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ABSTRACT: It remains uncertain whether excited electronic state mixing occurs in the flavin

—

cofactor of the light-oxygen-voltage-sensing (LOV) domain. In this study, we present transient \\ )

absorption and femtosecond stimulated Raman spectra of both free and EL222 binding flavin -

mononucleotide (FMN). We observed a change in the shape of the excited-state absorption oS -

around 800 nm in the S, state transient absorption after binding to EL222, alongside a relative

intensity increase of the N;—C, and C,==0, stretching modes in the S, state Raman spectra. %28 o

Based on the previous calculated geometric differences between the zz* and nz™* states, we

propose a probable electronic state mixing in EL222 binding FMN. This mixing is favored by

the nonsymmetric hydrogen bonding interaction between the flavin O, atom and the m e

asparagine residue and fewer hydrogen bonds with the O, atom in EL222. ] N b'l'_
v e e mw

Introduction. The light-oxygen voltage-sensing (LOV)
domain is a sensor protein that is extensively utilized by
various organisms to respond to environmental changes.'™
LOV domain proteins typically employ flavin mononucleotide
(FMN) as the light receptor. Upon exposure to blue light, the
flavin cofactor becomes excited and reacts with a conserved
cysteine residue in the LOV domain binding pocket, forming a
covalent bond between the cysteine sulfur atom and the C,,
atom of the flavin ring. This adduct formation triggers a
rearrangement of the hydrogen bonding network, resulting in
an allosteric variation of the protein and transmission of the
signal. The light-adapted LOV domain can be thermally
activated, leading to the dissociation of the CS bond, within a
time frame ranging from seconds to hours depending on the
binding pocket structure.”’

Numerous time-resolved studies have investigated the
dynamics of the LOV domain proteins. Researchers have
utilized transient UV—vis absorption®~'* and electron para-
magnetic resonance spectroscopym’14 to monitor changes in
the electronic states involved in the primary reaction of the
LOV domain. Concurrently, extensive time-resolved infrared
spectroscopy studies'> ™' have been conducted to track the
corresponding structural dynamics of the primary reactions,
hydrogen bond rearrangements, helix unfolding, and signal
output domain detachment. Additionally, many theoretical
simulations have been performed to examine the electronic
structure of the flavin cofactor and the photoinduced reaction
mechanism of the LOV domain protein.”*~*’
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Through experimentation, it has been discovered that the
photoinduced adduction reaction in most LOV domain
proteins occurs in the triplet state rather than in the spin-
allowed S, state. This is different from the reaction mechanism
in the BLUF domain (blue light sensors utilizing flavin adenine
dinucleotide), where hydrogen transfer takes place in the S,
state.’”™* A sole exception to the canonical mechanism was
identified in 2016 when Zhu et al. utilized the kinetic isotope
effect and found a direct photoinduced adduct channel in the
singlet state of CrLOV2 derived from Chlamydomonas."”
However, when CrLOV2 is tagged with 15 positively charged
histidine amino acids by its N terminal, it follows the canonical
pathway.”® This experimental evidence suggests that the
photochemistry of the LOV domain is highly sensitive to the
charge distribution surrounding the protein.

For the unusual behavior of the primary reaction on a spin-
forbidden state, Quantum Mechanics/Molecular Mechanics
(QM/MM) simulations have demonstrated that the hydrogen
transfer barrier in YtvA LOV protein is lower in the T state
(5.2 keal/mol) compared to the S, state (9.7 kcal/mol).”” It
remains unclear whether there exist other mechanisms that
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could tune the reaction barrier, aside from the stronger (A) EL222 PDB id: 3p7n
hydrogen-bonding basicity in the T state.

It has been proposed that the mixing of electronic states NAb\nd\r\Q
could alter the potential energy surface (PES). In 2017, v gomat®

Manathunga et al. found that the mixing of the first two excited
states in retinal affects the isomerization process of the
cofactor.’®?”  Elsaesser’s team recently substantiated this
through ultrafast terahertz-Stark spectroscopy, noting the
significant difference in the electric dipole moments of the S,
and S, states of retinal in bacteriorhodopsin.”® Additionally, it
has been suggested that the mixing between the locally excited
state and the charge transfer state contributes to the large Stark
tuning rate of the green fluorescent protein chromophore,
thereby enhancing its photoacidity.”

The question emerges as to whether mixing of excited states
also occurs in the LOV domain proteins. It has been
discovered that a dark nz* state exists near the lowest singlet
an* state in flavin.”” The energy difference between them in
the gas phase is estimated to be small, only in the range of tens
of meV. However, the coupling is zero unless there is
symmetry breaking. The question then is how and to what
extent the LOV domains influence the mixing between these
two electronic states of flavin.

Resonance Raman spectroscopy is a powerful tool for
selectively investigating the structural dynamics of a photo-
receptor.”’ Utilizing time-dependent Raman theory,”' =" the
Huang—Rhys factors of Raman transition can be determined
from the intensity of the Raman bands. These factors measure
the displacement amplitude between the minima of two
potential energy surfaces. In 2008, Martias et al. determined
the Huang—Rhys factors in rhodamine 6G using femtosecond
stimulated Raman spectroscopy (FSRS).*® More recently, two-
dimensional impulsively stimulated resonant Raman spectros-
copy has been employed to map the excited-state PES of the
chromophore in wild-type green fluorescent protein.*” Never-
theless, there is a scarcity of FSRS studies on flavin*®*” and
flavin protein.”>’

In this study, using the EL222 protein as an example, we aim
to understand how the protein binding of the LOV domain
affects the electronic structure of the flavin chromophore. Our
investigation concentrates on three main aspects: (a) the
possibility of mixing between the lowest excited electronic
states within the LOV domain protein, (b) its possible impact
on the PES and the Raman spectroscopy, and (c) the possible
structural origin of the observation.

Experiments. The structure of the EL222 protein is shown
in Figure 1. This protein comprises one LOV domain and one
DNA-binding domain. Details of the experiment and sample
preparation have been described previously.”> Both FMN and
EL222 were prepared in a 50 mM MES buffer with 100 mM
NaCl at pH = 6.8.

The femtosecond stimulated Raman spectroscopy setup
utilized the spectral watermark method.”® In the current
experiment, we employed two independent 1 kHz chirped
pulse amplifiers (CPAs), both seeded with 20 fs pulses from a
single Ti: sapphire oscillator. One 1.0 xJ, 475 nm fs pulse beam
from one TOPAS served as the actinic pump to initiate the
photochemical reaction. Simultaneously, a home-built pulse
shaper generates a 5 pJ, 800 nm picosecond pulse used as the
Raman pump, which closely resonates with the excited-state
absorption of the S, and T, states of the flavin cofactor. The
probe beam was a supercontinuum generated by focusing a
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(8)

Flavin
mononucleotide

Figure 1. Crystal structure of EL222 (A) and chemical structure of its
cofactor (B). The LOV domain is displayed in gold, the DNA binding
domain in green, and the joint @ helix in red.

1400 nm femtosecond pulse from a second TOPAS onto a
moving CaF, plate with a 1 mm thickness.

Results. Evolution of Transient Spectra of the Free FMN and
EL222. The transient absorption spectra for both free FMN
and EL222 are plotted in Figures 2A and 2C, respectively. In
these two plots, the time delay is illustrated with a rainbow
gradient from dark red to purple.

In examining the evolution of the transient spectra in Figure
2A, we observe three major species involved in the light-
induced reaction of free FMN. Based on the previous study, ”**
these species are identified as S;, T;, and FMN radical
semiquinone. Notably, there are two significant differences in
the transient absorption spectra of the S, state and the T state:
(1) the absence of the excited-state emission (ESE) band
between 500 and 600 nm in the T, state and (2) a blue shift in
the excited-state absorption (ESA) band after intersystem
crossing, moving from 800 to 700 nm.

In the transient absorption of EL222, as depicted in Figure
2C, three distinct spectral groups of spectra are evident,
corresponding to the S;, T, state, and the adduct product.
Unlike the situation with free FMN, a notable difference in the
relative intensity of the transient absorption is observed in the
S, and T states. Specifically, the excited-state absorption in the
T, state of EL222 exhibits a relatively greater intensity
compared to that in free FMN.

In Figure 2B,D, the FSRS data are plotted, displaying the
spectra with the Stokes shift range between 800 and 1800
cm™". The current experiment primarily focuses on the FSRS
of the S, state and the T, state. This is because the electronic
transitions of the other transient species are not in resonance
with the 800 nm Raman pump.

When intersystem crossing (ISC) occurs from the S, to the
T, states, several changes are observed in the FSRS of both
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Figure 2. Evolution of the transient absorption spectra (A and C) and FSRS spectra (B and D) of the free FMN (top) and EL222 protein (below)
with the time delay showing in rainbow color gradient from dark red to purple.

FMN and EL222: (1) the Raman peak at 1570 cm™*
disappears; (2) in the 1400 cm™" region, three closely spaced
peaks in the S, state merge into a single peak in the T, state;
and (3) the 1250 cm™" peak undergoes a blue shift.

In addition to the similarities, there are two significant
differences: (1) the free FMN exhibits a more pronounced S;-
T, shift for the 1500 cm™" peak compared to EL222; (2) the
intensity profile of the S, state Raman bands in free FMN is
quite different from that of the EL222.

Evolution-Associated Transient Absorption Spectra of Free
FMN and EL222. To understand the spectra, we conducted a
global analysis employing the Glotaran program™ with a
sequential model on the experimental transient absorption
data. This process yielded the evolution-associated spectra
(EAS) and their corresponding time constants shown in the
Supporting Information. For the free FMN transient
absorption data, five components were necessary to achieve a
proper fit, whereas for EL222, only three components were
required.

Here, we present selected evolution-associated transient
absorption spectroscopy of FMN in two distinct chemical
environments. In Figure 3A, the black curve illustrates the
EASs of the fully equilibrated S, state of free FMN in water
with a lifetime of 3.3 ns; meanwhile, the red curve represents
the S, state of FMN within the EL222 protein exhibiting a
lifetime of 2.6 ns. Notable differences are evident in the
excited-state absorption band for wavelengths exceeding 600
nm. Specifically, the excited-state absorption band of FMN in
the EL222 protein differs in shape compared to that of free
FMN. First, it features a shoulder centered around 700 nm.
Second, the excited-state absorption band displays a wider
bandwidth compared to the free FMN. In Table 1, we list the
peak positions of this excited-state absorption band and its
width at 1/e of the maximum height.
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Figure 3. Comparison of the evolution-associated transient
absorption spectra of the free FMN (A) on the top and EL222
protein (B) on the bottom.

Table 1. List of global fitting components and peak width of
the transient absorption resonance with the 800 nm Raman

pump

The peak
position of the
band that
Global resonance with ~ Position ~Width in
fitting Physical 800 nm Raman at cm™
Species  component  origin pump Height/e Height/e
FMN EAS3 N 788 867 2230
EAS4 T, 695 747 1990
EL222 EAS1 S, 777 869 2720
EAS2 T, 717 764 1710

Figure 3B illustrates the T, state EASs of free FMN, which
has a lifetime of 0.57 us, and its EL222-binding state, with a
lifetime of 0.65 us. There is no significant structural alteration
in the T, state absorption bands between 600 and 800 nm.
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Upon binding, the main change is a red shift in the T, state
absorption bands.

In addition to noting variations in the bandwidth, in Figure
3, we recorded the height of the excited-state absorption bands
mentioned above. For free FMN, the reddest peak of the T,
state appears lower than that of the fully equilibrated S, state,
0.270 compared to 0.285. Conversely, in the case of EL222,
the T, state exhibits a greater height than the S, state
(measuring 0.716 versus 0.637). This indicates a 16% decrease
of the relative height of the excited-state absorption band,
when FMN is present in EL222. In previous studies, it has
been demonstrated that the LOV domain shares a comparable
S,-T, intersystem crossing (ISC) quantum yield ® of 0.6 with
free FMN"*°7°% and that the LOV cavity has little effect on
®,," suggesting a different origination for the current
observation.

Evolution-Associated Excited-State Resonance Raman Spectra of
Free FMN and EL222. The changes in the chromophore
structure and its interaction with the environment in the
excited states were also monitored using FSRS across the
spectral range of 100 to 1800 cm™".

To distinguish the Raman signatures of various species, we
also conducted a global analysis of the FSRS data using a
sequential model. We removed the baseline of the EASs from
the global fit to ensure that all resonant Raman bands are
positive, with the procedure detailed in the Supporting
Information.

In the free FMN, the first three Raman EASs come from
their S, state with different solvation structures and the fourth
component to the T, state. However, the EL222 ESRS
experimental data yielded only one S; Raman spectrum and
one T, Raman spectrum. Here, we have chosen the fully
equilibrated S; state Raman and T, state Raman with Stokes
shift between 800 and 1800 cm™' and presented them in
Figure 4.
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Figure 4. Comparison of evolution-associated FSRS spectra of the
free FMN (A) (on the top) and EL222 protein (B) (in the below)
with Stokes shift between 800 cm™ to 1800 cm™.

In this work, we use the assignment of WeigelAr8 and

Tuliano.’”*” We classify the normal modes into two groups: the
C=0 stretching modes above 1600 cm™; ring breathing
modes involved the stretching of the C—C and C—N bonds in
the flavin ring from 1000 to 1600 cm™.

The C=0 Stretching Modes above 1600 cm™". In this region,
the Raman spectra exhibit only one weak band in both the §,
and T states. For the S, state, the C=0 stretching vibrations
are observed above 1600 cm™ and peak at 1634 cm™ for free
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FMN and 1640 cm™ for EL222 binding FMN. In contrast, the
T, state Raman spectra show the C=O stretching vibration
band peaking at 1633 cm™" for free FMN and 1643 cm™ for
EL222. This blue shift in the EL222 binding FMN suggests a
weaker hydrogen bonding interaction within the binding
pocket compared with that free FMN in water. Aside from the
blue shift, there is also a notable increase in the Raman
intensity of the C=O stretching mode in the S, state after
EL222 binding.

The Ring Stretching Modes between 1000 and 1600 cm™". The
S, State Raman. In both scenarios, the 1500 cm™! Raman band
consistently ranks among the most prominent bands. This
band from the S; state has a contribution from Cy,—C,,
stretching modes. It also incorporates other local modes,
such as N;—C,y, stretching mode, which is shared with the
1572 cm™ normal modes.”™***’

In the S, state Raman spectra, three ring-breathing normal
modes have contributions from the N;—C, stretching mode.
These modes have peaks at 1416 (1412), 1383 (1374), and
1200 (1193) cm™' for free FMN (EL222 binding FMN),
respectively. Upon protein binding, all of these modes display a
red shift. Additionally, their relative intensity increases
significantly compared to the 1500 cm™' band. A similar S,
state Raman feature was also observed in the case of AsSLOV2
by Iuliano et al. in 2020°”°” and BLUF by Hontani et al. in
2023.°"

The T, State Raman. When it comes to the T, state Raman
spectra, there is a distinct contrast from the S; state Raman
spectrum within the same region. First, unlike the S, state, the
relative band intensity remains largely unchanged when the
FMN is incorporated into the EL222 binding pocket. This
behavior closely resembles that of the corresponding transient
absorption in the T state. Second, the 1500 cm™" band in the
S, state Raman spectra exhibits a blue shift as the FMN does
an ISC from the S, state to the T, state. This phenomenon is
observed in both the free and EL222 binding cases, with the
only difference in the magnitude of the shift: +S cm™" for
EL222 and +17 cm™' for free FMN. Third, within the
frequency range of 1300 to 1450 cm™', there is only one
predominating band in the T, state Raman spectra, peaking at
1391 cm™ for free FMN and 1392 cm™ for EL222.

Discussions. Stimulated Raman Intensity and Displacement
between Potential Energy Surface Minima. In the FSRS
experiment, we measure the imaginary part of the third-order
susceptibility of matter Im{y§¥}.”"

4
)((3) - <g0|M|60>
S vib (wpump - a)stukes) - irvib
ol 1
[y owen
v 0,0 — Bpump — ll—;v (1)

In the equation presented above, (golMle,) represents the
electronic transition moment; @y, denotes the Stokes
frequency. The symbol I',;, indicates the line width of the
vibrational transition, and @y, stands for the vibration
resolved electronic transition frequency; the letters g and e
refer to the ground and excited electronic states. The symbols |
0), 1), and Iv) signify the ground, the first, and the
intermediate vibronic states involved in the Raman transition.
The integral (Olv)(vl1) is a function of the dimensionless shift
A, q between the ground-state PES minimum and the excited-
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state PES minimum along the normal mode coordinate Q. The

factor (Z —

2
- accounts for the off-resonance

Y O, = gy = iL,

correction.

The !

factor — determines the Raman
Dy = (@pimp = Ougokes) — il

spectral profile including an imaginary part, denoted as x Zr:r =
0] ;

, where Aw = w,, — (a)pump — Wypies) Tepresents the deviation

from central frequency of the Raman transition. The integral of
I,

e

Aw® + T}

is a constant, suggesting that the factor

does not affect the Raman peak area

1
@iy = ( Oy = Dokes) — il

but solely the Raman line shape. The equation described above
can be further simplified into the following form.

{0lv){vl1)
— il

ev

@3) <g0|M|50>4 x
x
Hsrs < A i,

v D00 = Dpump

@)

If the displacement A, is small, primari}()y the ey and e,
states contribute to the Raman transition.”’ ®* Since the
integrations (010)(0I1) and (0I1)(1I1) are linear with A,.

(0I1)(111) = —(0l0){0l1) ~ —%

()
Therefore, the above equation can be furtherly simplified.”*
4
PO (g,IMle,) (A Y
SRS Aw _ir;;ib e,Q
2
1 _ 1

Wy — wpump - ineO W, — wpump - ir:el (4)

From this equation, it is evident that the FSRS signal of a
particular vibrational mode is proportional to the square of its
corresponding displacement A, . Using this relation, we can
extract information about the relative displacement amplitude
at the excited-state PES minima from the area of the Raman
bands. Specifically, from the current Raman data, there is a
relative increase in the displacement of all N,—C, and C,=0O,
stretching modes compared to those of the other stretching
modes.

Assuming the bandwidth of the electronic transition spectra
primarily arises from the Franck—Condon effect, the absolute
displacement amplitude can be estimated from the width of the
corresponding UV—vis absorption band using the following
equation.44’65

1/2

2 2
W@(Height/e) =2 Z (Ae,QVQ)

Q (s)

Here, W (reight/e) is the full width at the 1/e maximum of
the absorption band. In this scenario, we disregard the
influence of solvation. This equation indicates that the
bandwidth of the transient absorption is proportional to the
square root of the total fundamental Raman intensity. Since
the C—H and N—H stretching modes do not participate in the
stretching of the 7 bonds, their enhancement is minimal.®°~%®

Table 1 presents the peak positions of the transient
absorption bands that resonate with 800 nm, along with
their width measured at 1/e of the height. The bandwidth of
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the EL222 binding S, state is 2720 cm™), which is over 22%
broader than that of the equilibrated free FMN, recorded at
2230 cm™'. This broadening indicates a greater overall
displacement in the PES minima. In contrast, for the T,
state absorption, the bandwidth is 1990 cm™! for the free
FMN, and it is 1710 cm™" for EL222. The narrowing of the T,
state absorption bands can be attributed to the homogeneous
chemical environment in the EL222 binding pocket. In
contrast to the T, state, there must be other mechanisms
responsible for the broadening observed in the S, state
absorption of EL222, for instance, the increasing in overall
displacement with contribution from the N;,—C, and C,=0O,
stretching modes. In the Supporting Information, employing
the nonresonant spontaneous Raman theory, we disclose a
similar increase in the displacement of the N;—C, and C,=0,
stretching modes.

Variation in the Topology of the S, State Potential Energy
Surface and the Electronic-State Mixing. For the stretching
modes, variation in displacement between PES minima
indicates changes in the corresponding bond lengths. To
understand the origin of the N;—C, bond length variation, we
refer to previous quantum calculations, focusing on the
geometry of the low-lying excited states, i.e, the S, and S,
states. Salzmann et al. demonstrated that the most significant
change occurs in the length of the N;—C, and C,=O, bond
lengths as flavin transitions from the zz* state to the nz™* state:
the N;—C, bond contracts by 9 pm and C,=0, bond extends
by 9 pm, while all the other bonds exhibit changes of no more
than 2 pm.”” As a result, the possible mixing of these two
electronic states results in a more substantial alteration in the
N,—C, and C,=0, bond length than the other bonds, causing
a more profound increase in the displacement and intensity of
the corresponding Raman peaks.

In addition to altering the positions of the nuclei, state
mixing also modifies the curvature of the related PES.®” The
redshift observed in the normal modes involving the N,—C,
stretching mode reflects a decrease in the corresponding force
constant of the lower PES following the excited-state mixing.

4k b*p’

kg (0) = koj1 ¥ T

2
1 2 2
[(5k0b + AE) +4p

(6)

Here, k, is the force constant of the parabolic potential curve
prior to mixing, b is the displacement between the minima of
the PESs, and AE is the energy difference between the minima
of the PESs. Additionally,  represents the coupling constant.
kg is the force constant after the electronic state mixing.

In addition to affecting transient absorption and vibrational
Raman spectroscopy, the electronic state mixing between zz*
and ns* states also activates the dark nz™* state in electric
dipole transitions. An electronic Raman transition may take
place between the new S state and the S, state after mixing.
This Raman transition between electronic states may
contribute to an unavoidable Raman background when
employing the spectral watermark method. This broad
electronic Raman transition contributes to the background in
vibrational Raman spectroscopy. It can only be removed by
implementing a time domain Raman technique similar to the
ﬁe%l-resolved infrared spectroscopy developed by Krausz et
al.
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Structural Reasons for the Excited-State Mixing in the LOV
Domain. Quantum-state mixing depends on the coupling  and
the energy gap AE between them. In isolated flavin, the
nonbonding orbitals of nitrogen and oxygen are symmetric
with respect to the flavin plane, belonging to the total
symmetric representation A’, and the # orbital antisymmetric
about the plane, placing it in the A” representation. These two
orbitals are orthogonal to each other, vanishing the orbital
overlap and state coupling. This is true if the nuclei are frozen
on the plane and disregarding the out-of-plane bendin
induced mechanical symmetry breaking. More is different.”
Solvation and protein binding can disrupt the C; symmetry of
the electric field surrounding the cofactor via the intermo-
lecular interactions. More specifically, the hydrogen bonding
interaction between the amino acid residues and the flavin ring
breaks the symmetry of the electric field around the cofactor.
As shown in Figure S, one significant contribution to the

Figure S. Hydrogen bond acceptor atoms and their atomic orbitals
involved in the electrical symmetry breaking and state mixing of the
nr* and 7z* states. The p, orbitals of the O4 atom are shown in a
dashed circle, while the corresponding sp® orbitals are in a solid circle.
They are parts of the z HOMO orbital and the nonbonding HOMO—
1 orbital, respectively. The phase of the atomic orbital in HOMO and
HOMO-1 is shown as a different color.

orbital overlapping arises from the hydrogen bond with the
asparagine residue Asnl153. The AsnlS3 forms a hydrogen
bond with O, through its NH, group with a distance d(N—O,)
of 328 pm. The N atom of Asn153 is positioned approximately
140 pm below the flavin plane. Meanwhile, there is also one
cysteine residue Cyslll in the quite opposite position of
Asnl53, with its —SH group above the plane, forming a weak
SH---O, hydrogen bond at a distance d(S—O,) of 403 pm.

Similar hydrogen bond interactions occur in other LOV
proteins: Asn89 of YtvA (PDB ID:2PR5),”> Asn90 of ASLOV2
(PDB ID:2 V1A),”* Asnl01 of AsLOV2 (PDB ID:4WF0),”*
Asn87 of AtLOV2 (PDB ID:4EEP),”> Asn83 of CrLOVI
(PDB ID:IN9L),”® Asn98 of RsLOV (PDB ID:4HJ4),”’
Asn125 of VVD (PDB ID:3RHS8),”® and Asn326 of PAL (PDB
ID:6HMJ).”” This Asn residue is conserved in the LOV
domain. Compared to the fluctuating and probably more
symmetric hydrogen bonding interaction with water for free
FMN, this stable asymmetric hydrogen bonding in the LOV
domain binding pocket provides a constant and stronger
coupling between the 7zz* state and the nz* states.

In addition to the static electric symmetry breaking by the
hydrogen bonding interaction, the energy gap between the nz*
and zz* states also narrows compared to the free FMN case.
Our Raman spectra showed a 6 cm™ blue shift of the S, state
C=O0 stretching modes when FMN binds to EL222,
suggesting weak or fewer hydrogen bonding interactions
between the flavin ring and the binding pocket compared to
water. This is consistent with the long distance between the
C=O0 group and the threonine T88 residue in the crystal
structure, with d(Orpgg—N;) of 581 pm and d(Oqg5—0,) of
489 pm, indicating fewer hydrogen bonds between the cofactor
FMN and its chemical environment. Due to the attractive
interaction of the nonbonding electron with the positively
charged hydrogen, the hydrogen bonding interaction stabilizes
the nonbonding state, hence enlarging the bandgap between
the nonbonding orbital and the lowest unoccupied 7; orbital.*’
On the contrary, the fewer hydrogen bonds will decrease the
energy gap between the nonbonding orbital and the 7, orbital
and narrow the gap between the nz™* and n7* states.

The analysis indicates that the EL222 binding with the FMN
cofactor results in a greater coupling and a narrower energy
gap compared to those of free FMN. Both factors enhance the
quantum mixing between these two electronic states,
contributing to variations observed in the S, state transient
absorption and FSRS spectra.

Conclusions. We have performed a comparative analysis of
femtosecond stimulated Raman spectroscopy of free flavin in
water and its binding state in EL222. Our analysis suggests a
mixing of the dark nz* state (S,) into the zz* state (S;) in the
LOV domain protein EL222. This state mixing manifests in
two spectroscopic features. First, a reshaping of the transition
absorption from the S, state. Second, the mixing of these two
states modifies the topology of the S; potential energy surface,
especially in the length of N;—C, and C,=0, bonds; hence
the Stokes shift and Raman intensity of the corresponding
stretching modes. Two structural reasons contribute to the
effective electronic state mixing in EL222. Effective and
constant coupling arises from the asymmetric hydrogen
bonding interaction with the nonbonding flavin orbital in the
binding pocket. Simultaneously, the narrow energy gap comes
from the fewer hydrogen bond interactions and the decrease in
the nz™* state energy.
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