows the partial charge density for
degenerated electronic states at Dirac conical point, which
indicates that the C 2p states of graphene are isolated from the
electronic states of Cu(111). However, Figure 3f,g clearly
shows that the 2p states of C atoms strongly interact with 3d
states of underlying Cu atoms at the interface.

To summarize, our computational results strongly suggest
that the atomic oxidation of graphene grown on metal substrate
can provide an opportunity to extend graphene chemistry with
the newly suggested functional group, i.e., enolate, on the basal
plane of graphene. The interfacial interaction between

graphene and metal substrate plays a crucial role not only in

o~ 1071 _ — Gr/Cu(111)!
% S\ == Graphene! ’”
— 0.87 \ ,
% N /
g 0.6 \ ’
= \ ,
o 041 > 4 g
E B R \\ Q / =5
% 021 —<—=— 7
=4 0.04 \\~_l’
OTl1 BR OT2

Figure 2. Potential energy surfaces for the
oxygen migration between ontop (enolate) and
bridge (epoxide) sites on free-standing
graphene and Gr/Cu(111). The relative energy
was used in constructing a potential energy

surface

Figure 3. Band diagrams of (a) bare and (b) OT1
Gr/Cu(111). (c-h) The partial charge density
plots for selected electronic states at K, for

which energies are marked by black arrows in

(a) and (b).

the formation of enolate as a local minimum but also in stabilizing it over the epoxide. Our computational study

is expected to trigger experimental attempts to find the existence of graphene enolate on metal substrates and to

design new chemical pathways utilizing it.

[Reference]

1. J. E. Johns and M. C. Hersam, Acc. Chem. Res. 46, 77 (2013).
2. J.Jung, H. Lim, J. Oh, and Y. Kim, J. Am. Chem. Soc. 136, 8528 (2014).



A New Sulfur-Metal Complex on Cu(111)
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It has been proposed that metal-adsorbate complexes can greatly accelerate rearrangements of metal
nanostructures and surfaces. This issue is of importance for stability of catalysts or nanostructures, and has been
the subject of prolonged speculation given that the complexity of such systems typically precludes definitive
analysis." Nonetheless, evidence continues to accumulate supporting the presence of mobile complexes on
surfaces and, by implication, their role in metal transport. Adsorbates that form mobile surface complexes with
metals include hydrogen, oxygen, alkylsulfides, and—the subject of this study—sulfur. The soft metals Cu, Ag,
and Au, which are of great interest because of their catalytic and plasmonic properties, are expected to be
particularly susceptible to this effect.

We studied a S-Cu complex which we later identified as Cu,S; on the Cu(111) surface using scanning
tunneling microscopy (STM). Experiments were performed with a low-temperature STM (Omicron) under
ultrahigh vacuum. Sulfur was exposed to the surface
from an electrochemical source, where S, is the
dominant species, while the sample was held at room
temperature. The sample temperature during deposition
is notable for promoting sulfur dissociation on the

surface. After deposition the sample was cooled to the

observation temperature, around 5 K. We report sulfur ﬂ é

coverage on the terraces rather than total sulfur h - :
FIG. 1. STM images of Cu2S; on Cu(111). a) Several Cu2S3

coverage (which includes step decoration). , )
hearts on the terrace at low sulfur coverage, inset: atomic

Figure 1 shows the heart-shaped Cu,Ss clusters on . o
resolution of clean Cu(111). b)-d) Derivative images of the

a Cu(l111) terrace. They adopt three different ) )
three orientations of the hearts.
orientations, rotated by 120°, in equal abundance. These
orientations are such that the lobes of the heart align with three of the six close-packed directions of the Cu(111)
surface.

We have used density functional theory (DFT) to check whether this assignment is reasonable in terms of

stability, shape, orientation, and density. A variety of possible clusters, with optimized configurations, are



represented in Fig. 2. The chemical potential of S (us)
and the cluster diffusion barrier (Eq) appear at the top of
each panel. The Cu,S; complex in Fig. 2(a) has lower ps

(and lower formation energy) than any others we have

found.

c)-1.82(0.36) d)-1.82(0.34) e)-1.83(0.36)
-

Second, we have simulated the shape of the . ' 2

the data. Furthermore, the area of the simulated Cu.Ss FIG-. 2. (iu—S“clusters on Cu(111) with lowest_chetrnicai

complexes using the Tersoff-Hamman method. The

heart shape is evident for Cu,S; and is compatible with

. 2 . .
complex is 0.40-0.42 nm”, in good agreement with the potentials. Values of us are given in eV. Diffusion barriers,

: 2
experimental result (0.39 + 0.04 nm®). Eq, are given in parentheses, also in eV. White circles

Thlrd’ to assess orientation, consider the two Cu,S; represent Cu adatoms, small yellow are S adatoms, and gray

complexes shown in Fig‘ 2(a-b). Both can have 3 are Cu atoms in the Cu(111) surface. Panels (a) and (b) are

energetically-equivalent orientations. Considering the  gifrorent configurations of CusSs, () is CusSs, (d) CuSa, and
pair of Cu atoms as a one-dimensional step edge, one S (¢) CuSs.

atom lies along an A-step, and the others (comprising the

lobes) are along a B-step. This is exactly the experimental observation. In short, the stability of complex (a) can
be rationalized by the presence of one S atom in a p4th site, whereas (b) has none.

Finally, we examined Cu,S; role in copper mass transport and compared to the complexes shown in Fig 2,
as well as the Cu adatom. As previously mentioned, the formation of the Cu,S3 is lower than the other complexes,
as well as the Cu adatom. The diffusion energy for this complex is also the lowest of these complexes. Both of
these factors suggest that the Cu,S; complex is responsible for mass transport in this system.

In summary, the predominant S-induced features on the Cu(111) terraces, at very low S coverages, are
heart-shaped protrusions. DFT supports their assignment as Cu,S; clusters. These clusters are always oriented
in a way that allows one S atom in the cluster to bond at a p4th site. This is different than any type of metal-

sulfur surface complex observed previously, to our knowledge. Kinetic analysis shows that Cu,S3 is an important

species for mass transport in this system.
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Scanning Tunneling Luminescence and Theoretical Studies of

Electron Energy Dissipation at a p-type GaAs(110) Surface
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Electron injection from the tip of a scanning tunneling microscope into a p-type GaAs(110) surface has

been used to induce luminescence. Atomically-resolved photon maps revealed a significant reduction in

luminescence intensity at surface states localized near Ga atoms. Quantitative analysis based on first principles

calculations and a rate equation approach was performed to describe the perspective of electron energy

dissipation at the surface. Our study reveals that non-radiative recombination through the surface states is a

dominant process for the electron energy dissipation at the surface, which is suggestive of the fast scattering of

injected electrons into the surface states.

Energy dissipation of electrons, such as
recombination and scattering, plays a significant role in
current electronic  technologies. In particular,
recombination at surfaces is one of the principal
processes responsible for reducing the operational
efficiency of  (opto)electronic  devices  and
(photo)catalytic systems. However, thus far, it has not
been feasible to obtain quantitative information about
surface recombination at the atomic-scale, mainly
because of technical limitations.

We investigated energy dissipation at a p-type
GaAs(110)

scanning tunneling luminescence (STL) spectroscopy

surface with atomic-resolution using

(Fig. 1(a)). The experimental data were theoretically
analyzed using first principles calculations and a rate
equation approach.

Figure 1(b) shows STL spectra measured at

various sample voltages and a photoluminescence (PL)

(a) (b)
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FIG. 1 (a) A schematic drawing of STL measurement of p-

doped GaAs. Luminescence inside the bulk is induced by
electron injection with an STM tip. (b) STL spectra at various
voltages and PL spectrum measured on the same sample. (c) An
atomically resolved STM image and (d) an STL photon map of
GaAs(110) (¥ = 1.8 V). A unit cell at identical positions is

shown (black: Ga, white: As).

spectrum as a reference. Luminescence in STL was observed only at positive sample bias voltages within a

range of |Vl <2V, and the spectrum shape does not depend on the bias voltage. The shape of the STL spectra

is almost identical to that of PL. Because the luminescence in PL occurs mainly inside the bulk, it is concluded

that the light emission in STL also occurs inside the bulk.
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An atomically-resolved STM image and STL 10
photon map measured at a sample voltage of 1.8 V are
shown in Fig. 1(c) and (d). The atomic rows in the STM

image apparently run in the [001]. STL photon maps
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show similar stripe-like patterns running in the [001]
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g2 2 it e
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bright spots at Ga sites, dark spots were observed at Ga £ §< 10 ¥poine - 11} _
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sites in the photon map. 253 2 | .
p p =} —E ; Distance from surface (nm) [001] e Ga oAs

Local variation of the photon intensity in STL (Fig.

Sy FIG. 2. (a) Band structure for GaAs(110 f: d) and
1(d)) can be analyzed by considering local electron- (2) Sand structure fox Gass(H10) suriace () an

C e . . .. rojected bulk band structure (black). (b) Charge densities
injection into the electronic states distributed on the prol ( - ®) £

. Y, ;|? (i=T, X) were plotted as a function of the distance
GaAs(110) surface and dynamic processes of the Fal” ( ) P

. . . from the surface. (c), (d) Charge densities |¥;;|? (i=T,X
electrons at the surface. We investigated the electronic ©, @ g Faal” ( )

structure of GaAs(110) using density functional theory na (110) plane.

(DFT) calculations. Figure 2(a) shows the band structure of the GaAs(110) surface, in which the bulk band
structure is also projected for comparison. Figures 2(b)-(d) show spatial distribution of charge densities of the
electronic states in the lowest unoccupied band at /- and X-points which dominantly contribute to electron
tunneling in our experimental condition. Figure 2(b) clearly displays that |¥; | penetrates into the bulk
whereas |W; x|? is localized at the surface. Figure 2(c) shows a relatively uniform distribution of |¥; r|?on
the surface. In contrast, |W; x|? is strongly localized around the surface Ga atoms (Fig. 2(d)).

Next, we consider dynamics of the electrons injected into the surface states. We assume that electrons are
injected into either /- or X-points, and the radiative recombination takes place only at the /-point. It is
noteworthy that the bottoms of /- and X-valleys of the C; band are close in energy and the electrons can be
scattered between these valleys. By solving rate equations regarding the number of electron in /- and X-points,
we found that 99.99% of the electrons injected into the /-point are scattered into the X-point via T' = X
intervalley scattering, and 53% of the electron in X-point go through non-radiative recombination at the surface.

In conclusion, we have investigated electron energy dissipation at the p-type GaAs(110) surface based on
atomically resolved STL observations and theoretical analysis. Tunneling electrons injected into the surface
mainly undergo non-radiative recombination through the surface states localized near surface Ga atoms. The
key process should be the fast I' —» X intervalley scattering that prevents the injected electrons from penetrating
into the bulk conduction band, which suppresses the luminescence in the bulk. Microscopic analysis of carrier
injection, scattering and recombination processes with atomic spatial resolution would contribute to the
fundamental understanding of carrier dynamics and energy conversion at surfaces.
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Thickness dependence of electronic structures of single H>Pc¢
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Tuning the electronic structure of organic molecules in contact with metal substrates is essential to
achieve efficient charge transport in various organic devices. Ultrathin insulating films are useful in this regard
because they work as buffer layers. In addition to electronically decoupling adsorbates from metal substrates,
new dimensionality, i.e., thickness, enables to control surface properties such as work function' and chemical
reactivity’. There have been many reports on scanning tunneling microscopy/spectroscopy (STM/STS) studies
of organic molecules adsorbed on ultrathin insulating films, but correlation between film thickness and
electronic structures of adsorbates has not been clarified®. In this study, we investigated the electronic structure
of single metal-free phthalocyanine (H»Pc), which is a p-type n-conjugated molecule, adsorbed on ultrathin
NaCl films with various thickness on a Au(111) single crystal using low temperature STM/STS.

By depositing NaCl with the sample held at room temperature (RT), 1 and 2 ML (100)-terminated NaCl
islands were observed (Fig. 1a). After a subsequent sample anneal to about 100 °C, 4 ML NacCl islands as wide
as 100 nm* could be found (Fig. 1b). This enables us to use 1,
2, and 4 ML NaCl islands and bare Au(111) as substrates. HoPc
adsorbed on all substrates as a single isolated molecule (Fig.
Ic).

The dZ/dV spectrum of the molecule on each substrate (Fig.
2a ) shows two peaks whose origins are HOMO and quasi-
degenerated LUMO and LUMO+1 but the peak positions are
different by several hundred mV with the thickness of NaCl l WS 7

insulating films. Comparing molecular levels on different thick S — :
. . ) ) Fig.1 STM image obtained after NaCl
NaCl films, an energy diagram is useful since which refers to deposition (a), after annealing (b), and after

the vacuum level whereas the lateral axis of STS spectra refer ~ HzPc deposition. (a), (b) V= -2.0 V, I; = 4
) PA. (c) Vy=+13 V.[,=4pA
to the Fermi levels of the substrates even though the work (b) b

. . y
function of the substrates has thickness dependence. N oam |\ N b

In order to determine the differences of the work function, ; J&j\ ‘.%
we measured dZ/dV spectra on 1, 2, 4 ML NaCl films (Fig. 2b). %_,\_D”_ﬂ/\ 3

é

The peaks pointed by arrows are the field emission resonances
whose energy shifts are related to the work function differences. 2 4 0 1 2 2 3 4 5 6 7 8
Sample Bias (V) Sample bias (V)

The averaged peak shifts of 1, 2 and 4 ML NaCl films from bare  Fig2(a) di/dV spectra of single H,Pc on

Au(111) are 0.95 eV, 0.72 eV and 0.80 eV respectively, Au(111),and 1,2, and 4 ML NaCl islands.
o ] ) (b) dZ/dV spectra measured on bare Au(111),
indicating the work function difference between them are | 2 and 4 ML NaCl films.

several hundred meV and depend on the NaCl thickness.



We also take into account of the difference of potential drop  Tuple  Parameters used for the

within NaCl films with different thickness. It should be noted that calculation of potential drop. &l

. . . dielectric constant, z: the distance
on insulating films STS peak positions of HOMO and LUMOs are  peqween the tip and the substrate, d: the

not equivalent to the molecular levels because of the potential drop __thickness of the NaCl film.

ciq - . £, z (pm d(pm
within the films because molecules exist on NaCl films. HOMO and (o) (pon)
1 ML 2.0 1032 288
LUMO levels at the zero bias (Enomo, ErLumo) can be determined by 2 ML 32 841 576
subtracting V.o from their peak energies (Vuomo, Vivmo) in STS 4 ML 5.9 628 1152
spectra.
E (eV) i
Eromoumo = Vomorumo = Vaci |
Vnaci can be deduced by simple approximation, considering this 30 - 322 3] 2" Lumo
junction as a capacitor partially filled with a dielectric material. 0 : 4.1
. . . ’ - 4.41 443 44
From the formula in the field of classical electromagnetism, and the - = = = Center
result that applied bias (Vampie) 1s the sum of  Vivucrand Viae , Vivaci o 5.50
i - 575 574
is represented by the following equation. 60 | g3 - = HOMO
zey | =
d Z&r Au 1ML 2ML 4ML

sample

Vact = =%V =——
NacCl 1_’_% sample d+ze,

Fig. 3 the energy diagram of
HyPc/NaCl/Au(111). The Ilevels of

) ) LUMO, HOMO and the center of
From these equations, Eruumo and Ernomo were calculated using the HOMO and LUMO are shown.

Here, ¢, i1s relative dielectric constant of the dielectric material.

parameters shown in Tablel.

With the deduced values of work function differences and potential drops within NaCl films, the
energy diagram was constructed (Fig. 3). From the diagram, mainly two obvious features were found: the
increase of the gap with the thickness and the alignment of the gap centers within the margin error. The gap
broadening is found in the previous studies on various kinds of molecule/metal systems using photo electron
spectroscopies. This phenomenon is explained as a result of coulomb interaction with an image charge. The
alignment of the gap suggests that the center is independent from the work function of the substrate, indicating
the controllability of the energy gap between molecular levels and Er, which is important for charge injection,
solely by the work function. The fact that the gap center on Au(111) did not align is the evidence that the rule
of the molecular level alignment on an ultrathin insulating film is totally different from those on a metal substrate.
While the molecular level alignment on Au(111) shows the coupling with the Fermi level, those on NaCl films
is explained by the model of the vacuum level alignment combined with image charge effect. These result
suggest Our results show two the most important aspect on the molecular electronic structure, HOMO-LUMO gap
size and the energy difference between the Fermi level of substrates and the levels of frontier orbitals, is tunable by
the thickness of insulating films and work functions of the substrates. Our results suggest one way to control of
molecular electronic structures with the thickness of buffer layers.
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Azobenzene is one of the most attractive candidates for molecular switches based on the difference in

conductance between cis- and trans- isomers. Although the cis-trans isomerization has been well studied on

photochromism, the isomerization pathway has not been clarified yet. Two proposed pathways of in-plane

inversion by bending NNC bond and out-of-plane rotation by torsion of two phenyl rings (Fig. 1) have been

controversial.}?

Scanning tunneling microscopy (STM) provides real-space
evidence of molecular motions and structure changes and has
been applied to investigating the isomerization of a single
azobenzene not only by imaging at single-molecule level but also
by inducing the isomerization with tunneling electrons from the
tip of an STM.*®

configuration depending on the isomerization pathways can be

If obvious different changes in molecular

directly visualized with the STM, the preferential pathway would
be clarified. Herein, we strategically designed and synthesized
an original azobenezene derivative with asymmetric functional
groups to make it easy to distinguish molecular configuration in
STM images for clarifying the isomerization pathway.

We investigated isomerization pathways of a single
4-isopropoxy-3’-methoxyazobenzene (IMA) (Fig. 1) molecule
adsorbed on Ag(111) surface with a cryogenic (5 K) ultra-high
vacuum STM (Omicron GmbH).
IMA isomers before and after injection of tunneling electrons
(Fig. 2a).
(cis-A and B) and the elongated molecules are two different

We observed four different
The compact molecules are two different cis-isomers
trans-isomers (trans-A and B). To confirm this assignment, we
calculated electrostatic potential (ESP) maps. The high negative
density of the ESP map for a molecule weakly adsorbed on a
metal surface often corresponds to protrusions in STM images
obtained at low voltages®, The ESP maps in Fig. 2b agree well

with the STM images in Fig. 2a. Right after vacuum deposition,
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isomerization pathways of
azobenzene derivatives. (1) inversion (CNN
bending) and (2) rotation (CNNC torsion).
Functional groups of IMA are X = OCHz and Y =
OCH(CHy),.

Figure 1  Two

cis-A cis-B trans-A trans-B

(b) cis-A crs B trans-A trans-B
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Figure 2 (a) STM images of four different
IMA-isomers superimposed with ball-and-stick
models as optimized in the gas phase. (b) ESP
maps of the same models in (b). STM images (c)
before and (d-f) after sequential injection of
tunneling electrons into the molecule in the white
dot circle in (c). The conditions of applied
voltage pulse [tip bias(Vt), tunneling current (It),
time ()] are [0.45V, 1.0 nA, 5sec], [1.6 V, 1.0 pA,
5 sec], and [0.5 V, 1.0 pA, 5 sec] for (d), (e) and
(f), respectively. All STM images were measured
at 0.1 Vand 0.1 nA. Scale bars are 0.5 nm in (a)
and 1.0 in (c-f), respectively.



two different cis-isomers were observed and 72% was cis-A and 28% was cis-B from total of 141 molecules.

To explore isomerization behavior of a single IMA, the STM tip was placed above the N=N bond of IMA and
tunneling electrons were injected. A cis-A molecule changed to cis-B (Fig. 2c—d) during applying pulse at >0.42
V and cis-B reverted to cis-A at >0.48 V. Therefore, although the reversible conformational changes between
cis-A and B were achieved, the isomerization from cis- to trans-IMA cannot be induced by vibrational excitation at
lower bias unlike the previous report.”

In contrast, under the higher bias, both cis-A and B isomerized to trans-A (Fig. 2d—¢) and cis-B isomerized to
trans-B. Bias dependencies of the reaction probability indicate the cis-A selectively isomerized to trans-A at ~1.5
V but the cis-B isomerized competitively to trans-A or B at ~1.5 V.  On the other hand, trans-A reverted to rather
cis-A than cis-B (Fig. 2e—f) at ~0.5 V, because the reaction barrier might be lower than that for isomerization from
trans-A to cis-B. Reversion from trans-B to cis-B was also achieved at ~1.5 V although the half of them was
broken. Therefore, the reversible isomerization of IMA was achieved by exciting molecules with tunneling

electrons. Isomerization from trans-B to cis-A and conformational changes between trans-A and B were not

observed. @ o P
Since cis-trans isomerization should occur via the in-plane inversion or 'ig}&, = 1

the out-of-plane rotation, we can determine a preferential pathway by R

comparing the molecular structures from the geometrical viewpoint. From > rd

the STM images, trans-A has elongated structure which results from increase f _-;r”\ A

in the CNNC bond angle of cis-A. This means the isomerization pathway > _

from cis-A to trans-A is inversion and vice versa. In contrast, two functional e,

groups of trans-B are located at opposite sides across the azobenzene body, (b) o e .

which would be possible only by rotation around the N=N bond of cis-B. ‘; _— !{w%;m ation (’*

Thus, the reversible isomerization between cis-B and trans-B is based on :f'ug \%-

rotation. The suppression of the isomerization between cis-A and trans-B

would be due to steric hindrance between two functional groups during ____;_.xm/,_,%__

rotation.  Thus, the rotation pathway is forbidden for cis-A. As g: \ oA s AL

summarized in the potential energy surface in Fig. 3, only the inversion ) \,\?fi\ / ;:}E:

pathway is allowed for cis-A and trans-A, but on the other hand, both Rem:::u,mnate

. . d rotati th titive f is-B.  Theref Figure 3 Schematic illustrations for the
inversion and rotation pathways are competitive for cis-B. erefore, We somerization pathways and the potential

concluded that the isomerization pathway is different depending on the initial €nergy diagrams.
structure of the molecules.

In conclusion, we have clarified the isomerization pathways of IMA molecules on Ag(111) as the structure
changes observed with STM at single-molecule level. The IMA molecules on Ag(111) have two stable cis
structures (cis-A and B) and reversible isomerization between cis- and trans-IMA was achieved by injecting
tunneling electrons.  The isomerization mechanism is different depending on the initial structure of the molecules.

These findings would give a guide to design azobenzene derivatives for the development of molecular switches.

[References] 1) H. Rau, E Liiddecke, J. Am. Chem. Soc. 1982, 104, 1616. 2) J. Henzl, et. al, Angew. Chem. Int. Ed. 2006, 45, 603.
3) B.-Y. Choi, €t. al, Phys. Rev. Lett. 2006, 96, 156106.



Lattice-Contraction-Induced Moiré Patterns in Direction-Controlled Epitaxial
Graphene on Cu(111)

Hyunseob Lim, Jachoon Jung, Hyun Jin Yang and Yousoo Kim
Surface and Interface Science Laboratory, RIKEN

We demonstrated the direction-selective growth of
epitaxial graphene (EG) on Cu(111) for the first time. Our
results imply that the synthesis of EGs with a
unidirectional orientation on Cu surface is also feasible,
although Cu has been well-known as a weakly interacting
metal with graphene. We also developed a novel method
to analyze various Moiré patterns induced by lattice e PN Graphene

contraction in EGs even with a unidirectional orientation.

Chemical vapor deposition on a Cu surface is one of
the feasible methods for industrial applications, because ‘ i cu111)
large-area monolayer graphene film can be achieved. -

However, grain boundaries- and wrinkle-formation in the Figure 1. (a) Large area STM image of EGs. (b) STM

graphene film are known to reduce the electrical image of Moiré pattern corresponding to red-dotted
performance of graphene. One of the ideal methods to rectangle in Figure 1a. (c) STM image corresponding to
achieve the uniform graphene films with high quality is red-dotted rectangle in Figure 1b. (d) Atomically-
controlling orientations of each grain in graphene as an resolved STM image of the red-dotted rectangle in
identical direction. Nevertheless, the direction-controlled Figure 1c. The atomic arrangement of carbons atoms is
growth has never been realized on Cu surface because of depicted with white lines. (e and f) 2D FT images of (e)
the weak interaction between Cu and EG. Indeed, EG and () Cu(111), respectively.

previous STM studies only showed EGs with various RO

on Cu(111). [Gao et al., Nano Lett. 2010, 10, 3512-3516.]

This study describes the unidirectionally grown EGs by means of atomically-resolved STM imagingand the
analysis of Moiré patterns. Both STM images showing EG and Cu lattices together and the atomic-resolution
analysis of Moiré patterns revealed that the zigzag direction of EG edge is identical to the [110] direction of
Cu(111) (0 degrees of rotational angle (R6=0°)) (Figure 1(c and d)). Both Fourier-transformed (FT) images
obtained from EG and Cu(111) regions (Figure le and f, respectively) also show hexagonal spot patterns with
the same directions in a reciprocal space. Our observations, therefore, clearly reveal that the zigzag direction of
EG is well-matched with the symmetric (110) axes of the Cu(111) surface (RO = R0°) (Figure 1(e and f)). In
addition, we observed various Moir¢ patterns even with an identical rotational angle (all EGs in our experiments
are direction-controlled) (Figure 2), which cannot be explained by the conventional method with rotational

angle dependence. For understanding this observation, we considered the influence of “lattice contraction in



EG”, and suggested a novel analysis method utilizing a
correlation plot between the degree of EG lattice contraction
and the length of the corresponding Moiré patterns. For the
EGs on Cu(111) with R0°, Moiré superstructures can be
represented as Gr(n x n)/Cu(n’ x n’), indicating that the
Gret x#1).on Cu(10x10)

primitive unit cells of the Moiré superstructures are
composed of n X n and N’ x n’ unit cells of EG and the
Cu(111) surface, respectively. Then, Ly and Aagr/acr values
can be calculated (Lv“", Aag“®/agr) for all possible Moiré

superstructures generated by the given n and n’. Thus, Ly

3(1/nm}
—

3(1inm)
—

Figure 2. (2 and b) Atomicresolution STM and Aag,“¥/ag for each Gr(n x n)/Cu(n’ x n’) can be obtained

images of Moiré patterns with (a) 7.02 nm and (b) by using Equation (3) and (4).

2.58 nm of Lu. In those STM images, (a) 29 and AaGI,Ca]/aGr:]_ - (n - _k) aculnacr (k =n 'H; n+ .k], j,’jnteger) (3)

(b) 11 of benzene rings are counted between the

. ) LyCa = n ac:(1 - Aac:C acy)
closest two Moiré spots. (c and d) 2D FT images “ “ “

from STM images in Figure 2a and 2b,

respectively. Inset 1image in Figure 2c¢ Cal

Figure 3 shows a correlation plot of Lwm® versus

corresponding to the small yellow rectangle at the Aaercal Jaer (or AaGrcaI) for k=1, 2 and 3, in the region of

center of Figure 2c. Aagr/ac: from 0 to 6% (See Supporting Information for the
detailed evaluation methods). The influence of Ilattice
contraction on Moiré patterns with identical RO° was also investigated to explain various types of Moiré patterns

Cal

observed in our EGs by using a correlation plot between Ly“ and Aag,“*/ac:. This approach is not only reliable

for our observations, but also useful in determining the precise atomic scale structure of EG on the other surfaces.

These atomic scale studies would accelerate fundamental studies for a better understanding of the
interactions between graphene and a metal surface, as well as the practical development of a synthetic method

for higher quality graphene films on Cu surfaces.

Adg, (A) Figure 3. A correlation plot of all plausible Ly versus
100.000 0.048 0.096 0.144
s . . | k=3 (n%3) Aaci/ac: values depending on the nand kvalues, when
£ 843 ROIESTSTVCUSSAT p =0 (R0°). Ly and Aac.# ac: values for 2a and 2b
£ 2am —_:. fmt " . -
% 6. GriziaC2rery @ _k=2(n#2) are marked with red-filled rectangles, and L%
1':_, ., . - . values for 3a, 3b and 3c are plotted by black dotted
\E i 3c " . . k=1 .
S A R lines. Several Ly and Aac:C%ac values of (Grn x
= Gr(16x16)/Cu(15x15) " i , . .
2 2p" T n)/Culn’ x n)) corresponding to experimentally-
Gr{11x11)/Cu{10x10)
0 2 a 6 observed Moiré patterns are indicated by blue arrows

Aaglag, (%)

for convenient understanding.

*This work has been published in Adv. Mater. Interfaces 1 (2014) 1300080



Structurally-Driven One Dimensional Electron Confinement in Sub-5-nm
Graphene Nanowrinkles

Hyunseob Lim and Yousoo Kim

Surface and Interface Science Laboratory, RIKEN

Graphene-based carbon materials such as fullerenes, carbon nanotubes, and graphenes have distinct and
unique electronic properties that depend on their dimensionality and geometric structures. Graphene wrinkles
with pseudo one-dimensional (1D) structures have been observed in a graphene sheet. However, their 1D
electronic properties have never been observed because of their large widths. We demonstrate the unique
electronic structure of graphene nanowrinkles (GNW) in a graphene sheet grown on Ni(111), the width of which
was small enough (less than 5 nm) to cause 1D electron confinement. Use of spatially resolved, scanning
tunneling spectroscopy revealed band-gap opening and a 1D van Hove singularity in the GNW, as well as the
chemical potential distribution across the GNW. Our demonstration of 1D electron confinement in a graphene
creates the novel possibility of controlling its electronic properties not by chemical modification but by
“mechanical structuring in a controlled manner”.

Epitaxial graphene (EG) with GNWSs was synthesized by dissociating acetylene on a clean Ni(111)

surface. The rapid cooling process is necessarily required, which is the most critical step to
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Figure 1. a—¢, STM images of EG on Ni(111). a, Original image, (inset) graphene lattice on pEG region. b, Recolored
image showing GNWs with orange color. ¢, 3D STM image of the EG and GNWs. d, Height profile along the white
dashed arrow in b. Red triangles and blue triangles indicate the GNWs on the terrace of the Ni(111) surface and at step
edges of the Ni(111) substrate, respectively. e,f, High-resolution STM images with different scanning conditions. e,
(top and bottom) Vs =1V and Ir= 1 nA, (center) V, = 0.05 V and Ir= | nA. Orange arrows indicate the C_h) direction
identified in g, and white hexagonal patterns indicate the carbon atoms. f, Vi = 0.05 V and If = 6 nA. g,h, Schematic

drawings g to clarify the meaning of the parameters used to specify the structure of the GNWs and h, for the (9,2) GNW

observed in e and f.



synthesize GNWs. Most of the GNWs

were observed in the region where the a  GNW
. . . — PEG
terrace width of the underlying Ni surface —_ (111)

was as short as several tens of

nanometers (Fig. la—c). These GNWs

di/dV(a.u.)

have been recolored with orange in Fig.

1b, and a line profile along the white

arrow in Fig. 1b is plotted in Fig. 1d, -2 A 0 1 2
which shows that the GNWs on the Sample bias (V)

('ne)Ap/IP

terrace have larger widths and lower
heights than the GNWs at the step edges.
The electronic structures of GNWs

Figure 2. a, STS spectra on (gray line) bare Ni(111), (blue line) flat
graphene, and (red line) GNW. The symbols above the peaks indicate
(green diamond) v2, (green triangle) vi, (orange triangle) ¢1 (from
located on the terraces of the underlying conduction band), and (orange diamond) c2. b, dI/dV mapping images
of GNWs obtained at V= (i) —0.5 V, (i1)) —0.2 V, (iii) 0.01 V, (iv) 0.2

V,and (v) 0.6 V.

Ni(111) were investigated by scanning
tunneling spectroscopy (STS) and dI/dV
mapping. The dI/dV spectrum measured
on the GNW (red line in Fig. 2a) by STS included four strong peaks, vi and vz for the valence band
side, and c1 and cz for the conduction band side, the indication being that there were discrete electronic
states in the local density of states (LDOS). There was no evidence of such discrete electronic states
on the pEG area (blue line in Fig. 2a). The Dirac point was not clearly apparent, even on the pEG
area, because chemisorption on a Ni substrate strongly perturbs the electronic structure of graphene.
The dI/dV image revealed the spatial distribution of the LDOS. The dI/dV images were obtained at
various Vs voltages, including the voltages at peak positions [Vs = —0.6 V (v1) and 0.5 V (c1)] and
between v1 and c1 (Vs =—0.2 , 0.01, and 0.2 V) as well. At the peak positions, the measured dI/dV
intensities, which are indicative of the LDOS, were higher on the GNW area than on the pEG area.
In contrast, lower LDOSs were observed on the GNW at Vs values in the energy gap between vi and
c1 (AEy); this behavior is similar to the “band-gap opening” feature of a single-walled CNT (SWCNT).
These discrete states in LDOS have never been observed in the STS previously performed on other
graphene wrinkles. To examine the plausibility of the other possible mechanism, 1D electron
confinement, we investigated the width dependence of 1D electron confinement. It is apparent that
AEg values decreased with increasing widths of the GNWs, but vHS peaks were not observed in GNWs
with widths greater than 3.5 nm. We therefore suggest that 1D electron confinement is the most likely

explanation for the unique states in GNWs.

*This work has been submitted to Nature Nanotechnology (under review process).



Lateral hopping of a CO on Ag(110) by multiple overtone excitation

1.5 Ryuichi Arafune?, Jachoon Jung!, Hiromu Ueba®, Maki Kawai*, and

Junepyo Oh!, Hyunseob Lim
Yousoo Kim"*
ISurface and Interface Science Laboratory, RIKEN, Japan
’International Center for Materials Nanoarchitectonics, National Institute for Materials Science, Japan
ivision of Nano and New Functional Materials Science, University of Toyama, Japan
D fN d New Functional Materials S U ty of Toy Jap

“Departments of Advanced Materials Science, University of Tokyo, Japan

Center for Multidimensional Carbon Materials, Institute of Basic Science, Korea.

The vibrational excitation of adsorbate on metal surface has been extensively studied as a fundamental step
of various surface dynamic phenomena [1,2]. Vibration-mediated molecular dynamic behaviors on solid surface,
involving molecular motion and reaction, can be induced by inelastic electron tunneling (IET) process with a
scanning tunneling microscope (STM). Action spectroscopy with STM (STM-AS) [3] reveals vibrational
energies of a single molecule based on the dynamic response, such as hopping, rotation, desorption and chemical
reaction, to the excitation energy of inelastically tunneled electrons from the STM tip. In this study, we have
investigated the lateral hopping motion of a CO molecule adsorbed on Ag(110) surface by using STM-AS
method. The mobility of CO molecules adsorbed on Ag(110) surface was reported by Ho et al. [4], but there are
no experimental report about the dynamics of CO on Ag(110) surface. Herein, we have investigated the lateral
hopping motion of a CO molecule adsorbed on Ag(110) surface by using STM-AS method to clarify the
hopping .mechanism experimentally.

STM-AS measurements were then carried out for vibrationally-induced hopping motion of CO molecules
on Ag(110). The hopping yield Y(V) and rate R(l) were estimated from the current traces as function of V and I,

respectively. Action spectra reveal that Y(V) provides sample bias voltages corresponding to the active

. . . . -8
vibrational modes responsible for molecular hopping 10 WC-0)

motion [3,5]. R(l) exhibits a power-law dependence on | Sk

H
DI
b

and reaction order n, R(l) o< " [6-8], and thus describes

that how many electrons are required for an event. FIG. 1

o
(=)
=

shows the action spectra obtained with a tunneling current
0of 20 nA (@), and 1 nA (A). The action spectra exhibit a

novel feature for the vibrationally-induced hopping
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FIG. 1. Action spectra for lateral hopping of a CO
molecule as a function of V. The inset shows the
overtone value of V(M-C), and v(C-O), respectively. The  hopping rate (Riop) of a CO molecule as a function of

| for the sample bias voltages, 90 (A), 140 (o), 180
current dependence of the R(I) was then measured as  (A), and 280 mV (e).
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motion of CO molecules on Ag(110), in which the drastic

increases of Y(V) were observed at four threshold

—
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surprisingly well-matched with the first, second, third



presented in the inset of FIG. 1. The estimated reaction \ @) (b)
orders n are 2.96, 1.73, 0.84, and 0.97 for the sample 1;\ A 1\{c) J 1
bias voltages, 90, 140, 180, and 280 mV, respectively. ‘4\ N 4 =
FIG. 2 shows a schematic diagram for the hopping 3\ AA / E
=
mechanism through multi-step excitations of overtone 2 \ A // E
modes of V(M-C), in which energy scale and ladder- 1 A =
climbing excitation features are described based on the L= 0\\/£= 32meV )
experimentally obtained vibrational energy and Reaction coordinate

_ ) ] _ FIG. 2. Schematic representation of vibrational
reaction orders. The detailed hopping mechanism can  excitations of multiple overtone modes originated from
metal-molecule stretching mode, v(M-C), 32 meV: (a)

be expressed as follows: (a) triple-step excitation of first, (b) second, and (c) fourth overtone modes.

first overtone, 2v(M-C), for 64 mV <V <96 mV, (b)

double-step excitation of second overtone, 3v(M-C), for 96 mV <V, < 160 mV, and (c) single-step excitation of
fourth overtone, S5v(M-C), for 160 mV <V, <261 mV, respectively. These excited vibrational energies transfer
to the RC mode (HT mode) by anharmonic coupling process [9], and finally CO overcomes the energy barrier
(eg) for lateral hopping motion. The €5 can be estimated as 128 meV < gg < 160 meV from FIG. 2.

In conclusion, we investigated the lateral hopping mechanism of individual CO molecules adsorbed on
Ag(110) surface using action spectroscopy with low-temperature STM. We found that lateral hopping motion
of'a CO can be induced not only by the excitation of v(C-O) mode but also by vibrational excitations of several
overtone modes of V(M-C), especially including higher overtone modes. To the best of our knowledge, our result
is the first observation on the molecular motion induced by vibrational excitations of multiple overtone modes.
Our results not only open a new opportunity to utilize higher overtone modes of adsorbate for triggering
elementary process of surface chemistry but also stimulate further spectroscopic and theoretical investigation
to gain the deep insight into underlying surface dynamics, such as energy transfer mechanism and the influence

of substrate, leading to efficient excitations of multiple overtone modes.
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Observation of bond weakening during photodesorption

-SFG/STM studies of CO-RuTPP/Cu(110)

Takuma Omiya,'? Heike Arnolds,> Rasmita Raval,? and Yousoo Kim'

ISurface and Interface Science Laboratory, RIKEN 2Surface Science Research Centre, University of Liverpool

Desorption is one of the most fundamental surface dynamics, its mechanism is still in debate.
Conventionally, laser desorption has been studied by two pulse correlation measurement (2PC), simply detect
desorption products by mass spectrometer. 2PC allows us to study how long does desorption takes after first
pulse arrives, but no detail information about before desorption. After 2000, sum frequency generation
spectroscopy (SFG) has been utilized to study contribution of vibrational excitation. Several groups proposed
that frustrated rotational modes are crucial to realize desorption [1-3]. Their claims are based on transient
redshift of C-O stretch mode on metal surface, which generally means CO-metal bond gets stronger, an opposite
of desorption. This counterintuitive results guide us to a question, either only FR mode appear in frequency shift
or other mode (CO-metal bond) also contributes but not able to see due to the larger effect by FR. Moreover,
we are not sure that mechanism of laser driven desorption is same with thermal desorption. Thermal desorption
can be explained by electronic friction model, on the other hand, laser desorption is thought to be occurred by
DIET model, desorption induced by electronic transition. Is there any vibrational excitation in DIET process as
well?

For the deeper understand of desorption mechanism, we chose a unique molecular system, namely, CO on
ruthenium tetraphenyl porphyrin(RuTPP) on Cu(110) surface. The porphyrin molecule is introduced to facilitate
electronic transition, which expects to induce photodesorption and direct coupling between hot electron and 27*
of CO. Indeed, we found that facile laser desorption from CO-RuTPP/Cu(110) than CO/Cu(110) although CO-
RuTPP is thermally more stable. We first doubt that resonant electronic transition occurs, however, three
different frequencies namely 400nm, 532nm and 800nm pump beams shows similar desorption tendency. CW
laser cannot induce measureable photodesorption. Moreover, desorption rather depends on pump fluence, so the
cause likely due to the hot electrons. This is same with extensive studies of CO/metal surfaces, the question is
why CO-RuTPP shows much easier laser desorption.

Next, we studied electron-vibration coupling during photodesorption to
understand vibrational contribution for photodesorption. Figure 1 shows time - o-
evolution of C-O stretch modes from CO/Cu(110) and CO-RuTPP/Cu(110).

A CO/Cu(110) 13.5)/m?
¢ CO-RuTPP 9)/m?
® CO-RuTPP 13.5)/m?

CO/Cu(110) exhibits frequency shift up to -9cm™ just after pump beam arrives,

frequency shift [cm?]

which is known to be driven by excitation of FR mode. Note that we do not see

any measurable CO desorption from Cu(110) in this experimental condition. In LA A A A

time delay [ps)

contrast, CO-RuTPP shows very different frequency shift. Under the low

Figure 1 Transient pump induced changes

fluence (= less desorption condition), we only see the slow and small redshift.

in CO internal stretch frequency.

This indicates that electronic contribution or FR coupling do not appear in CO-




RuTPP. At the high fluence, when laser desorption become measurable, we start to see the blueshift around time
zero. CO-Ru bond gets weaker. We observed similar blueshift with either 532nm or 800nm pump beam, and
degree of blueshift depends on fluence.

We further investigate the origin of this blue shift. There are five possible contributions, 1) direct or 2)
indirect electronic transition, 3) C-O or 4) CO-Ru vibrational excitation or 5) move to different adsorption site
as a metastable state. By looking at the spectra shape during pump probe, the spectra are nicely reproduced by
standard SFG equation. If hot electrons directly couples with CO 2r*, there is spectral distortion happens as
observed NO/Ir(111). Moreover, we do not see the significant intensity reduction as observed in the CO/Ru(001)
in desorption condition. This indicates that there is no long lived metastable state as proposed to desorption of
CO/metal. We also monitors high order transition of C-O stretch mode though vibrational hot band, but do not
see the significant intensity change during pump probe. Since we can eliminate four of five possibility,
vibrational coupling between C-O stretch mode and CO-Ru stretch mode is most likely the origin of blue shift.

Why CO-metal excitation happens effectively on RuTPP? Direct vibrational excitation may induce
desorption. To confirm this, we used scanning tunneling microscopy to perform action spectroscopy (STM-AS).
STM-AS can be used to determine responsible vibrational mode of surface motion including desorption.
Desorption probability against to applied voltage is plotted into figure 2-a, which indicates that low desorption
probability even at 1V. This indicates that electronic transition seems required for the CO desorption. To

understand electronic structure, we performed scanning tunneling spectroscopy

(a) .
(STS) as shown in figigure 2-b, which shows several peaks after CO adsorptionto .
g ~11 _| * ¢
RuTPP. This can be originated from ligand induced state. In the liquid phase, CO £" S o e
s *
desorption from CO-RuTPP is known to trigger via (d,2m*) transition. This '§‘° .
transition can be accessed from higher energy transition via thermal relaxation. This ~ ® 0™ £’
transition can alone explain the higher photodesorption probability, but no direct o 12 1a 1
sample vias /V
relation with blue shift, since we have not observed distortion of SF spectra during (b) —c:mo}
. . . . —RuTPP
pump probe. So, we believe that during thermal relaxation process from higher —_CO-RuTPP

dl/dV Sa.u.

energy electronic transition, excitation of M mode occurs to induce blueshift of C-
O stretch mode. \41/
A3 n

In summary, we have observed CO desorption and blueshift of C-O stretch 1 1
-10 05 00 05 10 15

mode during laser irradiation. The phenomena is likely driven the (d,27*) transition voltage

together with M mode excitation though the thermal relaxation from electronic A . .
Figure 2 (a) desorption probability

transition. We report the first observation of bond weakening during photodesorption of CO from RuTPPICu(lI0)

through the vibrational spectroscopy, and realize that even in the DIET process, against to sample vias. (b) dldV

vibrational excitation can occur. .
spectra. Measurement is performed

at 5K.
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Establishing a way to fabricate well-ordered molecular structures is a necessary step towards advancement
in organic optoelectronic devices. In this study, we revealed that the use of interactions between electric dipoles
of molecules and alkali metal ions enables the formation of a well-developed homogeneous monolayer of
diarylethene (DAE) molecules on the Cu(111) surface with the aid of NaCl co-deposition [1]. DAE has an
intrinsic dipole resulting from its unique structure. It is well-known for its photochromism and thus switching
properties as well as optoelectronic and optomechanical applications have been intensively studied.
Homogeneous monolayers composed of DAE have so far been achieved by designing and synthesizing modified
DAE molecules such as thiolated DAE for self-assembled monolayer. However, the strong intermolecular
coupling may hamper control of the switching state of such individual molecules.

We used a simple DAE molecule -called 1,2-bis(2,4-dimethyl-5-phenyl-3-thienyl)-3,3,4,4,5,5-
hexafluoro-1-cyclopentene (FIG. 1) on the Cu(111) surface. Deposition of the closed-form isomer of DAE on
the Cu(111) surface with pre-adsorbed NaCl islands
under ultra-high vacuum lead to randomly distributed
adsorption of the molecules on Cu(111). After

annealing the sample at ~360 K, well-ordered

molecular films, which are composed of linear

molecular rows, appeared on Cu terraces (FIG. 2a).  piG, 1. Structure of the closed-form DAE used in this
The same superstructure was also formed from study and the orientation of molecular dipole moment.
deposition of the open-form isomers because the
open-form isomer transforms into the closed-form
isomer on Cu(111) using the thermal energy
provided during annealing process. The stabilities
of the two isomers are reversed on Cu(l11)
compared to that in solution [2]. Post-deposition of

NaCl also results in the formation of the same

structure, which strongly indicates the necessity of

FIG. 2. a STM image (80 x 80 nm?; -2 V, 50 pA) of closed-

Na, Cl, or both for superstructure formation. To ) ]

form DAE deposited at room temperature on Cu(111) with
confirm this, we performed XPS experiments for
two samples, i.e., NaCl/Cu(111) and DAE

+NaCl/Cu(111). The results indicate that Na bonds

pre-deposited NaCl islands followed by annealing at 85 °C.
b Enlarged STM image (9 x 9 nm? +1 V, 30 pA) with

superstructure model.



to DAE and Cl disappears from the
surface because of the penetration into
the bulk.

Analysis of enlarged STM images
allowed us to construct a model for the
molecular superstructure (FIG 2b).
Based on it, periodic DFT calculations
were carried out in order to gain insight

into the formation of the DAE

superstructure on Cu(111); we focused
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on the driving force leading to the ....... 00000 0000000000000
i o i o SOSOOSEOIOEE  SOOCOOESOOSE

FIG. 3. Top and side views of the DFT-optimized DAE row structure

the molecular film. FIG 3a and 3b show
th t stabl timized structures f

© most stable optimized structures ot without (a) and with (b) Na. C: gray, H: white, F: pink; S: orange;
the molecular rows without and with Na*

Na: green; Cu: blue.

ions between neighboring DAE

molecules, respectively. In the absence of Na" ions, two sulfur atoms of the DAE molecule interact mainly with
the Cu substrate; this is also accompanied by van der Waals interactions between the phenyl rings and substrate.
Thus, the DAE molecules should be oriented in the upright adsorption configuration. In contrast, when Na" ions
are inserted between neighboring DAE molecules, the adsorption orientation in the molecular row is
significantly altered, in which the Na" ions adsorbed on Cu(111) strongly interact with two fluorine atoms of
DAE and thus draw the electronegative part of the DAE molecule closer to the substrate.

To obtain a proof of ionization of Na on the Cu(111) surface, we also extracted the charge density difference
maps for the molecular row without and with Na. Depletion of the charge around Na, where its net charge is +0.77e,
were found. Calculated density of states also shows Na 3s states being located in empty states away from the Fermi
level. The ion—dipole interactions along the axis of the molecular row also compensate for the reduced interfacial
interaction between the DAE molecules and the Cu(111) substrate.

In conclusion, we demonstrated the formation of a well-ordered superstructure of photochromic
diarylethene molecules on Cu(111) by means of vacuum evaporation of either isomer with NaCl co-deposition
followed by mild annealing. Na" incorporation is evident from a comparison of experimental STM images with
DFT calculations. The key to the superstructure formation with anisotropic geometric configuration, i.e., the
formation of a linear row structure, is suggested to be cation—molecular dipole interactions. Our results
demonstrate a potential strategy to utilize alkali metal co-deposition to simultaneously control electronic

properties and tune intermolecular interactions.
[Reference]
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Thermally activated transition from 1D to 2D superstructure:
Squaric acid on Au(111)
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Polymorphs have at least two types of unit cells. Although they contain the same molecules,
polymorphs with different unit cells exhibit different physical properties. Therefore, polymorphic transitions of
molecular assemblies on solid surfaces have attracted great interest for applications in the development of
organic-based functional devices. Polymorphic transitions of supramolecular assemblies at liquid—solid
interfaces have been extensively studied so far. ') However, the use of ultrahigh-vacuum (UHV) conditions
provides a different approach for fabricating “solvent-free molecular assemblies” and controlling their
morphology and physical properties. Studying polymorphic transitions under UHV conditions, which take place
without solvents and are based on molecule—substrate interactions, intermolecular interactions, or both, are
important for gaining fundamental insights into the underlying mechanisms involved. Although the structural
versatility afforded by such polymorphic transitions are important for designing molecular assemblies that serve
as building blocks for device miniaturization, to the best of our knowledge, there have been only a few reports
on polymorphic transitions under UHV conditions with focus on the dimensionality of molecular assemblies on
solid surfaces, such as changing the surface coverage. ¥

In order to achieve polymorphic transitions with dimensional variation induced solely by thermal
annealing, we herein employ squaric acid (H2SQ) as a prototype system. H,SQ molecule has a layered structure
with hydrogen bonding. The electrical properties of H2SQ have been reported to be strongly associated with the
thermally induced phase transitions, both in the molecular crystal *® as well as thin film P states.

r T

The results of the present study indicate that the

H>SQ molecules formed two types of superstructures on
Au(111). A narrow 1D ribbon structure was observed
after depositing the H>SQ molecules onto Au(111) at

room temperature. Subsequent thermal annealing without

additional deposition of H,SQ molecules resulted in a
Fig. 1 STM images of (left) as-deposited 1D

_ ribbon and (right) 2D carpet H>SQ
carpet superstructure. The 1D ribbon was long and  gyperstructure obtained after annealing. Inset

narrow, whereas the 2D carpet was a nearly square island ~ images are at molecular resolution.

polymorphic transition of the 1D ribbon structure to a 2D

that was several thousand square nanometers in size. The

STM images of both the 1D ribbon and the 2D carpet structures indicated that they grew on large terraces
without isolated molecules and small clusters, implying that there is sufficient energy for diffusion at room
temperature and the H,SQ molecules experience strong intermolecular interactions. Consequently, the

polymorphic transition from the 1D ribbon to the 2D carpet structure may be strongly associated with



intermolecular interactions. In order to prove this hypothesis, molecularly resolved STM images of the ribbon
and carpet with Au (resolved on an atomic-scale) were acquired. The images indicated no clear periodic
coincidence of the molecular arrangement of the 1D ribbon and 2D carpet structures with the Au lattice,
implying incommensurate molecular arrangements for both 1D and 2D structures on Au(111). Additionally, the
experimental observations indicated that the polymorphic transitions induced by thermal annealing resulted in
a change in the unit cell morphologies and dimensionalities of the molecular superstructures, on the basis of the
variations in the present intermolecular interactions determined by the unit cell parameter.

To interpret the experimental results obtained by STM, we carried out extensive periodic density

functional theory calculations with a variety of molecular arrangements using the DFT-D2 method, which allows

full consideration of the intermolecular interactions ;
WHIXH ~AHAEAL
o N . d

including van der Waals forces. The calculations { " Gl ik
il . { B l’ B r.

revealed that the first and second most stable };j‘ T)_I: }‘( )J: ‘}'.‘l‘ :{2‘ ‘::1‘ “-’:‘:_

superstructures have an energy difference of 0.12 eV per } 2 a‘_: \ 2 "‘”1 sl AL Aq.{
N-' — - .

H>SQ molecule and the calculated unit cell parameters

\ \
1 1 !

for th h d ith th S o 0 o § s el
or these superstructures show good agreement with the )_‘;{---}-. o O > J 4 ) i

“r - “"“. "'n'h‘! "{r' -

o

experimental values for 2D carpet and 1D ribbon, . o
Fig. 2 Optimized superstructure of (left) 1D

respectively. Therefore, the polymorphic transition from  ivbon and (right) 2D carpet. Dotted lines
the 1D to 2D superstructure by thermal annealing indicate the unit cells.

observed in our STM experiments can be clearly
described as a thermodynamic process. Interestingly, the component molecules of the 1D ribbon and 2D carpet
structures have different isomers depending on the relative position of the two hydrogen atoms. The less stable
1D structure compared to the 2D structure consists only of ZZ isomers, which are more stable than EZ isomers.
On the other hand, after annealing, the 2D structure is composed of only EZ isomers. These results indicate that
different driving forces induce the formation of the two superstructures. While the initial formation of the 1D
superstructure at room temperature is determined by the relative monomeric stability of the H,SQ isomers in
the gas phase, the polymorphic transition from the 1D to the 2D superstructure by annealing can be explained
by a change in the overall stabilization mechanism, from the stability of individual monomers to the stability of
the assembled structure.

In summary, we achieved thermally activated dimensional control via polymorphic transition of a
H>SQ molecular assembly on Au(111) under UHV conditions. The 1D and 2D molecular arrangements achieved

depend on the stability of the conformational isomers and assembled structures. [*!
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Chemisorption of an adsorbate converts all degrees of freedom into vibrational degree of freedom, and
dynamic processes of the adsorbate on a surface is described with potential energy surface (PES) in terms of
one of the vibrational modes, namely reaction coordinate (RC) modes. Inelastically tunneling
electron-induced processes such as lateral hopping, rotation and intramolecular switching also have been
described with PES that categorized with the shape and the repetitiveness.” Still most cases are limited to the
process of a single molecule free of any intermolecular interaction, and the role of intermolecular interaction
has been not investigated yet.

Here we report a surface dynamic process which is described with a novel type double well PES confined
inside a local molecular structure composed up of multiple molecules, by means of molecularly resolved
imaging and single-molecule spectroscopy using scanning tunneling microscopy(STM). CO adsorbed on
Pt(111), the text-book adsorption system, is well known for
primary ontop-site occupation with (\/3><\/3)R30° overlayer
structure (near 1/3 ML), followed by c(4x2) domain formation
that having one ontop CO (COr) and one bridge CO (COg) at 0.5
ML of surface coverage." In addition to revealed details of

o

45
gTT
1

coverage-dependent overlayer structures,” we found that the COg « Ontop CO
enclosed with four COr molecules(c(v3x2)rect unit, Figure 1a-b) * Bridge CO
is the stabilized form of COg over a wide range of surface C 08
coverage. Moreover, the COg shows fluctuation of tunneling

currents with increased sample bias voltage (Vs), where CO+ 0.6
molecules never changes the position nor shows any current

fluctuation in that Vs range. It was found that this fluctuation is §

due to lateral shuttling of COg onto adjacent ontop site(T)
confined inside the c(v3x2)rect unit, probed in two-level
telegraph-type current in the time trace obtained at the center of
c(v3x2)rect unit, with Vs = 227.5 meV/(Figure 1c).

Confinement of COg at the center of c(y3x2)rect unit, as well 0.0

. . . . . O.lOS U.llo 0.I15 0.20
as the shuttling motion of it can be described with PES scheme Time (s)

which includes the influence of intermolecular interaction. With Figure 1 a and b STM images of
c(¥3x2)rect unit, a with superimposed
model. ¢ the time trace obtained at 227.5
considering the shortest intermolecular distance confined in the mV with schematic model of COB
shuttling and a STM image with the
fluctuation.

assuming the fixed position of CO+ during the motion of COg and

c(¥3x2)rect unit, the intermolecular interaction imposed to the



COg with respect to the amount of displacement can be

estimated with a simple vector calculation. Resultant PES of the aEMo o e o

c(v3x2)rect unit constructed by linear combination of estimated E AR

intermolecular interaction and PES of an isolated CO is shown ~ £°% L

at Figure 2a, indicating that (a) the bridge site (B) is indeed E

stabilized than the adjacent ontop site due to the confinement, =Lo_oo. . . B . . T

and (b) the lateral shuttling of COg involves a metastable site ”‘f_‘::ﬁ‘;:’;z;B:’v‘)";h':ﬁf:n]:'i‘:::ﬁo:'ﬁ"“

(T*) which is distinguished from other COr, in terms of the b

position of minimum with respect to the Pt lattice and the _: ?f;;

potential energy. o f}%
Action spectra of this shuttling motion between B and T

site is obtained with time traces at various Vs, as shown in v 107

Figure 2b, with the result of numerical fitting to the established Ei ﬁfﬁ

model. The threshold at 229 and 252 mV for B->T* and T*->B £ wet 1 I { ,

hopping coincide to the vibrational energy of C-O internal = T

stretch (IS) mode of COg and COr, respectively. Thus, the - y

mechanism of this motion above the threshold is considered to //f

be anharmonic coupling of IS mode to the RC mode. Moreover, /’f

the estimated reaction constant of B->T* hopping fits into the 180 260 250 2:40 2'50 25';0 360

branching ratio with previously known parameters for COpg, Figure 2 a Cons‘:;rc(‘:;‘g PES for a

strongly supporting the anharmonic coupling scheme. c(y3x2)rect unit, b the action spectra for

Furthermore, the action spectrum of T*>B, which has B>T* (blue circle) and T*>B hopping
never been demonstrated nor measured, gives the first (ed square).
measurement of IS mode energy for a metastable COr«. The threshold at 252 mV implies possibly
distinguished vibrational energy of 1S mode for COq+, significantly differ from it of CO; (260 meV). Also,
half-order change in the motion yield at the threshold indicates the stronger contribution of lower energy
modes than IS mode for T*>B hopping, which is also reasonably explained with the suggested PES with
reduced energy barrier and stiffened RC mode energy for T* than them of T. The contribution of
intermolecular interaction is considered with action spectra taken at various surface coverages and the
residence time analysis. These quantitative analysis of the hopping motion of COB not only demonstrates the
intermolecular interaction-driven motion, but offers new opportunities to measure spectroscopic information

of previously unknown metastable state which can be resolved only with microscopic investigation.
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Knowledge of adsorbate structure is essential to understand the surface reaction mechanisms, which
provides basic understanding on the practical catalysis. Some of those reactions accompany the formation of
atomic adsorbates such as atomic oxygen (O), hydrogen (H) and nitrogen (N). However, comparing to
extensively-studied atomic H and O on Pt(111) surface, there are only limited number of studies for atomic N
due to difficulties in producing clean N layer. For the investigation of atomic N layers, oxydehydrogenation
reaction of ammonia with atomic oxygen(30(ad)+2NHj;(ad)>2N(ad)+3H,0O(g)) has been suggested to from
ordered overlayer of N,' characterized with low-energy electron diffraction (LEED) with two superstructures,
(2x2) and (v3x4/3)R30°.2

In this study we achieved well ordered overlayer of atomic N at different surface coverages, at the atomic
level with low temperature scanning tunneling microscopy (STM), by means of modified ammonia
oxydehydrogenation reaction (30,(ad)+4NHs(ad) = 4N(ad)+6H,0(g))(Figure 1a). The oxydehydrogenation
reaction was achieved by annealing NH3-O, covered surface to temperatures between 300 and 400 K, and
controlling the ratio of two gases, the amount of exposure and the annealing temperature resulted in the desired
overlayers with various compositions and coverages, including previously reported (2x2) and (y3x43)R30°
structures(Figure 1b).

If the exposures were high but the amount of ammonia was not enough to remove all the oxygen from the
surface, the annealing to 370 K resulted in a mixed N and O overlayer as shown in Figure 2a. Coadsorbed N
and O form a mixed (2x2)-N+O phase, as indicated with blue circle (N) and red circle (O), with almost constant
N:O ratio (0.56:0.44). Atom-resolved images with modified STM tip and the precise imaging of step edge
clearly revealed that both N and O atoms occupies the face-centered-cubit hollow sites. While both atoms appear
as depressions, the O atoms are deeper than the N atoms, which is in good agreement with theoretical
simulations.’

Precise control of stoichiometry between ammonia and oxygen gives that pure N overlayers, from isolated

IE' (V3xV3)R30° oM a @i e
HO 24 A Mo B Aol
aBe 2 L 24t B Mgl B MMl B
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Figure 1 (a) Schematic drawing of the oxydehydrogenation reaction for atomic N on Pt(111), and (b) representative

overlayer structures of atomic N, p(2x2) and (V3xV3)R30°.



molecules to (2x2) and (V3xy3)R30° phases. Isolated N atoms on Pt(111) appear as
depressions in the STM images at low coverages as shown in the left part of Figure
2b, which is differ from the dense N layer which appears in ordered overlayer
structures (right part of Fig. 2b and Figure 3c). This is attributed to the interference
effect between tunneling channels through overlapping orbitals at neighboring atoms.
Fully covered, dense N islands appeared in two phases, (2x2) (Fig. 3c) and
(V3x43)R30°(Figure 3d), which are consistent with previous LEED studies. The
determining factor for the ratio between (Y3xy3)R30° and (2x2) phase is the
annealing temperature, where (V3xy3)R30° phase dominates at lower (<360)
temperature while (2x2) phase dominates at T > 400 K. This is due to a N coverage
decrease associated with the onset of N»(g) desorption at 400 K, as well as the stability
of (2x2) phase over (v3x43)R30° structure. Detailed investigation of (2x2) phase
revealed that the there are two types of Pt atoms with different apparent heights, where
the more brighter Pt atom is in contact with N atom while less brighter Pt is not,
confirmed with STM images at various sample bias voltage. For higher-coverage
(V3x43)R30° structure shows uniform hexagonal lattice, with only one type of Pt
atom. Most of the defects in the N overlayer are at the boundaries between the two
phases or at the boundaries between domains of the same phase. Within a domain the
defect density is as low as 0.8%, while domain sizes as big as 20 nm x 20 nm were
observed.

The establishment of the conditions for preparing pure and well-ordered layers
of nitrogen on Pt(111), and the determination of the exact structure of these layers at
the atomic level, paves the way for future studies by both experimental and theoretical
methods of the reactivity of nitrogen with other adsorbed atoms and molecules as a
way to establish mechanisms of surface chemical reactions that are of relevance to

important problems in heterogeneous catalysis.
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Figure 2 Various phase
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Block Lanczos Density-Matrix Renormalization Group Method
for General Magnetic Impurity Models
Tomonori Shirakawa, Seiji Yunoki

Computational Condensed Matter Physics Laboratory, RIKEN

Magnetic impurity problems in molecular systems
include a wide range of complexes. The typical examples
are the emergence of magnetic moment in adatom such as
hydrogen and oxygen absorbed onto graphene, and the
spin state of transition metal ion in metalloprotein such as
an iron ion in myoglobin. The origin of magnetism is due
to Coulomb interactions among electrons and thus these
molecular systems are considered as typical strongly -

(b) m=2

m=3

correlated electronic systems. The magnetic impurity

problems in solid materials, known as the Kondo problem,
. . =1, [F2, [=3, [=4, [=5, I=6,
have been studied over 50 years in the filed of condensed

matter physics. During the course of these studies, many ~ [igl: A magnetic impurity model with three
magnetic impurities (a) is mapped exactly onto
an effective three-leg ladder model (b) by the BL

three

theoretical approaches have been developed, including

approximate analytical methods, analytically exact

transformation. The impurity sites

solutions for several special cases, and numerical methods
such as numerical renormalization group (NRG) method.
Specially, the NRG method has played a major roll on

understanding the Kondo effect in solids. However, these

(indicated by red circles with arrows) located
separately in real space are transferred onto the
three sites on the left most rung in the resulting
ladder thus the

interactions on the impurity sites remain local.

model, and Coulomb

approaches are not enough to address the magnetic

problems in the molecular systems, for example, to resolve the magnetic moment distribution around the
magnetic impurity in real space and to understand the spin multiplet effects. To overcome these difficulties,
we have been developing new numerical approaches for the magnetic impurity problems.

As one of the promising approaches, we have recently proposed block Lanczos density-matrix
renormalization group (BL-DMRG) method [1]. The density-matrix renormalization group (DMRG) method
was originally proposed in 1992 by S. White and since then it has been extensively employed to study
various strongly correlated quantum systems in condensed matter physics. However, the power of this
method is limited to one-dimensional (1D) systems and quasi 1D systems (i.e., a few leg ladder systems).
Therefore, the direct application of DMRG method to the impurity problems in two or three dimensions is
not realistic. Instead, we have shown that the block Lanczos (BL) transformation of any impurity models in
any spatial dimensions can be mapped onto effective 1D or quasi-1D models with the magnetic impurity
sites untouched, and thus the Coulomb interactions on the impurity sites remain local in the resulting
effective models (see Fig.1). After the BL transformation, we can safely apply the DMRG method to

examine the impurity properties.
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Fig.2: Spin correlation function Sj(r) between
the impurity site (rmp) and the conduction
sites (W can be calculated by taking the
impurity site and the conduction site for

interest as the initial BL bases in the

We have applied the BL-DMRG method to study the
impurity problem in graphene. The BL-DMRG method
allows us to calculate the spatial distribution of spins around
the magnetic impurity, which is sometimes problematic in
other numerical methods such as the NRG method. The
reason why the BL-DMRG can calculate these spatially
dependent quantities in real space is because when the BL
transformation is applied we can take the impurity site and
the conduction site for interest as the initial Lanczos bases so
that these two sites are isolated in the resulting two-leg ladder
model with the Coulomb interactions remaining local (see
Fig.2).

Figure 3 shows an example of the spin correlation
function Si(r) between the impurity site (#imp) and the

conduction site (). It is noticed in Fig.3 that the impurity spin

BL-DMRG method at the center (indicated by a black circle) is screened by the

surrounding conduction electrons. To quantitatively understand the behavior, Fig.4 shows Si(r) as a function
of | r |. Comparing the results for the case with no magnetic impurity (denoted by red circles), it is clearly
observed that Si(r) behaves as |[r|* with a=3 in the asymptotic reason, instead of a=2 as in the case with no
magnetic impurity. This implies that the magnetic spin is not completely screened and thus no Kondo
effect occurs in this impurity model. The BL-DMRG method can also calculate dynamical quantities and
we find that the results for the local magnetic susceptibility and the local density of state at the Fermi level

are good qualitative agreement with the ones for Si(r), i.e., no

I Kondo screening.
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. . o . 1 10 100
conduction site. The magnetic impurity Il

is located at the center (indicated by a

black circle). The conduction site is located Fig.4: Spin correlation function Si(r) between the

at r=(xy) and the color difference indicates impurity site and the conduction site. U denotes the

Coulomb interaction on the impurity site. For

the value of Si(r) (red: positive, blue:

negative). comparison, Si(r) for the non-interacting limit is also

plotted by red circles.
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B17 5%, EDLT & FET ZNZFNDOE R, (o)
EDLT T F—7"L 72kl O ELRIEITO ML RAAVE, +1.4V
BETFF=712, 14V ZIEALF =712 IET 5,

220K I

HE N7 P AYEDLT)DHEZ B

ey MBEARIEH L, SEEOX v ) 7 F—Y v 7 Z2ilal,
€ v i k-(BEDT-TTF),Cu[N(CN),]Cl (B&Fi:c-Cl) D 8 Kk o Bkt 5 % F v CTFET &
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FE—EDEERT, ZOMEIFET F—7IRETHRIQTTH Y | BHHKEN 2T HIEENT 51X T O *
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az L, EFHXBIZE > TEBEL TWeEFR Ty V7 F—E 7Tk o TEliET 2 &0 5 E
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“‘;‘ N T 20 L ..‘ J E 0-5 "A A | #6(30K)
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0 E}';". . . . - 0 Iﬁ elqctrondoped 0 \ | ) )
0o 2 4 6 8 0 2 4 6 8 -1 0 ]
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X|2.EDLT T F—7 L %ikBHI BT 25— VRIR, @) HEDOY > 7 NVIcE TS5, BT F—7RED T —LRIR,
EENF—NVREELEZ %, b) A—3 7 NVCEFTE2EFF—EYJEDy — P ERE)LEAF—E Y7 @#ED
F—rEEDLE, ) d—IVIREL2 S RiEb o4 X v ) 7B Y — b BIEKRT M,

(& 3k
[1] Kawasugi, Y.; Yamamoto, H. M.; Hosoda, M.; Tajima, N.; Fukunaga, T.; Tsukagoshi, K.; Kato, R. Appl. Phys.
Lett. 2008, 92,243508. [2] Kang,J.; Yu, S.; Xiang, T.; Li, J. Phys. Rev. B 2011, 84,064520. [3] Kyung, B. Phys.
Rev. B 2007, 75,033102.
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X 2: OH {Z B DL (a) LB BRT L v IL(b)

(&% k]
[1] D. Pelloquin et al., Chem. Mater. 17, 773 (2005).

[2] T. Takeguchi et al., J. Am. Chem. Soc. 135, 11125 (2013).
[3] H. Tanaka et al., J. Appl. Cryst. 35,282 (2002).
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[1] K. Hirano, K. Izumi, T. Ishikawa, S. Annaka, S. Kikuta : Jpn. J. Appl. Phys. 30, L407 (1991). [2] J. Yamaura, K.

Ohgushi, H. Ohsumi, T. Hasegawa, I. Yamauchi, K. Sugimoto, S. Takeshita, A. Tokuda, M. Takata, M. Udagawa,

M. Takigawa, H. Harima, T. Arima, and Z. Hiroi : Phys. Rev. Lett. 108, 247205 (2012). [3] T. Arima : J. Phys. Soc.

Jpn. 82, 013705 (2013).
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DITEPNDHE—L A by X VBEITE WD, AESRMFIC K-> TUILEICE LWVMEN
ETERNEWS ENH ST,

ZZTCH &L, CXDIEDOERFHETHH D X MMOTHEHRIZER L, EEFHEE R X #
EIFRED B NS DGR T oA A= 7D E 0D Bl fllE - TEE2ERZ LK 2), =
D & EBR SNDEPT /I — 2T AEEE E SR NS THEPT S X BOTHIENE
END, SR OENREY 720 OBELEIEREIZAERRE O 10 FRERWZO ., AReREH kK
DEPT S 7TV ERIEFRRE L~V E THRIICIH L BT 5 2 &N T, EOMREREZET LK

SRR

1 XFEL Z i & L7= CXDI 8, =%
IR BT E kSR PR &2 B L 7o Rk i
XFEL 7SV AR L E 72— % 20T
MR CRRsE T 5., XFEL #EFRATEEEHIT X R
Pzl IBHT 2720, B2 BB S0 5
g — U BIWNET D, BT/ — 2 OfivNE]
Pra eI La R 2B L - X M DI %
RETHE =LA My FITE D BRITTE A2,
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TR EOEIREZ 7 my M Leb DT, &Ere 7T
NEHOFER, SRITHREZEOMR, 7T ) T HEK
ZRRDOFER, WHEDOTHIZL DY 7Tl 2 fRDFE
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MO LD Z & 2R LTE(K 2), £/, BR LI FAEELZE N4 — U IZERT
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[1] Takayameet al., Scientific Reports, in press.
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Electron crystallography of thin 3D protein crystals:

atomic model with charges

Koji Yonekurd, Kazuyuki Kat8, Mitsuo OgasawaraMasahiro Tomita® Chikashi Toyoshinta

!Biostructural Mechanism Laboratory, RIKEN SPring-8 Center,
2 Hitachi High-Tech Fielding Corporation
3 Institute of Molecular and Cellular Biosciences, The University of Tokyo

*Hitachi High-Technologies Corporation

Protein atoms scatter electrons 4 - 5 orders of magnitude more strongly than they do X-rays, thus
allowing individual protein molecules to be imaged by electron microscopy. Though not fully exploited so
far, electron protein crystallography has great potential and indeed has yielded superb high-resolution (~ 2.0
A resolution) atomic structures from 2D crystals. However electron crystallography of 3D crystals is
problematic as stacking of even a few layers makes diffraction patterns discrete in all directions, and
methods developed for conventional electron crystallography of 2D crystals are not useful. This problem
can be overcome, however, by developing an electron diffractometer that allows the intensities of diffraction
spots to be integrated spatially by rotating the crystal, similarly to the rotation camera used for X-rays.

(A)

»
o

Atomic scattering
amplitude (A)
N
o

0.0

0.0 0.1 0.2 0.3 0.4 0.5 0.0 0.1 0.2 0.3 0.4 0.5

Resolution™ (A™) Resolution™ (A™)
B )w 10.0 30.0
g O (X-ray) | e (XTay)
& B s Fe¥(X-ray)
o Y X-ra . 20.0
£ 60{0 (X-ray) ™ {;a\(\\y)
£ ca’* (X-ray)
S 40
@ 10.0
S
2 201 H(xray)
0.0 LS L —— 0.0

0.0 0.1 0.2 0.3 0.4 0.5 0.0 0.1 0.2 0.3 0.4 0.5

Resolution™ (A™) Resolution™ (A™)

Fig. 1. Atomic scattering factors and theoretical maps. (A) Atomic scattering factors
for 300 keV electrons based on values from International Tables for Crystallography. (B)
Scattering factors for X-rays. Scattering factors for X-rays are much less affected by the

charged state compared with those for electrons.

—116—



Another important feature of electron scattering is that the diffraction pattern formed by elastically
scattered electrons is directly related to the distribution of Coulomb potential. This is in marked contrast to
X-rays, which, because they are scattered by electrons, yield an electron density map. Coulomb potential
maps may be more difficult to interpret, when compared with electron density maps by X-ray crystallography,
as the appearance of the same residues may differ depending on their charged state, resolution and
surrounding environment, but they provide unique information, not attainable by X-rays. The features of
Coulomb potential maps result from the fact that atomic scattering factors for electrons vary considerably
over a range of spatial frequency depending on the charged state (Fig. 1A) and can become close to zero or
even negative (e.g. for'OFig. 1A). An advantageous consequence is that it is possible to determine
experimentally the charged states of protein residues and metals. As proteins use metals of different ionic
states for many purposes, notably for catalysis and electron transfer, information on the charged state of
metals and amino acid residues can be critical in understanding protein function.

We obtain the Coulomb potential maps at 3.4 A and 3.2 A resolution, respectively;-#T@ase
and catalase obtained from ultra-thin (just a few layers thick) crystals using a new electron diffractometer.
These maps demonstrate that it is indeed possible to build atomic models from such crystals and even to
determine the charged states of amino acid residues in théi@ding sites of Cd-ATPase and that of the
iron atom in the heme in catalase.

[Reference]
[1] Yonekuraet al., Proc. Natl. Acad. Sci. USA, accepted.
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DNABD BB ER D L 2FHFLT DAL v FHEICESL
TR T EH EEGHIET AT A

axlUiEs, FESE, FHRL AT

HRBF - AT NA A TR I8

EMOBIEIEBREATHL DNAL, 7T =2 (A), T3 (T), 7 7=(6), i&tzﬁ%v%c)w 4
FEEA DR F DO W T I DFE G L2 T A XD U — ALY BRI AS LS LT i oy - B, R

T=AThDH. ALT, G & C OB IEDOM A ORI TMAN, 2 IMIIERAT (R 7\7\/%) k
FHEH, FEMHA7 KL 51> DNA 8413 Watson-Crick #5555 (A-T, G-C) JEA /L CH FEAIZ
BEHHART D, 2o\ TEOHESRE LRIER, K215 DNA D ZBHOLE AMEEIL, DNASHDIY
1777 @ H° DNA ZHE N A~MRAT DK TSR O JRpriy72 B () —2 0 7)) IT &
STHIEELNTNS., 2O X572 DNA —EOLHAMEDFELXL, BIREFROIRECEBRE DA
M7 B ERAEAL—RTHETSHLEERRE FLEZ DN TWD[L]. K7 ey MIBWTHE I, &
RS AT LOFHEUTHD TLIRR0MS )RR N R I F Y, EORREFR D—>Th% DNA $HDO M
DFELE” A FEMRAIZID ATz, BRI EERERR A S D0 2 AT LDOE A HFEL T2,

W R HiIC DNA " F 7 T RICERL OBRSh N L
%% DNA 773 Rilib L 5 Fk % 12N ETIC, DNA TS ffi;:}/\)
VR T DT 2R (BUF, DNA /740 7) 23, 8
D RBHEOWD AL I ORI TRRDS 0T ommmers [l
BHENERTILERELTEE2]. H2E Fig.L IR L

2, AR (AT HDHWIE G-C) 2R E IRz ﬁ l'/?;i‘j;
DNA ﬂ‘/*ﬁ%%i, —ﬁiﬂ@/fj_‘/gﬁgui@ﬂqg@quf@i ﬁ ﬁD\spersmn . }A;gregation

ﬁ%éﬂjz:%é\\b, *Hﬁ(ité%é%ﬁ%%%ﬁk?‘é. —77, ZENM Fig.1 DNA -/ K74 iiic 50 5, %
HARAI oM 1E (A-C, T-T72L) D DNA T KL TIE, 8] sk s lo s L 7= 45 5 70 40 %&7@1
CAF R E DK P CORL - OEFITFEINT, &

ENEORIER AT 5. 20884, DNA F ki 1-RIZ, B DNA —E#HEEICHELZ5] 5
1« RS 8 HAEADEAE T HILZ R L TS, ZOHSEE2FTHN0ICTHK 4 1%, DNA 773 FKE
THMERRIL LA B IR A7 S 2 b 2 B S, DNA ki DB A - MRS & HI 455+
VAT DO RRFIL CTEI2[3]. FEFE LY, MRS L THEORAEZIREL T0D. R, M
FREICERUIERIZE>T DNA —HEHO /[ E 2 b aifhE T AA vy TF AT AIZEL T,
FOFEM7 R T AT o 7.

Azobenzene I, FREIE BTG U TROAIZR trans-cis Y B VB 2R+ 7+ by 2 baME L
THBILTWA. U= DNA EH#HWIZ, Azobenzene L% & e N X714 F K (Azobenzene
threoninol, LA~ Azo-TN(Fig.2) ) 238 A9 5L, Azo-TN 23 EAEE D trans AAD A 13 Azo BN AR
FxPCA 2 — I —RL EEEEEZELSE, —F, Azo-TN RGO cis (KOLEITIT
SLARBEE LD T RS A AL E(LSELIEA Asanuma HIZIVHIESTWB[4]. Frex ik, 2o
Azo-TN ZA4 U= DNA “EHFRISHILFIC 1 EFTEA 228128 T, R0 ~EHFELIRFFL O
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UV light

DRIGEBALD % S FTHNC AN Z LS, MEIERELE

(<400 nm)
B AR TEADTIIRVNEE 2. PIRALELT, @ r
Az0-TN ZRIRERIZEALT- DNA —E# (16 bp)iZ, ?O

2505 (350 nm) « AJFE (450 nm) BBEZ21T0, Azo 8

AL trans-cis, cis-trans YEEMEALOHEITIZMED, DNA _/—f F'w N _/—<”?

— EHOIFAIRO A IS RP-HPLC TOTLIESD,  panctorm G400 cisdorm

RimlZFB1T % Azo HNLDIEFEME(LIZBIH ST DNA —

B EDRFFSNAZ b7, Fig.2 Azo-TN DTS & St B 26 8h
ZHERICEEA AT D DNA E#H %, BERIZiEV 4

F LT T FHE(LL Azo-DNA-GNP AFHHLL7-. Qs—cs—TAceccAccAecTcT-A—s'

Fig.3 |2/~ 9° &30, Azo-DNA-GNP DR &I TFH A7 d=15nm  ATGCGGTGGTCGAGAXT-5’

(X: Az unit)

Mo EE R N R S CUA. AZo-DNA-GNP 13, A1
AR EE KSR T, A ECIRE D& T SR I FE
AD 520 nm FHTIZRINBRKREZ R Ty —T 72T IR @) o S
B — I DRERSI, WIRITREEELE. —7, 05 (350nm) (“sonm
M LI o> NaCl 3647 FCIE, 580 nm AHITIc i K %77 l l l
T O— R T TRE L — I FERESI, IR LB o00s 600s .
& 2L 7 (Fig.d(a), /£). 21X, DNA K+ H

AL, ! %*%L’gfﬂ:/ﬁkbﬁ\_k%ﬁ%bfb H. I 08 -
HORERIL, TEK, Fex 3 EL TE72 DNA F k¥

yEEEN L I —HT52]. <

A7 B TR AL DNA J k74
BRIZ, Azo EBALO trans-cis YeRMEA L AL 35 350 02 |
nm OHERELIZEZA, RO IR A N ZIRE A~ T
{EL (Fig.4(a), f19t), 600 Fb%Zi% 520 nm (2 —2k W40 S0 60700 600
YTERTHY Y =T RTTATLE I DRI oo 1 ) AZo-DNA-GNP 53 0 SR 1
(Fig.4(b), #R#R) . ZOZLiE, HALRIICE-T  z@oZ%ik. (b) Az-DNA-GNP 4 it uv
Az0-DNA-GNP 7SRRI HE DA B e ~IERB L= A7 Mv OFR - SElE %, 5 @ aTil
LEERT D, SHIT, /7 HUREED Azo-DNA-GNP (T R
450 nm O A[HRYEE G Azo FEALO cis-trans FMALAZ B LT=EZA, R4 IR OB TEER G~
224K L (Fig.4(a), £7), 600 Fb#% 1213 H 7T XE L —213% 580 nm {13 ~7 /L — 7 ~L7= (Fig.4(b),
HiR) . ZOZElE, Az-DNA-GNP MR UEHEIRIE~R 72282 EW T 5. ROt ko
1972 Azo-DNA-GNP DA —fRRfE7 e 1%, BIRYEEGEL (DLS) JIEIZL 5, DNA F 7 hi 551K D
P AXZALRNENOOHER T HIENTET. T, ZOEE — B vt R1E, 5 VA7V Ll EDIRL
FHETHIENFTRETHY, KRB LB R R 2 b R0 PV AT LELTHETHHZEN
RS

Fig.3 Azo-DNA-GNP D[],

[51H3CHk] [1] Ambjornsson, T.; Banik, S. K.; Krichevsky, O.; Metzler, R. Biophysical J. 2007, 92, 2674. [2] (a)
& ILEA - AT EG R, NT T VT s 2014, 32, 95. (b) Kanayama, N.; Takarada, T.; Maeda, M. Chem.
Commun. 2011, 47, 2077. [3] Kanayama, N.; Takarada, T.; Fujita, M.; Maeda, M. Chem. Eur. J. 2013, 9, 10794. [4]
Asanuma H.; Liang X.; Nishioka H.; Matsunaga D.; Liu M.; Komiyama, M. Nat. Protoc. 2007, 2, 203.
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R E XA CHE SN ADNAEHiET ) it ) S~<=—D
W7 R EEREE L

BRI b, AR Y, EEECY, AT

PR - BTN A A TEFgess L RO spK - B 2

&JE T R OBMIBEAEIT, L LIk 0L 7 ke & R & S B 2Bt 2R3 7-20
%%kﬁ%@ﬁﬁﬂ%%uﬂ%khf“émoﬁ%%@%®ﬁ@ﬁ¢%ﬁ&®lO&LT\*ﬁ
# (ss) DNAZFMEIZHE L7=4F / kit (DNA-GNP) 7% . #81L 72 2 ssDNA L " HHTER S
W LHERDH[2], Z OBEESEORL 1R DNADHE EERLS| Th 52> UHHIE I
DH. THAVEINTHRIZ X - CATEICHRR - Eifad 2 2 e TENIE, /R FEEIROREY
PEOBHIHIEIZ D723 D, ARFZETIX f#FUDNA ZDNA-GNP % S [# 2Bl & L 72k B — 4R D
Sz SN (L N éﬁ%%fﬁb\f:énk# EEEE[3] 2 I H U ChL 1[I BRRIE & wl i |2
M9 D Z & 2l AT [4],

FEIDNA (20055 ) (KI5 nmD GNP A E [HIFRIZ3DRELE L THUBE SR Z(FR L 7= (Scheme
1), 7., FRIDNAICHEST 720D —AEH (ss) DNA (7> /7—DNA, 35#%) ZGNP1oH
720 1y 72 EE LIZ[5], KIS, #EEZEHLH DOssDNA (164555) 2GNP 1 > & 7= 0 #5501 (OF
%J5%3 1) [ E L C[3]. sSDNA-GNPE / ~—%1547-, >3\ T, 0.5 x TBE/X v 7 7 — (75 mM NaCl,
pH 8.3) H THHAIDNA L ssDNA-GNPE / v — %A L, BIECLAFE Lz, £kWET T a—
A NVELZKE) B%T Hue—2A, 100V, 454y, 4°C) THERE L C, HAYE 3 25ssDNA-GNP
MU v —% 57, MEERN TR F OISR %% 572012, ssSDNA-GNP kU ~—{216
WO (HDVITRHI A~ y%fé) oA 7N H A R ESHCRL -2 OREEZ #FHDNA
Z T HEH (ds) & L. 10 mM MgCl,% iz C=IR TL100 I E Uiz, A& RN kL1 FEEE
HAEE 2 VO 72eryoEM - (JEM 2100F HC-STEM) BIZR T LN B % b S IZHEH LT,

For DNA template Non-crosslinking shrinkage induced by 10 mM MgCl,
(1strand nfas -nt DNA) GNP binding sites (16 nt)
A 5‘*3 (16 nt)
6 nt T-spacer(51-nt) o Full-match @D@\
Q

1. 200-nt DNA temflate
ﬂ. 2. Agarose gel isolation >

u -..J. J'
For non\-\crosslinking shrinkage Terminal ,D

(5 strands of 16-nt DNA) ssDNA GNP trimer mismatch
GNP: 5 nm diameter dsDNA-GNP trimer

Scheme 1. Preparation of dSDNA-GNP trimers and their structural changes.

sSDNA-GNP & / = —[%, ##8 ssDNA IZfEA T 57 —DNA % LRI -&H7-9 1551 L
FFlo72 0o T, ZHAMERIC K DEER 4R FLLEN D e 2HER) BEIK L 2720, &5
hif- & 855 DNA O TH L 2 K FEEZ PR T 572912, ssDNA-GNP @7 > 77 —DNA (35
1) 1 IAEEA LA DNA (16 3558 LW EL A2 Lo ICEARG SN TW5, b ORI H A2
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SET A0, #78 DNA & OFESECAY 228 H &%
W, BEHEM O T - —DNA (16 HE) 2o

sSDNA-GNP & / ~— & e D 72 |2 7 7= | {E
L7 fE AN ROEENE T H a— A7 LVEKIKE) )

5 aEAl U 7255 5% Figure 1 10Rd, 2SR E 2 FF -

__________________

<4 Trimer
<4 Dimer

<4 Monomer + Template

< Monomer

720 ssDNA-GNP 2 I L 7= 554013, #57 DNA IZ
1 RLF 72T RS LI ERICH KT 53 R
(Monomer + Template) (FFROOLNTHDD, U
=D NI Rbhole, ZHUIxtL
T, EHIREE 2479 5 ssSDNA-GNP (FEk7) i,
—IZHRT DN R s

Figure 1. Agarose gel electrophoresis of the
sSDNA-GNP  trimer  constructed from the
ssDNA-GNP monomers having the truncated 16-nt
anchor DNA and the 200-nt template DNA.

@I Y= @

oo T2, ZONR RO ERICHBT A EEZ BN 03 Full-Match with MgCl,

B\ ARITLLED S 72 BAUBIRIC KT B3 RIE .| Y dx
ELROLNR DT, LLEOKIRNG | 22 :.E -

2HT 57 H—DNA % LT 120 EET 53 2,

WHNTHDZ DRI NI,
WIZ, ssDNA-GNP b U <~ —DBEH2RI1-H] TR
FGUEEE 235 i S B, KL EEEEZ cryoEM [Eif4 s 5
M L 7=, sSDNA-GNP kU~ —IZARMH#HH D\ I (b) g3
R —HEI A~y FHEBML THELAT

0
0 5 10 15 20 25 30 35 40 45
Distance (nm)

Terminal Mismatch with MgCl,

dsDNA-GNP kU ~—% 10 mM MgCl, 7F1E T Cif Z02:
B L7121 o 7L 2 R RS S8 C oryoEM 12 E

(o]
AT o7 FMHEE 2N %2 TYEHRL L 7= dsSDNA-GNP a 0.1

b~ — ORI BERE X 225 £ 9.4 nm
(Figure 2a), KimI A~ v FH#{L26.1 = 8.2 nm
(Figure 2b) & 720 | Kin I A~ v F & b OEA
DOFFNEEFHOEAE L v kMRS & < 72
52 EDW BN o T, R CTHEES L Twn
RWE X7 VAT RRI s uT Ty EET D
ZEZEo TRl b BN L
TeleO &2 HiLh, FRORE R, SURHERIKZ
FRfR TRENME L 705 TEM BI85 155N T0D (T —X2E1K),
BEORERIT, DNA-GNP kU v —OEEE(ED D70 < & bRz TR
WHIZBNTHAELTNDZ AR LTV D,

0
0 5 10 15 20 25 30 35 40 45
Distance (nm)

Figure 2. Interparticle distance distributions of the
sSDNA-GNP trimer constructed using 200-nt
template DNA. (a) With the complementary DNA in
the presence of 10 mM MgCl,. (b) With the
single-base-substituted DNA in the presence of 10
mM MgCl,.

L7223 > TAHIED cryoEM
k0TI @

BN

[1] H. Kitching, M. J. Shiers, A. J. Kenyon, and I. P. Parkin, AJ. Mater. Chem. A 2013, 1, 6985.

[2] A. Kumar, J.-H. Hwang, S. Kumar, and J.-M. Nam, Chem. Commun. 2013, 49, 2597.

[3] K. Sato, K. Hosokawa, and M. Maeda, J. Am. Chem. Soc. 2003, 125, 8102.

[4] Y. Akiyama, H. Shikagawa, N. Kanayama, T. Takarada, and M. Maeda, submitted.

[5] A. P. Alivisatos, K. P. Johnsson, X. Peng, T. E. Wilson, C. J. Loweth, M. P. Bruchez, Jr., and P. G.
Schultz, Nature 1996, 382, 609.
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DNAESi& T/ B ¥ DR ELFEHE LR A LR T 2EHE DB S

FRILEFAR, A, Al R

BEHF - AiTENA A T2

B\in - O—HFEZR (SNP) A f#if#, B, EMEICHERRT 2 0WEORRIE, 7—F— A — NER
RS D L THEETHD, TOHMIL, SNP ENOEROFIE DAL, BIEH O WEEHF D
BIRCIFRDFIEY A7 O T HRIBAIEEIZ /2 D0 B Th H[1), it E L<TY 7% A L PCR %
RvA v T VAEREDPHE I TNDR, @il e 2 E R R R T 2 W5 2 &
O, KRB COFEMMEICREZ IR L TV 5H[2], MUAFZEEIX L E TIZ, —A8 DNA TEEffiS
To4xF /R ¥ (ssDNA-GNP) DEEESy iz FIH L7- SNP B 8% 51: % B % L 7-[3,4], ssDNA-GNP
DOy BRI AR 2 TN L Chz 731 C . FHH (ds) DNA 2S5 &, SHERE T TH RN
BLFEEENTHE 4L, GNP OFRE 77 XE T 7 ML D IERO TR O HFE~ET 5,
—J5. dsDNA-GNP DR A —H I 3 %

~ v FOGEITSBIREZ RS | WIRITR Blunt end Dangling end
BEETDH, 2L, —HEEOFEED
EWE HETHET 22 RN TEDS, L

L. Kl I A~ FHEMLS FEBR 2L TE 70 5
BIEEESH (72 & 213 G-A) ZTBRT 554
IR TN EE LT LE D 72, 52kl
(G-C) LT HHEND - 72[5], W
JEE TICH & X, ZOHIEDEEMEZ &
WHEEHME LT, EEOREE I
SEDOBEWCHEASWfBNELEZER LT
(1) [6], AWFFETIX, HEEDOOED
DOERAMAL > SR L2 BER 70 w1, 2 A8 A L7 dsDNA-AUNP 043 22 e,
A LT, EBRICEB 2N TE 52
L ARIERE LT,

SNP kBl Z—7 > & LT, FEHORIERICEE T2~ 7 = A P450 s+ (CYP2C19*2)
R L7, 2068l &FHDHEIIL, AN G, BEENATHDLZ ERHLNITRS>TND,
TR OB T~ b (ISOHAIR EASY) %> CTERMIL S~/ - DNA Z4hH L. PCR £
ZHWTY b7 v b PAS0 E& AR L7Z[7], 2zl LTOTAF v X7 LAY =0 v
f2 (dANTP:N=A, G, C. T) Z 1T ORIl T A F VHEKMSEIEICEY, T4~
— (16 Hik) O—EEMRICZIT o7, WIT, ZTORISEK L sSDNA-GNP 43k (ssSDNA @
WEBYNIRZIED T T A ~— L2 ZIRE L TERTI00#E L, S HIZ NaCl 3L
77 (RHPEEE © 05 M), FUSIRIET T dsDNA-GNP D#HE & 5Hid . 79 X' HIBY 7 Mok
SLBRELTHIE LT,

F9°. LA L e (16 ) Fx—HEEMESE (17 HE) 2 EE0HES TR
L 72V % sSDNA-GNP O 43 Uk L ¢, —HHE H OIS 13 72 5 dSDNA-GNP Z{ERL L 7=,
—HE LIS OEIE DN 40%LL T DA 1T, 0.5 M NaCl H/7E F THUE AR BEENE U T, 5 TIRIED B
MIRINDHFRIZE L LT (K2) . ZHUCK LT, —HAEERHOEIE D 60%LL L2 & ki

Fraying

Aggregation Dispersion
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ITHCRRE 2 R DI IR AR L, Zhud, —
g FA BSOS O SOSER DS 60%LL EThiiE, Mo
HITE B TH CEDLZ L ERLTND,
WIZ, EBEOBIE Y 7V E i~ 7= SNP ik
WZATR o7z, SNP EALOD> 3 AIBREEE SR & FHA
TAHAY IXT VAT R (16 ) ZbFamk
L. ZWEBHHT 714 ~—L Uiz, BIRMED
DM LB BT EN SR LT AT T
A ~—, ddNTP, BLU'DNA RV 2T —E%H
WTC—HEEMERISZ1T o 7o, Bl RS
SNWT, —HEMESISOSIEED 60%LL EiC
725 KO NCRIGGMZFRE LT, RO T % D%
%12 sSDNA-GNP (ssDNA IZ R D2~ =
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Spontaneous Shrinkage of DNA-Functionalized Gold Nanoparticle Oligomers
with Surface Plasmon Resonance Shifts
Guoging Wang, Yoshitsugu Akiyama, Tohru Takarada, and Mizuo Maeda

Bioengineering Laboratory, RIKEN

Gold nanoparticles (GNPs) have widely been used as stimuli-responsive colorimetric reporters based
upon their localized surface plasmon resonance." Polyvalent single-stranded DNA-GNP conjugates
(SSDNA-GNPs) further afford fast and selective recognition, with additional benefits of reliability and
chemical stability in solution. Double-stranded (ds) DNA-GNPs obtained by hybridizing complementary
sSDNA strands to sSDNA-GNPs undergo a dramatic reduction in their colloidal stability against ionic
strength to aggregate in a non-crosslinking manner. In sharp contrast, dSSDNA-GNPs obtained by hybridizing
terminal-mismatch ssDNA strands to the ssSDNA-GNPs can keep dispersed even at high salt concentration.
To date, the finding of non-crosslinking aggregation has enabled a number of applications in fields ranging
from gene diagnostics® to logic gates.* However, precise control of the spontaneous aggregation of
dsDNA-GNPs has remained to be challenged. In the present study, we prepared dsSDNA-GNP oligomers
with a different particle size using sSDNA-GNPs and an ssDNA template to show that the oligomers
underwent a decrease in interparticle distance with regard to structural shrinkage at increased ionic strength.
This work could lead to controllable structural change of GNP assemblies for developing various
nano-devices, including switch, motor, and sensor.
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Figure 1. a) Schematic illustration of ssDNA-templated formation of sSDNA—-GNP dimers and trimers. Representative
TEM images of ssSDNA-GNP (15 nm) dimer and trimer are also shown. b) Hydrodynamic diameter distribution of the
SSDNA—GNP (15 nm) monomer, dimer, and trimer.

In our experiments, GNPs of 5 nm, 10 nm, 15 nm, and 20 nm in diameter were used to construct
dsDNA-GNP oligomers. A 35-nucleotide (nt) ssSDNA was firstly mono-conjugated to the surface of GNPs
(Figure 1a). A number of 16-nt sSDNAs were then attached to the GNP surface to give a high-density
coverage. After hybridization with an sSDNA template containing three binding sites, trimers (and dimers as
by-products) were produced and purified by agarose gel electrophoresis. Transmission electron microscopy
(TEM) was used to confirm the formation of dimer and trimer structures (Figure 1a). Dynamic light
scattering (DLS) measurements revealed that a hydrodynamic diameter of the sSSDNA—-GNP monomer, dimer,
and trimer increased monotonously (Figure 1b).
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To demonstrate the non-crosslinking shrinkage of discrete dSDNA-GNP assemblies, a dSDNA-GNP (15
nm) dimer with a long ssDNA spacer (184 nt) was newly prepared and used as the model (Figure 2a). The
dimer structure was confirmed with TEM observation. We found that the dimer in solution exhibited a
plasmon resonance band centered at 522 nm. After hybridization with a full-match sequence, the plasmonic
peak was red-shifted to 526 nm in the presence of 350 mM NaCl (Figure 2b, left). In contrast, no plasmonic
peak shift was induced by hybridization with a terminal-mismatch sequence under the same conditions
(Figure 2b, right). This result agreed well with their high colloidal stability.? Since DLS measurements
revealed that no aggregation took place among the different full-match dSDNA-GNP dimers, we concluded
that the observed red shift was due to the spontaneous shrinkage of the discrete dSSDNA—GNP dimer.
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Figure 2. a) Diagram of the spontaneous shrinkage of dSDNA-GNP dimer that is accompanied with plasmonic shift. Insert
numbers indicate the corresponding plasmonic peak positions. b) Salt-induced (left) and terminal base paring-induced
(right) red shift of the plasmonic peak for the dsDNA-GNP dimer.

In conclusion, ssSDNA-GNP dimers and trimers with different particle sizes ranging from 5 nm to 20 nm
were successfully produced through hybridization between ssDNA-GNPs and ssDNA templates. With a
dimer having a 184-nt ssDNA spacer, we demonstrated the non-crosslinking shrinkage of the discrete
dsDNA-GNP dimer in solution by monitoring a plasmon resonance peak shift. Simulations will be carried
out in the near future to compare with the present experimental results.
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Ultrasensitive dark field microscopic detection of amyloid aggregates using
antibody-modified gold nanoparticles
Tong Bu, Tamotsu Zako, Mizuo Maeda

Bioengineering Laboratory, RIKEN

Protein aggregation, and amyloid formation in particular, has recently attracted considerable interest,
because the associated processes are likely to be the key issues in the pathology of more than 50 types of
diseases, including Alzheimer’s disease (AD). These amyloids are cytotoxic, and their physiological
presence and tissue deposition are associated with neurodegenerative diseases, such as AD and other types of
amyloidosis. The extracellular and intracellular aggregates of Amyloid-f peptides (AP), including soluble
oligomers, protofibrils, and mature amyloid fibrils, are considered to be the main cause for AD. Thus, the
detection of these aggregates is of great importance for the early recognition of AD.

Previously we developed a rapid and simple method for detecting AP aggregates using AP
antibody-conjugated gold nanoparticles (AuNPs) (Fig. 1a) [1]. AuNPs have attracted great attention due to
their advantageous properties, including stability, activity, and surface chemistry. For example, the
aggregation of AuNPs accompanied by a surface plasmon shift can be recognized by a pronounced colour
change (from red to purple or to transparent), enabling their potential applications as sensors for DNA, heavy
metal ions and protein. For the detection of AP, AP antibody was conjugated onto the surface of AuNPs. The
formation of AuNP precipitates by AP aggregates could be confirmed by the naked eye within 1 h with LOD
of about 5 uM.

We also previously demonstrated that 100 fM of DNA could be detected by analyzing DNA-induced
AuNP aggregates at the single particle level using dark field microscopy (DFM), which can detect scattered
light from individual single metal nanostructures [2]. The sensitivity was much better than that obtained with
conventional methods such as colour change, UV-VIS spectroscopy and DLS. In this work, in aim to achieve
higher sensitivity of AP aggregates detection, DFM was also employed to detect the AP aggregates-induced
AuNPs assembly.

For the detection of AP, AP antibody was conjugated onto the surface of AuNPs (Ab-AuNP). Different
concentration (from 0 to 5 uM) of AP monomer and fibrils were incubated with Ab-AuNP for 1 h. 6 pL of
the incubated samples were deposited onto glass slides and covered with cover glass. Ab-AuNPs were
identified as bright orange-colored spots in DFM images and the scattered light intensity of each spot was
quantified. The ratio of aggregates at each AP aggregates concentration was estimated to calculate the LOD.
The LOD was evaluated by the 3o criterion method, where o denotes the standard deviation of
zero-concentration background data (n=6).

DFM images of Ab-AuNP with addition of 5 pM AP monomer and fibril were shown in Figure 1b.
AuNP sample incubated with AP fibrils showed much brighter spots, while AuNP sample with the monomer
does not show significant difference with AuNP only sample. The Size of AuNP aggregates was estimated by
the intensity of each spots in DFM images. Figure 1c¢ shows intensity histograms of dispersed and aggregated

AuNPs induced by addition of various amount of AP fibrils. Larger aggregates were observed when an
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increased amount of AP fibrils was added. As shown in Figure 1d, the ratio of aggregates increased at higher
concentrations of the AP fibrils, and LOD was determined to be as low as 40 pM, which was much better
than the previous sensitivity with naked eye observation (5 uM).

In conclusion, we demonstrated that DFM could be utilized to detect the AP aggregates at the
single-particle level. The detection sensitivity reached as low as pM level [3]. This study further proved the
potential application of DFM in the analytical methods based on AuNP aggregations.
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Fig.1 (a), Amyloid aggregates detection system using antibody-conjugated gold nanoparticles
(AuNPs). In the presence of AB aggregates such as fibrils, AuNPs could produce precipitates via the
interactions between AB aggregates and AB antibody on the surface of AuNPs, while no change in
the color of AuNPs solution was observed in the presence of AB monomers (b), DFM images of
AuNPs incubated with AB monomer (left), AB fibrils (middle). DFM image of AuNPs only sample
was shown as a control (right). The scale bar=20 um. (c), Intensity histogram of AuNPs aggregates
observed by DFM caused by adding different concentration of AB fibrils. (d), Ratio of aggregated

AuNPs at various AB fibrils concentrations.
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Adsorption and separation of amyloid beta aggregates using nanomagnets
coated with charged polymer brushes
Tamotsu Zako', Bu Tongl, Martin Zeltner?, Wendelin Stark?, Mizuo Maeda'

Bioengineering Laboratory, RIKEN', Institute for Chemical and Bioengineering, ETH Zurich®

Amyloid beta (AP) protein is a 39- to 43-amino acid polypeptide that is the primary constituent of senile
plaques and cerebrovascular deposits in Alzheimer’s disease (AD). This amphiphilic peptide spontaneously
forms fibrillar aggregates in aqueous solutions at or below the physiological pH. These AP fibrils are
cytotoxic, and their physiological presence and tissue deposition are associated with AD. Recent studies also
indicated that soluble oligomeric AP aggregates are more toxic and cause AD.

By virtue of their unique physical and structural properties, nanoparticles (NPs) are increasingly
suggested for the adsorption and extraction of complex compounds in biomedicine, though there is limited
understanding of the relationship between the physicochemical properties of nanomaterial and its interaction
with target biological molecules. Magnetic NPs have attracted much attention for application as rapid
separation agents to purify or remove target compounds [1]. However, not much attention has been paid to
the application of NPs for the removal of toxic proteins such as AP aggregates, including oligomers and
fibrils.

In this study, strongly magnetic NPs were functionalized with poly [3-(methacryloyl amino) propyl]
trimethylammonium chloride (polyMAPTAC) and employed for adsorption and separation of AP aggregates.
C/Co@polyMAPTAC particles are ferromagnetic carbon-coated cobalt NPs functionalized with a highly
charged polymer that is prepared via surface-initiated atom-transfer radical polymerization [2]. Since these
particles show unprecedented stability in buffer solutions because of the positively charged polymer
immobilized on the surface, we anticipated that they could capture negatively charged A} aggregates.

The adsorption and separation of the AP fibrils by C/Co@polyMAPTAC was examined by detecting
the amount of AP sample in the supernatant by dot blot assay using anti-Af (Fig. la) after magnetic
separation of the particles. The AP sample solutions (monomers or fibrils) were incubated with 50 pg/mL
particles. After collecting the NPs using the magnet, the supernatant was applied to the nitrocellulose
membranes for dot blot assay. As shown in Fig. 1b, no fibrils were left in the supernatant, indicating that the
particles could successfully adsorb and separate AP fibrils. Interestingly, the amount of A monomers did
not decrease after they were mixed with the particles, suggesting selective binding of C/Co@polyMAPTAC
to the fibrils.

Recent studies revealed that AP oligomers are considered to cause AD, and hence it is important to
remove AP oligomers. Characterization of AP oligomer adsorption was carried out by native-PAGE/Western
blot method because the prepared soluble oligomer was actually a mixture of monomers, oligomers and a
small amount of fibrils. As shown in Fig. 2a, soluble oligomers were clearly removed by incubation with
C/Co@polyMAPTAC, while the monomer was left in the supernatant. It is notable that fibrils, which were
observed at the well of the gel, were also removed, supporting the previous result (Fig. 1). These results
indicate that oligomer and fibril could be selectively extracted by the particles. TEM observation also

supported the association of particles with the AB oligomers (Fig. 2b).
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In this study, strongly magnetic carbon-coated cobalt NPs that were functionalized with positively
charged polymers were employed to capture AP aggregates. We anticipated that the charge interaction
between the particles and the negatively charged AP aggregates is important. To confirm this idea, fibril
adsorption in the presence of salt was examined. Various amounts of NaCl (200, 500 and 750 mM) were
added to the reaction buffer, and the amount of unbound A fibrils in the supernatant was estimated (Fig. 3).
As shown in the figure, the binding of C/Co@polyMAPTAC to the AP fibrils decreased in the presence of
higher concentrations of salt, confirming that electrostatic interaction is important for adsorption.

In conclusion, we demonstrated the use of strongly magnetic few-layer graphene-coated cobalt NPs
functionalized with a charged polymer, polyMAPTAC, for the adsorption and extraction of toxic AP
aggregates, including fibrils and oligomers. Interestingly, the AP monomer was not captured by
C/Co@polyMAPTAC, suggesting that binding of the particles to the A molecules is toxic species-selective.
We also showed that the particles reduce the cytotoxicity of the AP aggregate solutions. This study should be
useful the further exploring the application of NP adsorption in mediating A toxicity.
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Fig.1 (a) Adsorption and separation of AB aggregates
with C/Co@polyMAPTAC. (b) Dot blot assay to
estimate the selective separation of the AB fibrils by
C/Co@polyMAPTAC (Left). The relative intensity
indicates the amount of fibrils and monomers left in
the supernatant after magnetic separation (right).
The intensities of the samples without particles were

normalized to 100%.

Fig.2 (a) Native PAGE/Western blot analysis of
adsorption and separation of AB oligomers by
C/Co@polyMAPTAC. (b) Transmission electron
micrograph of AB oligomers incubated with
particles (black dots). The scale bar = 200 nm. (¢)
Adsorption of C/Co@polyMAPTAC onto AB fibrils
at different salt concentrations. The relative

intensities were shown as a bar graph (right). The

intensities of the samples without particles were

normalized to 100%.
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PO —5 =L LTHWODIEZED T, ~ A 7 n i OFEEAZEMIZ I B A a2 B
Ciah, ZOEB A U T2 A L CTHBUE T 2 EIR AR Lz, UL > TEHIL7ZI R
U LT OCo2ZxT Db EMEZFHAIL, BRiERE ¥ —L L TOAMEELFEFEL TE (2],

EFEMFHOTZDIER LTc~ A 7 0T 3, ZDFEEE LK 2 12T, v 7 2iitlgkid%
LETERZR Y 2 BIETHHOPMS TER L TERBY . THIZATA RTTALR-STND, 16
DEEERGr E RO GBI Y AL A LA L) 7T, ZOEHZ2ARD A
PRAFEEEDEY TR & 72> TN D, 2RD/SA /XA
IZENENT A PR & SRR 2 3 & Wik 11X
PDMSDBEZ Fb Pk L, FRDPAZEM (w4 7w 7 7T
U L) ([CREQEL L 72> THND, T O(LFRE R
ZIRULTREIML, 7 A MR QEofbZEMED
Wrer) 20 WIS IR (BofbF a0y E) 1248
£5, I N ATVOTEN A EEMIZIEZ 272912, B
BRI ETA DA TNEOEEE 7 L— L
&SR LD BIEIC X DMk EEE ATV 663
Tl skl LTCEHET 5 (Trace Momentum,
™) . Z ORI L > THEIRROE AR 21731,

2. MR LTe~ A 7 v T8, 2D,

A — )L — % 1mm,
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Wk L TV DO 2% Xl Z L2 TV XA ACTERRIITE %, 7 A MRS T X H
™ (s—TM) & ERBRFARIZITWTIXEOTM (r—-TM) X Y Chemotactic reaction ratio% (s—TM—r—TM)
/(s=TM + r=TM) THEHHT 5,

1. 6%-H2021Z%5 4 2 X N U AV OFUSIEEAMMAR A DA EME2] TER< M3ITRLEL I I
REff & & BITHEMERIRD T 2R LTe, H202 AT I R U A UIFAOEMEIZ X > TRAHMIN AR
D, 10 FRE TR 5, K413 R AT OEBPREOZEL T, A3 HE L2 REE
T R AUTERZ2EER TR L, BERLET CTWd, 202 & X0 H202088\ ER{LIE
HIZE->T, T FUAVOMIEANOredoxiREEN T EL I 4L, HEBEIOHIHNA TE 2L > TNDH D
EDHEESILD, < DEADH202T A RIT T v &, PR TEE LR Ro TN Z &N
Lol

H202 flow in upper channel

B 3. H202 IZkT 2 U AVORE, H202 %
é LORHICHT & BANEERIRS (£ 1 3
. LU A) B2 0 BRI O HEE R (R
2 5 (BA4I2UB) . 20K, RIKOELOES
% FENRTR-TNL,
=
0 20 40 60 80 100 120 |55 traces
Time: (min) I tote! traces
8 min after 26 min after 88 min after

4. (a) #AI7A I FYLVITH02 DIREDENFIICEE > TS, (b)) ¥4I 7B, 3

R U L% H202 DIREDENE Z AT L TR Y, ZOBEBAEHACR> TS, () #AIVT

C. SNV LVOEHNMET L, BIESNDIHP WAL TND,

[ i)

[1] K.Ozasa, J.Lee, S.Song, M.Hara, M.Maeda, LabChip, 11 (2011) 1933-1940. "Two-dimensional optical feedback
control of Euglena confined in closed-type microfluidic channels". [2] K.Ozasa, J.Lee, S.Song, M.Hara, M.Maeda,
LabChip, 13 (2013) 4033-4039. "Gas/liquid sensing via chemotaxis of Euglena cells confined in an isolated

micro-aquarium".
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WA AR X AT X )V EOKFTOEEN T T =V ALt

PRA M L A M Y, RHIEY 7, Almira Kurbangalieva®, VEMATE—°
HEHE— % HpRTaE e
BRAF - HPAERERE S UL Y, FORJCERL T 2 BROK - BEEE ?
B RET VLY RALT N —a 7584, JST X X MRUF°

JT =V VERERIET RV BOTAF = VICRLNDBKTHY . VLRI DHET LS
< DERGLABEEZFF ORI LI, TN E TEL OAKIECHIEEN R S TE T,
IT=VVEREREE, T IV bl ENS D EBRBEBEN TS, HARIA I REW
ST RIS Z TOFRRST 2 0ENH Y | 7 I b DERERNR T T =2 AT IR, £
INETICHNONTE I T =V ALRIRIE, ARG TORMBRAIRE L W > 7o TR % <
KEHED R VR L 72T L URERMO 7T =V AT LT, ZORAETIRNE VR 5,

ATl 2 13Kk T b BT AT REZ HEEAIR D Sc(0TDs 7 F I REME&E® S 2 LT H AR
VA X RPREDIERPNCER T 22 L2 /AL, IS LTT I v 2 ESE5 2 & T,
TT =V AT 25 1EEZ ¥ L2 (Scheme 1), £ DOFFMICONT, LUFIZRET 2,

® H,N
10 mol% Sc(OTf) HIN=C=NH RNH =NH
H,N-C=N > | oseoTh | ——2»  RNH

H,0, 100 °C . ) .
R=aliphatic, aromatic

activated carbodiimide

Scheme 1 Sc(OTs # W= 77 =V ALK&

F. Fx KPP TR R LRBFEHDO N A A2 HNT, 7= D77 =2 ARG % 1R
#FL7=(Figure 1), ZOfER. Yb(OTDs, In(0OTHs, Sc(OTHs Z W 7=5EI12, BWIER T 7 =
DALEMBE O, F72 Sc(OTHs (2O T & O EDORET 21T > 725 . 10 mol% Dfil
Bz 2 ETRbBBWERESZ, 20X 912, KFZT =V ALRISIZE W T, 10 mol%
@ Sc(OThs fill 2 A2 Gk % L L7z,

ZT

©/NH2 . H,N-C=N 10 mol% Lewis acid> \(NH
(1.2 eq) H,0, 100 °C NH»
Lewis acid yield % Lewis acid yield %
Nd(OTf)3 5 Y(OTf)3 43
Zn(OTf), 9 Yb(OTf)3 81
Cu(OTf), 10 In(OTf)3 82
AgOTf 12 Sc(OTf)3 95
InCl3 16 Sc(OTf)3 (5 mol%) 66
La(OTf)3 19 Sc(0Tf)3 (2 mol%) 34
Tm(OTf)3 24

Figure 1 77 = AUBUSIZ 3T 2 AR ES
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AREOSOHRIEUE, BOSHEREZ BLET 572012, 7 F I R LT 1 H&D Sc(OThs Z{EH &
RN

BCNMR #I7E %47 > 7=(Scheme 2), ZDOHFEHR, 75 I NRFIZHET S 118 ppm D 7
TR, BRI A I RORFITAHYT D 162 ppm DT F~ET 7k Liz, BLEDHEN

b ARSI, £F ScOThs M T+ REAARYA I RHEIKEET 52 & T2 753 K

ELTEMHEL, ZHISHLTT I UMMEMT 2 2 & T T =2 AU EITT 5 & 5 ROSHERS

DB BN IR oT,
©
Sc(OTf) Sc(OTf)s R—NH H,N
(1eq) I 2
H;N=CEN —————®  HN=C=NH ———> NH
T D,0 ® T RHN
100 °C, 12 h
(118 ppm) (162 ppm)

Scheme 2 Sc(OTHs LFETIZEBITFTH T F I RO 13CNMR > 7L D24l
ZOREREIIT, a7 T 2 U (Figure 2 @ HEOEMEHWT, 77 =V AbEWE LT DI

TCHR LTz, RIETEEA REREE RS2 FE/EET I, BEREOT IV, BHEOT VXL

TIv, THRT IV, EHIZTS BRIC L THIEMANAH

ETHY ., SHIZIE5 20T X /)
LI SN DT F RICHOWTH 7T = A HTH

ECHDZ LA LI,

H H
N__NH NH N_ _NH
IORY @ 2 Q | C
MeO NH tBu MeO,C

NH
80% 67%

88% 63%
H HN
Yt I P
| P NH N N~ "NH @[\%NH
N H H 2 S
57% quant 31%
H J\t‘ NN
N__-NH Ph” N7 TPh
Ph TN 2 ‘N\ N"NH, /&
NH = NH
68%

56% 46%

HNYNHZ H2 ACHN\)L /¢\)L Jﬁ( \AOH
)
(0] HN
83% CbzHN CO,H HZNANH
68%

56%
Figure 2 ¥#l 277 = AL D RE — M

LLED X 912, Fexix Sc(OT)s il 2 FAWT, &7 F I RE2RWN THRITIER LT 5 Z &1

R L, ZNETOHFEDO LI TORMELFIA L2 L7 KPTTI 277 =0140T
WO FIEZBRFE LT,

[ 3R]
(1) Tsubokura, K.;

lwata, T.; Taichi, T.; Kurbangalieva A.; Fukase, K.; Nakao, Y.; Tanaka, K. Synlett 2014
1302-1306.
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Toub AL DERNTO 8 BRILEMDER L
ZDBLA P VA2 —H —~DERKIEDFHR.

(S

NIEZ B VRMEYE— %, Almira Kurbangalieva ?,
B - B AR RE A R

BROK -

Ao g o
Best 2,

AP RET VI H 2 BT b L—a THSERT?, JST S &R

IHETIZHE 1T, B(EA LA (EMHEBELER T2 L) FETT, MlRNORY 7 R0k
BROEETLZT 7l Ay (RafMm7 A7 R) BT I HEBONIKIE L, A X/ [4+4] B}
EIGZERIEEZTZEEZH LML TERE (M1 /) Y22, TRbb, 77rlb Ay oL
TR UMD LIS O s BRILAW TH DL NI T ey su s b rE5x: (K1 A
(@) . . RITIVREDHTRNIIT R /EERT L0 TG LEEAICIE, SBRE2E
DfEBRMSE 2 AT 20T A7 2 v 5252 REBLTER (®1AD) .

(a) [ m Rl
| — N
. e} AN R!
cell constituent I R-NH, ( j R'-NH, N
. H CHClj, or PBS N N 5h, 100% 2
polyamine ' \
R1 = aliphatic L R! R
threonine lipid (alkyl, Bn, or Allyl) imino [4+4] cycloaddition
2,6,9-triazabicyclo
[3.3.1]nonane
- c - (b) r H
[0] Enzymatic oxidation, R
Oxidative Stress (Reactive Oxygen Species(ROS), eftc..) H | - '
Q RZ-N_~._NH, / R 10 min N
HJ\f P —— — e 8 R2
CHCly, or PBS N 7 ~80% N
Previ h Ol\/ oy N\\)
0 AUNH revious researc AN 20 - I~ NH, R2-N
2 = L _di
Hj\f 3-for'myl-3,4-dehydr‘opiper'idine MHWNHQ imino [4+4] cycloaddition 1,5-diazacyclooctane
acrolein (FOP)
R‘
highly toxic (C) This work oy g R oH
unsaturated aldehyde o, o Y | e
Our results X N I H,N  OH ﬁ . ?
" " Q .. H biologically relevant N N
Imino [4+4] cycloaddition N X aminoalcohols

X 1

AL Z M1oA )
T, HFRICKRELGTHETY 8 RRZ AT j’\/
H

diazacyclooctane

R3 or R4 = alkyl or phenyl

HO__>~R? FDP or
\n(:‘ 8-membered rings?

BRAEE DN E DN D DO TRV EFREL, ERICTE
ELTWAT I /)T a—e7rsab A bn
FOSHEERGELTZ (K14 () » EREkOT
JTNA— N ELTAT 4 AV BLR AT
RLUF U UFEEERDY, 77 lbA v OGSt
BRI SR 21T o 72 (K 2) . T ORER,

WIFROEAICE 8 Bz G LeiiR(b oM 2 &

[4+4] BRAVSSIZIB OH qu
/\/\/\/\N\/WOH 5N

sphingosine NH, 00‘&10

= (o]

CHCljg, or PBS, rt, 10 min N 5
then, concentration —quant HR’
mixture of regio- and stereoosimers R2°H

rﬂ:/\/\/\/\/\/\&/k,{

or R3=H
R2 =-CH,OH
R3= A~ \\’

X
X
X
X %
0lN
X = OH; noradrenaline \QX

H,N  OH X=H

HNCH- 22 Z ERALMNE 20Tz,

SHIT, AR LIZ 8 BRILEMBEMRICBEL T, X

BHIRRNVI R 2155 Z LN TEZ, K3 REITR
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T KBIETT X — b L TRELS N 8 BERILA W % i CH B E-CRE BT TA IR TV L .

FIRTHE L THOERITIFEAERD TR, KISHEDOT I ) 74— a5 8 BRILEY

X, DTDPRBOBIEA N A= —L LTHLNTND3-F/LIN-3,4-Tt Reb~Xy

@W%N&ﬁﬁﬁw@éﬂézkﬁ%%L,CD

2o BT, K3 TERORGHETHL 8 8 z’\u strong intramolecular stabilization

RALEWIX, 2HMH, BRCTHETDHZ & @Q}toy organic solvents or PBS

12X 5T, EEMICFPO 7 L5 b RElE & L ! week

DCEDA IV ~EEHRIND Z N0 (>

Llpol, UEDRRNG, 8 BEEBRILAEY 5

DT L F— VLD ZEA LRI > T Rfw";L
al

QRZ organic solvents or PBS o |
N

» no transformation

1,5-diazacyclooctane

weak intramolecular stabilization

., > _0
Tr/aLA L EDKRICE>TETELN '@ 2 days R
- = PN S N Sof N ~5% of conversion \ /\/\/n\/\/NHz
Db 8 BERILEMNPKEITEELA ML 4 5.diazacyclooctane R2= X

A=) =~ BRI ND T &N .
o THRDB, TRI VO 8 BAHMIED £ \NBn organic solvents or PBS @\/
BEEME~DEFENDRNEAITIE, —H., t§;¢’ 2 days e
RPN AR B 8 BB & 0 e “an me il eiii ik
Fb R Y U L SIS, 2,6,9-triazabicyclo[3.3.1]nonane 3

PLEORERIZE, Fexa R Lo A 2/ [4+4] BAERISICE > TAL S 8 BRILEWMN T 7 1 L
AV EDRPIOERDTHY . ZIUT ROV TWDSEREA b LA~ — I — DAk R
ThbZxrd, ZNETICEEA L Aw—H—OFDPIT, O~ A 7 AL/ 7L F—
IWESIZ L DRI L » THEKT D Z ENBEIN TV (K4, Routed) ', 8BERZMEHL
ToARHREHE (Route B) HFDPOFEFKICH G L CWVD I EAUREBEND, —J7, FfEAERY TH HFDP
(VIR T NS AN H]E S TW WD, Fx D8 BERILEMNEDT I & O—IREG
ER)TH YD . Foex ORSEZ FITH - /2IEER A SN G Z E RSN 5S,

very weak stabilization

Route A
2 equivalents
o CHO
intramolecular
R _NH, HJ\/ - H Aldol condensation I@\
N ~
double conjugate addion ~ R” " “CHO R™ Fpp °°
Route B o
R
HJ\/ x. N When stabilization is weak...,
> n transformation to FDP*

imino [4+4] cycloaddition N X
5 R
4 X = nitrogen

(%3]
[1] Tsutsui, A.; Tanaka, K. Org. Biomol. Chem. 2013, 11, 7208. [2] Tanaka, K.; Matsumoto, R.; Pradipta, A. R.;
Kitagawa, Y.; Okumura, M.; Manabe, Y.; Fukase, K. Synlett 2014, 7, 1026. [3] Tsutsui, A.; Pradipta, A. R,
Saigitbatalova, E.; Kurbangalieva, A.; Tanaka, K. Med. Chem. Commun., 2014, in press. [4] Uchida, K.; Kanematsu,
M.; Morimitsu, Y.; Osawa, T.; Noguchi, N.; Niki, E. J. Biol. Chem. 1998, 273, 16058. [5] Takamatsu, M.; Fukase, K.;
Kurbangalieva, A.; Tanaka, K. Bioorg. Med. Chem. 2014, 22, 6380.
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TIVE = OFRZERICF Sageladine ARKRY D
TRy NEEREFESRYET Y V7T DRI

TS D2 RERIE S S, PR 0L T ORRA O, PRI — L hRIE 0 Eregh ve

PROE - HHAEREERE A BB | IR - BEBl 2, R SEHEBE 179,
B RET LY RALT N —a 7584, JST K X MRUF°

BT NT e REEFET I Vb ELNLIEA I L, PP RENL &SRB O
EALTEY, RIS EZ RS, IO A I UE, AFRATHY D07 v =
EREFELTDHEMRNT I EIRENRHED O DAER L, xR E2 - T D 2B BN D,
o T, ENRNTOIEA 2 v ORISHEBfRET S 2 LI, ?»ﬁu%bf%%®ﬁLwA%%
OB Ml & &I, AMREEEEHIET 50 T ORIRICEEN 2 et 2 A3 5, Fx ik
TR = R T D FRRR SO A g e LT B L 2- 7 X A 2 &/~»Am&%%%
7mo AR¥EZEZHWT, BEE 2 MEFT A EE M2 R ageladine A D [T Ry M &AL (2D
T 5 &L BHiT, ageladine A MR M LARMETEME 2 FF 000 T~ L b S, RRMOTIENEE Y &
TV ITTHI LIk LT,

27 I A IFY = UEEITL L OEBIEES FICR oD, YT REEICLBED S
T EHEEAIZ 2 9 2 — RS EIEIZIEFICR N TS, —F T, T<MmTIEH DN, #
VRIEDOTAX =N EEREM TH L IET LT e FIC K W BIRBEMEZZ T, 1 2 VB

SFNIEBAIZR T, 227 2 /A I ZY—ANERT A ZERRESN TS (Mla), 2
T, ZOR®%EMZE > NI LT, 4EH2-7 2 ) A X — B8RO KIEE R LTz,

*%Z? fcﬁﬁ@%%?ﬁ:of (a) j\lt' Hri?\n/\/\/ HZN—</N |4 (o]
TE=ULEHLT, 7 %ﬂ N e [HZN—<’ H\'ﬁ B8/ oot
ATATE RBEAF VL QS e B | coR TN

— SQEpE T a““”“”M”“““”“”f """""""""" N
AL ) — VT 24RER] “ H”\7\50Me - N \':{—/\)N\HAC 5% 3’© o)
s e 2B, o J 10 g Mot A De con co

= SN L H 2 MeOH it |Ia Alkyl (complex mixtures) 0 no reaction)

T AVF=v topgE T 24n 4n RO All(complexmiures), 7& ____________
1

TR DR, 65% © HMOMB @ O ;J @ @ @

DR T2-T I /A K HNCN (O ““”N@K;o - s oo
NH oH o: 84% o: 82%

N Y 0% ez mey oo ome 20

Frx=roeFrel [ WK one-pot reaction [ ; J@ @ e |

T N7z VT 7= 1 Mo e M e

65% 82% 29% 58%

vERWESA T,
86% DI THUSNEIT L7=A, HET NV F NN ULV TERINZ ST =V OFEIC
iy<®@%@$&%%5itoé%K\%?ﬁ%%?%é?t%w%%%077zyy%%w
TG EITIE, BUSITELSEIT Lo tc, U EORERND, RROTAXF= 13207 2/ BBl
@_ COESIRT AT e FEDORISHEE I L THIFRREMZFZHR L THhD Z L3 L
koik\ﬁbi;h%7mﬁwﬁfﬁﬁféégk%ﬁﬁbko

ZZ T UL EORERE IR, BHA2-T X A I XY —VFEEOU VR MR E RS LK
lo), Kex 2B AZFROT7T =) UFEMERICH LT, TV 7T FERISESED Z & THnd
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HNT 2o VT T =V ~EEB LT, il TS TH DA ¥ — VEROERK, S 5T
KGfRE—DDT T AANT—RITHIZ LT, WHITA 77V —AkaEEHR L,
&mfﬁﬁm\LﬁmﬁibtvyﬁyF%@Z?i/4iﬁf—wéﬁﬁ%ﬂ%¢5:&m
. WERRMTH Y | kxR A2 R T A REME &2 BL D D ageladine Afﬁf(%%’% D¥EfFIR %
FU/T v M THETEZLDOTIERWMNEEZRTZ, T7obb, KITRLIELDIT, T EH
7I%w%%ﬁ077%V/m§W%ﬁﬂ&bf\AﬁVTNTtF&ﬁEéﬁé;kLi@\
(1) A IUEEDHE, (2) HFRNIERMAIMCE D 4 I ZY —VEBREHEST S, KT, (3)
TUR=TEERHSELZEICED A IVEFML, SbicmF I v~ B fbsg%, (4)
BMOT LT REA IR EET%, fild T (5) TYETFRICISEEITSE S, ElkT 5
Ve R UL, (6) EONCAHREBLEZT, B UUVBRBER I NLIZIC, &EIC (7)
TU—=NAVEOUWEITY, ZOLHIC, MYRKEHEFRTY 7 AaNICRELBEATLHZ LK
D\éT@ﬁ&%U/ﬁyhf%ﬁféék%zko

2 N N
|
NH N o N SN NF
I, o5 mnX N I s
b Ngz A H . N salt N v ~"oH NN )
- _ . 4
NO. o) ( 2 R-CHO ' 2 NaHCO; H2N?—< I/ Cleavage
DMF \ \ H,0 -
3 rt, 10 min MonH 21 h 22% H 5-13%
NO, o 75°C,2h NO, , pyridine deriv. ageladine A

k
N
HN=</\— H,N—¢ j\) HN— ]\)NHZ H.N— U H N—(’ " HN—C || \/N 4
N N

CHO (2) (3) NH;3 ) RCHO (5) (6) [o]
over 20 samples

R ageladine deriv.

@ﬁﬁm%#%ﬁﬁbtﬁ%\4iﬁ7~w%%ﬁﬁ@ﬁ%k%kbf@<&ﬁﬁm\%ﬁu
AL > TEENRFRE /e Y = e 7 = = VB RO 7 7T =0 2% 5k LT, %RV T 1
7t%3ﬂﬂm$1m . BRETEHS®, FTRRICTHLA I XY —VRIEKEIT- T,
WNT, OSEIRFIZT B2 2B E T AT ROBIOHBEE L LTAX ) — VA2 ERH S,
75 )CTE BHIZ 2 MEMIFEHE LTz, &flo, AT X ) —)b, REEKFET N 7 A, BLOKEZE
AL, RE TR L, ERT 2RAYWOF D LHPLCIZ L » THBERIEEZTTH Z LIk
D, KR TdH Hageladine AZFINHES~13%. S HIZE D EUVIEME EBIMEEZFFHOE U U %8
BRI DN TIE22% E W) EIRTY VR y hCTERT D Z SISk LT,

EFECHNL LT TU YRy hEER ZRHVIVUE, FRRKISRE L ET T 5720 Tk x 72
ageladine ADMFA4AZ fHHIC AT 2 Z LN AREL 72 5, Flix BILZE ST =1 L iFEke
TNAT e RERWT, FROU Ry MOGEFERT 52 LI k- T, 2080 Lo K% R

HICERKT 2 Z &Il Lic, ThOEREOIERZMRT Lz & 2 A, BEE MR IR ENS M
b OB O E B U, B AR EE M % FfDageladine AZ#IHIfEL LT, 2D
EEE TRy hegk] XV VET I 7952 LTS LT,

UbED X2z, 7A¥=r OFIREBEMD DI A I ORI RISEEZ T, 2273 /743
K= VERRIE~EER LT, S OICKRAY Th Hageladine AB L OZDEHZKIEDOT KRy b
EAASERT D &L BT, RO MAEFT AL EGVEZ R LIEEEE~ L b S8 5 =

(2T L7,
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AR TR B
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KEK WERsER e 7 v — 7
(FN—71Y —&— : fedt ®HIR)
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ERNBHEREFERCETETFHRFEE

REAERIE 2, KRR |, PR S, RN, AL, AR

KEK #9##4fF PF/CMRC!, JST-CREST?, BERSMF S, HKPFE L4, PAF CEMS®

FEMEIHBEPELGEE L USEELRYEOO EOTH ), YHNAERIZIL E LD, 20
Felk 2 150> U 72 0 BLE 2 o WEIRR . MRRGTD—2 D% =7 v P E L THIHEHINTE
oo EDDITEFEERIZZOFEBRORE I, DGR EZMAL72ET T A A6, BB
Pl X 2 AT 2L X — LM 7 L X — OEEZS 2 R H U 72880000 754 A 78T
WEFHT 22T A A, HEMICHH
T2 H0T 7 784 ZANDIEH I A #7225 FH 1 %

b, AV S 7 B EERBEF I L TR 2001 Py
BLoOoNdbDTIER L, T EOMEER [ TTF-QBr,l,
DHFNEZNFETIZH WL DD SN T B D3, 1%}

r

ZD%FFARFBIREIND L H I, 71
HH DK AT % &5 2 L%\, WitED
BROEERD BT, O FASGGRT% b [ TTF-QBrl,
DT LRSI ETIRARVH, ZR5D 50}‘m\
B T-E— X > b AEERT T B LADTIC i - |
AFHZ &5, DO IHEEC X > TR 00'- B
HETHhI(=mEEMR)ZLITEFNTHY, ZDH Temperature (K)
FUMBRICHE S 2 3% o7, TERS M
HINTOB[NEETROWHBEERTIZ, 51

HED L ORI 72 %2MMAT 2D TiE%RL,

TTOMAGLE L ZOEIZHM L CEFEEZEBIE2HDTH Y. ZDollfid i+
HEOIRPLETIREL T TR, FPIcB8 I 29 70RNICH %, oD %FIH L 725
HEWMEO- OO G FEL LT, EMEEEEEOFHBH T o s, E1Ht5M4D TTF &
B2t 707 =V (CAICRESIN S DARHEREBERMBENGLTH 255, O TIE,
BTRRFER L WIEN W LEBEIC k> T, ZOBEKRASHIHHTE 2 2 LTERE SN
TEY[2], GHEFEBERICBIZ20MBOMADLODOH a7 7u—F L L CTHEHINTWVS,
707 ZV(CADFEHEZMBD N T B E DA A TIE, TTF-CA & 13574 25 5HR 250 <
OPHBT 22 EBASNT VS0, 2096, BEL IVR2ELEIA(QBr, I, n=2,3,4)
L DR TIE, TTF-CA L X Pl —RITDOKLHAMEMD 1:1 $5hk %2 LT 2 2 L bh o7,
K 1LIRd &Hic, FEEOREKRFEOHED S, aVROBDWPIIEL T, Thbb, 4
THREMRADT 2 icon T, EKIRTOFERPMART2HAEZRT I LBbro/, 651237
FOEDH 7\ QBr,l & DFETIX, B 555520 MELT 5 7-®, TTF-QBr,L (Z#/KH 2 HIN
LCHEEROEHZMER LA, B ERICE 20, KR TOFERI S S ITKL,
0.25 GPa P EDIES TIAMICEERICE — 7 Ml S, FBBEOFENTIEI N, &

100

Permittivity ¢

X 1. TTF- QBranln D5 E RO IR E K 1EME

—146—



BB EZ R TE—27ENE EBITERICES 7 P L, 1.66 GPa TEIBTOWBENEL 52 28
HO P IC > 7(K 2), mHEARIRMIC B 1T 2 5EE 02 L2 o 2c T 2 7oz, 2 ORI
B2 RITEREZT-72E 25, AREOELEZRTE— 7 D& e, BT E— 27 7% S8
ST, B (triclinic P-1) EF U AHEEZ B L C0b 2 EBH NI ho7, 2O LI, &
FEMiZ BT, BB R IRF DT A 2

STWwRWIE, Thbb TTF-CA DEE LH 3000l I
FRICIHRFE RN BB L T2 2 2R LT I\
%, [ 31c TTF-QBr,L 1c 81 2 I E-FFE AR 2500~ p;fﬁa
#RT, ZOXD»S. 0.25GPalcBWVWT, BT < 2000} WQEE
A ERENERINTWE 2 EBbh s, K % 1500 0.67 ﬁ :5 ; ]
BV 2 FEROIENKAAEZ K 4127, 5 N
FETICB W T, AU CRTHR 2 258) 2 R~ 1000 jf//
9 DMTTF-QBr,[3]0o¥& L g2 £, &1 500

LS (QCPYIE B 1 35 1 2 FFARICK & 728708 R i
HHTENOD D, Tk, DMTTF-QBr, 255 0 50mm£&wﬂgo 200

R CROBFEN B RIFERZ R $ 2 LIk L
. TTF-QBr,I, T3 MEENLRF L 25 Z &
DEVWPLEL TS EEZND, BE, K
il B 2 mFEEMEDOEK 2 HE IR 729

W2 oy T A R IR D I S OV 1S 3 U % i XS AT % B A T B,

[ 2. TTF-QBral2 (235 1F 5 @E FTD
FHEROIRE M

1000_"'I""I"'I"'I"'I"'_
300 ————— I b ]
Neutral T 800__ ]
Paraelectric 1.66 GPal| L ' _
. lonic | R B ]
< 200 Ferroelectric | X 600_ _
o I ] Te)
=] L ~ | i
8 r “” 400 -
o . - -
e 100 = § - M TTF-QBr | .
- . - 2000/ 22 .
L | | 4 - | | _ N
i » 1 N ~/ E)MTTF QBr4
L m . O-...|.°.o.|q...'|'..'.|F..'|..l|-
ol L 0 02 04 06 08 1 1.2
Y ! 15 Pressure (GPa)

p, Pressure (GPa)
4. TTF-QBr2l2 &£ T DMTTF-QBr4

3. TTF-QBral2 D -+ /140 PO
DFHER DT MK
[1] S.Horiuchi and Y. Tokura, Nature Materials, 7, 357 (2008). S. Horiuchi, R. Kumai, J. Fujioka and Y. Tokura,

Physica B, 405, S334 (2010).
[2] S.Horiuchi, Y. Okimoto, R. Kumai, and Y. Tokura, Science, 299, 229 (2003).
[3] K. Kobayashi, S. Horiuchi, R. Kumai, F. Kagawa, Y. Murakami, and Y. Tokura, Phys. Rev. Lett., 108, 237601

(2012).

—147—



—148—



0BT v —
(TN—T1Y —H— /N 1)

—149—



Quantitative Penetration Profiles of Free and Nanocarrier-Bound
Dexamethasone in Human Skin Studied by Soft X-Ray Spectromicroscopy
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Schafer-Korting®, N. Kosugi®, and E. Ruhl*
YInstitute for Chemistry and Biochemistry, Freie Universitat Berlin, Takustr. 3, 14195 Berlin, Germany
2UVSOR Synchrotron, Institute for Molecular Science, Okazaki 444-8585, Japan
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The penetration of topically applied drugs in skin is known to be enhanced by drug nanocarriers [1]. However,
quantitative drug uptake studies with high spatial resolution in which the exposure time and drug formulation are
systematically varied are lacking to date. We have investigated the uptake of the anti-inflammatory drug dexamethasone
by human skin using soft X-ray spectromicroscopy.

Chemical selectivity of this approach is gained by excitation of the O 1s— -transition of dexamethasone at 530.65
eV, which is suitable to suppress the background absorption of fixed human skin as well as drug nanocarriers
(core-multi-shell nanocarriers (CMS)), which were loaded by 5% dexamethasone. In addition, we used two different
exposure times (4 h and 16 h) and varied the drug formulation, where either ethanolic solution or HEC gel (drug
concentration: 0.5%) were used, respectively. Any cross sensitivities from absorption of untreated skin were subtracted,
so that exclusively the drug concentration was monitored.

The experiments were performed at the BL4U beamline at UVSOR 111 using a scanning X-ray microscope (STXM),
similar to previous work, in which the feasibility of this approach was explored [2].

Fig. 1 shows a comparison of depth profiles of dexamethasone in different skin samples along with an optical
micrograph, in which the skin regions are labeled (stratum corneum (SC), viable epidermis (VE), and dermis (D)). Fig.
2 shows the integrated drug concentration for the samples under study, which facilitates to derive quantitative
information regarding the drug distribution, if the exposure time and drug formulation are varied. Specifically, Fig. 1(a)
indicates that after 4 h most of the drug is found in the SC, whereas a lower fraction is found in the VE (cf. Fig. 2). No
drug is observed in the dermis (D). This situation changes, when 16 h of drug exposure in HEC gel are used (cf. Fig.
1(b) and Fig. 2). The intense maximum in the SC is weaker and the drug concentration in the VE is enhanced. If drug
nanocarriers in HEC gel are used instead of the neat drug (cf. Fig. 1(c)), no drug signal was observed after 16 h in the
SC rather than in the VE. This underscores the expected drug transport into deeper skin layers by nanocarriers. A drop
in local drug concentration is observed for all samples in the dermis (D). This indicates that in this region rapid
clearance is possible, so that no enhanced drug concentration is observed.

Concentration [ug/(um-cm3)]
0.0 80 0.0

Fig. 1. Distribution of dexamethasone in the top skin layers (right hand
side: typical optical micrograph, see text for details): (a)
dexamethasone in ethanol: exposure time: 4 h; (b) dexamethasone in
HEC gel: exposure time: 16 h; (c) CMS nanocarriers in HEC gel,
exposure time: 16 h.

Depth [um]

60 . " .
Fig. 2. Relative abundance of dexamethasone in the stratum corneum

and viable epidermis (green: drug- loaded CMS nanocarriers in HEC gel,
exposure time: 16 h; blue: dexamethasone in HEC gel: exposure time:
16 h; red: dexamethasone in ethanol: exposure time: 4 h) compared to
the dose applied to skin.

Relative Abundance [%]
L]
(=]

stratum corneum viable epidermis
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The effect of carbon bombardment of ZnO probed by
scanning transmission X-ray microscopy
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In the present work, the effect of carbon bombardment of ZnO nanowires (NW) and nanocactus (NC) has been studied
using X-ray-based microscopic and spectroscopic techniques. Figures 1(a-d) display the O K-edge scanning transmission
X-ray microscopy (STXM) stack mappings of randomly selected sample regions of ZnO NW and NC before and after
carbon bombardment (C:NW and C:NC). The stack mappings are decomposed into blue, yellow, red and green maps (right
panels), which correspond to the regions that are associated with different thickness and spectroscopic variations of the
samples. Overall, the divisions of the mappings into thick (green), thin (red), carbon lacing (yellow) and background (blue)
regions were generated via principle component analysis (PCA) for cluster analysis based on spectroscopic differences.
The O K-edge STXM-XANES (X-ray Absorption Near-Edge Structure) spectra in the Figs. 1(e) and 1(f) are the sum of the
corresponding XANES spectra of the thick (green) and thin (red) regions of ZnO NW and NC before and after C
bombardment, respectively.

As displayed in Figs. 1(e) and 1(f), according to the dipole-transition selection rule, the near features at ~535-550 eV
in the O K-edge STXM-XANES spectra are attributed to the electron excitations from O 1s-derived states to 2p,-derived
(along the bilayer) and O 2p,-derived (along the ¢ axis) states, which are approximately proportional to the density of the
unoccupied O 2p-derived states. The O K-edge STXM-XANES spectra clearly reveal that the intensities of near features in
the thin regions are higher than those in the thick regions of ZnO NC/NW and C:NC/C:NW. The enhanced intensities of
the near features in the O K-edge STXM-XANES spectra can result in a higher population of defects in the thin or
surface/edge regions because of the non-stoichiometric chemical composition or dangling bonds.™!

Additionally, the intensities of near features of ZnO C:NC/C:NW samples (after C bombardment) are also higher
than those in ZnO NC/NW samples (before C bombardment), further suggesting that the bombarding C atoms may play an
important role to enhance density of the unoccupied O 2p-derived states.

h
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Fig. 1 (a)-(d): O K-edge scanning transmission X-ray microscopy (STXM) stack mappings of randomly selected sample
regions of ZnO NW and NC before and after carbon bombardment (C:NW and C:NC). The spatial distribution of
background (blue), carbon lacing (yellow), thick (green) and thin (red) regions of samples. (e) and (f): The O K-edge
STXM-XANES spectra are the sum of the corresponding XANES spectra between the thin (red) and thick (green) regions
of ZnO NW and NC before and after C bombardment, respectively.
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Observation of Morphology of Functional Polymers by Using a Humidity
Control Sample Cell for STXM
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One of the advantages of a scanning transmission X-ray microscopy (STXM) is tolerance for atmosphere of a
sample. Due to high transmittance of the X-ray, the STXM does not require vacuum condition and enables to observe
the samples in air pressure or in water. Moreover, a focusing optical element of the STXM, a Fresnel zone plate, has
long working distance and long focal depth. These features enable to perform in-situ observation, which is impossible
for an electron microscopy, so that various sample cells are developed widely [1]. Then, control of humid atmosphere
around the sample is a promising in-situ observation method [2]. For example, as an application, a fuel cell works under
high humid atmosphere and high temperature. In this study, we have developed the humidity control sample cell and
performed a test measurement.

The humidity control sample cell (shown in Fig. 1) is a small chamber consisted of two silicon nitride membranes
(thickness of 100 nm) as windows. A small sensor to measure humidity and temperature (SHT7x, Sensirion AG) is set
inside of the chamber. The cell has three ports for inlet/outlet of gas flowing and two of them were used in this study.
The inlet and outlet were connected to a feedthrough of the STXM chamber with stainless tubes and dry/humid helium
gas is flowed into the cell to control the humidity. Humidity in the gas is added by bubbling pure water in a bottle and
its flow rate is controlled by using a needle valve manually. Then, the inside of the STXM chamber was transferred by
helium gas until air pressure. As a performance test, we could change the humidity for from 16.1 to 80.4% at 29°C,
where the temperature inside of the STXM chamber was higher than RT.

As test observation by using the cell, morphological change of thin sections of a functional polymer fixed on
Formvar membrane was used as a sample. 2-dimensional distributions of fluorine in the polymer were obtained by
using K-absorption edge of fluorine (687 eV). X-ray transmission images of below and above of the edge (682 and 692
eV) were obtained. After conversion to optical density images, the distribution of fluorine was obtained by subtracting
these images. The distribution of fluorine of the humidity at 16% and 8% are shown in Fig. 2. In these images, bright
area shows high concentration of fluorine and dark area like a crack is seen on the center. By changing the humidity
from 16% to 80%, 11% of the dark area decreased. This change of the area was caused by swelling of water vapor of
the polymer.

As a further application of this humid cell, observation of living biological samples, such as cells and bacteria, will
soon be performed. The temperature control and auto-control (i.e. feedback of the humidity and temperature) systems
are now under consideration.

(@) (b)

Fig. 2. Distribution of fluorine in the polymer (Bright pixel shows high
concentration). The humidity of the cell were at (a) 16% and (b) 80%.

Fig. 1. Photo of the main chamber (inside) and the base plate of the humidity control sample cell.
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Synthesis of Open-cage Thiafullerene Derivative
Rui Zhang, Tsukasa Futagoishi, Michihisa Murata, Atsushi Wakamiya, Yasujiro Murata
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Heterofullerenes, where at least one carbon atom of the fullerene cage is replaced by other atoms such
as boron, nitrogen or oxygen, are very interesting compounds as their chemical reactivity, photophysical
properties and solid-state characteristics can be tuned relative to the original carbon-cage fullerenes and are
expected to be very exciting and even unprecedented. In order to synthesize heterofullerenes in a controlled
fashion under mild reaction conditions, open-cage Cg and C;o derivatives should be promising precursors.

The insertion of sulfur on the rim of the opening has been reported as an effective procedure to
expand the cage opening. In these reactions, a sulfur atom is inserted into the C-C single bond of the
conjugated butadiene units, where the coefficients of the LUMO indicate relatively high degrees of
localization. Since the open-cage Cy tetraketone 2 shares a similar opening motif with the Cg, analogue, we
expected a similar reaction product from a simple insertion reaction with sulfur. However, when tetraketone
2 was subjected to similar reaction conditions as that of Cg analogue, we observed an unprecedented
reaction. Dehydration of bis(hemiacetal)-diketone 1 at 80 °C for 16 h resulted in the generation of 2, which
was dissolved in o-dichlorobenzene (ODCB) and heated to 180 °C for 15 min in the presence of one
equivalent of elemental sulfur and 0.2 equivalents of tetrakis(dimethylamino)ethylene (TDAE). After column
chromatography on silica gel, followed by recycling HPLC separation using Buckyprep columns, the
unexpected open-cage CgoS thiafullerene 3 was isolated in 41% yield, whereas the expected product with a
17-membered ring opening could not be observed. A possible explanation for the formation of 3 is outlined
in Scheme 1. As previously mentioned, the LUMO of the Cg analogue is localized to a relatively high
degree on the conjugated butadiene unit. The LUMO of the C, derivative 2, however, is not observed at the
corresponding C-C bond “b” (blue), thus explaining the absence of the expected product. Instead, sulfur
should insert into the more reactive C(O0)-C(C) bond  gcheme 1
“a” (red), probably during the anion radical state,
which is generated by an electron transfer from TDAE
to 2 under the reaction conditions applied. The
insertion of sulfur should be followed by a carbonyl
coupling reaction under concomitant loss of two
oxygen atoms. A subsequent decarbonylation should
then afford 3 after a transfer of one electron to the
starting material 2, which is more electronegative than
3. Thiafullerene 3 is the first example of a
heterofullerene with an open-cage CggS structure.
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8, 1033, (2006).
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et al., Phys. Chem. Chem. Phys., 2011, 13, 7812. [2] A. Lagutschenkov, et al., Phys.
Chem. Chem. Phys., 2011, 13, 2815. [3] S. R. Mercier, et al., J. Am Chem. Soc.,
2006, 728 16938. [4] M. Weiler, et al., J. Phys. Chem. Lett. 2013, 4, 3819. [5]

0. V. Bovyarkin, et al., J. Am Chem. Soc., 2006, 128 2816. [6] H. Kang, et al.,
Phys. Chem. Chem. Phys., 2005, 7, 394.
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