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and their (non) linear optical (NLO) properties have been considered in 7z .
the current study. Using extensive molecular dynamics calculations, the I . . bad
push/pull effect of the alkyl tails on the position and orientation of the O SR cIs v
probes in the model membrane are discussed. The simulations indicate ? 100 -

that with increasing tail lengths the cis isomers are pushed closer to the p

membrane surface, while the trans ones are rather pulled toward the =

membrane center. Throughout hybrid quantum mechanics/molecular “ TRANS ,‘6’,
mechanics calculations, the linear and nonlinear optical properties of . . ' * . ’ ?V‘

these compounds have been investigated. The pushing effect of the tails ... 3 <ff~. e cs
for cis azobenzene is translated in strong responses in the (non) linear | Tails pull u ncreasing tail length

optical spectroscopies, while the opposite is seen for the trans isomers.
The cis isomer can be seen as the active state of the azobenzene
compound for membrane recognition. The current work highlights the correlation between the tails of photosensitive membrane

probes and their NLO properties, and focuses on unexpected behaviors of azobenzene derivatives in biological environments which
can be exploited in distinguishing between soft and stiff cellular compartments that are of utmost importance for ion carrier

transport.

B INTRODUCTION

A photoswitch is a molecule that undergoes a measurable and
reversible change in its physical properties upon absorption of
light, which can be viewed as an on/oft switch with an “on” state
in one form and an “off” state in the other form. One of the most
widely known and used photoswitchable molecules is
azobenzene, which undergoes geometric isomerization in the
excited state from the stable trans to the metastable cis isomer.
The advantage of azobenzene over other chromophores such as
stilbenes lies in the fact that it does not undergo analogous
irreversible closures to phenanthrenes, which makes azobenzene
highly reversible."”” The two isomers of azobenzene exhibit
different absorption spectra; the cis azobenzene absorbs at a
longer wavelength and can be selectively excited in the presence
of the trans isomer.>* With ultraviolet light, the trans
azobenzene can be converted to the cis isomer, whereas with
visible light (or heat) the process is reversed.” The interesting
photophysics and photochemistry of this molecule induced a
strong incentive for both experimentalists and theoreticians to
design novel azobenzene-based materials whose functional
properties such as volume, rigidity, and elasticity can be
controlled by pulses of light.”~”

The azobenzene compound is a prototype for a molecular
machine, which can be used as a building block to repetitively
switch between two (meta)stable molecular states in a
controlled manner. In particular, when bulk groups are
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connected to the benzene rings at the para position of the azo
double bond, they can be moved closer together or further apart
by applying light pulses, resulting in a switch between the cis and
trans forms.'’ This idea can easily be exploited either in biology
or material sciences; when a peptide is cyclized to an
azobenzene, the subpicosecond photoisomerization of the
chromophore, the dissipation of vibrational energy, and the
subnanosecond conformational relaxation of the peptide can be
observed by means of femtosecond time-resolved spectrosco-
py.'" Polymers of azobenzenes have been lengthened and
contracted by switching between trans and cis conformers, even
against an external force acting along the polymer backbone,
thus delivering mechanical work."> In all these designed
optically active materials, the difference of +2.4 A between the
end groups of the trans and cis conformers has been
exploited.”* ™"

Trans/cis isomerization in biology can be used to transport
ions across membranes if the conformationally versatile
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Figure 1. Chemical structures of the trans and cis azobenzene isomers considered in the study. n =2, S, 7, 17.

molecule permits a reversible and controllable binding of the
cations, and if the chromophore can undergo reversible
photoreactions.””~>* With respect to antibiotic ion carriers, it
is of utmost importance to take into account the membrane
phase and the ease of the isomerization process in these
environments, since steric hindrances and interactions with
charged groups at the edges of the membrane depend on the
conformation of the molecule. For biological systems, the
azobenzene chromophore has an extra feature as its fluorescence
anisotropy depends on the medium, which is found to affect the
overall rotation and internal motions of the excited molecular
probe.””** Recently, we proved that the location and orientation
of a cis azobenzene derivative in a liquid disordered membrane
phase profoundly differs from the ones in a solid gel phase. This
affected both linear and nonlinear optical properties of the
compound as well as the fluorescence lifetimes of the isomers,
making this probe an effective on/off switch for membrane
recognition.”” The knowledge of the membrane phase can be
regarded as a key step in cancer research.’® A depletion of
cholesterol often characterizes cancer cells and induces a
reduction of the fluidity or equivalently an increase in membrane
order.”” Tt is therefore not surprising that the potential of
azobenzenes embedded in biological environments has been
explored in the past decade. The photoswitching of azobenzene
based micelles has been found to be highly reversible but can be
suppressed in aggregates precipitated from the solution.*®
Azobenzene derivatives have been used as surfactants bound
to DNA to induce and control conformational changes””*’ to
get insight into a stabilization of RNA and DNA hairpins.”' ~**
Bockmann et al. developed an atomistic force field for a
compound®* which has been used to achieve photoisomeriza-
tion driven peptide folding.> ™’ In literature, engineered
biological pores responsive to external stimuli have been
fruitfully used for various biotechnological applications, and
azobenzene as a controlled artificial on/off switch has been
found to provide a temporal control of designed nano-
devices.**™"

Nonlinear optical techniques have been used to investigate
many different chromophoric probes; it has been repeatedly
proven that aromaticity emerges as an important concept in
determining the photophysical properties and two-photon
absorption cross sections of porphyrinoids,**~*” which means
that these compounds can be used for biomedical applications
and photodynamic therapy as theranostic agents which have an
excellent absorption in the biologically safe near-infrared
region.’’ Moreover, conformational changes and conversions
between open and closed forms of compounds like indolinoox-
azolidine derivatives can be used to induce enhancements of the
first hyperpolarizability and to create molecular switches, which
also can be used in optical memories.”>* From the biological
point of view, giant unilamellar vesicles (GUVs) made of
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phospholipid molecules in which the photosensitive part of the
molecule is embedded in the hydrophobic center of the
molecule have been built with at least one of the acyl chains
functionalized with an azobenzene group.’® Lipid bilayer
membranes and vesicles which are entirely composed of
photoswitchable lipids can be deformed and bended reversibly
by optical light and can be used to store energy which is released
as locally usable work.™

In the current study, we focus on the influence of the varying
lengths of four symmetric alkyl tails (composed of 3, 6, 8 and 18
carbon atoms, respectively, see Figure 1) on the position,
location, and orientation of the trans and cis isomers of
azobenzene embedded in a DOPC (dioleoylphosphatidylcho-
line) liquid disordered lipid bilayer membranes, which are found
in red blood cells, in lung and in vein endothelial cells. Its alkyl
tails are found to be essential for the push/pull effect they play
on the position, orientation, and in the last instance on the
response to optical properties of the two azobenzene isomers.
The photoactivity of the azobenzene probes has been
investigated by means of hybrid quantum mechanics—molecular
mechanics calculations, which is indispensable as it has been
proven that the immediate environment of the probe plays an
important role in determining its linear and nonlinear spectra.>®
Thus, the study is extended toward the optical properties of the
probe experimentally accessible, such as one- and two-photon
absorption spectra, as well as the static component of the first
and second hyperpolarizabilities # and ¥, which give rise to the
electric field-induced second harmonic generation (EFISHG).
The complementarity of the techniques can be highlighted as
the polarizability or linear absorption is dependent on the
oscillator strength, while the hyperpolarizabilities are propor-
tional to the difference in dipole moments between ground and
excited states. Especially for the spectroscopies which depend on
B, both the electronic features and the symmetry of the
chromophore are important: the first one is responsible for the
magnitude of the individual tensor components, while the
symmetry determines which tensor components are zero and do
not contribute to the overall signal.”®

B METHODS

The presented molecular dynamics (MD) calculations have
been performed by means of the 43A1-S3 GROMOS force
field*”** and the Gromacs 5.0.4 package of programs.””~®* The
methodology used through the study has been implemented and
tested over different probes in different lipid membrane phases
in our recent works on Laurdan, Dil, and azobenzene
derivatives, and the conditions used here are the same as the
ones reported in our previous works.”*>%37% Parameters for
the azobenzene headgroup have been taken from literature and
are reported in Table S1 of the Supporting Information.**
Briefly, at the onset of the equilibration the probe has been
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positioned in the water solvent with the long axis parallel to the
membrane surface and in less than 30 ns penetrates the
membrane. A 500 ns long molecular dynamics simulation has
been performed in the canonical NPT ensemble at 323 K using
the Nosé—Hoover thermostat®®®” (with a time constant of 0.5
ps) and the Parrinello—Rahman barostat®® (1 bar with a time
constant of 2 ps and a compressibility of 4.5 X 107 bar™"). The
Particle Mesh Ewald (PME)® method was used to compute
Coulomb and van der Waals interactions within a 1.2 nm cutoff;
LINCS constrains have been used and the time integration step
was set to 2 fs. Since it is known that the thickness of the DOPC
membrane decreases at elevated temperatures as the swelling of
the bilayer diminishes,”° the study has been performed with a
temperature of 323 K. The membrane and probe were solvated
with water, using TIP3P parameters. The box size was set to 6.28
X 6.10 X 7.9 nm, and the membrane surface has been oriented to
be parallel to the xy plane. The MD simulations were considered
equilibrated when the orientation of the transition dipole
moment of the probe was found stable in the membrane; for this
reason, for all the MD analysis we considered the 200—500 ns
time window for each of the compounds. The partial charges on
the probes have been derived from the electrostatic potential
(ESP) scheme”' as present in the Gaussian09 suite of
programs’> considering the CAM-B3LYP functional””® and
Dunning’s cc-pVDZ basis set.”*

From the eight different MD simulations (one per tail length
and isomer) and each time focusing on the respective 200—500
ns time windows, 50 independent snapshots were extracted with
a cylindrical cutoff of 10 nm for the membrane molecules
surrounding the probe and a hemispherical cutoft of 1.5 nm for
the water molecules in close contact with the membrane surface.
The snapshots were used as an input for extensive hybrid
quantum mechanical/molecular mechanics (QM/MM) calcu-
lations in which the probe (with its tails) was considered at the
QM level of theory and the environment (i.e., lipid membrane
and water molecules) was taken into account by means of point
charges, as described at the MM level. The Dalton2016 program
has been for this part of the work along with, again, the CAM-
B3LYP functional and the cc-pVDZ basis set.”* To evaluate the
dependence of the nonlinear optical properties on the quality of
the basis set, the TPA spectra for CC3 have been calculated also
with the aug-cc-pVDZ basis set. As reported in the Supporting
Information, the effect of the larger basis set on the TPA cross
section is overall very limited.

The one-photon absorption spectra (OPA) of all the systems
were analyzed and attention was paid to the nonlinear optical
properties, such as two-photon absorption (TPA), and second
harmonic generation phenomena. As reported in our previous
studies,”*>**’® the two-photon absorption cross section (in
GM units) is computed as’’

2.2 4
8n a’a,

Costo(2]

where a is the fine structure constant, g is the Bohr radius, ¢, is
the atomic unit for time, I' is the Lorentzian broadening
(considered a constant with a value of 0.1 eV), w is the OPA
excitation energy, and 0 is the TPA strength in au.

The electric-field-induced second harmonic generation
(EFISH) technique is a third-order process characterized by a
nonlinear polarization P*”. In the presence of an optical field
parallel to the applied static electric field, the electric-field-
dependent susceptibility is reduced to”*~*°

U(a))GM =

(1)

8312

2 P(EY) ~ [(J/) + @)Eo

SkT (2)
where (y) is the orientationally averaged second hyper-
polarizability and f is the static component of the first
hyperpolarizability. It can be remarked that the second harmonic
generation techniques can only be applied on noncentrosym-
metric molecules. In the context of the current study, the
azobenzene probes are embedded in anisotropic lipid bilayers at
finite pressures and temperatures, which break the symmetry.
The scalar product (), denoted as f3,.., defines the vector
component projected onto the ground state dipole moment

B

vy

) =5 X Chgy +
ij ©)

A second experimental observable related to the hyper-
polarizability f is the Hyper-Rayleigh Scattering (HRS). This
scattering signal, independent from the dipole moment and the
molecular symmetry, is measured by unpolarized optical

excitation and can be derived as (f,) = 4/ <ﬂzzzz> + <ﬂ)§zz> ,

where the brackets denote the orientational distribution average
of the molecule in the environment and can be expressed as a
combination of f; tensor components in the frame of their
molecular coordinates.®"

To get insight into the electric-field-dependent susceptibility
for the four cis and trans isomers of azobenzene, in this study we
also assess the value of (), which can be computed using the
molecular excited-state progerties following an extended sum-
overstate (SOS) approach.®* For many m-conjugated molecules,
the full expression can be simplified if a low-lying excited state is
significantly coupled to the ground state. When the state dipole
moments along the molecular long axis are large, the essential-
state model can be used.*”** The full expression is given in
Supporting Information and comprises 3 terms:** the dipole
term which is proportional to ﬂgeA/,tzg; a two-photon term
proportional to a sum of /,téeﬂg_er of overall higher excited states e’,
and a negative term proportional to ,uge. In the present work, 4.
denotes the transition dipole moment between the ground state
and the second excited state e. p . is the transition dipole
moment between the second excited state and a higher lying
excited state e’. Ay, is the difference in state dipole moments
between the second excited state and the ground state.

In fact, the same idea can also be expressed to the first
hyperpolarizability. The dipolar term is here proportional to
ﬂéeAﬂge (see also Supporting Information).

B RESULTS AND DISCUSSION

MD Analyses. The effect of different tail lengths on the
orientation and position of the azobenzene probe into the
DOPC membrane is clearly visible from MD simulations. In
particular, when we compare the position of the probes in the
membrane (considered along the normal to the DOPC surface,
in the specific case corresponding to the z-axis), we observe two
distinct behaviors depending on the isomer considered. Figure 2
reports the density of the probes with different tails, the DOPC
membrane and the phosphor atom, as representative of the
membrane surface limit. To avoid confusion, throughout the
study the probes are labeled as follows: trans isomer with 3, 6, 8,
and 18 carbon atoms alkyl tails TC3, TC6, TC8, and TC18,
respectively; cis isomer follows as CC3, CC6, CC8, and CCI18.
We would like to stress here that during the MD simulations
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Figure 2. Mass density profile along the z-axis for the different
components of the simulated box for the trans (top) and cis (bottom)
isomers: DOPC (black), N=N probe position with three (red), six
(green), eight (cyan), and eighteen (orange) carbon alkyl tails, and the
phosphorus atoms of the membrane head (brown, dotted lines) are
reported. The bilayer center is set at zero.

there is no switching between isomers (see Figure SI in
Supporting Information). For the density analysis, the N=N
group is considered as representative position of the probes’
core, that is, azobenzene without alkyl tails. Corresponding with
the classification of Marrink and Berendsen, different regions are
identified in a lipid bilayer membrane.*® They are characterized
by (1) a low headgroup density (at a distance of more than
~2.40 nm from the membrane center), (2) a high headgroup
density (between 2.40 and 1.25 nm), (3) a high tail density
(between 1.25 and 0.50 nm), and (4) a low tail density (below
0.50 nm).

Already from this first analysis it is possible to observe the
different effects of the tail lengths on the two azobenzene
isomers. For trans, there is a constant drift toward the center of
the lipid bilayer while increasing the tails length; the cis isomer is
apparently unaffected by it and it is located at the same position,
close to the membrane surface. In particular, for the trans isomer
we measured a decreasing distance from the bilayer center of
0.83 nm for TC3, 0.38 for TC6, 0.23 nm for TC8 and 0.22 nm
for TC18. The trans isomers are therefore all located in the high
tail density region. For the more polar cis isomers, this is
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different as the high headgroup density region with its locally
charged groups is reached: CC3, CC6, and CCS8 are found at a
constant value of 1.30 nm and CC18 is even seen slightly higher
at 1.50 nm. It is already clear the effect of the tail lengths on the
position of the probe. In fact, for the weakly polar trans isomer
the tails tend to pull the azo-core toward the bilayer center as the
lipophilic interactions in this region are more important than the
hydrophilic ones; for the cis isomer the tails push the azo-core
further closer to the membrane surface. A closer inspection of
the position of the tails reveals that while for the cis isomer they
are pointing toward the bilayer center irrespective of the length,
for the trans the pulling effect is strongly correlated to the tail
length, which in the final instance is the driving force for the
particular, counterintuitive orientation of this isomer (density
plots focusing on the different tail lengths are reported in Figure
S2). This push/pull effect of the tails eventually affects also the
stability of the conformer; in fact, while the cis isomer has
opportunity to interact with the polar part of the membrane via
the lone pair on the nitrogen atoms (which is included in the
HOMO orbital, Figure S3), the trans isomer experiences a
strong confinement in the bilayer apolar region due to the
increased tails length, forcing it deeper into the membrane
center. We see as well that for TC6, TC8, and TC18 one tail is
embedded in the opposite leaflet. Together with the hydro-
phobicity of the tails, this explains the pulling effect. This is
significant, since the membrane considered is in a liquid
disordered phase which, in principle, should allow a high degree
of motion of the tails, but the combination of the push/pull
effects of the tails, their lengths, and the steric hindrance forbids
a more parallel orientation of the trans isomer to the membrane
surface. In addition, if we compare the TC3 and CC3 isomers,
we observe that even with the shortest tail lengths the trans
isomer is already located much deeper into the bilayer compared
to the cis, which is very close to the membrane surface
(calculated in respect to the phosphor atoms peak, at 2.20 nm
and in excellent agreement with the experimental’® literature
value of 2.1 nm), once more pointing at the strong driving force
arising from the tails’ effect. Moreover, the position of the phenyl
rings is also considered for the cis isomer, to shed light into the
specific position of the probe as a whole (see Figure S4). It is
interesting to notice that there is a high degree of symmetry in
between the position of the two phenyl rings for all isomers. In
fact, not only is the position retained but also the shape of the
peaks is very similar with differences in position smaller than 0.5
nm for CC3, CC6, and CC8 and 0.1 nm for CC18. This can be
explained considering once more the tail lengths; when longer
tails are present, the probe is more confined in its position. It is a
balance between the interaction of the azo core with the polar
part of the membrane and the push-back of the tails from the
lipophilic part which impedes the expected flexibility. The
shorter CC3 tails have more freedom of movement, and as a
consequence the phenyl rings also experience less steric
hindrance. Yet, this situation does not affect the position of
the phenyl rings with all of them peaking at around 1.24 nm from
the bilayer center, while the azo group peak at 1.30 nm,
confirming an orientation in which a lone pair interaction with
the polar head of the membrane is favorable. Representative
trans/cis structures are reported in Figure SS.

To further assess the differences arising from the different tail
lengths, we analyzed the orientation of the probes, considering
the angle formed between the transition dipole moment (tdm)
and the normal to the membrane. It is possible to identify the
tdm as a vector lying along the carbon atoms in para position of
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the phenyl groups for the trans isomer and along the azo group
for the cis isomer (see insets in Figure 3).

Azo trans TDM

R

Frequency
e
[

0.05

0
30 80 130 180
Angle (Degrees)
0.35
L Azo Cis TDM
0.3
0.25
>
2 02
0
=
o
2015
0.1
0.05

Angle (Degrees)

Figure 3. Distribution of the angle between the transition dipole
moment of the probe and the normal to the membrane surface for both
trans and cis isomers. The insets show a representation of the vectors
used to compute the angles: red arrow refers to the tdm, the black line to
the bilayer normal. Values for the cis isomer are reduced to the first
quadrant.

Once more, the analysis confirms our previous finding; the
TC3, TC6, and TC8 isomers present a very similar angle
distribution with a main peak at around 25°, while TC18 is more
tilted with a maximum angle of 43°. Moreover, TC3 presents a
double, complementary distribution of angles which disappear
while increasing the tail lengths. The different orientation
obtained for TC18 can be directly linked to the fact that being
located deep into the lipophilic part of the membrane, the azo-
core tends to orient along with the surrounding membrane tails.
This directly translates into a more tilted orientation of the
whole probe to the normal of the bilayer. Especially for TC18,
the probe’s core is close to the membrane center and its
movement is mainly determined by the first methylene groups of
the tails. It can be remarked that the distributions of the angle of
the transition dipole moment with the membrane normal ought
to be symmetric around 90°. Any deviation can then be ascribed
to the practical limitations of the computational time. For the
trans isomers, we decided to show the complete picture in Figure
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3 since it illustrates how the time scale becomes more and more
restrictive with the length of the tails: for TC3, the curve is still
symmetric, while for TC18 seemingly one side is preferred. This
is due to fluctuations in the first few time steps of the systems.
For TC3, the interactive forces of the tails with the lipids are
rather limited and can be compensated at short time scales by
the interactions which take place at finite temperature. However,
for TC6 and TC8 the pulling effect of the tails increase and the
sampling of the complete phase space becomes restricted.

CC3, CC6, and CC8 present a more perpendicular
orientation to the bilayer normal with confined value of 80°
for a flat plateau in between 60 and 80° for CC6 and a double
feature at 20 and 80° appearing for CC8. Moreover, CC18
presents a sharper peak in which this plateau disappears,
suggesting that the long tails force the orientation of the azo-core
and decrease the wobbling of the molecule. This, together with a
stronger dipole moment present for the cis isomer, directly
translates into an almost perpendicular orientation of the whole
probe to the normal bilayer, confirming the different push/pull
effects of the tails on the two isomers. Interestingly, a similar
behavior has been obtained for azobenzene-based polymers,
where the cis isomer was found to be closer to the water interface
due to the stronger dipole moment,®” as well as in Langmuir—
Blodgett films in which completely different orientations were
measured for the trans (perpendicular) and the cis (parallel)
isomers on the surface.”’

To avoid the presence of artifacts due to the position of the
azo group, an additional analysis on the orientation of the two
phenyl rings of the azobenzene (the angle between the bilayer
normal and the normal to the phenyl rings) has been performed,
as reported in Figure S6. This last analysis confirms our previous
results, as the orientation of the short-tailed trans isomer is only
slightly tilted with respect to the bilayer normal. Through the
simulations, the normal to the phenyl groups describe an angle
of 90°, which arises from the strong hindrance of motion caused
by the presence of the alkyl tails, and the consequent
confinement of the aromatic core of the probe in close proximity
to the bilayer center. For TC18, the high degree of flexibility of
the tails and the stronger pull effect lead to a broader distribution
of the phenyl groups, which might strongly deviate from a
perpendicular one and allow a more tilted orientation.

The higher degree of flexibility present for the cis isomer is
also indicated in this last analysis in which the orientation of the
phenyl rings is more complex. To a different extent for all tail
lengths, both rings present a peak at around 80—90° and a
shoulder at around 125—140°. This translates into a dynamic
exchange: one phenyl ring is oriented mainly parallel to the
bilayer normal, while the second one is strongly tilted.

Finally, the photoselection for fluorescence experiments is
discussed. This quantity depends on the angle 6 between the
field vector of the incoming beam and the orientation of the
relevant transition state dipole moment through a cos® 6
dependence (see Lakowicz®® and references therein). In the
current work, we assume that the incoming beam has a
polarization along the membrane normal. The results for the
four cis and trans isomers are expressed through an ensemble
average and are given in Table 1. Considering 300 frames (in the
200—500 ns range), the results are found to be independent of
the step size, which is chosen to be 1 ns. Despite the relatively
high standard deviation, the table shows that photoselection is
almost twice as probable for the trans azobenzene compounds
rather than for the cis ones. This difference between the isomers
can already be exploited in membrane research and enables
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Table 1. Efficiency of the Photoselection of the Four Cis and
Trans Isomers in Fluorescence microscopy“b

TC3 TC6 TC8 TC18
0.56 (+0.33) 0.68 (+0.26) 0.57 (+£0.31) 0.51 (+0.23)
CC3 CCé6 CC8 CC18
0.32 (+0.32) 0.34 (+0.30) 0.35 (+0.33) 0.12 (+0.15)

“Calculated through {cos* §) with @ as the angle of the transition
dipole moment with respect to the membrane normal. ®The brackets
() denote an average over the simulation time. The standard
deviation is given in parentheses. The field vector of the incoming
light beam is here assumed parallel to the normal of the membrane.

phase recognition by using optical techniques. The value for
CC18 is considerably lower than for the other cis conformers
and is a clear consequence of the peak at 80° in Figure 3. In
addition, CC18 does only have a marginal population for the
lower tilt angles, which affects the ensemble average.

In summary, the large difference in position and orientation of
the two isomers affects the photoselection and is triggered by the
push/pull effect due to the different tail lengths. It will be
reflected as well by a different distribution of the surrounding
solvent molecules and should have a tremendous impact on the
optical response of the probes, allowing for the presence of on/
off states.

2. Solvent Distribution. Since the cis conformers are
positioned higher in the membrane with respect to the trans
ones and thanks to the nature of the DOPC lipids in a liquid
disordered membrane which allows water molecules to
penetrate the membrane, it is expected that the amount of
surrounding water molecules is also different in close proximity
of both probes. As the trans isomers are located deeper into the
membrane bilayer, the analysis focuses only on the cis isomers.
Figure 4 shows that the cumulative solvent distribution is high

15 Cumulative solvent distribution /
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Figure 4. Cumulative distribution of water molecules with respect to
the center of mass of the azobenzene core moiety of the cis probes. The
maximum water molecules’ distance has been set to 0.64 nm.

within a radial distance of 1 nm around the cis conformers with
the presence of a steep and nicked curve with a plateau at 0.4 nm
from the center of mass, which marks the first solvation shell.
The highest amount of water molecules are seen by CC18 due to
the well expressed difference in location of this compound with
respect to the other ones. Among the others, it is CC8 which
bears the least amount of water molecules, which can be linked
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to its localized and rather slim mass density profile (see Figure
2). The solvent distribution in function of the distance to the
probe in Figure 4 is broader and lower for CC3 than for CC6;
however, in absence of strong qualitative differences in these
plots, the cumulative solvent distributions are virtually identical.

With respect to the embedded probes, the differing amount of
water molecules gives rise to different average dipole moments,
whose orientation can be investigated by means of the product
between the dipole moments of the surrounding water
molecules with the vector which connects the solvent dipole
with the center of mass of the probe. The differences can be
emphasized when the value of the average dipole moment
(2.351 + 0.01 D for all cases) is subtracted. For the cis
conformers, the polarization increases along with a generally
increasing amount of surrounding water molecules, ranging
from 0.41 to 0.60 D. The large radial component of the CC8
conformer (0.60 D) can be explained by the relatively low
amount of water molecules in its environment, whose
orientation is then also easily affected. Thanks to the molecular
geometry and the rather horizontal molecular orientation, the
nitrogens of the cis conformer are more vulnerable for through
space interactions and z-stacking than in the case of the trans
conformers, which are oriented upright and which are
consequently only sidewise confronted with water. As a result,
while there are virtually no water molecules close to the trans
conformers, the N=N bond of the cis faces almost a sphere of
molecules, whose orientations are affected by each other.

3. Linear Optical Properties. It is known from literature
that the azobenzene molecule does not follow Kasha’s rule and
the first excited state transition (n — x*) is forbidden by
symmetry in vacuum or in solvents with different polarities,
while the first allowed transition is the one to the S, which relates
to a w — 7* excitation. Although the aim of this work is not to
study the photochemistry of conversion of the azobenzene from
the trans to the cis isomer, we would like to remark here that this
mechanism is still not fully understood, especially when the
azobenzene molecule is embedded in biological environments.
Yet, already looking at the absorption spectra in the DOPC
membrane, it is possible to assess the role of the environment.
The one-photon absorption (OPA) spectra of the extracted
snapshots from the MD simulations are reported in Figure 5, for
both trans and cis isomers.

The first results which can be observed by looking at the
absorption spectra are the negligible effect of the tail lengths on
the position of the absorption peaks for both isomers. This is not
surprising since the frontier orbitals are localized over the
aromatic core of the probe. On the one hand, we observe that all
the trans isomers present a maximum intensity peak at around
305 nm, arising from the S, 7 — #* transition, while the cis
isomers are peaking at shorter wavelengths at 285 nm with a
total blue shift going from trans to cis isomer of 20 nm. On the
other hand, the effect of the environment is more visible when
the S, is analyzed. Now, for both isomers this S, is not
completely forbidden compared to the case in vacuum, since the
twist and bend of the aromatic core along with the conforma-
tional motion and the steric hindrance experienced by the probe
make the S, state weakly allowed. For this transition, it is
possible to see a more profound impact of the alkyl tails, as the
number of peaks increases with the tail lengths, reflecting a
higher conformational change due to the fluctuation of both
isomers of the probe in the membrane. Our results are in
agreement with dielectric spectroscopy analysis performed on
azobenzene derivatives in Langmuir—Blodgett films, which

https://dx.doi.org/10.1021/acs.jpcc.9b11391
J. Phys. Chem. C 2020, 124, 8310-8322


https://pubs.acs.org/doi/10.1021/acs.jpcc.9b11391?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpcc.9b11391?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpcc.9b11391?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpcc.9b11391?fig=fig4&ref=pdf
pubs.acs.org/JPCC?ref=pdf
https://dx.doi.org/10.1021/acs.jpcc.9b11391?ref=pdf

The Journal of Physical Chemistry C

pubs.acs.org/JPCC

35
L OPA Trans
30+
— TC3
i TC6
257 —— TC8 ‘ :
| TCI8 [ OPA Trans
» 0k ol — 10 ,/"-\
z o A
5 [ P Ay,
£ s} B Ay
10} / /J
5 B “ \\.v\;\fli;"\ll\!lll o “
I I
I
0 AL 1 L 1 N 1 —
200 250 300 350 400 450 500 550
Wavelength (nm)
8
OPA Cis
i — CC3
CCé6
6 — CC8
— CCI18
’é\' OPA Cis
z «©
3 4 o

(S}
T

0
200 300 400

Wavelength (nm)

600

Figure S. Absorption spectra of the trans and cis isomers of the
azobenezene probe embedded in DOPC membrane. All spectra are
convolutions over the 50 extracted snapshots for each tail length and
isomer. A Lorentzian broadening of 9 nm has been applied, which
corresponds to 0.12 eV at 300 nm. The insets are zooms of the S,
transition, from 450 to 550 nm for the trans isomer and from 450 to 650
nm for the cis isomer. The vertical dashed line refers to S2 of TC3 in
vacuum at the ADC(2)/6-31G(d) level of theory.

report that the influence of the local environment upon the
switching behavior is much more important than that one of the
dipole moments.* In addition, as a general remark, we observe
that the cis isomers spectra are more complex with respect to the
trans ones with S; and S, transitions strongly allowed and lying
at low energy (260 nm). Following the so-called A-overlap
analysis of Peach et al, which defines the character of the
transition (i.e., localized or charge transfer),”® we compute
values of A in between 0.5 and 0.7, suggesting a localized
character for all transitions of the two isomers with their varying
tail lengths. However, the associated orbitals vary from trans to
cis. As the S; of trans is found to be dark throughout our
calculations, it has a profound n — #* character; the S, from the
other hand is bright, which is the consequence of a strong 7 —
% component. For the cis isomers, the dark S, state is
characterized by a dominant transition from the highest
occupied molecular orbital (H) to the lowest unoccupied one
(L); in contradiction to the trans conformer, H has here a strong
lone pair character. The S, gains oscillator strength thanks to a
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minor but significant contribution linked to an H-1 —L
component, which increases for the compounds with longer
tails. A decomposition in terms of molecular orbitals is reported
in Table S2, while depictions of the molecular orbitals are given
in Figure S7. To provide a benchmark to the presented TDDFT
results, additional calculations on the TC3 and CC3 isomers
have been performed with the second order Algebraic
Diagrammatic Construction scheme [ADC(2)] (see Table
§3).21-%

4. Nonlinear Optical Properties. The first nonlinear
optical (NLO) analysis consists in the study of the two-photon
absorption (TPA) ability of the system. TPA is a method of
choice when considering the use of such probes in living
organisms; since it requires laser beams at a much lower
frequency (red or infrared light), causing less damage to the
surrounding tissues and cells, it has a higher penetration depth
with respect to OPA and enables 3D imaging. The TPA cross
section is therefore investigated. From our computations, we
found that S, is a TPA dark state (see Figure S8), while S, is the
first TPA active state of interest. The cross section for the S,
along the various consecutive snapshots is presented in Figure
S9 and the full TPA spectra in Figure S10. Different trends can
be clearly observed from the strong S, TPA state. First of all, the
cross section values for the cis isomers are much higher than for
the trans isomers, ranging from 150 to 400 GM for all the cis and
being 1 order of magnitude lower for all the trans compounds.
From the trans isomer, a clear trend is observed for the
increasing tails lengths with direct correlation between the
length of the alkyl tails and the cross section values in the TC8 >
TC6 > TC3 trend while it drops for TC18. A different trend is
found for the cis isomers where CC3 and CC6 present lower
values of 150 GM, while CC8 and CC18 have a much higher
value up to 400 GM. The rationalization of this behavior is two-
fold. First, the push effect of the tails over the cis isomers lead it
to be an active state, while the pulling effect on the trans isomers
is responsible for its inactivity. Second, the environment plays a
crucial role in the activity of the isomers, as it affects the
transition state dipole moments between excited states, which
are of utmost importance in two-photon absorption.”>”* By
reverting to the two state approximation (TSA), we compute the
cross section for the CC6 and CC8 probes in order to unravel
the large difference observed in values. Since the second excited
state is the active state for this analysis, the TSA has been
performed on this state only. As reported in Table S4, the cross
section values for both CC6 and CCS8 are very similar when the
TSA is considered. This means that the TPA intensity seen is
entirely due to the transition state dipole moments between
excited states. Thus, we can conclude that the difference
observed rises elsewhere and is not accounted for into the TSA
method, which does not fully catch the complexity of the
investigated probes.

Since the isomers are found at different locations and
orientations in the membrane, the influence of the environment
on the excited state properties is clearly visible. As the trans are
less affected by the environment due to the deeper position into
the membrane bilayer through the pulling effect of the tail, we
focus here on the cis isomers in which their relative orientation is
a key parameter to consider. In Figure S11, the magnitude of the
transition dipole moments between the second and third excited
states as well as the second excited state dipole moments
obtained through the QM/MM calculations is compared with
the ones in which the interaction with the environment is
discarded. For the state dipole moments, the results in vacuum
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are found to be generally less pronounced than the ones in the
membranes, clearly pointing at the effect of considering the
surrounding for a proper description of the phenomenon,
especially when long tails are considered. Our ADC(2)
calculations confirm the values obtained in vacuum: the CC3
transition state dipole moment between excited states S, and S;
amounts to 0.90 D, while the state dipole moment of S, is found
to be 5.35 D. For CAM-B3LYP, these values amount to 1.47 and
5.60 D, respectively (see Figure S12). Thus, when used for TPA
analysis, the cis and trans conformers of the azo probes with
equal tail lengths present different behaviors in DOPC
membrane due to the different push/pull effect; while all the
cis isomers can be considered in an active, “on” state, the trans
isomers are in a dark, “off” state, making the screening of the
membrane effective.

A second parameter which strengthens the push/pull effect is
the first hyperpolarizability f. As mentioned in Methods, two
different values of f are considered here, namely Bygc and Pygs.

Pyec is inherently connected to the ground state dipole
moment (gsdm). Analyzing its values through the QM/MM
calculations (see Table SS), we clearly observe the combined
effect of the environment and the temperature factor, as it
enhances the dipole moment of all trans conformers to a value of
0.50 D, irrespective of the tail length, while in gas phase the trans
isomer has a negligible dipole moment. On the other hand, the
cis isomers are strongly affected by the presence of the
membrane: their gsdm decrease of 50—60% with more
fluctuations among the different species due to the different
position in the membrane (highhead group density region)
compared to the trans isomers (high tail density region).

In contrast to Bygc, Purs is not affected by the gdsm, and it is
obtained considering the vector along the long molecular axis of
the probe. Figure 6 reports the f-values for all the probes
studied. As already found in our previous study on the DiD
probe embedded in different membrane phases,”* values for
Purs are attenuated by almost 50% compared to Bygc.

A clear trend is present depending on the tail lengths with
higher values for the trans isomers up to C6 and a clear inversion
for longer tails where the cis isomers become the active state. In
detail, the 3, values increase for the trans isomers from 4.7 X
1073 esu for TC3 up to 6.7 X 107" esu for TC6 to suddenly
drop to 4.2 and 3.2 X 107** esu for TC8 and TC18, respectively.
The standard deviations on these values are throughout the
study found to be small, less than 12%; data are given in detail in
Table S6. At the same time, a constant increase in f,. activity is
computed for the cis isomers, going from 3.3 X 107 esu for
CC3 to similar values of 5.2, 5.5, and 5.0 X 107*° esu for CC6,
CC8, and CC18, respectively. Once more, this can be related to
the different push/pull effect of the tails which, in turn, affect the
orientation of the probe; for all trans isomers, the aromatic core
is strongly tilted and its stiffness is driven by the tail lengths,
while for the cis it is perpendicular to the membrane normal. The
smaller values obtained for TC3 and CC3 are due to a
competition between the push/pull effect of the tails and the
hydrophobic/hydrophilic interaction with the membrane; as the
tails are short, the latter tend to prevail over the push/pull effect.
Yet, the balance is fully shifted toward the former effect as the tail
lengths are increased to C6. The smaller value obtained for
CCI18 is related to the presence of a vast amount of water
molecules in the neighborhood, as reported in Figure 4. As a
result, there is a direct correlation between the active states and
the increase in tail lengths. For shorter tails, up to C6 the trans
isomers are the active state, while from C8 onward the situation
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Figure 6. Running average values for fyzc and By for the trans and cis
azobenzene probes in DOPC membranes, given in esu units. Only the
static component is considered for the analysis. Associated standard
deviations are given in Table S6.

is reversed with now the cis isomers being the “on” state. To gain
deeper insight, we reverted once more to the TSA (data reported
in Table S7). While we observe a quantitative agreement
between the two methods for the cis isomers, for the trans
conformers the picture is more complex. In fact, values obtained
from TSA are up to four times higher than the ones obtained
with the full expression, although the trend is qualitatively
preserved. This difference is inherent to the nature of the
excitation for the trans isomers. In fact, S, is now lying at lower
energy (4.07 eV) compared to the cis isomers (at around 4.3
eV). In addition, the oscillator strength for the TC is roughly ten
times higher than for the CC, which also contributes to the
higher values for beta, as well as the possible contribution from
higher excited states through their transition state dipole
moments.

A similar situation is found for the fyys, where a general trend
is obtained depending on the tail lengths. Now, for short lengths
up to C6, it is virtually impossible to distinguish between the
trans and cis isomers, which have values of 2.5 X 107%° esu for C3
and 3.3 X 107 esu for C6 (both cis and trans). The lower values
for the C3 isomers are once more due to the too short tails which
cannot fully counteract electrostatic interaction with the
membrane headgroup layer. With longer tails, from C8 onward
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once more the cis isomers become the active state while the trans
are dark, with values of 3.2 X 107 esu (2.6 X 107" esu) and 2.8
X 107 esu (2.5 X 107 esu) for CC8 (TC8) and CC18
(TC18), respectively. Once more, this behavior directly relates
to the orientation of the aromatic core of the probe and it is more
pronounced for the cis isomers, in which longer tails push the
molecule in such an orientation that favors the fjs, while only
small wobbling motions are allowed for the trans isomers located
deeper in the membrane.

As an introduction to the next paragraph, in which we focus on
the second hyperpolarizability and revert to a few-states
approximation, we would like to validate the calculation of
in a two-state model using only the components of the ground to
excited state transition dipole moment and the state dipole
moments of the ground and excited state. The results are given
in Table S7. Despite the crude character of the approximation,
the results correspond qualitatively to the ones given in Figure 6:
the increase toward TC6 and CC6 is well reproduced, along with
the decrease toward the obtained values for the isomers with
longer tails. The knee seen for the CC8 isomers has become a bit
more pronounced and the obtained value is comparable to the
one obtained for CC6. For TC8, the obtained fyg value is a bit
lower than the one for TC18. The results seem therefore to
emphasize the usefulness of a limited model, like already
remarked by Meyers et al.”” We remark that the differences
between the values obtained by the full expression and the two
state model are by definition linked to the transition state dipole
moments between excited states and the absence of higher
excited states.

The next parameter considered is the third order polarizability
7. Although much smaller in absolute values compared to the
other two parameters, this analysis is needed to enable the
forthcoming discussion of the second order susceptibility. In
response theory, the second residue of y gives access to
transition dipole moments between excited states, and following
its derivation the imaginary part of the orientationally averaged
third order polarizability is proportional to the two-photon
absorption cross section.”””® As the first active excited state is S,,
we considered the few states model for y discussed above and
used this particular excited state as the intermediate state e
mentioned in the dipole, two-photon, and negative terms
(results are reported in Figure S13). Interestingly, we observe
that all trans isomers have higher values of y (with average value
going from 2.1 to 2.9 X 107%¢ esu) compared to the cis ones
(1.2—2.2 X 1073 esu), irrespective of the tail lengths, making
the trans isomer the active state for this analysis.

Finally using eq 2, we can compute the second susceptibility
7?, which gives rise to the signal obtained through second
harmonic generation measurements.”” With respect to the
difference in orientation of the trans and cis isomers and
referring to available surface pressure-molecular area isotherms
measurements, strong differences in susceptibilities can be
expected.”’

From the data depicted in Figure 7, the first striking result is
that susceptibility values for the cis isomers are higher than the
trans of at least 1 order of magnitude, making the cis isomers the
active state in EFISHG. Once more, C3 isomers (both trans and
cis) show a peculiar behavior for the reasons discussed above
and starting from C6 we observe the presence of an inverse
correlation for the trans isomer, where the susceptibility
constantly decreases with an increasing tail length and with
values in the 7—20 X 1073 esu range. On the other hand, the
increase in tail lengths is the driving force for the cis isomers. In
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Figure 7. Running average of the second susceptibility analysis in esu
units for all trans and cis isomers. All values are obtained at 323 K.
Associated standard deviations are given in Table S6.

fact, the susceptibility strongly increases, going from values of 62
X 107% esu for CC3 up to 160 X 107 esu for CC18 clearly
showing the importance of the push and pull effects of the tails
for the cis and trans isomers, respectively.

B CONCLUSIONS

The conformationally versatile azobenzene molecule has been
used as a lipid bilayer probe for phase recognition. The influence
of alkyl tails on the location, orientation, and (non)linear optical
properties of the probe has been investigated by considering
trans and cis isomers with symmetric tails of length 3, 6, 8, and
18 carbon atoms. Strikingly, for cis azobenzene the series of
increasing tails were found to push the core of the chromophore
toward the polar membrane surface, while for the trans isomer
the tails were rather found to exhibit a pulling effect toward the
membrane center. All the trans isomers are located deep in the
membrane and have an orientation slightly tilted with respect to
the membrane normal, while the cis ones can be found closer to
the polar headgroup region. The azo-core of the latter
conformers are found with their main axis more parallel to the
membrane surface, which also affects the influence of the
isomers on the orientation of the surrounding water molecules.
As a consequence, the photoselection of the cis isomer with the
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longest alkyl chains by means of a beam with field vector
perpendicular to the membrane surface is rather minimal.

The correlation between the tails and their pushing effect for
cis azobenzene is strikingly seen in the nonlinear optical
spectroscopies. The S, is the active state in two-photon
absorption and its cross section increases along with the tail
length; it is connected to the transition state dipole moments
between the excited states which change along. For the deep
lying trans isomer, the distance to the polar groups increases
with increasing tail length, and the TPA cross section is found to
be unaffected by the environment. On the other hand, for the cis
isomers the pushing effect of the tails leads to be the active state
for the TPA analysis with cross section values 10 times higher
with respect to the trans. Throughout the analysis of the static
component of the first and second hyperpolarizabilities, a neat
distinction between the tail lengths is observed; for shorter tails
(up to C6) the trans isomer is the active state, while a further
increase of the tail lengths lead to a switch in the behavior with
now the cis isomer being the active state. Finally, the
investigation of the simulated second susceptibility y®),
observed in second harmonic generation measurements,
shows that the cis isomers have values 10 times higher than
the trans ones, irrespective of the tail lengths, making this isomer
the active state.

As the push/pull effect is strongly coupled to the NLO
properties, it should be considered in forthcoming develop-
ments of photosensitive probes for membrane recognition. To
use them to discriminate between healthy and unhealthy
membranes, the influence of the tail lengths of the embedded
probes on the excited state lifetimes has to be investigated by
time-resolved fluorescence spectroscopy. The current work
presents the state of the art for the simulation, analysis, and
interpretation of (non) linear optical spectroscopy studies on
chromophores and conformationally versatile molecular probes
embedded in lipid bilayers and lays the foundations for further
investigations.
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