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1. INTRODUCTION

In photosynthesis, light is harvested and its energy is used to
produce the various biological components that support nearly
all life on earth. It is oxygenic photosynthesis that led to the green
and well-oxygenated world that surrounds us today. Plants and
cyanobacteria possess a large number of chlorophylls embedded
in local environments of two large proteins called photosystem I
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(PSI) and photosystem II (PSII) that work in concert.1�3 Details
of molecular mechanisms at work in these systems continue
to be unraveled thanks to the detailed information provided
by X-ray diffraction crystallography4�8 and improved inter-
pretation of various optical spectra9�19 (vide infra). Details of
the structure and function of these two photosystems can
be found in the very recent book;20 see section 2 for more
details and additional relevant references. A minireview of func-
tional implications regarding the primary photophysical pro-
cesses in PSII including discussion of hypotheses regarding
electron-transfer pathways has been recently published by
Renger and Schlodder.11 Continued efforts in basic photo-
synthesis research are of great value, as improved understanding
of the photosynthetic process may lead to more efficient biofuel
production. It is important to bear in mind that light-driven water
oxidation that is catalyzed by PSII is not only responsible for the
production of oxygen (O2) but is also involved in the production of
biomass and fossil fuels. It is anticipated that better understanding of
these complex multichromophoric assemblies may also help in
designing better artificial systems that could find applications in
future solar cells. Thus, further advances in fundamental knowledge
in various areas of photosynthesis research are extremely important.
In this review, we discuss a number of photosynthetic complexes,
including the PSI and PSII complexes, as well as the components
of bacterial photosynthesis machinery21�25 with a focus on the
information gained from recent high-resolution (site-selective)
spectroscopic studies. These studies provide more insight into
the excited state electronic structure, excitation energy transfer
(EET), electron�phonon (el�ph) coupling, and protein dy-
namics in the above-mentioned photosynthetic complexes (PC).

At low temperatures, proteins behave as amorphous solids. It
is well-known that electronic transitions in amorphous phases are
subject to inhomogeneous broadening caused by the variation of
local fields.26 This broadening obscures the information on the
dynamics of the system. Several (low-temperature) laser-based
techniques that can overcome the inhomogeneous broadening
and access the homogeneous (natural) line width have been
developed.27�31 This review provides a brief description and a
critical account of site-selective spectroscopies, i.e., spectral hole-
burning (SHB)32�41 and fluorescence line-narrowing (FLN),42�46

as well as their applications in the area of photosynthesis research
(for recent reviews see refs 47, 48). It was Kharlamov and co-
workers49 andGorokhovskii and co-workers50 who first observed
the nonphotochemical hole-burning (NPHB), as it later came to
be called. NPHB is an ideal technique to unravel the optical and
dynamic properties of complex biological systems. For previous
reviews of the site excitation energy selective techniques, see refs
33, 36, and 46. The site-selective techniques are of great utility, as
they improve spectral resolution by a factor of 103�105 as
compared to conventional spectroscopy at room temperature.
As a result, HB and FLN spectroscopies [including the delta FLN
(ΔFLN) approach,51�61 i.e., a combination of FLN and SHB]
can provide information not available to other spectroscopic
techniques and allow one to measure the rates of dynamic pro-
cesses that normally remain hidden in the broad absorption
bands. Low-temperature experiments allow one to trap biomo-
lecules in a physical state in which large-scale motions necessary
for crossing the high barriers are frozen out (“physical trapping”),
while the motions within the lower hierarchical tiers of the
protein energy landscape (vide infra) remain active.26,62,63 The
latter provides valuable information on the dynamics of complex
systems.48,62

The basic aspects of these specialized techniques, i.e., SHB,
FLN, and ΔFLN, are described in order to reach a broad com-
munity of spectroscopists and researchers in the area of photo-
synthesis, bridging the gap between the biophysical and bio-
chemical sciences. The reader interested in structural disorder
and configurational tunneling dynamics of amorphous solids
at low temperatures or applications in the area of informa-
tion storage technologies is referred to excellent books and
reviews.26,36,62�64 To broaden the scope of this review, we also
describe the basic aspects of single photosynthetic complex
spectroscopy (SPCS),65�81 with an emphasis on how SHB and
FLN spectroscopies corroborate or contradict data obtained by
SPCS. SPCS continues to be of great help in answering many
challenging questions related to various photosynthetic com-
plexes. We focus on the capabilities of the above-mentioned
methods to access different phenomena and discuss relevant
connections between SPCS and SHB/FLN results obtained for
the same systems. In section 4.10 we also briefly discuss the
connections between SHB and the new class of experiments
collectively known as 2D electronic spectroscopies.

Although a number of issues of interest to specialists in high-
resolution spectroscopy will be addressed and many details of
new developments are provided, we also try to make our treat-
ment of spectroscopic techniques and results (and their inter-
pretation) accessible to those who are not experts in SHB/FLN/
ΔFLN/SPCS. Therefore, a clear description of the limitations
and advantages of using these highly specialized techniques is
also given, including a summary of the information that can be
extracted from photosynthetic reaction centers (RC) and light-
harvesting antenna complexes using site-selective and single
molecule spectroscopies (SMS). Theoretical sections on various
aspects of SHB, FLN, and ΔFLN spectroscopies are self-
contained and can be omitted by readers interested only in the
implications of the experimental findings for photosynthesis
related problems. Basic aspects of SPCS spectroscopy are also
briefly discussed. It is anticipated that a comprehensive review of
high-resolution spectroscopies will stimulate additional research
by making it possible for both experts and nonexperts to profit
from the special insight that these techniques offer.

Numerous advances were made in recent years in under-
standing excited state electronic structure, excitation energy
transfer (EET), el�ph coupling, and heterogeneity of various
PC/multichromophoric molecular assemblies9�19 using high-
resolution spectroscopy in frequency domain9�12,48,51,56�61 as
well as time domain techniques.11,13,15,16 A large variety of
complexes have been isolated and studied in detail.9�16,82�84

This review focuses on recent progress in SHB/FLN/ΔFLN
spectroscopies and key questions related to PC studied by our
groups. The effects of energy disorder on the excitonic structure
(localization) are discussed in detail. We emphasize that many
issues related to the electronic structure of PSI and PSII com-
plexes still remain to be fully resolved, including the number
and origin/composition of the lowest-energy traps, origin of
various emission bands, the pigment composition of excitonic
states, and the exact nature and parameters of the protein
dynamics. For example, various subsections of section 5 discuss
the electronic structure and the EET of peripheral antenna
systems (LHCI, LHCII, CP29) and the extent of delocalization
of the excitons in the CP43 and CP47 antenna pigment
complexes of PSII. Issues related to the reaction centers, their
electronic structure, and primary charge separation processes in
the PSII RC and larger photosystems and supercomplexes are
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addressed, along with a brief discussion of possible future
developments.

Although significant progress has been made in the studies of
single PC65,67�72 and ensembles via SHB spectroscopy,9,10,14,17

we believe that much remains to be done (vide infra) before a
consistent picture of electronic structure and the EET processes
will emerge. Since SHB/FLN and SPCS are complementary
techniques, both continue to contribute to a better understand-
ing of PC. In addition, a series of projects under development
that are needed to further advance the field of SHB are briefly
discussed in section 6. In particular, a better theoretical descrip-
tion of the origin of resonant and nonresonant holes burned
in excitonically coupled photosynthetic antenna pigment com-
plexes is needed to provide more insight into the underlying
electronic structures of these systems. We argue that simple
models recently developed39,40,69,85,86 can provide a necessary
framework for probing the electronic structure of complex
systems via SHB spectroscopy.

In section 2, the review begins with general structural informa-
tion on PSI and PSII (structure�function relationship, basic
assignments, and frequently asked questions). This section also
addresses the basic aspects of the bacterial photosynthesis, as
bacterial RCs and LH2 antenna systems are briefly discussed.
General considerations related to EET and charge separation
(CS) rates are briefly summarized in section 3. Section 4
describes the fundamentals of SHB/FLN and SPCS. A theory
for the hole profiles, hole growth kinetics, the burn frequency
(ωB) dependence of the hole profile, which leads to the deter-
mination of inhomogeneous broadening Γinh (i.e., site distribu-
tion function, SDF) and el�ph coupling parameters is presented
in sections 4.1�4.4. Equations related to the theoretical descrip-
tion of hole profiles and FLN/ΔFLN spectra are briefly ad-
dressed in sections 4.5�4.7, while very recent, new develop-
ments regarding modeling of HB spectra in excitonically coupled
systems are described in section 4.8. A broad coverage of recent
applications is given in section 5. Numerous examples are shown
to demonstrate the power of the above spectroscopic approaches
in application to biological systems. The discussion is centered
around recent experimental and theoretical results with an
emphasis on the wealth of information that is not easily obtain-
able using other techniques. Finally, section 6 discusses the future
of SHB spectroscopy in the era of single molecule/complex
spectroscopy; here, our attention is focused on continuing devel-
opments of high-resolution spectroscopies.

2. GENERAL INFORMATION ON THE STRUCTURE OF
PHOTOSYNTHETIC COMPLEXES AND STRUCTURE�
FUNCTION RELATIONSHIPS

2.1. Photosystem I (PSI) and Photosystem II (PSII)
The existence of PSI and PSII is of fundamental importance

for life and energy flow on Earth, and detailed knowledge about
the process of photosynthesis is important both for the under-
standing of complex ecological phenomena and for practical
applications involving solar energy conversion. The latter may
involve both natural PC and their artificial mimics.1,2 PC use
identical chlorophyll (Chl) molecules or the magnesium-free
equivalents, pheophytins (Pheo), as both donors and acceptors of
energy and charge; various other pigments (especially carotenoids)
are employed to increase the range of wavelengths accessible for
light harvesting and to assist in photoprotection. The specific tasks
that each Chl carries out are defined (to a large extent) by its

interaction with other Chls and cofactors, as well as with the
surrounding protein.3,20,87

In very general terms, photosynthetic proteins can be divided
into RC proteins (where charge separation takes place) and
antenna proteins (where solar radiation is absorbed and trans-
ferred to the RC). The details of the energy conversion process
vary from system to system, but in general after light harvesting
and charge separation have taken place, a variety of redox active
carrier proteins are involved in a complex electron transfer
pathway to convert the generated proton/electron gradient into
useable energy for the system. In oxygenic photosynthesis,
electrons are produced in PSII by the light-induced splitting of
water molecules; the protons released in this process are isolated
on one side of the photosynthetic membrane, producing a cross-
membrane electrochemical potential. The electrons produced
from the splitting of water are shuttled through a variety of elec-
tron carriers to the PSI complex, where a second light-induced
reaction occurs, using these free electrons to reduce electron
carriers (e.g., NADPþ to NADPH) and to contribute additional
protons to the cross-membrane proton gradient. Together, the
electrochemical gradient and reduced electron carriers produced
by PSII and PSI are then used by metabolic proteins including
ATP synthetase to produce usable chemical resources for the
organism such as ATP and, via the Calvin cycle, carbohydrates.

To facilitate the interactions necessary for this complex pro-
cess, in vivo photosynthetic proteins do not exist in isolation but
rather in large complexes (or so-called “supercomplexes”) of
many protein in specific associations with each other. The
advent of high-resolution X-ray crystallography has provided
crucial insight into the structure and functioning of PSI, PSII, and
their associated antenna complexes.4�7 Figure 1 shows in frames
A and B the structures of two plant photosynthetic supercom-
plexes, one involving PSI (frame B88) and the other PSII (frame
A7,89,90). The PSII supercomplex pictured consists of a core
antenna complex (the RC along with core antenna proteins
CP43 and CP47 and numerous non-Chl binding proteins)
together with the associated peripheral antenna complexes light
harvesting complex II (LHCII or the Lhcb family of proteins),
CP24, CP26, and CP29.89 (The structure shown is adapted from
that presented in ref 89 using ref 7 for the PSII core complex
and ref 90 for the antenna proteins). These peripheral Chl a/b
binding proteins (which are believed to be structurally homo-
logous) are rather loosely associated with the core antenna
complex and can be easily separated from it. The CP43/CP47/
RC core complex is bound together somewhat more strongly and
can be isolated as a separate preparation, as can the individual
constituents CP43, CP47, and the RC, although to what extent
the properties of the intact supercomplex are preserved in the
isolated monomeric protein constituents is an important ques-
tion currently under discussion (see section 5.3.2). The plant PSI
supercomplex pictured in Figure 1B consists of the core complex
(most notably the PsaA and PsaB Chl-binding proteins) together
with the LHCI peripheral light harvesting complexes (Lhca
1�4).88 In plants, the PSI core complex occurs as a monomer,
while in cyanobacteria, three such complexes merge to form a PSI
trimer. We hasten to note that the list of PC discussed here and
pictured in Figure 1 is by no means exhaustive; many other Chl-
binding photosynthetic proteins from a wide variety of plants,
cyanobacteria, and bacteria have been identified, isolated, and
even studied by means of SHB. Indeed, even within a given
species, the structure and composition of the PSI or PSII super-
complexes may vary depending on light intensity levels and
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available mineral resources. The structures shown here are meant
only to give a flavor of the complex structure and organization of
these highly efficiently light-harvesting systems.

2.2. Basic Aspects of Bacterial Photosynthesis
Unlike plants, purple bacteria are incapable of oxygenic

photosynthesis. However, the basic elements of their photosyn-
thetic apparatus carry great resemblance to those of higher plants
and cyanobacteria. The bacterial reaction center (BRC) contains
two main subunits, L and M, approximately related to each other
by C2 symmetry, as well as the H-subunit and the cytochrome.91

L and M proteins provide the scaffold for two symmetrical
arrangements of bacteriochlorophyll (BChl) and bacteriopheo-
phytine (BPheo) molecules. Both PSII and PSI RCs exhibit
structurally similar arrangement for the primary electron transfer
chain. Upon excitation of any RC pigments, the energy is quickly
transferred to the pair of strongly coupled BChl a molecules
(“special pair”), which serves as a primary electron donor. Des-
pite the nearly symmetric two-branch arrangement, the electron
transfer occurs along the A- (L-)branch in wild-type organisms.
Genetic modifications may be employed to increase the probability

of electron transfer along the B- (M)-branch.92,93 SHB is among the
manymethods capable of detecting primary charge separation (CS)
in the BRC.94,95 The lowest-energy absorption of the BRC belongs
to the special pair and is located from ∼870 nm (Rhodobacter
sphaeroides) to∼960 nm [Blastochloris viridis (formerly Rhodopseu-
domonas viridis)].91�94

The BRC is surrounded by the LH1 antenna protein.
Although initially it was believed that LH1 exhibits nearly perfect
Cn symmetry, recent AFM and cryomicroscopy studies indicated
that the ring is broken by the PufX protein subunit.96,97 Never-
theless, the LH1 complex is an assembly of n identical protein
subunits holding in place an array of strongly coupled BChl a
molecules. Each subunit holds two BChl a molecules in slightly
nonidentical environment. The strong interpigment coupling
results in absorption and emission spectra of LH1 becoming
profound manifestations of excitonic effects (see section 3). The
LH1�BRC assembly is surrounded by multiple copies of the
LH2 antenna complex, as illustrated in Figure 2 (see also ref 98).
The latter arrangement is a cyclic structure possessing the ap-
proximate Cn symmetry (with n = 8 or 9 depending on the
species).99 Unlike in LH1, LH2 structure contains two distinct
rings of BChl amolecules. While in the B850 ring (labeling refers
to the wavelengths of the strongest absorption band associated
with respective ring) the center-to-center distances between
BChl a molecules belonging to both the same dimer and the

Figure 1. (A) Structure of photosystem II supercomplex based on
Figure 4 of Nield and Barber.89 The view in the upper panel is from the
stromal side of the membrane, while the lower panel is from within the
membrane. The structures of CP43, CP47, and the RC were taken from
the 3BZ1 and 3BZ2Brookhaven ProteinDatabank files,7 while the struc-
ture for LHCII was taken from file 1RWT.90 Estimated structures for
CP26 and CP29 were obtained by removing the appropriate pigments
from the LHCII monomer structure (following Nield and Barber). (B)
Structure of a PSI supercomplex taken from Brookhaven Protein
Databank file 2001.88 The upper view is from the lumenal side of the
membrane, while the lower view is from within the membrane.

Figure 2. LH1�BRC assembly surrounded by multiple copies of LH2
complexes. The structure shown was created using the crystal structures
from refs 23, 96, and 99. (Note that the RC�LH1 structure is taken from
Rhodopseudomonas palustris, while the LH2 structure is from Rhodop-
seudomonas acidophila.)
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adjacent dimers are on the order of 9 Å, the electrostatic coupl-
ings are strong, and respective excitations are highly delocalized,
the molecules of the B800 ring are relatively weakly interacting.
Due to the highly symmetric character of antenna complexes of
purple bacteria and strong interactions of BChls within the B850
(LH2) or B875 (LH1) rings, the absorption spectra of these
complexes exhibit quite interesting properties. Namely, almost
all oscillator strength of the molecules in the ring is concentrated
in the transition to the second-lowest doubly degenerate ex-
citonic state. In the absence of static or dynamic energy disorder,
this description would be perfect, and the excited states of such a
system would be ideally delocalized over the whole ring. Dis-
order, however, causes other excitonic states to become weakly
allowed, as well as partial localization of excitons.100,101 Interac-
tions with vibrational degrees of freedom cause exciton self-
trapping56,102 and further localization.

Overall, energy harvested by the B800 ring of the LH2 is trans-
ferred to the B850 ring in about 1.6 ps at low temperatures103,104

and in less than 1 ps at physiological temperatures (see, for
example, refs 102, 105). In several picoseconds the excitation
energy is transferred to the nearby LH1 complexes97 and then to
the BRCs. The energy transfer effectiveness approaches 100% in
terms of number of primary charge separation events per number
of photons absorbed. As mentioned above, charge separation
starts at the special pair with an electron being quickly trans-
ported along the A-branch to Q A (immobile quinone) and to
Q B (mobile quinone).

3. INTERPIGMENT INTERACTIONS, EXCITATION
ENERGY TRANSFER (EET), AND CHARGE SEPARATION
(CS) RATES—GENERAL CONSIDERATIONS

As evident from the discussion in the previous section, light-
harvesting complexes can be considered as networks of interact-
ing pigment molecules. The concept of an exciton, the excited
electronic state delocalized over many molecules, proved extre-
mely useful in describing the functioning of light-harvesting
complexes and their spectroscopic properties.44 The concept
originates from condensed matter physics, the key feature of the
exciton being its quasiparticle nature, with the wavelike property
of delocalization, and the particle-like properties of effective
mass, definite momentum, and energy. In conventional con-
densed matter theory, the exciton is just an electron�hole pair
that is weakly bound by electrostatic interactions. The separation
between electron and hole exceeds the lattice constant. Such
excitons, called Wannier�Mott excitons, can propagate in the
crystal, carrying momentum and energy.44,106 The excited state
of a single molecule can be imagined as a tightly bound exciton,
with electron�hole separation smaller than the molecule size.
Due to the coupling interactions between identical molecules in
the crystal, the excitation energy could be passed from molecule
to molecule like a wave, and excitation becomes delocalized. In
quantum-mechanical terms, the resulting excited state becomes
a superposition of excited states of multiple molecules (in the case
of the perfect crystal, of all molecules in the crystal), so the concept
of energy transfer loses its meaning. This type of the exciton is
called Frenkel exciton.106,107 Defects in the crystal structure cause
localization of the Frenkel excitons, although exciton theory still
can be applied to determine group velocities and the extent of
delocalization. And even though the PCs are far from the infinite
crystals possessing translation symmetry, they still remain the

systems of multiple interacting molecules, and the concepts of
exciton theory apply to them as well.

We continue by considering the case of an excitonically
coupled dimer. The logic of this simple example can be easily
extended to PC containing more than two pigment molecules.
Consider an isolated molecule with eigenfunction φ

i and eigen-
energies Ei defined by the Hamiltonian

Hφi ¼ Eiφi

where i = g or e for ground and excited electronic states, respec-
tively. If one now introduces one more molecule into the system,
interacting with the first one with (electrostatic) potential energy
V, the total wave functions become the products of the wave
functions of the individual molecules. The total wave function for
the ground state becomes φ1

g
φ2

g, and the single-excited states
localized on molecules 1 and 2 become ψ1

e = φ1
e
φ2

g and ψ2
e =

φ1
g
φ2

e, respectively. The wave functions of the excitonically
coupled dimer may be written as ψ( = 1/21/2(ψ1

e ( ψ2
e), with

ÆψgjH1 þH2 þ V jψgæ ¼ 2Eg þDg

Æψ(jH1 þH2 þ V jψ(æ ¼ Eg þ Ee þDe ( M

where Dg = Æψg|V|ψgæ is van der Waals interaction or dispersion
energy for the ground state, De = Æψ1

e|V|ψ1
eæ = Æψ2

e|V|ψ2
eæ is

the van der Waals interaction for the excited dimer, and V1,2 =
Æψ1

e|V|ψ2
eæ = Æψ2

e|V|ψ1
eæ is the resonance transfer integral

determining the excitation energy transfer rate and dimer exci-
tonic splitting. The sign and magnitude of V1,2 are determined by
the orientation of the transition dipole moment vectors of the
two molecules. Ignoring Dg and De, one can depict excitonic
splitting in case of the dimer, as shown in Figure 3A. Note that
the effect of coupling is the splitting of the spectrum into high
(hνU) and low (hνL) energy components. The distribution of the
oscillator strength depends on the orientation of the transition
dipole moments, as schematically illustrated in Figure 3B.

In PC, due to the electrostatic coupling discussed above, the
EET can take place in the excited state from one pigment to
another. EET is a radiationless transition process. In general, the
EET occurs from a manifold of vibrational states associated with
the excited electronic state of the donor molecule into a manifold
of vibrational states associated with the ground state of the
acceptor molecule. In the area of photosynthesis, Chls form
various antenna systems that can funnel energy to the RC, where
the photochemistry takes place.1�3 In simple terms, exciton (vide

Figure 3. Effects of exciton interaction on the energy levels in a
degenerate dimer of Chls. The splitting is equal to 2V1,2. Schematic
spectra on the right are shown for two cases: (1) “head-to-tail” dimer
(top spectra) and (2) a dimer with two perpendicular orientations of the
dipole moments (lower spectra). hνL and hνU correspond to the
energies of transitions to the lower and upper excitonic state, respec-
tively. The same coupling was assumed for both configurations of the
dipole moments.
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supra) is often viewed as an excited electronic state that resides on
more than one pigment (or group of molecules) during its
lifetime.44,108 Thus the nature of pigment�pigment and pigment�
protein interactions is critical to describe various optical spectra. If
the coupling between chromophores is weak (i.e., excitation is
localized on a single pigment), energies of the chromophores are
considered to be independent, even if there is a finite probability
that energy will move from another chromophore to a chromo-
phore (i.e., from donor to acceptor). Such an energy transfer can be
described by the F€orster theory.109,110 In the case that the electronic
coupling is so weak that inter- and intramolecular relaxation
processes occur on a time scale faster than EET, the rate of EET,
i.e., the transfer rate constant k1f2 for this process, can be described
according to Fermi’s golden rule rate expression:

k1 f 2 ¼ 4π2

h
jV1, 2j2FðEÞ ð1Þ

where F(E) is related to the energy “matching” of the energy levels
of the donor and acceptor molecules (i.e., Franck�Condon (FC)
weighted density of states), h is Planck’s constant, and V1,2 is the
coupling matrix element between the states 1 and 2 as schemati-
cally indicated in Figure 3, where the effect of interaction on energy
levels (and spectra) of two identical molecules that have degen-
erate energy levels is illustrated (see also section 4.8, where
modeling of HB spectra for various dimers and multichromo-
phoric systems is discussed). Note that all parameters related to
the vibrational states are combined in the integral F(E) given by

FðEÞ ¼
Z
E¼ 0

¥
dE GDðEÞ GAðEÞ ð2Þ

whereGD(E) andGA(E) are normalized line shape functions that
can be understood as densities of states that combine the respec-
tive ground and excited states. They are so-called Franck�
Condon weighted and thermally averaged combined densities
of states. F€orster showed109 thatGD(E) andGA(E) can be related
to the molar extinction coefficient εA(ω) and the fluorescence
spectrum fD(ω). V1,2 is determined by coupling between donor
and acceptor wave functions and strongly depends on the dis-
tance between chromophores. In practice, the F€orster equation is
often used in the form

kij ¼ 1
τD

R0

R

� �6

ð3Þ

where R0 is the characteristic distance (F€orster radius, usually on
the order of 4�10 nm) for the specific system and τD, as above, is
the intrinsic lifetime of the excited donor. In essence, eq 1 can be
used for both excitonmigration and electron transfer (vide infra).
F€orster showed that V1,2 and F(E) can be related to the absorp-
tion εA(ω) of the acceptor and emission fD(ω) of the donor via
eq 4

k1 f 2 ¼ 9k2c4φD

8πn4τDR6

Z
ω
εAðωÞ fDðωÞ dωω4

� 3
2
k2

τD

R0

R

 !6

ð4Þ

where κ is a factor dependent on angles of the dipole moments, n
is the refractive index, τD is the fluorescence lifetime, and φD
corresponds to the fluorescence quantum yield of the donor pig-
ment.108 Note that this approximation is valid if the interactions
between pigments are smaller than the reorganization energy
involved. If the coupling is larger than the limits set by the F€orster
theory, a group of pigments (e.g., Chls) should be treated as one

system and optical spectra of such system must be calculated by
quantum mechanical methods. As discussed in sections 4.8 and
5.1, the following factors need to be taken into account: (1) the
strength of Vn,m (where n and m label pigments), (2) the site
energy of pigments before the excitonic interaction is turned on,
and (3) the direction and magnitude of the transition dipole
moment. For the case depicted in Figure 3B (upper spectrum)
the exciton is delocalized over both pigments and the lowest-
energy state possesses most of the oscillator strength. But de-
pending on the structural arrangement in various antenna sys-
tems, the lowest state can be either weak or even forbidden, with
the oscillator strength distributed over two or many pigments.
Several examples of excitonically coupled systems are discussed
in sections 4.8 and 5.1, where we explain the shape of complex
antihole spectra observed in excitonically coupled systems. Here
we onlymention that identification of a system’s “site-energies” is
the major problem since, although several algorithms have been
developed to find these parameters, it remains difficult to account
for interaction with nearby protein.85,86,111�113 In particular, as
discussed below, interactions such as hydrogen bonding, coordi-
nation state of Chls, and protein-induced deviations of pigments
from planarity are challenging to account for and if present may
lead to changes in the electronic structures of PCs and RCs.

Finally, since in this review we discuss both EET (“antenna
function”) and electron transport (“RC” function), we note that
these two functions (see Figure 4) depend on the mode of
coupling.44,105 The coupling depends on the nature of pigments
P1 and P2 and on the electronic and vibronic interaction between
these molecules, as well as interaction of molecules with their
surrounding protein matrix. Often both exchange and Coulomb
interactions need to be taken into account. Dexter theory114

describes the exchange mechanism, while F€orster109 EET results
from the dipole�dipole approximation of the Coulombic inter-
actions. Both mechanisms have different distance dependence
and different spin selection rules. Since the exchange mechanism
depends strongly on the overlap of the electronic wave functions,
the mechanism is restricted to rather short distances. In contrast,
F€orster (transfer between pigments of the same spin, i.e. the
Coulomb type mechanism) permits EET over significantly long-
er distances.44,105 On the other hand, the exchange mechanism
(Dexter) does not have the spin restriction and permits EET
from the triplet state to a pigment in the ground singlet state.

Figure 4. Simplified schematic representing the electronic coupling
between two pigment molecules in the lowest excited state (P1*) and
ground state (P2), respectively, giving rise either to EET (top right) or
electron transfer (bottom) from P1* to P2. (Data taken from ref 108.)
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Therefore, the protective carotenoid reaction for quenching
chlorophyll triplets requires an exchange mechanism.22,105,115

In short, in the F€orster mechanism, multipole�multipole
Coulomb interaction de-excites an initially excited electron on
the donor molecule D (i.e., D*) and simultaneously excites an
electron on the acceptor molecule A (leading to A*), as schema-
tically shown in frame a of Figure 5. In the Dexter mechanism
(frame b of Figure 5), excitation is transferred between a donor D
and an acceptor A when an excited electron, initially belonging to
D, is exchanged for a nonexcited electron initially belonging to A.
For more details see refs 109 and 114.

Of course, EET treatment can be extended to transfer between
a donor exciton state and an acceptor exciton state.116�118 A
detailed description is beyond the scope of this review; however,
we hasten to mention that in the case when τtrans , τrel, where
τtrans is the transfer time and τrel corresponds to the intramolecular
vibrational relaxation time, the exciton (vide supra) can move
freely from molecule to molecule according to the Schr€odinger
equation. Since this type of motion requires fixed phase relations
between exciton wave functions of different molecules, it is called
coherent transfer. If τrel , τtrans, it is impossible to construct a
wave function which involves different molecules. In this case, τrel
introduces fast dephasing and this case is referred to as incoherent
transfer regime. Of course, there is also the case where τtrans∼ τrel;
this is called partially coherent EET.116,117

These different regimes can also be described by the density
matrix approach. When coupling between pigments is small
(small Vn,m) the excitation can hop from Chl to Chl (i.e., there
is no phase correlation between the excitation before and after
the hop. For large Vn,m (strong coupling), in a complex with
many Chls, new eigenstates of the system need to be identified

ψk ¼ ∑
N

n¼ 1
cnkjn ð5Þ

where jn are the locally excited states. In each eigenstate many
local excited states participate, and the excitation can move coher-
ently among them.44,105 So in an excitonically coupled system,
one has to deal with delocalized states. If the higher exciton state
is occupied, the relaxation to the lower state can occur by ex-
changing energy with the bath; the latter coupling is represented
by the spectral density of states, F(ω), which reflects the coupling
between different exciton states and the bath. F(ω) defines which

frequencies in the bath are available to relax. Thus, the relaxation
process is associated with a net transfer of energy.

4. FUNDAMENTALS OF SPECTRAL HOLE-BURNING
(SHB) AND FLUORESCENCE LINE-NARROWING SPEC-
TROSCOPY (FLNS) AND SINGLE PHOTOSYNTHETIC
COMPLEX SPECTROSCOPY (SPCS)

The successes of SHB spectroscopies (nonphotochemical,
photochemical, triplet population bottleneck)33,35,38 demon-
strated over the years that these frequency domain techniques
provide a lot of insight into the S1(Qy)-excited state electronic
structure, EET, and electron transfer (ET) dynamics of pro-
tein�Chl complexes at low temperatures. A number of applica-
tions have been described in ref 48, while the basic principles of
various high resolution spectroscopies have been explained in
numerous books,36,44 reviews,27,33,35 and book chapters.46,47 The
advantages of SHB33,36,38,119�121 in photosynthesis research
stem from its ability to circumvent the inhomogeneous broad-
ening—the static Γinh contribution to the widths of the S0fS1
absorption bands of Chl molecules and other cofactors. Γinh is a
manifestation of the glasslike structural heterogeneity of
proteins.26,35,62,63 The parameters provided by SHB32,33,35,36,38�41

are listed below and further discussed in subsequent sections.
These parameters are essential for understanding EET, since they
often determine the homogeneous spectral density in the non-
adiabatic transfer rate expression (eq 2).122 Several excellent
descriptions of SHB and FLN spectroscopy (also called site-
selection spectroscopy) can be found in recently published
books36,43,123�128 and reviews.33,129�133 In this review, only
the basic aspects of FLNS,123,129�133 with an emphasis on the
information it provides, are described. This method emerged
from the works of Denisov and Kizel,134 Szabo,135 and Personov
et al.136 Recently, a combination of FLN with SHB, ΔFLN
spectroscopy,51�54 has been applied to photosynthetic com-
plexes (PC), providing new insight into the el�ph coupling
parameters.55�61 FLNS also allows the measurement of ground-
state vibrational frequencies, providing a selective tool for the
identification of Chls with unique interactions within the sur-
rounding protein.

Two additional remarks should be made with respect to
differences in physics underlying SHB in PC embedded in glass
and dispersed pigments in glasses. First, PC are networks of
strongly interacting pigments in protein scaffolding, while in
glasses one usually deals with a collection of noninteracting chro-
mophores. Thus, in PC, structural heterogeneity (intracomplex
and intercomplex) leads to diagonal and off-diagonal energy
disorder associated with both Chl site excitation energies and
couplings, respectively. Second, the dynamics of single molecules
in photosynthetic complexes is typically explained in terms of
protein “energy landscapes”62,63 rather than just two-level sys-
tems (TLS). The high-dimensional energy surface of a protein is
described in this picture by a hierarchy of conformational
substates. Both SHB and FLNS can provide much needed
quantitative data on these disorder-related parameters.

The information provided by SHB includes
(a) lifetimes of the zero-point level of S1(Qy)-states due to EET

or ET, as determined by the widths of zero-phonon holes
(ZPH);

(b) Γinh values, typically ∼50�200 cm�1 derived from the
SHB action spectrum (also referred to as zero-phonon
action (ZPA) spectrum in subsequent sections) and the

Figure 5. Mechanisms of EET: (a) Coulombic mechanism, as sug-
gested by F€orster,109 and (b) electron exchange mechanism, as sug-
gested by Dexter.114
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profile of ZPHs burned at different wavelengths under
constant irradiation dose conditions;

(c) the extent of correlation and excitonic interaction be-
tween the absorption bands of different Qy-states, using
satellite hole-burning [In this spectroscopy one burns into
a higher energy state and records satellite holes associated
with lower energy states that are populated by EET. The
lack of strong correlation between the absorption bands of
different states, usually observed for PC, results in forma-
tion of broad satellite holes. In the absence of correlation,
there is a distribution of values for the electronic energy
gap (ΔEDA); energy transfer kinetics can be expected to
be dispersive when the width of the ΔEDA distribution is
larger than that of the spectral density.137 A limited degree
of correlation is introduced, however, in the case of strong
excitonic interactions (see section 4.8); this correlation
can be observed, for example, via the correlation of ab-
sorption changes at various frequencies in nonresonant
(satellite) HB spectra.];

(d) Franck�Condon factors and frequencies of Chl modes
active in S0fQy transitions as determined by vibronic
satellite HB spectroscopy [el�ph (protein) coupling
parameters (Huang�Rhys factors, S, and phonon fre-
quencies) can be also obtained];

(e) pure dephasing of Qy-optical transitions due to coupling
with the “bistable configurations” (TLS) of proteins.

Attributes a�e were already firmly established by the mid-
90s.33,35 The above types of information have had and continue
to have very considerable impact on the field. However, as briefly
eluded to earlier in this review, many new developments are
possible (vide infra). A theory for the temperature dependence of
HB spectra that is essential for interpretation of their dependence
on the burn wavelength and temperature has been developed
using the “mean-phonon approximation”;165 with modern com-
putational capabilities, modeling using the more exact expression
(no mean-phonon approximation) for the temperature depen-
dence is also relatively straightforward.138

The linear pressure shift (usually to the red) rates (Rp) of
Qy-absorption bands and ZPH, as well as their broadening rates,
provide new insights on the nature of excitonic coupling between
neighboring Chl molecules; specifically, the contributions from
electrostatic and electron-exchange interactions. The latter lead
to charge transfer (CT) character for Qy-states. In the absence of
excitonic interactions, the shift rates reflect local compressibilities
of the protein. Similarly, the permanent dipole moment changes
(Δμ) of the S0fS1 transitions can be used to identify states with
significant CT character, as pointed out by Feher and Boxer
in the 1990s.139,140 They employed classical Stark modulation
spectroscopy, though. Experimental results obtained over the
years by our group indicated that there usually is positive correla-
tion between Rp, Δμ, and the linear el�ph coupling strength.
Aside from detecting the CT states, the ability to resolve closely
spaced states is also enhanced by high-pressure and Stark HB
spectroscopies.141,142

Although significant progress has been achieved in the studies
of single PC, we believe that much remains to be done (vide
infra). It has to be stressed that so far the SPCS studies mainly
focused on either LH2 antenna complexes of purple bacteria
(particularly Aartsma’s and K€ohler’s groups69,143�148 at low
temperatures and van Grondelle’s group at room tempera-
ture;77,78,80,149,150 we are going to consider the former ones in

great detail as their results are more directly comparable with
those of SHB studies) or cyanobacterial PSI.73�76,151 Some
SPCS results were reported also for LH1 complex of purple
bacteria143,152 and LHCII.81,153 A detailed discussion of the
properties of various PCs whenever studied by both SPCS and
SHB will be presented in section 5.

For completeness, we note that inhomogeneous broadening
may be also (partially) eliminated using photon echo (PE)
techniques,27,31,154 which also provide information on lifetimes
and dephasing. Whereas FLNS and SHB provide a frequency
selection by exciting the homogeneous ensemble of molecules,
the PE experiments measure a temporal dependence of the
dipolar moment of the molecular ensemble.155�158 Therefore,
in PE, in contrast to FLNS and SHB, the elimination of the
inhomogeneous broadening has a different origin; it is the result
of two carefully designed periods of evolution, where the optical
inhomogeneous dephasing in the first period is exactly canceled
by rephasing the process in the second period.155�158 In SPCS,
the effects of inhomogeneous broadening are removed by defini-
tion, and the complexes can be explored one by one. More details
on SPCS are presented in section 4.9. 2D ES experiments,
including photon echo, which also allow accessing the homo-
geneous line width, will be briefly discussed in section 4.10.

4.1. Zero-Phonon Lines, Homogeneous and Inhomoge-
neous Broadening

In solid molecular systems, all broadening mechanisms for ab-
sorption bands can be categorized as either homogeneous or inhomo-
geneous. Homogeneous broadening is that which is the same for
each and every chemically identical molecule in the ensemble
at given temperature (see below). Inhomogeneous broadening
(Γinh) is the result of the chromophore in a disordered host
(glasses, polymers, proteins, DNA) being able to adopt a very
large number of energetically inequivalent sites (different indi-
vidual microenvironments). Mechanisms leading to Γinh are
strains, random electric fields, field gradients of charged defects,
and interactions between centers/chromophores.33,36,159 A sim-
ple way to illustrate such broadening (neglecting phonon con-
tributions, i.e. the phonon sidebands) is shown in Figure 6.
Consider an ensemble of chromophores in a rigid (low tempera-
ture) matrix, as shown schematically in the left frame; the imme-
diate environments of the identical guest molecules (labeled as
sites 1, 2, and 3) in the disordered matrix are different, and as a
result, the molecules absorb at somewhat different energies, ω1,
ω2, and ω3, respectively. This is illustrated by the three narrow
spectra (solid lines) shown to the right in Figure 6. In an
absolutely perfect crystal all three transitions would have the
same frequency, i.e. ω1 = ω2 = ω3, and the resulting narrow
absorption band would be only homogeneously broadened.160

An inhomogeneously broadened origin band [(0,0) band] has no
apparent structure at low temperature (often being Gaussian
with a typical width of up to several hundred wavenumbers), as
shown by the dashed line in Figure 6. However, in reality it
consists of many sharp bands (solid lines) that correspond to the
absorption (ZPL; see below) of the “guest”molecules occupying
inequivalent sites. These narrow spectra have a Lorentzian line
shape with a homogeneous line width, Γhom, determined by
excited-state dephasing interactions and lifetime effects, which
are the same for all chromophores; the value of Γhom depends on
the specific transition under consideration. Thus, the essential
feature of SHB and FLNS is the use of a narrow laser source (with
bandwidth smaller than Γhom) for excitation of chromophores,
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either directly within the inhomogeneously broadened absorption
profile [referred to below as (0,0) excitation] or into a vibronic
region (called vibronic excitation). The Γhom is related to the T2

relaxation time by the following relation

1
T2

¼ πcΓhom ¼ 1
2T1

þ 1
T0
2

ð6Þ

where T1 is the excited state lifetime and T0
2 is the pure dephasing

time that depends on temperature. For the purpose of this chapter,
it suffices to say that T0

2 is due to the modulation of the single site
transition frequency, which results from the interaction of the
excited state with bath phonons (and other low-energy excitations
in amorphous solids33,36,161). This interaction does not lead to
electronic relaxation of the excited state but rather to a decay of the
phase coherence of the superposition state initially created by the
photon. In units of cm�1, Γhom can be expressed as

Γhom ¼ ðπT2cÞ�1 ð7Þ
where c is the speed of light in cm s�1 andT2 is the total dephasing
time in seconds.34,37

4.1.1. ZPLs and Phonon Sidebands (PSBs) . The main
properties of narrow ZPLs in the spectra of crystal impurities
were first discussed in detail by Kane.162 Shortly thereafter, the
principal analogy between the ZPL in the optical spectrum of

an impurity center and the M€ossbauer line in the spectrum of
γ-quanta, absorbed or emitted by a radioactive nucleus in a
crystal lattice, had been demonstrated.163,164 A comprehensive
theory of impurity spectra in solids can be found, for example, in
an excellent book written by Rebane.33 A zero-phonon transition
is one for which no net change in the number of phonons accom-
panies the electronic transition. Building on each ZPL (of width
Γhom) is a broad phonon (lattice vibrational) wing, referred to
below as the phonon sideband (PSB). It is located to higher
energies from ZPL in absorption and to lower energies from ZPL
in emission. Summarizing, the band shape of the single site
absorption or fluorescence profile, as shown in Figure 7, consists
of two portions, i.e., ZPL and PSB, which can be written as

Fðω,TÞ ¼ φZPLðω,TÞ þ φPSBðω,TÞ ð8Þ
where the first term describes the ZPL and the second describes
the PSB (i.e., phonon wing). The ZPL would have the form of a
Lorentzian (vide infra), with a width at T = 0 defined by lifetime
broadening only. However, due to the presence of el�ph
coupling and interactions with the low-energy excitations (i.e.,
TLS), the width of the ZPL increases and becomes temperature-
dependent.123,124,165�167 Here one deals with quadratic el�ph
coupling, as opposed to the linear one which leads only to PSB
formation (with no effect on the ZPL width). The TLS in amor-
phous solids have a high spectral density at very low energies and
are responsible for the observed anomalous temperature depen-
dence of the ZPLs (as well as for anomalous nonoptical proper-
ties of amorphous solids, such as heat capacity and thermal
conductivity). Typically, the homogeneous line width varies with
temperature as ∼T1þμ with μ ∼ 0.3 below 5 K.34,36,168,169 The
latter power law and time-dependence of the homogeneous line
width, due to so-called spectral diffusion, are discussed in more
detail in refs 157, 158, and 168�173.
Since the PSB contributes to the absorption and/or fluorescence

origin bands, the width of the fluorescence spectrum shown in

Figure 7. Top: Schematic of the inhomogeneously broadened fluores-
cence origin band; fwhm for low S values is given by (Γinh þ Sωm). ωL

is the laser excitation frequency. Bottom: Schematic view of the result-
ing ZPL and its PSB (or phonon wing, PW). The PSB has the intensity
(1� R) and is displaced to lower energies byωm, which corresponds to
the mean phonon frequency. Γhom is the homogeneous line width.

Figure 6. Schematic of absorbers dispersed in an amorphous solid
matrix and the resulting low-temperature, inhomogeneously broadened
absorption profile (dashed line); see the text.
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Figure 7 (solid lines) is approximately given by34,121,165Γinhþ Sωm,
whereωm is the mean phonon frequency (for organic molecules
typically about 20�30 cm�1) and S is a dimensionless parameter
called the Huang�Rhys factor (S); see the next section. If excita-
tion occurs atωL using a spectrally narrow laser, only those chro-
mophores can be excited whose transition energies coincide with
the frequency of the laser. If the concentration of chromophores
is sufficiently low, no energy transfer to other chromophores
occurs. While it is indeed the case for dopant centers in glasses,
the situation is more complicated for PC (vide infra). Subse-
quently, resonant fluorescence occurs, providing a FLN spec-
trum, as shown at the bottom of Figure 7. Often one speaks of
“selecting an isochromat”.33,123,124

4.1.2. Electron�Phonon Coupling and Homogeneous
Line Shapes. This section deals with the theory behind the
phonon sidebands introduced in the previous subsection. In
general, the coupling is strong for molecules which upon elec-
tronic excitation undergo large geometry changes and/or large
changes of the electronic charge distribution. This is illustrated
by Figure 8, where the configurational coordinate diagram of the
ground- and excited-states of a hypothetical molecule is shown
for a single phonon mode. The quantities that describe the
FC and S factors (see below) are defined in Figure 8. The two
parabolas represent the potential energy; the electronic ground
state and the first excited state are labeled as E0 and E1, respectively.
The energy levels of a guestmolecule are depicted in the interaction
with the local phonon with pωg = pωe. (A harmonic oscillator
model could be used to describe multiple phonon quanta.) In
general, the potential may be written in the following form:174

V ¼ ∑
i
Aiqi þ ∑

ij
Bijqiqj ð9Þ

The linear coupling coefficients Ai (in eq 9) describe the change in
energy of the excited state, due to shifts in the equilibriumpositions of
the normal oscillator that occurs during the optical transition. The
quadratic coupling coefficients (Bij), for i = j, describe the change in
the energy of the excited state resulting from the change in the normal
oscillator frequencies during an excitation. For i 6¼ j they describe the
change in the energy due to the mixing of normal coordinates. The
quadratic el�ph coupling is responsible for an increase in the
homogeneous line width,46,124,158,175,176 as already mentioned above.

Within the linear el�ph coupling approximation, only the equili-
brium position, but not the frequency ωi, of the phonon mode i
(with i = g, e) is changed between the two electronic states. For the
remainder of this section, we restrict our attention to this situation.
In this case qi represents the lattice normal coordinate belonging to
phonon mode i, and Δqi corresponds to the change of the equili-
brium position. The sensitivity to changes in the environment is
characterized by the above-mentioned (dimensionless parameter)
S, which in the low-temperature limit is defined as123,124

SðT ¼ 0Þ ¼ ∑
i

Miωi

2p
ðΔqiÞ2 ð10Þ

whereMi andωi are the reduced mass and frequency of the mode i,
respectively. Physically, weak interaction between the electronic
transition and the delocalized phonon modes correspond to small
equilibrium position changesΔqi and a correspondingly small value
of S. In the absorption/fluorescence spectrum, weak coupling (S,
1) is reflected in an intense ZPL (zero-phonon transitions) and a
weak PSB (phonon-assisted transitions). Conversely, a large value
of S (S . 1) corresponds to strong el�ph coupling, producing a
weak ZPL and an intense PSB. Both cases are illustrated on the right
side of Figure 8. For very strong coupling (S J 10), no ZPL are
observed; in this case, it is said that the transitions are FC-forbidden.
More quantitatively, the relative (integrated) intensities of the

ZPL and PSB are often described in terms of the Debye�Waller
factor,33,123,124,177 R, where

R ¼ IZPL=ðIZPL þ IPSBÞ ¼ ∑
����� χph, 1ið0Þ

�����
*

χph, 0ið0Þ
+�����

2

ð11Þ

Æχph,1i|χph,0iæ is the overlap integral, and χph,1i and χph,0i represent
the phonon wave functions for mode i in the excited and ground-
electronic state, respectively. It has been shown that R is a
decreasing function of temperature. As shown in Figure 8, the
relative intensities of these two contributions, i.e., ZPL and PSB,
depend upon the strength of the el�ph coupling. In the low-
temperature limit (T ∼ 0 K) it can be shown that R is related to
the Huang�Rhys factor by

R ¼ expð� SÞ ð12Þ
Thus R, expressed in terms of S, measures the strength of the

Figure 8. Diagram of potential curves in the case of linear el�ph coupling (pωg = pωe) andmolecular lineshapes for a transition between two vibronic
states of a guest molecule embedded in an amorphous host. Optical transitions are shown as vertical arrows, in accordance with the Franck�Condon
principle. Both weak- and strong-coupling limits are illustrated. If pωg 6¼ pωe, then the transition energies are different and the (0�0) transition is
accompanied by a change in the vibrational energy of the zero-point level.
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el�ph coupling.123,124 Figure 8 shows that an excited state
displacement suppresses the intensity of the ZPL, while eq 12
indicates that the decrease is exponential. The shape of the PSB is
determined by the spectral density, J(ω), for the interaction,
defined by117

JðωÞ ¼ ∑
i

Miωi

2p
ðΔqiÞ2δðω�ωiÞ ð13Þ

(Note that the coordinates qi used here are not mass-weighted as
in ref 117; this is the reason for the presence of the Mi factor.)
The spectral density is determined by two factors: the density of
states (DOS) and the FC factors for the individual modes. The
DOS is a distribution function of phonon modes ∑iδ(ω � ωi)
and is determined simply by the number and frequencies of the
phonons in the system. The second term, the FC factor,
Miωi
2p (Δqi)

2 for each phonon mode determines the strength of
el�ph coupling, as discussed above. As per eq 10 above, it can be
seen that at zero temperature the factor S is simply the integral of
the spectral density over all frequencies; the spectral density thus
determines both the shape and the intensity of the PSB in the
molecular absorption/fluorescence line shape. The spectral
density curve itself cannot usually be predicted a priori; it usually
must be determined from experiment. It is generally found to be a
broad, relatively featureless curve consisting of many individual
phonon transitions (see below in this section and section 4.6).
Given the spectral density, the absorption and fluorescence

line shape functions are usually expressed as117

LA=Fðω�Ω0Þ ¼ e�S
Z
�¥

¥
dt expð(iðω�Ω0Þt þGðt,TÞÞ

ð14Þ
where G(t;T) =

R
�¥

¥e�iωt(1 þ n(ω;T))J(ω) þ n(�ω;T)
J(�ω) dω and n(ω) = 1/(e�pω/kT � 1) is the thermal occu-
pation number at temperature T. In the exponent of eq 14, “þ”
refers to absorption (LA), while “�” refers to fluorescence (LF).
Note that by definition LA(ω � Ω0) = LF(Ω0 � ω); i.e., the
two functions are mirror images of each other around the ZPL
frequency Ω0.
Although convenient for computational purposes, eq 14 is not

very physically transparent. A more intuitive formula is obtained
by expanding the exponent inside the integral as an infinite sum.
In the low-temperature limit, the equation then reads121

where�Rωm andþRωm correspond to absorption LA(ω) and
fluorescence LF(ω), respectively. The first term represents the
Lorentzian ZPL l0(ω�Ω0), which peaks atΩ0 and possesses a
homogeneous width Γhom. The second term is the PSB,
consisting of a sum over all R-phonon transitions; the function
l1(ω) = J(ωþωm)/

R
J(ω) dω is the one-phonon profile, i.e., the

normalized spectral density function, shifted by the mean
phonon frequency ωm so that its peak occurs at frequency
zero. [For fluorescence J(ω þ ωm) is replaced by its reflection
J(�ωþωm)]. The constantωm is the peak (or mean) phonon
frequency, i.e. the peak frequency of J(ω). For R > 1, lR(ω) is
the (R� 1)-fold convolution of l1(ω) with itself and represents
absorption/fluorescence events involving R phonons. The
shape of each lR(ω) is thus completely determined by l1(ω).

In particular, for l1 being a Gaussian (Lorentzian) with a full
width at half-maximum (fwhm) ΓG (ΓL), the profile lR be-
comes a Gaussian (Lorentzian) with fwhm (R)1/2ΓG (or RΓL,
respectively).121

As stated above, the one-phonon profile l1(ω) represents the
product of DOS of the phononmodes and of the el�ph coupling
term. The latter two terms cannot be separated by the site
selective optical spectroscopic techniques discussed in this re-
view. However, the density of phonon states can be obtained
separately using the complementary method of inelastic neutron
scattering.178 Although on the basis of neutron work the density
of phonon states appears to be relatively similar for many dif-
ferent proteins (see refs 119, 178�181), its spectral form was
shown to vary with protein size (see, for example, refs 120, 122)
and due to interaction with the solvent (see, for example, ref 121).
Guided by the experimental work of ref 165 and the references
given therein, the one-phonon profile l1 can often be assumed to
be asymmetric with a Gaussian shape at its low-energy wing and a
Lorentzian shape at its high-energywing. The full profile then has a
peak frequency ofωm and a width of Γ = ΓG/2þ ΓL/2. It should
be noted, however, that the analytical expressions for the shape of
the R-phonon profile provided by ref 165 (eqs 15a and 15b of that
work) and commonly used in later works is an approximation that
relies strongly on the similarity of the shapes of the Gaussian and
Lorentzian components of the PSB. Application of this formula to
systems with very different widths of the Gaussian and Lorentzian
components can produce significant deviations in the apparent
mean-phonon frequency in a calculated single-site spectrum.
Fortunately, for most applications, modern computational cap-
abilities make the direct calculation of the convoluted lR terms
almost trivial for arbitrary PSB shapes, and the direct approach
should be used in modeling studies.
At higher temperature creation (and annihilation) of phonons

takes place. Therefore, for T > 0 K, a thermal population of
phonon levels, according to Bose�Einstein statistics, has to be
taken into account.33 As noted above, while eq 14 is valid for
arbitrary temperatures, eq 15 has been expressed in the limit as
Tf0 K. A similar expansion can be performed for arbitrary
temperatures to produce138

where S(T) =
R
�¥

¥p(ω;T) dω, p(ω;T) = (1þ n(ω;T))J(ω)þ
n(�ω;T)J(�ω), l0(ω;T) represents the ZPL, l1(ω;T) = S-
(T)�1p(ωþωm;T) for absorption or l1(ω;T) = S(T)

�1p(�ωþ
ωm;T) for fluorescence, and for R > 1, lR(ω;T) is as above the
convolution of l1(ω;T) with itself R � 1 times. Comparison of
this equation with eq 15 reveals that the spectral density J(ω)
has simply been replaced by the temperature-dependent func-
tion p(ω;T); the Huang�Rhys factor S has then likewise
been replaced by the temperature-dependent function S(T),
which can be considered a “temperature dependent” S(T)
factor. Indeed, using this definition of S(T), eq 12 becomes
valid at all temperatures, not only in the low-temperature
limit. An alternative form for the temperature-dependent line
shape function was presented by Hayes et al.165 In that work it was
observed that in the mean-phonon approximation the expression
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reduces to

LA=Fðω�Ω0Þ

¼ e�Sð2n þ 1Þ ∑
¥

R¼ 0
∑
R

r¼ 0

½Sðnþ 1Þ�R � r½Sn�r
ðR� rÞ!r!

�lR, r½ω�Ω0 - ðR� 2rÞωm� ð17Þ
In this equation, n is the phonon occupation number of a pho-
non with frequency ωm; the factors S(n þ 1) and Sn represent
phonon creation and annihilation, respectively. Again, the value
of R corresponds to the zero-, one-, ..., R-phonon transition, while
the second sum over r leads to a redistribution of intensity within
the PSB according to the number of created or annihilated pho-
nons. An increase of temperature not only leads to more intense
PSBs at the expense of the ZPL, but also gives rise to the anti-
Stokes part of the PSB. As for eq 15 above, the multiphonon
profiles lR,r are obtained from the one-phonon profile by folding
l1,0 with itself |R�2r|� 1 times. The advantage of this equation
is that it is both physically transparent and easily computed.
On the other hand, it is strictly valid only for a relatively narrow
one-phonon profile, when the mean-phonon approximation is
reasonable.

4.2. Nonphotochemical, Photochemical, and Transient SHB
Spectroscopy

Three types of SHB can be distinguished on the basis of the
mechanism of the process on a molecular level. In the case where
pigment molecule in resonance with narrow band laser excitation
experiences photochemical reaction, one speaks of photochemi-
cal hole-burning (PHB). Examples of PHB include permanent
photobleaching and tautomerization, as in the case of free-base
chlorin.182 The product of the reaction usually absorbs far from
the original excitation wavelength. This HB mechanism is
relatively unimportant in the case of Chls in PC. In the case of
nonphotochemical spectral hole-burning (NPHB), the pigment
molecule does not experience a chemical reaction. Instead,
excitation of the molecule triggers the rearrangement of the local
environment of the pigment, which results in the change in the
interactions between the pigment and its surroundings. If the
barriers between the environment configurations are higher in
the ground electronic state than in the excited electronic state of
the pigment molecule, the system gets permanently trapped in the
new configuration, where the pigment experiences a different
solvent shift. Obviously, for such a mechanism to be effective, the
host has to possess some freedom to rearrange. Thus, NPHB is
effective only in amorphous solids.33,37 In glasses the mechanism
responsible for NPHB involves the TLS, similar to that mentioned
above in relation to pure dephasing at low temperatures.37,183,184

In proteins there is switching between nearly identical substates on
the protein energy landscape containing significantly more than
two wells per pigment.26,62,70 For FLN, no phototransformation is
required; fluorescence is measured while the exciting light is on,
and as a result, the ZPL contribution to the spectrum is obscured
by the excitation; the latter, however can be circumvented by
ΔFLN approach.61 See also section 4.6.

Both PHB and NPHB result in the formation of persistent
holes, meaning that the holes are preserved long after the initial
excitation is turned off. TransientHB requires the presence of the
third, relatively long-lived state (usually a triplet state; thus, this
technique is especially sensitive to the RC states), directly or
indirectly populated from the excited singlet state. Then, the
pigment’s ground state will be depopulated for the lifetime of the

triplet state (in the μs to ms range) and the spectral hole will be
observable only for the duration of this lifetime. Technically,
transient spectral holes can be acquired using CW laser as the
difference between the absorption spectra measured while the
excitation is on and while the excitation is off. Transient SHB
experiments are also possible using pulsed lasers.185

In pigment�protein complexes, the NPHB mechanism is by
far the most dominant and widespread. In the absence of the
antihole or photoproduct (see next sections), the hole-burned
absorption spectrum (the postburn spectrum) is a convolution of
the postburn SDF N(ω)e�PσφLA(ωB�ω)t with the single site
absorption spectrum

AðΩ, tÞ ¼
Z

dω LAðω�ΩÞNðωÞe�PσφLAðωB � ωÞt ð18Þ

HereωB is the burn/excitation frequency, P is the photon flux, t is
the burn time, and N(ω) is the preburn SDF, describing the
probabilities of encountering different zero-phonon transition
frequencies. LA(ω) is the single site absorption profile as defined
above (section 4.1). Multiphonon processes are taken into
account during calculation of LA(ω). σ and φ are the integrated
absorption cross-section of the molecule aligned with transition
dipole parallel to laser polarization and HB quantum yield,
respectively. (Equation 18 does not include any factors that
result in the dispersive HB kinetics; these will be described in the
next sections.) The FLN spectrum may be similarly expressed as

FLNðΩÞ ¼
Z

dω LFðω�ΩÞLAðωB �ωÞNðωÞ ð19Þ

Note that the SDF N(ω) in eq 19 is not modified by HB; the
selectivity of FLN measurements originates rather from the
selective excitation term LA(ωB � ω). In contrast, as discussed
in more detail in section 4.6, for a ΔFLN spectrum the N(ω) in
eq 19 has to be substituted by N(ω)(1 � e�PσφLA(ωB�ω)t), i.e.

ΔFLNðΩ, tÞ
¼
Z

dω LFðω�ΩÞLAðωB �ωÞNðωÞð1� e�PσφLAðωB � ωÞtÞ
ð20Þ

In this expression, excitation is doubly selective—first via selec-
tive burning [as reflected in the modified SDF, N(ω)(1 �
e�PσφLA(ωB�ω)t)] and second by the selective excitation for
postburn fluorescence, LA(ωB � ω).186

Returning to the absorption HB expression, eq 18, it is useful
to note that in the shallow hole limit 1 � ex ≈ x. If one further
assumes that the SDF width Γinh is much larger than Γhom and
ignores the el�ph coupling, the only remaining contribution to
the hole spectrumwill be a ZPH, a convolution of ZPLwith itself.
For a Lorentzian ZPL line shape, the width of the ZPH, in the
shallow hole limit, will be twice the width of the ZPL:

Γhole ¼ 2Γhom ð21Þ
As discussed above, the absorption and emission spectra of chro-
mophores in amorphous solids consist of ZPLs and broad PSBs
(see the previous section). As a result, hole spectra in absorption
contain additional features as well. To higher energy with respect
to the ZPH the (“real”) PSB is located. This is the true PSB of the
ZPH, due to the loss of PSB absorption from resonantly burned
pigments (i.e., pigments excited through their ZPL). In addition,
to the lower energy with respect to the ZPH one can observe the
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contribution of the molecules whose ZPLs were at ω < ωB but
which burned due to excitation via their real sidebands atωB. The
shape of the “pseudo-PSB” feature depends not only on the
actual shape of the phonon sideband but also on the shape of the
SDF. In the case of the FLN and ΔFLN spectra, both real and
pseudo-PSB are located at lower energies with respect to the
excitation wavelength (though the pseudo-PSB inΔFLN spectra
is generally suppressed). More details, including modeling data,
will be presented in section 4.6.

4.3.MechanismofNonphotochemical Hole-Burning (NPHB)
The detailed treatment of NPHB has been first developed

for glasses.34,37,183,184,187 Although NPHB has been applied to
studies of PC for more than 20 years, the details and peculiarities
of that process in the PC have not been studied until recently.
Thus, in this section we first follow the treatment developed for
glasses and then discuss the differences expected in the case of
proteins. In glasses, NPHB is a manifestation of configurational
tunneling between bistable configurations (two level systems,
TLS) of the guest�host system.34,37,183,184 Two types of TLS are
distinguished in the classical case of guest�host systems. The
intrinsic TLS (TLSint) of the host are associated with the excess free
volume of glasses.183 The chromophore (impurity) introduces
extrinsic TLS (TLSext) in glasses that are associated with the
chromophore and its inner shell of solvent molecules. (In PC,
where Chl molecules are introduced into protein by nature, the
distinction between TLSint and TLSext fades.) Regarding dyna-
mics (e.g., long-range interaction) and the nature ofTLSs in glasses,
many important questions remain unanswered. The nature of the
low-energy excitations (i.e., TLSs) of chromophores (e.g., Chls)
residing in proteins is even less understood. Proper treatment of
proteins most likely requires consideration of the whole multi-
dimensional multitier energy landscape. Nevertheless, the TLS
model still can be applied to proteins in some approximation, and it
is widely accepted in the SHB community that optical excitation of
the chromophore triggers the phonon-assisted tunneling processes,
which lead to hole formation. In the SPCS community, the light-
induced character of observed spectral diffusion behavior seems
to remain a matter of debate.26,62,70,188 In the Shu�Small
mechanism183 for NPHB, a sequence of tunneling events begins
in the outer shell and involves the TLSint and terminates in the
inner shell. This outside-in chain of events can result in diffusion of
excess free volume to the inner shell, setting the stage for the final
(and rate-determining) step of NPHB that involves the TLSext

e,
where e indicates the chromophore in its excited state. This final
step is depicted in Figure 9. In case the double-well potential
exhibits different asymmetry in the ground and excited electronic
states, the chromophore will be found at different frequency after
burning. The absorption spectrum of such shifted molecules is
referred to as antihole (sometimes it is also called a photoproduct,
which may be somewhat erroneous, as no chemical reaction occurs
in the case of NPHB). The Shu�Small mechanism183 was devel-
oped to explain the preferential blue shift of the burned absorption;
however, it is not clear if this preference for the blue shift cannot be
explained, at least in PC,with theirmultiwell energy landscapes, just
by blue-shifted molecules becoming unexcitable at ωB while red-
shifted molecules still can be excited via their PSBs (that is, until
they finally shift to the blue ofωB as a result of a multistep process).
There are indications that at least in the initial stages of burning the
molecules in protein environment experience both blue and red
shifts.10,70,85 As is clear from SPCS data,62,188�190 at least in the
case of proteins, the chromophore�environment system can be

found in more than two states, making the multistep burning
even more feasible.70 There are also multiple indications that
even in glasses and polymers the one-TLS-per-chromophore
model is too crude, and one has to consider either multiple
TLS interacting with the same chromophore or multilevel
systems, MLS.41 Finally we note that the molecules that
experienced the light-induced absorption frequency shifts can
return to their original wavelengths via thermal- or light-
induced hole filling.41

One additional effect complicating the discussion onNPHB in
PC is excitonic interactions between pigments. Effects due to
NPHB into delocalized excitonic states are readily recognized in
recent data obtained for CP4310,12,85,191 and CP47 complexes.9,86

Sharp antiholes evenly distributed (i.e., (20 cm�1) about the
resonant hole are accompanied by much broader features in the
higher energy region (i.e., hundreds of cm�1, far outside the
preburn SDF). Different mechanisms were proposed to account
for origin of these broad, strongly blue-shifted antiholes, one based
on the redistribution of oscillator strength due to excitonic inter-
actions and the traditional NPHB process39,40,85,86 and one based
on a proposed “photoconversion”mechanism that in the case of the
CP43 complex was suggested to involve changes in pigment�
protein hydrogen bonds.12,191 The key difference between these
two mechanisms is that the first39,40,85,86 accounts for the extreme
blue-shifted antihole based purely on modified excitonic interac-
tions after NPHB [while leaving the site energies of burned
pigments within their original (0,0) SDF], while the photoconver-
sionmechanism relies on the shift of some pigment site energies far
outside their site distribution function due to a photochemical/
photophysical modifications.12,191 Support for the former mechan-
ism is discussed in section 5.1.2 and in refs 39, 40, 85, and 86.

It should be emphasized that in all mechanisms the hierarch-
ical character of the protein/glass energy landscape strongly

Figure 9. TLS with ground and excited electronic states of the pigment.
The barrier between conformations A and B is lower in the excited state.
System starts in conformation A and with the pigment in the ground
state and absorbs a resonant photon. After tunneling (block arrow), the
pigment returns to the ground state and due to different asymmetry of the
potentials the absorption frequency of the pigment in conformation B is
shifted (to the blue in this case). If the barrier in the ground state is high
enough, the pigment/host system is trapped in the new conformation.
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affects the observed burn efficiency and shapes of both holes and
antihole distributions within the original SDF. This effect is
clearly observed in light-induced spectral diffusion SPCS experi-
ments, where small and moderate shifts (on the order of (1 or
(10 cm�1, respectively) of electronic transitions are very likely
(typical for resonant HB), whereas larger shifts (although still
within the original pigment SDF, on the order of (100 cm�1)
during the HB process are significantly less likely.26,62,70 Smaller
shifts with no preferential direction tend to cancel/average out
in nonline narrowed HB spectra, as revealed by our modeling
studies (data not shown), although they may be important in
determining the shapes of resonantly burned holes; see also the
discussion of LH2 system by SPCS and SHB in section 5.1.3.
In summary, the shapes of nonresonant holes and antiholes
can be adequately described even for excitonically coupled pig-
ments,39,40,85,86 but more work is required to provide more
insight into the various contributions to resonant NPHB holes,
in particular for excitonically coupled chromophores embedded
in proteins. Resonant NPHB is more difficult to describe, as
several different photoproduct distributions can be formed due
to the complex energy landscape of proteins in glasses (research
in progress), while these effects tend to average out in non-
resonant HB spectra; in photosynthetic complexes, the pre-
sence of energy transfer and multiple pigment distributions
adds an additional layer of complexity to the problem.

Summarizing, although the mechanism of NPHB process
based on the simple TLS model (Figure 9) is most likely over-
simplified (for details, see refs 26, 62, 70), in general, however,
the model established over the years by Small and his co-workers
provides a simple and quite adequate description of the light-
induced spectral shifts in PCs. Thus, it is important to continue
generating experimental data that will take us beyond the TLS
model, e.g. data that firmly establish the existence of MLS, which
definitely play a significant role in photosynthetic antenna pro-
tein complexes. The detailed discussion on such amodel, including
dispersion of the hole growth kinetics (HGK), i.e., dispersion of
the line shift rates, is presented in the next section.

4.4. Kinetics of NPHB
It has been recognized long ago that attempts to model the

spectral hole evolution using simple eq 18 result in errors
even in the simplest glasses, where one-TLS-per-chromophore
approximation is most likely valid. Significant dispersion of hole
growth kinetics (HGK) has been observed.192�197 Whether or
not this dispersion stems mainly from structural disorder has
been subject to debate for several years. Nevertheless, by now
it is widely accepted that it is indeed the disorder which gives
rise to a distribution of values for the tunnel parameter λ of
the TLS involved in the rate-determining step of NPHB (λ-
distribution).192,193 Parameter λ describes the “strength” of
the energy barrier to be overcome during the tunneling event
in the excited state; see Figure 9, where λ = d(2mV)1/2/p and
d is the displacement along generalized coordinate, m is the
effective mass of entity rearranging during the conformational
change, and V is the barrier height. Dispersive kinetics also
arises from the intrinsic R- andω-distributions, where R is the
angle between the laser polarization and the chromophore’s
transition.194�196 The ω-distribution is due to off-resonant
absorption; it is responsible, for example, for pseudo-PSB
formation. It has been determined that λ-distribution is the
main factor affecting the dispersive character of the HGKs.194

Equation 18 can bemodified to include the above distributions;194

the modified equation is written as

AðΩ, tÞ ¼ 1:5
Z

dω LðΩ�ωÞNðωÞZ
dλ f ðλÞ

Z
dR sin R cos2 Re�PσφðλÞLðωB � ωÞt cos2 R

ð22Þ
Most parameters are the same as in the eq 18. λ and f(λ) are

the tunneling parameter and (Gaussian) distribution thereof,
with mean λ0 and standard deviation σλ. R is the angle between
laser polarization and transition dipole. The NPHB yield can be
expressed as193,194

φðλÞ ¼ Ω0 expð� 2λÞ
Ω0 expð� 2λÞ þ T1

�1 ð23Þ

where T1 is, in the absence of energy transfer, fluorescence life-
time.Ω0 = 7.6� 1012 s�1 is a constant prefactor (change of this
prefactor results in the shift of the maximum of the λ-dis-
tribution). Remember that the width of the Lorentzian homo-
geneous ZPL contributing to L(ω) is determined not by T1, but
by the total dephasing time T2. The HGK curve describes the
evolution of absorption in resonance with the burning laser, i.e.,
at ωB. The standard deviation, σλ, of the λ-distribution can be
used to compare the extent of structural disorder in different
amorphous systems. In order to determine the relative contribu-
tions of these three distributions, it is necessary to measure the
HGK over five or more decades of burn fluence. Recently, we have
modified the master equation for HGK by taking into account
both the T-dependent absorption profile and static thermal hole
filling.197 However, this particular model has not been applied to
photosynthetic complexes yet.

In case energy transfer from the burnable state takes place,
EET time, TEET, should be used in eq 23 as T1. Note that tunnel-
ing (NPHB) and EET are competing processes. Thus, EET re-
duces the HB efficiency. This effect can be observed, for example,
in case of the B800 bandof LH2 antenna complex.70,198HByield is
indeed reduced at the blue side of the B800 band where B800f
B800 EET is present in addition to B800fB850 EET. On the
other hand, in the RCs, such as PSII or bacterial RCs, the T1 is
determined by charge separation, with triplet formation following
the primary charge separation. The triplet HB yield is then

φðτCSÞ ¼ τCS�1

τf l�1 þ τCS�1
ð24Þ

Here τfl and τCS are fluorescence lifetime and charge separation
time, respectively. As in HB experiments, one usually saturates
the persistently burnable holes before exploring triplet bottle-
neck ones, and one can usually assume that τfl

�1 , τCS
�1 and

φ(τCS) ≈ 1. Triplet bottleneck holes are not affected by the
tunneling parameter distribution, as tunneling between the wells
on the energy landscape does not remove the molecule from the
electronically excited state. (This is not the case for persistent
holes, as charge separation will reduce the NPHB yield. In this
case, charge separation time will have to be used in the eq 23 for
NPHB yield as T1.) Several additional distributions have been
observed or predicted which are specific to PC. As mentioned
above, the absence of correlation between the SDF of donors and
acceptors in EET results in distributions of EET rates. Recently
we demonstrated that the distribution of B800fB850 EET rates
resulting from refs 199�201 is indeed in agreement with the HB
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data.70 However, the detailed exploration of the effects of various
EET rate distributions on hole parameters (HGK, width depen-
dence on depth, etc.) has not yet been undertaken (research in
progress). In addition, oscillator strength distributions could be
present if one is burning into the excitonic state delocalized over
several chlorophylls. Recent SPCS results202 as well as ΔFLN
work57 obtained for LH2 indicate that the strength of the el�ph
coupling could be subject to distribution as well. However, as
briefly discussed in ref 70, the latter two distributions had negli-
gible effect on the dispersive HGKs and could be ignored to
speed up the simulations.

The above eqs 22 and 23 adequately describe the HB process
at a broad range of irradiation doses (not just in the shallow hole
limit) only in the case whereNPHB antihole can be ignored. Two
different approaches have been proposed70,203 where the effects
of antihole have been taking into consideration. In ref 203, it was
assumed that the chromophore interacts with one and only one
TLS of the amorphous solid, and therefore the system has perfect
spectral memory (upon light- or thermal-induced hole filling the
chromophore always returns to its original preburn absorption
frequency). However, recent SPCS results144�148,188,202 suggest
that a protein containing chromophores can assume more than
two slightly different conformations (different wells on the
protein energy landscape62,146,204,205), and the NPHB modeling
procedure has been modified accordingly in ref 70. Namely, it
was assumed that molecules starting at ωinit (which is not
equivalent to ωB; it can be any frequency where burning occurs
either via ZPL or via PSB) before burning are redistributed
around ωinit according to a certain distribution, called the anti-
hole function, as a result of burning. Technically, the following
sequence is repeated in a loop: the SDF of the burnt molecules,
N(ω)[1 � exp(�PtσφL(ω � ωB)cos

2R)], is convoluted with
the properly normalized antihole function and added to the burnt
SDF, N(ω) exp[�PtσφL(ω � ωB)cos

2 R]. This results in a
modified shape of the SDF N(ω), without change in its normal-
ization. (One starts with N(ω) being Gaussian). Unlike in ref
203, there is no spectral memory (i.e., it is assumed that the single
molecule line can be found at significantly more than two fre-
quencies) and no correlation was implied between the shifts of
the absorption of a molecule in the consecutive steps. The proba-
bility of burning at each step of the sequence is still determined
by the standard SHB yield formula (eq 23). It is obvious that the
above two approaches represent two opposite limiting cases with
respect to spectral memory. Developing a realistic intermediate
model, based on protein energy landscapes or MLS, is one pos-
sible future direction of utilizing SHB in studying photosynthetic
complexes (and proteins in general).

4.5. Zero-Phonon Action (ZPA) Spectroscopy: Site Distribu-
tion Function (SDF)

In addition to providing single site information, such as el�ph
coupling strength and homogeneous broadening, SHB spectros-
copy can be used to reveal inhomogenous broadening param-
eters, i.e., the shape and width of the SDF. One of the primary
tools for this task is ZPA spectroscopy.9,10,17,60,206 In this tech-
nique, applied for the first time to the LH1 antenna complex of R.
sphaeroides,206 HB spectra are measured for fixed low irradiation
doses at many excitation wavelengths (λex) across the inhomo-
geneously broadened absorption profile. The ZPA spectrum is
then obtained as a plot of resonant hole depth versus λex. The
key concept behind this technique is that because the ZPL is
generally orders of magnitude narrower than the broad PSB, the

contribution of nonresonant pigments to the low-fluence hole is
negligible. As a result, the shape of the ZPA spectrum is largely
determined by the probability of burning a pigment at λex, which
for a system of noninteracting pigments is directly proportional
to the value of the SDF at λex. The ZPA spectrum thus provides a
convenient means of directly measuring the extent of inhomo-
geneous broadening. An example of a ZPA spectrum is shown in
Figure 10 (unpublished results); in the figure, the triangular data
points represent resonant hole depth (the ZPA spectrum), while
the solid line shows the bulk absorption spectrum for compar-
ison.Whereas the absorption spectrum is additionally broadened
by PSB absorption, the ZPA spectrum reflects the shape of the
SDF (inhomogeneous broadening) alone.

In the systems of interacting pigments, the situation is some-
what more complex, since pigments that are able to transfer
energy rapidly are unlikely to burn (having very short lifetimes;
see eq 23) and so will not contribute to the ZPA spectrum. In the
first approximation, then, one can consider the ZPA spectrum to
reflect the SDF of so-called “trap state” pigments, i.e., pigments
which are the lowest energy pigment in their complex and thus
unable to transfer energy.207 In the case of multiple quasidegene-
rate low-energy pigment SDFs, the measured ZPA spectrum
(trap state distribution) can be related back to the SDF for the
individual pigments contributing to the lowest energy state, as
recently demonstrated for the CP43 antenna complex of PSII.207

The basic assumption in the “trap state” analysis of ref 207 is that
coupling between pigments is sufficiently strong as to allow for
fast and efficient energy transfer (e.g., by a F€orster mechanism),
thereby reducing the HB yield (see eq 23), but sufficiently weak
that excitations can be considered essentially localized on
individual pigments. For any frequency, then, the probability of
finding a trap state localized on a given pigment m (out of a
complex of say N pigments) is simply proportional to the
probability that (1) a pigment of typem is located at the selected
frequency and (2) this pigment is the lowest-energy pigment in
its complex. The first term is proportional to the SDF (as for
noninteracting pigments), while the second is given by the

Figure 10. Zero-phonon action spectrum (triangles) obtained for Bchl
a in 1:2 buffer�glycerol glass. The Qy absorption spectrum is presented
for comparison (solid curve) (unpublished data).
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product of the probabilities that all other pigments have a higher
excitation energy than pigmentm. More explicitly, if fm(εm) is the
SDF for the site energy εm of pigmentm, the SDF for pigmentsm
which can undergo HB is given by

LmðεmÞ ¼ fmðεmÞ
YN

i ¼ 1
i 6¼ m

ð1�
Z εm

�¥
fiðεiÞdεiÞ ð25Þ

In this model, the ZPA spectrum is then given by the sum of the
distributions Lm(ω) for all pigments m. A similar approach has
been used recently to examine nonresonant HB spectra in dimers
and multipigment assemblies.39 Of course, this “trap-state”model
is itself only an approximation, but for relatively weak electrostatic
interactions (such as in the CP43 complex207), it has been shown
to match rather well with experimental data, as depicted in
Figure 11 As discussed in ref 207 in the case of CP43, only the
two lowest-energy pigments (denoted as pigments A and B)
appear to be important for determining the lowest-energy state
and thus the HB characteristics. The ZPA spectrum is thus
obtained from eq 25 as the sum LA(ω) þ LB(ω), reflecting the
distributions of A and B type trap-state pigments, i.e.,

ZPAðωÞ ¼ LAðωÞ þ LBðωÞ ¼ fAðωÞ 1�
Z
�¥

εm

fBðεBÞ dεB
� �

þ fBðωÞ 1�
Z
�¥

εm

fAðεAÞ dεA
� �

ð26Þ

In Figure 11, curves a and b are the SDFs fA(εA) and fB(εB) for
pigments A and B, respectively.207 Curves c and d are integrals of

curves a and b (the two integrals in eq 26), respectively, reflecting
the probability of findig pigment A (or B) at some energy lower
than the corresponding energy of the x-axis. Curves e and f are
the actual contributions, LA(ω) and LB(ω), of pigments A and B
to the ZPA spectrum (diamonds). These represent the distribu-
tion of A and B pigments which, due to disorder, are the lowest-
energy pigments in their individual complexes. We stress that in
every individual complex either the A or B pigment contributes to
the ZPA spectrum; in every individual complex there is only one
lowest-energy state. For comparison, the dashed line shows the
experimental absorption spectrum for CP43. While the ZPA
spectrum (data points denoted by diamonds) is the sum of the
curves e and f, the absorption spectrum, in the low-energy region,
is a sum of the curves a and b. The arrow indicates a discrepancy
between the model and experimental ZPA spectrum at higher
energies.

In contrast to such weak-coupling calculations, the more
general strong-coupling case is substantially more complicated
and has yet to be investigated in detail for ZPA spectroscopy
(a brief description of strong-coupling excitonic effects in HB is
presented in section 4.8 in reference to nonresonantHB spectra).
Qualitatively, however, one can imagine that the most important
effect of strong excitonic interactions on ZPA spectra should be
that, while HB is still expected to occur in the lowest excitonic
state, it may influence the absorption transitions of higher exci-
tonic states as well. It might be concluded, then, that excitonic
interactions could allow higher excitonic states to contribute
to the ZPA spectrum. At the same time, however, it should be
remembered that excitonic interactions also tend to broaden the
ZPLs of higher energy transitions (due to shortened EET life-
times), limiting the influence of higher excitonic states on the
narrow resonant hole depth. While these basic considerations
can provide some insight into the shapes that can be expected for
the ZPA spectra of strongly coupled systems, more precise con-
clusions must await further study.

4.6. Hole Shapes and FLN Line Shapes—Electron Phonon
Coupling and ΔFLNS

In photosynthetic pigment�protein complexes, purely elec-
tronic (or excitonic) transitions as described in section 4.1 are
accompanied by a large number of vibrational replicas due to
el�ph and electron�vibrational (el�vibr) coupling. Here, the
energetic difference between the purely electronic transition and
a given vibrational line reflects the corresponding vibrational
frequency. This is illustrated in Figure 12, which shows a ΔFLN
spectrum excited within the lowest electronic state of the CP29
antenna complex,60 which is assumed to be largely localized on a
relatively isolated Chl a molecule. In this spectrum, the purely
electronic line at 0 cm�1 appears along with a broad and asym-
metric “phonon” wing peaking roughly at ∼20 cm�1 as well as
with almost 50 distinct vibrational lines in the frequency range
between ∼200 and 1700 cm�1. The “phonon” wing at about
20 cm�1 is typically identified with a broad and almost contin-
uous distribution of widely delocalized low-frequency protein
vibrations, while the vibrational lines at frequencies higher than
∼200 cm�1 (see Table 1)208,209 can be attributed to localized
Chl vibrations (see, for example, K€uhn et al.210 for a review).
Here, the term “phonon” is often used in analogy to vibrations in
perfectly periodic lattices to distinguish low-frequency protein
vibrations in pigment�protein complexes (and amorphous lat-
tices in general) from the localized higher-frequency vibrations of
the Chl (and other pigment) molecules bound to photosynthetic

Figure 11. Components of the absorption and ZPA spectra of CP43
complex: Curves a and b are true SDF of two lowest-energy states of
CP43 complex, A and B, respectively. Curves c and d are integrals of
curves a and b, respectively, reflecting the probability of finding pigment
A (or B) at wavelength lower than a certain wavelength. Curves e and f
are actual contributions of pigments A and B to the ZPA spectrum
(diamonds). The absorption spectrum is shown for comparison (dashed
line). An arrow points at the discrepancy region. Reprinted with
permission from ref 10. Copyright 2008 American Chemical Society.
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pigment�protein complexes. The intensity distribution between
the ZPL and the phonon wing is governed by the so-called
Huang�Rhys factor S (see section 4.1).

In summary, it is apparent from Figure 12 that even the
spectrum of one pigment molecule embedded into a protein
matrix is complex and extends over a range of almost 2000 cm�1.
This underlines that detailed knowledge of parameters of el�ph
and el�vibr coupling is essential for proper theoretical simula-
tions of optical spectra as well as for the calculation of energy
transfer rates of PC (see section 3). El�ph coupling in various
PC has already been characterized by SHB9,10,121,191,211�216 as
well as by FLN217�221 and in particular via the ΔFLN tech-
niques.55�61,222 Examples of Huang�Rhys factors S obtained in
these studies are compiled in Table 2. Recently, the first results
from single molecule spectroscopy on this topic have begun to
emerge.144,223 This section will provide an overview on the
analysis of phonon structure illustrated by model calculations
using the single-site absorption and fluorescence spectra of eq 13
(el�vibr coupling will be addressed separately in section 4.7).

In general, the SHB spectrum is obtained as the difference
between the absorption spectrum at a particular time τ and the
absorption at the start of the experiment, i.e.,

ΔAðωÞ ¼ Aðτ,ωÞ � Aðτ ¼ 0,ωÞ ð27Þ
For simplicity, we begin our discussion here with the shallow

hole burn limit; in this case, by expressing the exponential in
eq 18 by a Taylor series and neglecting second- and higher-order
terms (and again neglecting photoproduct) one obtains the
following expression for the HB spectrum

ΔAðωÞ ¼ ∑
¥

R, P¼ 0
SR
e�S

R!

 !
SP
e�S

P!

 !
Z

dΩ0 NðΩ0 �ωCÞlPðωB �Ω0 � PωmÞlRðω�Ω0 � RωmÞ

ð28Þ

Table 1. Vibrational Mode Frequencies, νj ((2 cm�1), and
Coupling Strengths, Sj, ((0.001), of Chl a in Selectively
Excited Q y Vibronic Spectra at 4.5 K

νj

Sj:

R€atsep et al.60
R€atsep

et al.60
Avarmaa

and Rebane208
Gillie

et al.209
Peterman

et al.217

0.048 90 97

138

0.004 192 213

0.010 262 260 262 260

0.001 287 283

298

0.015 350 350 350 342

0.009 386 390 390 388

0.003 425 425 425

0.002 443

0.002 467 470 469

501

0.006 518 520 521 518

0.0004 545 541 546

0.005 573 570 574 573

588 585

0.001 607 607 604

0.001 638

0.001 701

714 722

0.027 745 745 746 742

755 752

771

0.002 800 791

805/819

0.002 842 855

864/674

896

0.013 918 915 916

0.019 989 987 986

995

0.010 1049 1052

0.005 1070 1069

0.009 1109 1114 1110

0.018 1145 1145 1143

0.021 1186 1185 1178 1181/1190

1203 1208

0.032 1227 1216/1235

0.001 1262 1259 1252/1260

0.003 1286 1285 1286

0.002 1307 1304

0.020 1329 1325 1340 1322

0.001 1353 1364

0.002 1387 1385 1390/1411 1382

0.002 1439 1430 1433/1455 1439

0.007 1490 1485 1465/1504 1487

0.008 1525 1525 1524 1524

0.014 1537 1537

0.013 1556 1545 1553

Figure 12. The vibronic region of the CP29 ΔFLN spectrum obtained
with λex = 680 nm. The ZPL is cut off at∼2% of its peak intensity. The
modeled ΔFLN spectrum is shown by a smooth red curve. The lower
blue curve is the difference between the above curves and offset for
clarity. The numbers indicate the vibrational frequencies in wavenum-
bers. Reprinted with permission from ref 60. Copyright 2008 American
Chemical Society.
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where lP represents the electronic transitions bleached during the
burn process. For simplicity, the prefactor σPφτ was set to unity
here (in the low-fluence limit, this has no effect on the shape of
the spectrum). Likewise (though without the need for any series
expansion), eqs 15 and 19 give the FLN spectrum as

FLNðωÞ � ∑
¥

R, P¼ 0
SR
e�S

R!

 !
SP
e�S

P!

 !
Z
�¥

¥
dΩ0 NðΩ0 �ωCÞlPðωE �Ω0 � PωmÞlRðω�Ω0 þ RωmÞ

ð29Þ
which resembles the expressions ofMcColgin224 and Personov.123

However, eqs 28 and 29 use the line shape functions of Hayes
et al.,121 allowing an analysis of phonon structure in HB and FLN
spectra on the basis of a consistent theoretical model. For illustra-
tion of the abstract expressions given above, Figure 13 (taken from
ref 225) shows line-narrowed spectra calculated for the model
system defined in Table 3. The results are directly comparable to
the homogeneously broadened absorption and non-line-narrowed
(NLN) spectra shown in Figure 14.

The full line in the lower part of Figure 13 is a HB spectrum
calculated according to eq 22 forωB = 0 cm

�1, i.e. in the center of
the SDF. The full line in the upper part of Figure 13 is a line-
narrowed fluorescence spectrum calculated according to eq 29
for ωE = 0 cm�1. For comparison, the central part of Figure 13
shows corresponding homogeneously broadened absorption
spectra (full and dashed lines) and the Gaussian SDF (dashed-
dotted line).

The SHB spectrum exhibits a sharp ZPH coincident with the
burn frequency ωB and PSB holes (PSBH) on both sides of the
ZPH. The ZPH is due to electronic transitions, which are
resonantly bleached; i.e., their ZPL overlap the burn frequency
ωB. As discussed above, the resulting ZPH width is 2Γhom. The
theory discussed in the present chapter does not account for
finite laser line width or spectral resolution. If either of these two
parameters is of the same magnitude as the homogeneous width
Γhom, the ZPH width is given by ΓZPH = 2Γhom þ δ, where δ
accounts for an additional contribution. The feature at the high-
energy side of the ZPH is the real-PSBH, which is due to the
phonon wings that build on the ZPH. ZPH and real-PSBH
correspond to ZPL and PSB of the homogeneously broadened
absorption spectrum, respectively. In addition, there are electro-
nic transitions at lower energy than ωB, which are excited
through their phonon wings. These transitions form the pseudo-
PSBH, which is the mirror image of the real-PSB for the para-
meters employed here; see below for a more detailed discussion.
The selection of homogeneously broadened absorption spectra
by SHB is further illustrated in the central part of Figure 13. The
spectrum represented by the full line is resonantly burned and

leads to formation of ZPH and real-PSBH. The spectra given by
dashed lines are nonresonantly burned via their PSB and con-
tribute to the pseudo-PSBH. Electronic transitions at higher
energy than ωB do not contribute to the hole-burned spectrum.
At the first glance, the composition of the FLN spectrum is quite
similar to that of the SHB spectrum discussed above. The only
difference is that the real-PSB lies on the low-energy side of the
ZPL and is, therefore, superimposed on the pseudo-PSB. At first
glance, one may thus tend to believe that the FLN spectrum
exhibits less structure than the SHB spectrum. In practice,
however, the different composition of FLN and SHB spectra
can be effectively used to reliably determine the shape of the one-
phonon profile in independent experiments (see below). Un-
fortunately, in conventional FLN experiments the ZPL posses-
sing a width of 2Γhom is usually contaminated with scattered laser
light because it is coincident with ωE. This shortcoming pre-
cludes a thorough determination of the Huang�Rhys factor S.
The corresponding homogeneously broadened and NLN ab-
sorption and fluorescence spectra are shown in Figure 14. It is
apparent that the NLN spectra are widely featureless due to
inhomogeneous broadening and thus provide less information
on el�ph coupling than the line-narrowed spectra discussed
above. The only remnants of el�ph coupling still visible are the
Stokes shift of ∼2Sωm between the maxima of the absorption
and fluorescence spectra and a slightly asymmetric shape with a
full width of roughly Γinh þ Sωm.

121

In what follows we will extend the model presented above to
the case of arbitrary burn fluence and concentrate on the PSB due
to delocalized phonons. Substituting the line shape function of
eq 15 into eq 18 produces for the entire absorption spectrum
after a burn time τ

Aðτ,ωÞ ¼ ∑
¥

R¼ 0
SR
e�S

R!

 !
Z

dΩ0 NðΩ0 �ωCÞ exp½�σIΦτLðω�Ω0Þ�lRðω�Ω0 � RωmÞ

ð30Þ

The hole-burned spectrum ΔA(ω) is then obtained per eq 27
above. It is apparent from eq 30 that the HB spectrum may also
depend on photon flux (P) or on burn time (t). Because the effect
of variation of either parameter is similar, we will consider a
variation of burn fluence (Pt) here. According to Hayes et al.,121

the saturated fractional hole depth of the ZPH is given by

ΔAsaturatedðωBÞ=Aðτ ¼ 0,ωBÞ ¼ expð� SÞ ð31Þ
As outlined by Lee et al.,226 a number of further conclusions can
be drawn from the eq 30. In the short burn time limit, the ZPH
width is 2Γhom, so that determination of ZPL line width Γhom

should be based on shallow holes with a fractional hole depth
<10%. Furthermore, for lower burn fluences the intensities of
real- and pseudo-PSBH are almost comparable. With increasing
burn fluence, however, there is a considerable gain in intensity for
the pseudo-PSBH. This effect may lead to some uncertainty
when determining the Huang�Rhys factor S from PSBH in-
tensity of HB spectra, especially, because PSBH may not be
discernible in the short burn time limit for weak coupling.
Nevertheless, S can be obtained from the saturated hole-depth
and/or from a thorough theoretical analysis of the burn fluence
dependence of theHB spectra. HB and FLN spectra, as described

Table 1. Continued
νj

Sj:

R€atsep et al.60
R€atsep

et al.60
Avarmaa

and Rebane208
Gillie

et al.209
Peterman

et al.217

1573/1580

0.001 1610 1612

0.004 1665 1645/1673

Svib = ∑Sj 0.34 not available 0.57 0.019
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by model calculations above, have been routinely employed to
investigate el�ph coupling in photosynthetic antenna pigment�
protein complexes9,10,191,212�221 and RCs.121,211 Amore detailed
discussion of phonon structure in site selective spectra is beyond
the scope of this review.

More recently, FLN experiments on the trimeric LHCII
antenna complex of green plants227 established that the width
of the PSB of∼100 cm�1 may compete with the inhomogeneous
width of only∼80 cm�1 as determined by ZPA spectroscopy. At
the same time, apparent discrepancies were observed in the PSB
structures obtained by SHB228 and FLN,217 respectively. The
model calculations of line-narrowed spectra presented above
assumed that Γinh > Γ, where Γ is the width of the one-phonon
profile. Therefore, we will now consider the different PSB
contributions in the Γinh ≈ Γ regime. The discussion of the
individual PSB contributions to line-narrowed spectra in the low-
temperature limit will be based on eqs 28 and 29. However,
following the approach of ref 227 for FLN spectra, four con-
tributions to line-narrowed spectra are defined (see Figure 15):
First, the ZPH (ZPL) located atωB (ωE) is obtained for R, P = 0
in eqs 28 and 29 (contribution a). Second, the P = 0, Rg 1 terms
(contribution b) represent phonon transitions that build on the
ZPH (ZPL) and form the real-PSB. Third, the R = 0, Pg 1 terms
(contribution c) correspond to electronic transitions that are
nonresonantly burned (excited) at ωB (ωE) via multiphonon
transitions and constitute the pseudo-PSB. Finally, the R, P 6¼ 0
multiphonon terms, i.e., the (integrated) phonon wing(s) of
contribution c, are sometimes referred to as multi-PSB
(contribution d) but can also be considered as a part of the
pseudo-PSB.

The simulated FLN and HB spectra for the Γ ≈ Γinh regime
are shown as dashed curves in frames A and B of Figure 15,
respectively. The calculations were performed with the param-
eter values of Table 4, but especially using Γ = 57.5 cm�1

(ΓG = 15 cm
�1,ΓL = 100 cm

�1); i.e., the Lorentzian tailing of the

one-phonon profile does now exceed Γinh. As outlined in ref 227,
it is obvious from Figure 15 that the general composition of the
line-narrowed spectra is the same as above. Most striking, how-
ever, is that the real- (contribution b) and pseudo-PSB (contri-
bution c) exhibit apparently different shapes. The numbers in
Figure 15 correspond to the displacements of PSB features
(in cm�1) measured relative to the ZPL (ZPH) at 0 cm�1.
The PSB of the dashed FLN spectrum and the real-PSB of the
dashed HB spectrum show features at 15 and 26 cm�1 that
correspond to one- and two quantum transitions of phonons
with ωm = 15 cm�1. The two-quantum transition and the slight
tailing toward higher phonon frequencies, however, are not
observed in the pseudo-PSB of the dashed spectrum in frame
B. This is most easily understood by separately analyzing contr-
ibutions b and c to the FLN spectrum (eq 27). Recalling that P =
0, R g 1 and R = 0, P g 1 define contributions b and c,
respectively, and using a delta function for the ZPL of the
homogeneously broadened spectrum, it follows easily that they
are given by

FbðωÞ ¼ ∑
¥

R¼ 1
SR
e�2S

R!

 !
NðωEÞlRðω�ωE þ RωmÞ ð32Þ

and

FcðωÞ ¼ ∑
¥

P¼ 1
SP
e�2S

P!

 !
NðωÞlPðω�ωE þ PωmÞ ð33Þ

The apparent difference between the two equations is that
Fb(ω) depends on the fixed value of the SDF (N(ω)) atωE while
Fc(ω) depends on N(ω), i.e., on the shape of the SDF function.
The latter point is nicely illustrated in frame A of Figure 15,
where it is obvious that the SDF determines the shape of the
pseudo-PSB (c) on its low-energy side; i.e., the mirror symmetry

Table 2. Huang�Rhys Factor S Obtained by HB, FLN, and ΔFLN for the Lowest Energy States of Different Photosynthetic
Pigment�Protein Complexes

complex HB FLN ΔFLN ref

FMO from green sulfur bacteria 0.3 Zazubovich et al.216

0.3 Wendling et al.218

0.28�0.70 R€atsep and Freiberg61

CP43 0.25 (A and B band) Hughes et al.12

0.30 (A band) 0.25 (B band) Dang et al.10

CP47 0.7 den Hartog et al.212

1.0 Neupane et al.9

CP29 from green plants 0.5 Pieper et al.214

0.41�0.66 R€atsep et al.60

LHCII from green plants 0.8 Pieper et al.213

0.6 Peterman et al.217

0.9 Pieper et al.214

0.85 Pieper et al.222

LH1 from purple bacteria 0.85 Timpmann et al.56

LH2 from purple bacteria 1.05 Timpmann et al.56

0.1�0.9a Hoffmann et al.144

PSI core from cyanobacteria 2.0 Hayes et al.215

LHCI from green plants 2.9 Ihalainen et al.221

P680 from PSII RC 1.9 Chang et al.211

aDetermined in SPCS experiments.



4565 dx.doi.org/10.1021/cr100234j |Chem. Rev. 2011, 111, 4546–4598

Chemical Reviews REVIEW

between real- and pseudo-PSB breaks down in the Γ ≈ Γinh

regime. This effect is directly observed for the pseudo-PSB of the
dashed HB spectrum. As a consequence, the low-energy wing of
the pseudo-PSB in HB spectra is determined by the quickly
tailing Gaussian SDF rather than by the slowly tailing Lorentzian
wing of the one-phonon profile. This finding readily explains the
discrepancies in the shapes of the line-narrowed spectra of
LHCII.227 More recently, similar effects were reported for the

bacterial antenna complex LH255 and for the minor antenna
complex CP29 of green plants.60 These findings suggest that
accurate extraction of Huang�Rhys factors from HB spectra
requires amuchmore careful analysis than has often been done in

Figure 13. Low-temperature line-narrowed spectra for an excitation/
burn frequency of ωE/ωB = 0 cm�1 (see arrows) and the model system
defined in Table 3. Central part: homogeneously broadened absorption
spectra calculated according to eq 15 and distributed according to the
SDF (dashed-dotted line). Absorption spectra of resonantly and non-
resonantly excited pigments are shown as full and dashed lines,
respectively. Absorption spectra of pigments that are not excited were
omitted for ease of inspection. Upper part: resulting line-narrowed
fluorescence spectrum calculated according to eq 29. Lower part:
resulting hole-burned spectrum calculated in the short burn time limit
according to eq 28. Provided by J.P.

Table 3. Parameters of the Model Calculations Shown in
Figures 13 and 14a

temperature T (K) 5
position of SDF ωC (cm�1) 0

homogeneous width γ (cm�1) 2.0

inhomogeneous width Γinh (cm
�1) 80

Huang�Rhys factor S 1.0

peak phonon frequency ωm (cm�1) 20

fwhm of Gaussian wing ΓG (cm�1) 10

fwhm of Lorentzian wing ΓL (cm
�1) 30

fwhm of one-phonon profile Γ (cm�1) 20
aData taken from ref 225.

Figure 14. Low-temperature homogeneously broadened and non-line-
narrowed spectra for the model system defined in Table 3. Non-line-
narrowed absorption (full line) and fluorescence spectra (dashed line)
calculated according to eq 18 for t = 0. The corresponding homoge-
neously broadened spectra and SDF are given for comparison. Provided
by J.P.

Figure 15. Low-temperature HB (frame B) and line-narrowed fluores-
cence (frame A) spectra (dashed lines) calculated according to eqs 28
and 29, respectively, for illustration of the Γinh = Γ regime. The model
system is defined in Table 4. In frames A and B, the full lines represent
the ZPH (a) and multiphonon contributions (b�d). The ZPLs are cut
off at 4% of their peak intensity value. The dashed-dotted line represents
the profile of the SDF. Reprinted with permission from ref 227.
Copyright 1999 Elsevier B.V.
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the past, especially for systems in which the width of the PSB is
similar to or larger than that of the SDF. Although HB in
principle provides real- and pseudo-PSBs as separate features
(see above), the real-PSB is often interfered with by the antihole,
so that the one-phonon profile is routinely obtained from the
more intense pseudo-PSB. In the limit of an infinitely wide SDF,
this approximation would be rigorously justified, since in the low-
fluence limit, the real- and pseudo-PSB terms must in this case be
mirror symmetric. On the basis of the argumentation above,
however, it can be expected that in real systems, the one-
phonon profile determined this way will not reflect the correct
tailing at its high-energy side, particularly for systems in which
the SDF is narrow relative to the PSB. As a result, Huang�Rhys
factors calculated from the areas of ZPL and PSB only would be
artificially lowered, with the extent of lowering depending on
the burn wavelength and the relative widths of the SDF
and PSB.

Fortunately, these shortcomings of HB spectroscopy can be
avoided by using a combination of HB and FLN spectroscopy.
Very recently55�61 R€atsep and Freiberg established a new method
for obtaining el�ph coupling strengths using ΔFLN spectro-
scopy,46,51�54 as already mentioned above. In this approach, a
ΔFLN spectrum is obtained as the difference between FLN
spectra recorded before and after an intermediate HB step. This
technique provides two important advantages over traditional HB
and FLN spectroscopy: first, the scattered laser light which
otherwise obscures the ZPL in FLN spectra can be effectively
eliminated in the difference spectrum, allowing direct measure-
ment of ZPL fluorescence; second, the “double selection” via both
HB and FLN suppresses the pseudo-PSB term in the measured
signal, greatly simplifying the analysis of experimental data. Simi-
lar subtraction techniques have been applied before51�54,229�232

to enhance the spectral selectivity of FLN spectra. Nevertheless,
the approach of R€atsep and Freiberg appears to be the first
application to PC that readily yields the ZPL together with the
phonon and vibrational structure building on it so that el�ph
and el�vibr coupling strengths can be determined directly.
An example of a ΔFLN spectrum is shown in Figure 16 for the
case of trimeric LHCII.222 A FLN spectrum selectively excited
within the fluorescence origin band of LHCII is shown in
Figure 16 (black curve) for a representative excitation wavelength
of 682 nm. As expected, the spectrum is composed of a sharp ZPL
located at the excitation wavelength and the broad phonon wing
peaking about 22 cm�1 to the red of the ZPL. In this spectrum the
ZPL is still contaminated with scattered light originating from the
excitation laser. Additional FLN spectra were recorded after hole-

burning at the excitation wavelength with different burn fluences
ranging from 1.8 to 32 mJ/cm2 (blue curve in Figure 16).ΔFLN
spectra are readily obtained after subtracting the postburn from
the preburn FLN spectra. The ΔFLN spectrum is shown as the
red curve in Figure 16. Under these conditions the intensity ratio
between ZPL and PSB reflects theHuang�Rhys factor S, because
subtraction of the postburn from the preburn FLN spectra widely
eliminates the scattering contribution and thus provides a reliable
measure of the ZPL intensity.

It goes without saying that accurate determination of
Huang�Rhys factors from ΔFLN spectra requires an accurate
model for the experimentally measured spectra. In many recent
papers,55�61,222 theΔFLN signal has been modeled using eq 29,
i.e., the traditional FLN line shape function. In contrast, the early
theoretical descriptions of Jaaniso52 and F€unfschilling54 imply
that, in contrast to traditional FLN spectra,ΔFLN spectra in the
low-fluence limit should be essentially free of pseudo-PSB
contributions. Instead, these works indicate that experimental
ΔFLN spectra should be essentially proportional to the single-
site fluorescence spectrum. As discussed recently,186 improper
application of eq 29 to measured ΔFLN spectra incorrectly
lowers the apparent Huang�Rhys factors (especially for excita-
tion frequencies on the high-energy side of the SDF) due to an
artificial subtraction of an (experimentally nonexistent) pseudo-
PSB term. As a result, while the experimental data of refs 55�61
and 222 are unaffected, the obtained Huang�Rhys factors in
most cases are somewhat underestimated. In this regard, it
should be added that the ΔFLN signal is truly proportional to
the single-site fluorescence spectrum only in the limit of an
infinitely narrow excitation laser line width. For larger excitation
bandwidths, selectivity is decreased, allowing in principle for the
reappearing of some pseudo-PSB contributions. In practice, the
narrow-line width assumption is an excellent approximation

Table 4. Parameters of the Model Calculations Shown in
Figure 15a

temperature T (K) 5

position of SDF ωC (cm�1) 0

burn/excitation frequency ωB/E (cm
�1) 0

homogeneous width γ (cm�1) 0.4

inhomogeneous width Γinh (cm
�1) 80

Huang�Rhys factor S 1.0

peak phonon frequency ωm (cm�1) 15

fwhm of Gaussian wing ΓG (cm�1) 15

fwhm of Lorentzian wing ΓL (cm
�1) 100

fwhm of one-phonon profile Γ (cm�1) 57.5
aData taken from ref 227.

Figure 16. Experimental and simulated 4.5 KΔFLN spectra of trimeric
LHCII. ΔFLN spectrum excited and burned at 682.0 nm (lower red
curve) with the ZPL cut off at 3.7% of its full intensity. The black (a) and
blue curves (b) show the corresponding pre- and postburn FLN spectra,
respectively. FLN spectra were recorded with a fluence of 0.4 mJ/cm2,
while the fluence applied for hole-burning was 32 mJ/cm2. Reprinted
with permission from ref 222. Copyright 2009 American Chemical
Society.
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when experimental data is obtained with high-resolution lasers;
however, the experimental data presented in refs 55�61 and 222
were obtained with a laser with a much larger excitation laser line
width (∼0.5 cm�1). While model calculations in ref 186 indicate
that in this range the effects of the finite excitation line width on
the ΔFLN signal are quite negligible (aside from a slight distor-
tion of the line shape), an accurate reanalysis of the data in refs
55�61 and 222 will require consideration of the finite linewidths
employed; equations for this purpose are also described in
ref 186.

4.7. Ground and Excited State Vibrational Frequencies
FLN spectroscopy can also provide vibrationally resolved

spectra of cofactors in photosynthetic complexes for both ground
(origin band excitation) and excited state (excitation through
vibronic replicas in absorption). As mentioned above, (0,0) band
excitation can also provide insight into the electron�phonon
coupling strength and Franck�Condon factors that define the
intensity of the vibronic transitions. The ZPLs, i.e., pure electro-
nic transitions, have to be excited in order to achieve the highest
selectivity and sensitivity in FLN spectroscopy, since typically
there is no correlation between different excited states. As a
result, S2 excitation of isolated molecules in glasses (or high
energy excitation of Chls in PC) leads to population of all sites
(within the inhomogeneously broadened band) and a disap-
pointingly broad fluorescence spectra. The measurements of
excited- and ground-state vibrational frequencies have been well
described in refs 46, 123, 124, 132, and 233. In general, the origin
band excited FLN spectrum may provide ground state (S0)
vibrational frequencies and relative vibronic intensities which, in
combination, may serve as a fingerprint of studied chromo-
phores, e.g., Chl a. To probe the S1-state vibrational structure,
one employs vibronically excited FLN.132,233 An example of an
experimental FLN spectrum is shown in Figure 12.

4.8. SHB in Excitonically Coupled Systems
As mentioned above in reference to ZPA spectroscopy, the

presence of excitonic interactions in a system significantly com-
plicates the analysis of HB spectra. While excitonic effects in HB
spectra have been discussed qualitatively for many years, only re-
cently efforts have been made to quantitatively investigate these
effects in real85,86 and model39,40 systems. These quantitative
analyses have so far been limited to nonresonant HB spectra due
to computational constraints, although the theories developed
can be fairly easily adapted to deal with resonant HB spectra as
well. In this section, we provide a brief overview of the effects that
interpigment interactions can have on the HB spectra of photo-
synthetic complexes and other multichromophoric molecular
assemblies (dimers, trimers, etc.), for interaction regimes ranging
from weak (F€orster EET) to very strong (Frenkel exciton).

The simplest case is that of weakly interacting pigments (the
F€orster regime), as discussed in section 4.6 regarding ZPA spe-
ctroscopy; in this case, excitations are assumed to be completely
localized on individual pigments but are nonetheless capable of
being transferred from pigment to pigment. Under these condi-
tions, so long as EET is reasonably fast (much faster than the rate
of fluorescence, for example, which is generally much faster than
the rate of HB), one can expect HB to occur only for “trap” pig-
ments, i.e., those pigments which are the lowest energy pigment
in their complex and are thus unable to transfer energy further.
These processes typically have a fairly intuitive effect on the HB
spectrum: when the system is excited nonresonantly (i.e., either
at high enough energy that all pigments are excited or using a

broad band excitation source such as white light), the resulting
HB spectrum appears flat (or positive) at high energy with nega-
tive features only within the SDF of the lowest-energy pigments.

As explored recently,39 such systems can easily be modeled
using equations similar to eqs 25 and 26 (see section 4.5 on ZPA
spectroscopy), after making simple modifications to account for
photoproduct absorption. As an example, frame A of Figure 17
shows the calculated HB spectrum (thick red curve) for a dimer
of pigments connected by F€orster energy transfer. The SDFs and
component HB curves for each pigment are shown in gray for
comparison; the Gaussian SDFs are shifted by 144 cm�1 with
respect to each other and chosen to mimic the excitonic absorp-
tion spectrum shown in frame B (discussed below). In these
calculations, photoproduct is assumed to fall within the original
SDF of the burned pigment. The component HB curves show
the contribution of each pigment to the net HB spectrum: the
solid gray HB curve is due to HB on the pigment with the red-
shifted SDF, while the dashed gray curve represents HB on the
pigment with blue-shifted SDF. (Note that, regardless of how far
the shift is between the SDFs of the two pigments, there is always
some probability due to disorder that HB will occur on either
pigment.) An important feature to notice from these calculations

Figure 17. Simulated nonresonant HB spectra for model dimers
coupled by (A) F€orster energy transfer and (B) an electronic coupling
constant of 50 cm�1 (parallel transition dipole moments). In both
frames, the thick red curve represents the net HB spectrum, while the
thick black curve represents total preburn absorption. In frame A, the
positive gray curves (solid and dashed) show the SDF for each pigment
(chosen to approximately match the excitonic state absorption curves in
frame B), while the gray HB curves show the corresponding HB
contributions of each pigment to the total HB spectrum. In frame B,
both pigments are assigned identical Gaussian site energy SDFs with a
width of 90 and 14 850 cm�1 expectation value. See the text for details
(unpublished data).
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is that, although HB involves only the lowest-energy pigment (in
any given realization of disorder), the contribution of each
pigment to the net HB spectrum is approximately equal. As
discussed in more detail in ref 39, this somewhat counterintuitive
observation is a result of hole-refilling: although the pigment with
red-shifted SDF is more likely to be burned in any given realiza-
tion of disorder, it is also more likely to have its hole refilled by
photoproduct, since the distribution of burn frequencies is spread
out over a much wider portion of the preburn SDF than for its
more blue-shifted counterpart (where pigments are burned only
from the red-most portion of the SDF). As a result, the increased
rate of burning of the low-energy distribution is almost exactly
balanced by the increased rate of hole-refilling, so that the net
spectrum has the appearance of an average between the two pig-
ment HB spectra. This effect becomes even more pronounced as
the shift between the pigment SDFs increases, although for large
SDF shifts, the shape of the spectrum is strongly dependent on the
placement of photoproduct.

In the more general case of strong excitonic interactions (the
regime of delocalized excitons), several additional effects come
into play. First, one must consider that even after EET to the
lowest excitonic state, delocalization implies that any given
pigment in the complex can be burned, with burn probabilities
weighted by the contribution of the given pigment to the lowest
excitonic state. More precisely, the distribution of m-type pig-
ments which can be burned is in this case obtained as40

LmðεmÞ
¼
Z
�¥

¥
c1,m

2ðε1, :::, εNÞf ðε1, :::, εNÞ dε1 dε2 ::: dεm � 1 dεm þ 1 ::: dεN

ð34Þ
where ε1, ..., εN are the site energies of theN excitonically coupled
pigments in the complex, c1,m

2(ε1,...,εN) is the probability that the
lowest excitonic state is localized on pigmentm, and f(ε1,...,εN) is
the N-dimensional SDF for pigment site energies. Note that for
uncorrelated site energies, f(ε1,...,εN) = f1(ε1)f2(ε2)...fN(εN),
where fi(εi) is the SDF for the site energy of the ith pigment;
in the weak coupling limit, we have

c1,m
2ðε1, :::, εNÞ ¼ 1 εm < εi, "i 6¼m

0 otherwise

(
ð35Þ

in which case eq 34 reduces to eq 25.
A second—and perhaps even more significant—effect of

excitonic interactions on HB spectra is that since any given
pigment contributes to multiple transitions, HB of any pigment
can in principle alter the transition energies of all excitonic states.
For example, in the case of the excitonically coupled dimer, the
transition energies of the upper and lower excitonic components
are given by the average of the two pigment site energies plus or
minus a constant determined by the strength of interpigment
coupling and the shift between the pigment site energies; as a
result, when HB occurs in the lower-energy excitonic state, the
transition frequencies of both excitonic states shift, even though
only one of the two pigment site energies has changed. This can
have a dramatic effect onHB spectra, producing split holes, broad
antiholes, and in general significant HB signal at all excitation
wavelengths across the absorption spectrum.

As an example, frame B of Figure 17 shows the calculated
absorption and HB spectra for an excitonically coupled dimer of
two pigments with perpendicular transition dipole moments and

an electronic coupling constant of 50 cm�1. In contrast, with the
spectra shown in frame A of Figure 20, frame B is calculated for a
system in which the SDFs of the two pigments are identical
Gaussian functions centered at 14 850 cm�1 with fwhm of
90 cm�1 (i.e., there is no shift between the SDFs of the two
pigments). The double peak in both absorption and HB spectra
is instead caused by excitonic interactions. Instead of represent-
ing pigment distribution curves, the gray curves in frame B thus
represent absorption and component HB curves of the two
different excitonic states of the system. It is easily seen that the
contributions of both excitonic states to the net HB spectrum are
similar; as discussed above, this is because, regardless of which
pigment in the system burns, the transition frequencies of both
excitonic states are shifted in the postburn spectrum. In the
example shown, the photoproduct of the lower excitonic state
largely fills the hole created by the upper excitonic state; for
more strongly coupled systems (where the excitonic absorption
peaks are further separated) and in cases where the transition
dipole moments of the pigments are not perpendicular, a variety
of complex hole shapes can be produced, including double
holes and holes that appear to be blue-shifted from the lowest-
energy component.40 It has recently been demonstrated that
such excitonic effects can quantitatively account for the com-
plex antihole structure of the PSII core antenna subunits
CP4385 and CP4786 (see also section 5.1.2) given suitably
chosen site energies. Indeed, the strong dependence of antihole
shapes on the site energies of individual pigments in excitoni-
cally coupled systems opens the door to the use of HB spectra as
a sensitive test for extracted pigment site energies for photo-
synthetic complexes.

4.9. Basic Principles of SPCS
The key advantage of SPCS is that this approach entirely

eliminates the problem of automatic subensemble averaging and
allows one to investigate the properties of individual complexes,
thereby completely removing effects due to inhomogeneous
broadening.62,65 From the methodological viewpoint, the vast
majority of SPCS experiments are based on the commercial or,
especially at low temperature, home-built confocal fluorescence
microscopes. The small amount of fairly diluted sample is spin-
coated onto a substrate, ensuring that only one complex at a time
is present in the diffraction-limited volume selected by the
microscope objective. After such selection has been achieved,
fluorescence or fluorescence excitation spectra of PC are mea-
sured. The excited state lifetimes can be extracted directly from
the homogeneous ZPL widths at low temperatures.234 A word of
caution is in order, though, as sometimes the ZPL widths in
SPCS experiments are affected by light- and thermal-induced
spectral diffusion and as a result become larger than granted by
SHB or time-domain data.70,146 In fact, most of SPCS studies
currently focus on the spectral diffusion, essentially utilizing PC
as model systems in the studies of the low-temperature protein
dynamics in general.62 It also appears useful to ensure that other
properties of the single complex spectra, averaged over a large
enough number of single complexes, are in agreement with the
ensemble averages. SHB, probing these averages, could be used
to verify if light-induced spectral diffusion behavior observed in
SPCS experiments represents behavior typical for the protein
under study and independent of sample preparation details (e.g.,
nature of the amorphous host surrounding the protein) and/or
other experimental procedures. In other words, the property
widely considered to be a deficiency of the SHB with respect to
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SPCS may be treated as beneficial, since it provides independent
benchmarks for SPCS results.

4.10. Basic Principles of Two-Dimensional Electronic Spec-
troscopy (2D ES)

A large fraction of information obtainable via SHB (as well as
some additional information) can also be obtained by a new class
of techniques collectively known as 2D electronic spectroscopies
(2D ES).27,235�237 In this review, which focuses on SHB, these
powerful techniques will be only briefly addressed, concentrating
on the information these techniques provide and on the compar-
ison of these techniques with SHB and FLN methodologies
viewed as 2D techniques.236 The details on the physics behind
2D ES and the experimental arrangements can be found in recent
excellent papers.27,235�241 Whenever possible, 2D ES results will
be discussed along with SHB results in the sections devoted to
particular PCs.241�243

2D optical signals235,239�242 represent the response of the
system to three ultrashort chronologically ordered laser pulses
with wave vectors k1, k2, and k3, respectively. The time intervals
between pulses are t1 (or coherence time, τ) and t2 (waiting or
population time, T); t3 (rephasing time, t) is the time between
the third pulse and the third-order signal. The 2D spectrum is
usually obtained by performing 2D Fourier transform with
respect to the first and third intervals t1fΩ1 and t3fΩ3; all
time delays between pulses are positive and the second time
interval, t2, is varied as a parameter, which allows one to obtain
various information on the dynamics of the system. Various
contributions to the third-order response function may be
observed by exploring signals in different directions. The photon
echo is observed in the kPE = �k1 þ k2 þ k3 direction. This
rephasing 2D signal shows correlations between absorbed, Ω1,
and emitted,Ω3, energies; excitation energy transport takes place
during t2. A different nonrephasing signal is obtained along the
kTG = k1 � k2 þ k3 direction, where TG stands for transient
grating. This is the wave-vector matching condition for TG,
pump�probe, and hole-burning experiments.236 In the TG
experiment the signal direction is kept the same as in kI, but
pulses 1 and 2 are interchanged. The double-quantum coherence
signal is in the kIII = k1 þ k2 � k3 direction. Here, the Fourier
transform can be made in two ways: either t1fΩ1, t2fΩ2,
holding t3 as a parameter, or t2fΩ2, t3fΩ3, holding t1 as a
parameter. In this signal the Ω2 axis shows double-exciton
resonances and their distribution between single excitons on
Ω1 or Ω3 axes.

Figure 18 (from ref 240) depicts the main features of the 2D
spectra of a coupled chlorophyll dimer, a fundamental constituent
of the molecular aggregates involved in photosynthetic light-
harvesting systems. The cut along the diagonal reflects the dimer’s
linear absorption. Both higher and lower excitonic components are
inhomogeneously broadened. While inhomogeneous broadening
affects the width of the diagonal cut, the cut in the perpendicular,
or antidiagonal direction, characterizes homogeneous broadening.
Thus, 2D ES allows one to obtain information on both inhomo-
geneous and homogeneous broadening. The off-diagonal contri-
butions to the 2D spectrum, or cross-peaks, indicate correlations
between excitons, and their evolution (with changing t2) can be
used to characterize the energy transfer processes. Cross-peaks due
to excitonic coupling are best visualized at t2 = 0. The cross-peak
sign is an indicator of mutual orientations of the interacting
dipoles. Obviously, this logic can be extended to the case of a
larger number of interacting chlorophylls.239�241,243 Experimental

observation of cross-peaks and their transient behaviors in time
also provides invaluable information about the exciton�exciton
coherence and population transfers.235 The capability to explore
the phase and coherence information in the time evolution of the
optical polarization induced by the optical pulses is used to study
protein structure and dynamics.244 For example, a remarkably
long-lived electronic quantum coherence, which most likely plays
an important role in the efficient energy transfer process in
photosynthetic complexes, was observed in Chlorobium tepidum
FMO complex at 77 K.245 Coherences were also observed in
bacterial RC246 and marine algae antenna complexes.247,248

Figure 19 from ref 236 illustrates the connection between 2D
spectroscopies and SHB. In SHB a subset of the ensemble can be
photobleached by an intense monochromatic field with a fre-
quencyωburn. The induced change in the absorption line shape is
measured by a weak read-out beam at frequency ωread, as dis-
cussed. For a distribution of homogeneous line shapes masked by
inhomogeneous broadening, the difference spectrum is repre-
sentative of the homogeneous line shape of the subensemble
absorbing at ωburn. This experiment is a function of two

Figure 18. A coupled dimer of chlorophyll pigments and its 2D spectra:
(a) chromophores are approximated as two-level electronic systems; (b)
excitons e1 and e2 (ψþ and ψ� in section 3) are superpositions of
original states ea and eb, and are split due to coupling J (V1,2 in section 3
and Figure 3), while f corresponds to doubly excited ψ1

eψ2
e. The

coupling also redistributes transition strength, shown in the absorption
spectrum at right and also in the dimer 2D spectrum at T = 0 (c). Figure
reprinted by permission from ref 240. Copyright 2009 American
Chemical Society.

Figure 19. Schematic of a two-dimensional experiment based on hole-
burning (see the text for details). Figure reprinted by permission from
ref 236. Copyright 2000 American Chemical Society.
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independent frequency variables and can similarly be regarded as
two-dimensional. If we now allow both ωburn and ωread to be
tuned through the inhomogeneous line shape, we can construct a
2D line shape as a function of these two variables. This line shape
will have an elliptical line shape whose profile (see Figure 19)
along the diagonal frequency axis (ωburn =ωread) reproduces the
site distribution function, i.e., corresponds to ZPA spectrum
discussed in section 4.5. The width perpendicular to the diagonal
represents the homogeneous line width. The ellipticity of the line
tells about the extent of inhomogeneous vs homogeneous broad-
ening. These observations suggest that the 2D line shape, in
addition to giving a quantitative description of multiple time
scales, allows tremendous intuitive insight into the nature of
spectral broadening and the makeup of the ensemble.

Interestingly, the 2D analog of the FLN spectroscopies has
been known for quite a while, under the name total luminescence
spectroscopy. Initially developed for detection of pollutants in
the air, it was employed by Wild, one of the pioneers of SHB and
single molecule spectroscopy, for investigating impurity spectra
in crystals and glasses. The best description of the method can be
found in ref 249. Considering total luminescence spectroscopy
is particularly instructive, as it allows one to recognize how
phonons and vibrations are expected to affect the 2D spectra.
Note that the vast majority of 2D ES data on PC has been
obtained at 77 K and higher temperatures, where ZPL and PSB
are not well-resolved. Briefly, localized chlorophyll modes should
manifest as weak peaks vertically (emission) and horizontally
(excitation) shifted from the origin bands by respective vibration
frequencies. The 1150 cm�1 C�C vibration mode of β-carotene
was indeed observed by means of 2D spectroscopy.250 The
phonon sideband would appear as off-diagonal elongation of
the origin peak. At 77 K the PSB and ZPL are not resolved and
low-frequency vibrations manifest as pronounced beating of the
antidiagonal absorptive peak width.251

5. EXAMPLESOFAPPLICATIONSOFNPHB, FLNS, SPCS,
AND 2D ES TO PHOTOSYNTHESIS

5.1. Light-Harvesting and EET in Antenna Complexes
5.1.1. Peripheral Antenna Systems of Photosystem II

(LHCI, LHCII, CP29) . The antenna system of PSII from green
algae and higher plants consists of a core antenna of two Chl a/
carotenoid binding proteins, CP47 and CP43 (see section 5.1.2),
located close to the RC complex, and a number of peripherally
situated light-harvesting complexes that bind Chl a, Chl b, and
various xanthophylls.252�255 The latter antenna complexes en-
coded by a multigene family are referred to as Lhcb1�6 (for a
recent review see, for example, van Amerongen and Croce256).
Here, Lhcb1�3 are constituents of the major light-harvesting
complex LHCII, which binds approximately 65% of the chloro-
phyll associated with PSII. Lhcb4�6 (or CP29, CP26, and CP24,
respectively) are referred to as minor Chl a/b binding pigment
protein complexes. These complexes contain approximately 15%
of theChlmolecules of PSII.252On the basis of their high sequence
homology to Lhcb1�3, they were predicted to form similar
secondary structure elements as those of the major LHCII. In
contrast to the LHCII trimer, however, they occur in monomeric
form. Although the transmembrane folding pattern of the poly-
peptides Lhcb1�6 is similar, their pigment compositions and
stoichiometries differ significantly.252�254,257,258

Of the peripheral antenna systems, a high-resolution X-ray
structure is so far available only for the trimericmajor light-harvesting

complex LHCII, while structural models for CP29 are based on
the sequence homology to LHCII (see below). The structure of
LHCII was first analyzed by electron crystallography with a
resolution of 3.4 Å,259 which did not permit an unambiguous
identification of Chl a and Chl b molecules. A tentative assign-
ment identified seven Chl molecules in close contact with
carotenoids as Chl a based on the criterion of efficient triplet
quenching. The remaining five Chl molecules were assumed to
be Chl b. This assignment led to closest center to center distances
of∼9�14 Å for Chl a�Chl b heterodimers, suggesting relatively
weak excitonic interactions and concomitantly weak delocaliza-
tion of excitonic states of LHCII.260 The identities of several Chl
molecules (Chls a1, a2, a4, a5, b5, and b6 according to the
nomenclature of ref 259) were later confirmed by spectroscopic
studies of LHCII mutants lacking single pigments,261�263 while
different identities were observed in the case of Chl b3262 as well
as Chls a7, b1, and b3.261 Also mixed occupancies were reported
for several binding sites by Remelli et al.261 It has to be kept in
mind that several SHB studies discussed below (e.g. refs 213, 214,
217, 219) were originally interpreted in terms of the structural
assignments of ref 259.
More recently, X-ray diffraction studies revealed the structures

of trimeric LHCII from spinach90 and pea264 at nearly atomic

Figure 20. The X-ray structure of the LHCII trimer according to
Standfuss et al.:264 (A) top view from the stromal side and (B) side
view. LHCII protrudes from a 35 Å lipid bilayer (black lines) by 13 Å on
the stromal side and by 8 Å on the lumenal side. Gray, polypeptide; cyan,
Chl a; green, Chl b; orange, carotenoids; pink, lipids. Figure reprinted
with permission from ref 264. Copyright 2005Nature PublishingGroup.
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resolution. According to these studies, each monomeric subunit
binds 14 Chl molecules arranged in two layers close to the stromal
and lumenal surfaces of the thylakoid membrane, respectively, and
four carotenoid molecules. The structure of an LHCII trimer from
pea is shown in Figure 20.264 The identities of eight Chl a and six
Chl bmolecules as well as the orientation of their transition dipole
moments can now be unambiguously assigned, while mixed occu-
pancy was excluded. New nomenclatures for the Chl molecules
were introduced in refs 90 and 264 (see Table 5 for a comparison)
to account for new assignments of Chl identities and so far un-
resolved pigments. In what follows, we will generally apply the
nomenclature of Liu et al.90 Short center-to-center distances on
the order of∼8�10 Å are now reported for Chl a�Chl a andChl
b�Chl b homodimers as well as for Chl a�Chl b heterodimers.
In addition, close center-to-center distances of up to ∼12 Å are
also observed between Chl b molecules of adjacent monomeric
subunits. The Chls are preferentially bound via ligation and
hydrogen bonding to the protein backbone formed by three
membrane-spanning and two amphipathic R-helices. However,
there is also coordination of Chls via water molecules and in one
exceptional case to the lipid phosphatidyl glycerol (PG) located
in the core of the LHCII trimer. It adds to the complexity that the
LHCII trimermay contain three different Lhcb1�3 proteins (see
above) in different combinations, which exhibit slightly different
spectroscopic properties.265 The functional role of the different
Lhcb1�3 proteins is so far unknown, although the extent of their
expression appears to depend on illumination conditions.266 The
largest of the minor Chl a/b binding pigment protein complexes,
CP29, has been shown to bind six Chl a, two Chl b, and two to
three carotenoid molecules.267�269 As mentioned above, the
transmembrane folding pattern of CP29 is expected to be similar
to that of LHCII, with three membrane-spanningR-helices and a
fourth amphipathic helix. Despite the lack of direct information, a
structural model for CP29 has been proposed on the basis of the
high sequence homology among the LHCII proteins and the
finding that most of the Chls present in CP29 adopt binding sites
similar to those in LHCII.257

The major light-harvesting complex LHCII has been inten-
sively studied using HB,213,222,228 SPCS,153 and complementary
site selective methods like FLN217,219 and fluorescence hole-
burning.270 Similar information is available for CP29.60,214 As

discussed below, these studies contributed valuable information
on the excited state positions and homogeneous and inhomo-
geneous broadening, as well as el�ph coupling, to the overall
understanding of EET in this antenna complex. The 4.2 K Qy-
absorption spectrum of trimeric LHCII is shown as a black line in
Figure 21 (taken from ref 274) and exhibits only three prominent
bands located at∼649.5, 671.0, and 676.0 nm (see, for example,
ref 213). This spectrum is similar to those reported in refs 213,
217, 219, 222, and 270 for nonaggregated trimeric LHCII. The
main effect of monomerization appears to be a broadening of the
Qy-absorption bands along with a slight red-shift of the lowest
energy Qy-state,

222 while aggregation leads to the appearance of
red-shifted long-wavelength states hardly visible in absorption
but producing intense red-shifted peaks or shoulders in fluores-
cence, depending on preparation protocol.271,272 In contrast to
the relatively structureless Qy-absorption spectrum, the persis-
tent NPHB spectrum shown in Figure 21 for trimeric LHCII (see
blue line) reveals remarkable substructures and is composed of
three main features: (i) a narrow zero-phonon hole coincident
with the burn wavelength, (ii) an intense hole in the vicinity of
680 nm, which appears as a result of efficient EET to low-energy
trap state(s) (see below), and (iii) a weak satellite hole at about
649 nm which builds on the low-energy 680 nm-hole.213

Detailed HB studies of trimeric LHCII213,228 have established
on the basis of the broad low-energy hole that the lowest
excitonic energy level lies at∼680 nm at 4.2 K. Thus, the lowest
energy state of trimeric LHCII is located about 4 nm to the red of
the main absorption band at∼676 nm. This was first reported by
Reddy et al.228 using partly aggregated samples and was later
confirmed by Pieper et al.213 for nonaggregated LHCII. Very
recently, fluorescence hole-burning studies were used to verify
the assignment of the lowest Qy-state.

270 Employing a combina-
tion of SHB213 and FLN219 (see Figure 22 for a compilation of
these data) it was shown that the 680 nm state is characterized by
moderate el�ph coupling with a Huang�Rhys factor S∼ 0.9 as
well as by a strongly asymmetric one-phonon profile with a mean

Figure 21. The 4.2 K absorption spectrum (black curve) and SHB
spectra of trimeric LHCII obtained with a burn wavelength of 660 nm.
The burn intensity was 130 mW/cm2; the blue curve is the hole
spectrum after the first 2 min of illumination; the red curve is the
difference between the postburn spectra obtained with 30 and 20 min of
illumination. Satellite holes are labeled by arrows. A 4.2 KQy-absorption
spectrum of trimeric LHCII is shown as a black line for comparison.
Reprinted with permission from ref 274. Copyright 2005 Americian
Chemical Society.

Table 5. Nomenclature of Chl Molecules in LHCII Accord-
ing to Refs 90, 259, and 264

Chl type K€uhlbrandt et al.259 Liu et al.90 Standfuss et al.264

A a1 610 Chl 1

A a2 612 Chl 2

A a3 613 Chl 3

A a4 602 Chl 4

A a5 603 Chl 5

A a6 604 Chl 6

A b2 611 Chl 7

A b3 614 Chl 8

B � 601 Chl 9

B a7 607 Chl 10

B b1 608 Chl 11

B b5 609 Chl 12

B b6 606 Chl 13

B � 605 Chl 14
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phonon frequency ωm of ∼18 cm�1 and a width of
∼105 cm�1.219,227 The spectral position of the 680 nm state
and the latter parameters of el�ph coupling have been shown to
perfectly account for the position and line shape of the NLN
fluorescence spectrum of LHCII (see frame A of Figure 22).219,227

Fluence-dependent HB experiments on nonaggregated tri-
meric LHCII213 revealed a remarkable blue-shift of the low-
energy hole at∼680 nm with increasing fluence (see Figure 23).
The fluence-dependence of the low-energy 680 nm hole was
significantly smaller in monomeric LHCII.222 This has been
interpreted in terms of the presence of three energetically
inequivalent low-energy states in trimeric LHCII located at
677.1 ( 0.2, 678.4 ( 0.2, and 679.8 ( 0.2 nm each possessing
an inhomogeneous width of 80 ( 10 cm�1. The absorption
intensity of each of these low-energy states was estimated to be
equivalent to that of about one Chl a molecule per LHCII
trimer.213 Indeed, it was shown later that the spectral position of
the lowest energy states of the individual Lhcb1�3 proteins
varies on the same order of magnitude.265 Thus, the three closely

spaced low-energy states may probably be identified with the
lowest states of the Lhcb1�3 proteins constituting the LHCII
trimer.265 In addition, SPCS experiments on LHCII frequently
showed three fluorescence lines for trimeric LHCII, confirming
the existence of—on average—three emitting Qy-states, while
mostly one fluorescence line was observed for monomeric
LHCII.153 More recently, there is emerging evidence from
hole-growth kinetics experiments273 and from reconsideration
of satellite hole structure274 that second- and third-lowest
excitonic states (of the monomeric subunit) may also con-
tribute to the action spectrum and, thus, to the fluence-
dependence of the nonresonantly burned low-energy 680 nm
hole of LHCII trimers (see below). These findings indicate that
the composition of the low-energy level structure of LHCII is
highly complex.
In addition to assignment of spectral positions, SHB can also

contribute valuable information on the nature of the low-energy
states of LHCII. A high degree of localization and concomitant
weak coupling of the 680 nm state to other Chls has been
concluded on the basis of the following arguments:213 (i) its
oscillator strength of roughly one Chl a per monomeric subunit,
(ii) the weak satellite hole structure produced by both resonant
and nonresonant hole-burning within the ∼680 nm state, and
(iii) the small pressure shift rates observed for resonantly burned
holes in this spectral region. When ref 213 was published, the
observation of a highly localized low-energy state at ∼680 nm
appeared to be consistent, because the above results were still
interpreted in terms of the 3.4 Å structure of LHCII,259 suggest-
ing closest center-to-center distances and concomitantly stron-
gest excitonic couplings for Chl a/b heterodimers (see above). As
discussed already in ref 222, however, the nature of the 680 nm
state as being highly localized appears quite unusual in the light of

Figure 22. Analysis of phonon structure in HB, FLN, and NLN
fluorescence spectra of trimeric LHCII at 4.2 K. (A) Experimental
(full line) and calculated (dashed line) nonline-narrowed fluorescence
spectra, respectively. The one-phonon profile is shown as a full line on
the bottom. (B) Experimental FLN spectrum (noisy line) obtained with
λE = 680.5 nm. The scattered laser light has been subtracted. The fit was
calculated according to eq 29 (smooth line). As in Figures 17 and 18,
contributions (b, c, and d) label real-, pseudo-, and multi-PSB, respec-
tively. (C) Experimental HB spectrum (noisy line) obtained with λB =
681.0 nm and a burn fluence of 15 J/cm.2 The real- and pseudo-PSBH
are indicated by full and broken arrows, respectively. The fit was
calculated according to eq 27 with γ = 0.2 cm�1 and σIΦτ = 0.003
(smooth line). Reprinted with permission from ref 227. Copyright 1999
Elsevier B.V.

Figure 23. (A) Burn fluence dependence of the 680 nm hole (cf.
Figure 21) obtained for λB = 660 nm, a burn intensity of 130 mW/cm2,
and burn times (top to bottom) of 1, 2, 5, 10, 20, and 30 min. Read
resolution = 4.0 cm�1. The ZPH action spectrum is shown for
comparison. (B) Further illustration of blue-shift of the 680 nm hole.
Hole a was obtained for the shortest burn time of 30 s, while hole b is the
difference between the low two hole spectra of frame A. Holes a and b
peak at 679.6( 0.2 and 678.4( 0.2 nm (see arrows). (C) HB spectrum
obtained with λB = 675.0 nm (coincident with the sharp ZPH), burn
intensity = 100 mW/cm2, and burn time = 60 s. The broad hole
indicated by the arrow at 679.6 nm carries a width of 70 cm�1; see the
text. The ZPA spectrum is shown for easy comparison. Reprinted with
permission from ref 213. Copyright 1999 Americian Chemical Society.
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the more recent high-resolution structures,90,264 which predict
more significant excitonic interactions for most Chl a molecules
of LHCII. Therefore, it is instructive to compare the character-
istics of the 680 nm state established by SHB to the results of
recent excitonic calculations for LHCII based on the high-
resolution crystal structures.
The availability of high-resolution structural models with an

unambiguous assignment of pigment identities has been
followed by a number of theoretical simulations.275�277 Low-
temperature (77 K) time-resolved and frequency domain spec-
troscopic data were simulated using a modified Redfield ap-
proach, which accounted reasonably well for many features of 77
K time-domain, CD, absorption, and fluorescence data.276 In this
study, the femtosecond kinetics is attributed to fast EET within
excitonically coupled clusters of Chl b and Chl a molecules,
respectively, while the slower picosecond components are
ascribed to relatively long-lived monomeric electronic states that
are mainly found in the intermediate wavelength region of
660�670 nm. A bottleneck state characterized by relatively slow
downward EET observed in the latter spectral region has been
attributed to Chl a604, because it is weakly coupled to other Chl
molecules. The terminal (fluorescent) excitonic state was found
on a cluster of strongly coupled Chl a molecules a610�a611�
a612 in this model. At first glance, this appears to be in line with a
site-directed mutagenesis study, which found the lowest exci-
tonic state of LHCII to be located on Chl a612 at room
temperature.263

More recently, 2D ES has evolved as a powerful and versatile
tool to study excitonic interactions and EET in photosynthetic
pigment�protein complexes (see section 4.10 for an intro-
duction). This approach has established that quantum coherence
plays an important role in EET in several photosynthetic antenna
complexes, but also specifically in LHCII (for a review see ref
278). The 2D ES spectra of LHCII were described by a
theoretical model based on exciton energies determined from
the coherent beating signal in ref 279, while the EET dynamics
and participation of pigments in energy flow were monitored via
2D relaxation and nonrephasing spectra in ref 280. More
recently, polarized 2D ES has been used to elucidate uncoupled
transitions mainly in the Chl b region of LHCII.281 The 2D ES
data of ref 280 reveal sub-100 fs excitonic relaxation within
clusters of strongly coupledChlmolecules, EETwith several 100 fs
between neighboringChls, and picosecondEETbetween different
pigment layers. The results of refs 279 and 280 have confirmed the
basic features of the spectral assignments of site energies of ref 276
but especially the location of the lowest energy state at the strongly
coupled trimer of Chl a molecules a610�a611�a612.
However, comparison with the SHB results discussed above

reveals that the assignment of the lowest energy state of LHCII to
the Chl a heterotrimer a610�a611�a612 is in contradiction to
the characteristics of the 680 nm state that was found to be widely
localized on one Chl molecule and weakly coupled to other Chl
molecules. As discussed in ref 222, a delocalized lowest energy
state should result in the observation of a corresponding satellite
hole structure upon burning within the lowest energy level (see
also section 4.8). Instead, the satellite hole structure produced by
both resonant and nonresonant hole-burning at low fluence
within the ∼680 nm state is weak with only one satellite hole
located at ∼649 nm (see the blue line in Figure 21), which is
almost coincident with the major Chl b absorption band of
trimeric LHCII. Consequently, it appears that the lowest energy
state should be weakly coupled to others. On the basis of these

Figure 24. (A) Correlation of exciton state energies εM of trimeric
LHCII calculated by M€uh et al.282 with exciton state energies reported
by Novoderezhkin et al.276 and Calhoun et al.279 (B) Exciton energy
level scheme for the stromal and lumenal layer of pigments in trimeric
LHCII based on the values of εM from this work. Dominant pigment
contributions are indicated by numbers following the numbering
scheme of Liu et al.90 Curly brackets connect exciton states that are
significantly delocalized between two pigments, whereas round brackets
connect exciton states that are delocalized but still dominated by the
indicated pigments. The orange arrow represents a possible tempera-
ture-dependent shift of an exciton state with a large contribution from
Chl a612, as suggested by the data of Rogl et al.263 The gray arrow
represents the hypothetical red-shift of the site energy of Chl a604 due to
a conformational change of neighboring hydroxyl groups (cf. Figure 25).
The dashed lines in frames A and B indicate the borderline between the
Chl a and Chl b regions. Reprinted with permission from ref 282.
Copyright 2010 Americian Chemical Society.
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arguments, Chl a604 has been proposed to carry the lowest
energy state of LHCII as an alternative possibility in ref 222.
A solution of this apparent contradiction was recently pro-

posed by M€uh et al.282 using a combined quantum chemical/
electrostatic approach to calculate site energies directly on the
basis of the high-resolution crystal structures of LHCII.90,264 The
excitonic energy level scheme emerging from these calculations is
shown in Figure 24 (taken from ref 282). A comparison of the
latter site energies with those of Novoderezhkin et al.276 and
Calhoun et al.279 is shown in Frame A of Figure 24. While the
individual site energies differ, the different energy level structures
agree in finding the lowest energy state of LHCII on the strongly
coupled trimer of Chl a molecules a610�a611�a612. In addi-
tion, however, M€uh et al.282 discussed the possibility that the site
energy of Chl a604 can be affected by a conformational change in
its vicinity involving hydroxyl groups of tyrosine 112 and
neoxanthin. This would result in a red-shift of the site energy
of Chl a604 by 212 cm�1. The two different conformations are
shown in Figure 25 (taken from ref 282). As a consequence, the
energy sink of LHCII would be located on Chl a604, which is
indicated by a dotted line in Figure 24.
As discussed in ref 274, the latter assignment appears to be in

better agreement with the fluence dependence of SHB. At low
fluence, the satellite hole structure produced by both resonant
and nonresonant hole-burning within the∼680 nm state is weak
(see the blue line in Figure 21) as already reported in ref 213. At
higher fluence, however, the low-energy 680 nm hole shifts blue
to ∼677 nm and is accompanied by two more satellite holes at
∼673 and 663 nm, respectively (see the red line in Figure 21 that
represents the difference between the postburn spectra resulting from
30 and 20min of illumination). The latter satellite hole structure is in
agreementwith aChl ahomotrimer, so that the second-lowest state of
LHCII may be located on the a610�a611�a612 cluster at 4.2 K. In
short, further work is required to identify a set of site energies that can
account for hole-burning,213 time-resolved,276 and 2D279,280 spectro-
scopic data in a unified assignment.
A number of time-resolved spectroscopic studies revealed that

Chl bfChl a EET in trimeric LHCII is ultrafast with kinetic
components of∼150 fs, 600 fs, and10ps at roomtemperature283�288

and exhibits only a weak dependence on temperature.287�289 More
recently, 2D ES revealed previously unresolved sub-100 fs relaxation
components.280 The kinetics of Chl bfChl a EET are phenom-
enologically quite similar in trimeric and monomeric LHCII,
suggesting that the determining EET steps occur within the
monomeric subunit of LHCII.286 The spectral characteristics of
EET were shown to be slightly different for the Lhcb1�3
proteins.288 As discussed in refs 213, 222, and 228, short
excited state lifetimes due to efficient downward EET are qualita-
tively consistent with the low burn efficiency at wavelengths
shorter than 676 nm. Excited state lifetimes of higher-energy Qy-
states can be gathered directly from shallow ZPH coincident with
the burn wavelengths (see Figure 21). The lifetimesT1 obtained at
λB = 649, 660, and 670 nm are 1.1( 1.0, 2.8( 1.0, and 3.5( 1.0
ps, respectively, which are in reasonable agreement with the slower
EET components observed in time-resolved experiments (see
above). Especially, assuming a weak temperature dependence, the
1.1 ps lifetime determined at 649 nm may be similar to the
intermediate 600 fs component reported for Chl bfChl a EET in
LHCII at room temperature (see, for example, ref 289). The
equivalent of the faster ∼150 fs EET component—which slows
down to ∼310 fs at 12 K287—is not directly observed by SHB,
because it is most probably hidden by the broad hole B.

In summary, SHB and other site-selective methods contribute
invaluable information on excited state positions and their Γhom

and Γinh, as well as electron�phonon coupling of LHCII, which
is complementary to results from SPCS and time domain
experiments. These results can serve as important benchmarks
to verify the validity of excitonic simulations for photosynthetic
pigment�protein complexes.
5.1.2. Core Antenna Complexes. 5.1.2.1. CP43 Antenna

Complex. It is well-known that the CP43 complex of PSII (with
13 Chl a molecules) possesses two quasidegenerate lowest-
energy states (A and B in the notation of ref 207), one of which,
namely state B, is characterized by an unusually narrow inho-
mogeneous bandwidth.10,207,290 Early Gaussian fitting of the
absorption spectra indicated that the red absorption region can
be fitted only using one narrow and one broad band,290 thus
suggesting the presence of two different sets of red absorbing

Figure 25. (A) Location of the hydroxyl dipoles of Tyr112 and Neo in
theΔj(r) potential (in the plane of the tetrapyrrole macrocycle) of Chl
a604 corresponding to the two conformations shown in frames B and C.
(B) “Red” conformation, in which the 30-hydroxyl group of Neo points
away from the macrocycle and donates a hydrogen bond to Tyr112. (C)
“Blue” conformation, in which the 30-hydroxyl group of Neo points
toward the macrocycle and accepts a hydrogen bond from Tyr112. The
hydroxyl group of Tyr112 is oriented parallel to the π-plane of Chl a604
in both conformations. Reprinted with permission from ref 282. Copy-
right 2010 Americian Chemical Society.
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pigments. This two-statemodel is consistentwith FLNexperiments,
which showed290 (upon excitation below 680 nm) emission from
two different pools of Chls. The presence of two different pools of
Chl was later confirmed by HB experiments.12,15,291 We have
recently demonstrated that the CP430 complex of PSI isolated from
cyanobacteria grown under iron-stress conditions, which is homo-
logous to the CP43 complex of PSII, also possesses A and B states
(see section 5.3.1) and that the results for bothCP43 andCP430 can
better be explained if one allows for EET between these two states
on a ∼10 ps time scale.292

Early excitonic calculations for CP43 complex15 were per-
formed assuming that transition dipoles of all Chl molecules are
oriented in the membrane plane (detailed structural orientations
of Chls in the CP43 antenna complex were unknown at that
time). In ref 15 it was suggested that broader band A might be
due to an ensemble of strongly coupled Chls. In turn, in ref 291
evidence was presented, based on the results of time domain
room-temperature experiments, that the chlorophyll responsible
for the B band is weakly coupled to the rest of the pigments in the
CP43, i.e., the pigment contributing to the B band is monomeric.
On the other hand, the CD spectra12 indicated that narrow band
B has significant rotational strength, which appears to be incon-
sistent with the assignment of the B state to a monomeric Chl a.
Hughes et al12 suggested that band B is the lowest excitonic state
of a relatively strongly coupled chlorophyll ensemble, with two
other states of the same ensemble peaking at∼680 and 676.5 nm.
Their conclusion was based on the analysis of the changes in the
CD spectra upon nonresonant higher-energy illumination at 4 K
(i.e., nonresonant HB detected via CD spectra). They also
suggested that band A is due to a state well-localized on a single
Chl a. However, Hughes et al.12 in their analysis did not account
for NPHB photoproduct contributions in the ΔCD spectra; see
refs 10 and 85 for discussion. We hasten to add that several
candidates for Chls contributing to the lowest-energy states of
CP43 have been considered so far. For example, Chls 34, 37, 41,
47, and 49 were mentioned by Di Donato et al.291 in the analysis
of femtosecond visible/visible and visible/mid-infrared pump/
probe spectroscopic data, although no specific assignments were
proposed. (Throughout this section, the numbering of Loll et al.4

is used; for comparison with that of Vasil’ev et al., see Table 6).
Chl 41 was also suggested to contribute to the low-energy
state(s) by Hughes et al,12 Vasil’ev et al.,293 and Saito et al.,294

where it was proposed that Chl 41 plays the most important role
in transferring energy to the RC of PSII. This assignment,
however, as briefly discussed below, seems to be inconsistent
with the simultaneous fitting of various optical spectra obtained
in our laboratories.85

Recently, the excitonic structure of CP43 complex was probed
by Monte Carlo simulations using fitting algorithms.85,112 An
example of experimental and calculated CP43 absorption and
HB spectra from our laboratories10,85 is shown in Figure 26. The
calculated spectra were obtained for an optimized set of para-
meters based on fits to absorption, emission, and nonresonant
transient and persistent HB spectra using a fitting algorithm; see
ref 85 for details. Frame A of Figure 26 shows the experimental
CP43 absorption spectrum (smooth, solid curve) and transient
hole spectrum (noisy, gray curve) along with the calculated
absorption (long-dashed curve) and triplet bottleneck holes
(black solid and dotted hole spectra). The dotted black curve
in frame A corresponds to the calculated triplet bottleneck hole
under the assumption that Chl 44 contributes to the transient
hole with twice the efficiency of other pigments; this assumption

increases the depth of the satellite transient bleach near 671 nm,
highlighting the fact that this high energy bleach is due to the
strong excitonic interactions of Chl 44 with other pigments in the
stromal domain. Frame B of Figure 26 shows the experimental
(solid curve) and calculated (dashed curve) low-fluence persis-
tent HB spectra. Notice the “anti-hole” feature near 671 nm
(comparable to the transient bleach in this region in the triplet
bottleneck hole). Just as for the triplet bottleneck holes in frame
A, detailed analysis reveals that the strong excitonic interactions
of Chl 44 with other stromal layer pigments are critical in forming
this high-energy feature. It is significant to note that of the many
likely A/B candidate pairs tested only the A44/B37 combination
was capable of simultaneously fitting the transient and persistent
HB spectra, absorption spectrum, as well as the emission
spectrum; in particular, no combinations that did not involve
Chl 44 were capable of fitting either the triplet bottleneck or
persistent HB data.85 Thus, in refs 10 and 85 it was concluded
that the best Chl candidates to contribute to the low-energy A
and B states are most likely Chl 44 and Chl 37, respectively.
(Recall that Chl 44 and Chl 37 in the Loll et al.4 notation
correspond to Chl 481 and Chl 477 using the nomenclature of
Guskov et al.7). It should be emphasized that the site energies
provided in ref 85 should be interpreted as a first approximation
only; while the HB simulations of that work are quite sensitive to
the site energies of the lowest-energy pigments of the complex,
they are much less sensitive to the site energies of the blue-shifted
pigments. Together with the need for more advanced theory
(including coupling to phonons and vibrational modes and the
refined treatment of HB simulations discussed in sections 4.8 and
5.1.2.2), these considerations imply that more advanced calcula-
tions are needed to refine the site energies and parameters
presented in ref 85 before final assignments are made. Indeed,
a somewhat different assignment has been proposed by Ras-
zewski and Renger112 (based on fits to absorption, LD, and
fluorescence data), where it was argued that the three lowest site

Table 6. Numbering of Pigments in CP43, CP47, and RC of
PSII in theNomenclature of Loll et al.4 (ProteinData Bank ID
2AXT) and Guskov et al.7 (ID 3BZ1)

CP47 CP43 RC

Loll

et al.4
Guskov

et al.7
Loll

et al.4
Guskov

et al.7
Loll

et al.4
Guskov

et al.7
pigment

name

11 511 33 474 1 362 P6801
12 512 34 475 2 354 P6802
13 513 35 476 3 363 ChlAcc1
14 514 37 477 4 364 ChlAcc2
15 515 41 478 5 365 PheoD1
16 516 42 479 6 355 PheoD2
17 517 43 480 7 366 ChlZ1
21 518 44 481 8 356 ChlZ2
22 519 45 482

23 520 46 483

24 521 47 484

25 522 48 485

26 523 49 486

27 524

28 525

29 526
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energies in CP43 belong to Chls 37, 43, and 45 using notation of
ref 4. Only the combination of more advanced theoretical methods
(including both time and frequency domain measurements) to-
gether with new experimental work (possibly including mutational
studies) can provide a final refinement of these various assignments.
Figure 27 (from ref 85) shows the location of these pigments

in CP43 (structure of ref 4). Chls on the stromal side (frame A)
of the membrane are colored red, Chl 46 (which lies in the
middle of the membrane) is colored pink, and lumenal Chls are
colored blue. CP43 Chls separated into stromal and lumenal
groups (Chl 46 is shown twice for clarity) are shown in frame B.
Chls 44 and 37 are shown in red in frame B. In summary, we
proposed in ref 85 that both the transient and persistent HB
spectra have significant contribution from an A-state localized
primarily on Chl 44. These calculations are in excellent agree-
ment with the model of uncorrelated EET between quasidegen-
erated state A and B, as presented in ref 207, where it was argued
that Chls in lumenal and stromal layers might be connected by
efficient (∼10 ps) EET.
Finally, regarding the nature (and shape) of nonresonant HB

spectra in CP43, it was suggested recently12,191 that a novel

“photoconversion” process (aside from the traditional NPHB
mechanism) involving tunneling between alternate configura-
tions of a CdO 3 3 3H�protein hydrogen bond might be neces-
sary to account for the strongly blue-shifted antihole peak in the
NPHB spectrum of CP43. However, the excitonic calculations85

discussed above demonstrate that this suggestion, while it cannot
be definitively excluded, is not required to account for the strong
positive absorption increase in the saturated HB spectra. Instead
we suggested that persistent holes originate from the regular
NPHB process accompanied by the statistical reshuffling of site
energies contributing to the lowest-energy trap state and by
altered excitonic transition energies of various excitonic states (see
section 4.8 and refs 39 and 40 for a discussion of the origin of
nonresonant NPHB spectral shapes in various model systems). As
discussed in the next section, similar results have been obtained from
excitonic fitting of the NPHB spectra of the CP47 complex.9,86

5.1.2.2. CP47 Antenna Complex. The CP47 complex is the
second (besides CP43) antenna complex of the oxygen-evolving
PSII core (see also section 5.3.2). CP47 contains 16 Chl a
molecules divided largely between two pools located on opposite
sides of the thylakoid membrane in an arrangement quite similar
to that of CP43.7 There have been many attempts in recent years
to unravel the electronic structure and EET dynamics of this antenna
protein via both time15,295�298 and frequency domain studies,299,300

including SHB.9,212,301�303 Data obtained at low temperatures
showed significant differences between optical spectra of the same
type for different sample preparations.15,212,302,304 For example, low
temperature (4.2 K) fluorescence spectra of the isolated CP47
complex obtained by various groups appeared to be contributed to
by at least three different emission bands, resulting in fluorescence
maxima in the range of 690�693 nm.212,295,298,299,302,304 Huyer
et al.298 suggested that the isolated CP47 complex contains two
subpopulations having lowest energy states with distinctly differ-
ent lifetimes (∼1.6 ns and ∼6.2 ns for “fast”- and “slow”-state
subpopulations, respectively). den Hartog et al.212 determined via
HB spectroscopy that theCP47 trap lies near 690 nmand found an
S value of ∼0.7, in agreement with the observed 690�691 nm
fluorescence origin band.212,295 Polivka et al.302 suggested that
fluorescence of the wild type CP47�D1D2�Cytb559 complex
could be ascribed to fluorescence of two Chl a clusters of CP47
with fluorescence maxima at ∼688 and ∼695 nm. In addition,
CP47 studies by deWeerd et al.15 including pump�probe (magic-
angle) data (T = 77 K) and global analysis fit for CP47 after
670.0 nm excitation showed that one of the species-associated
difference spectra (SADS) was linked with only a partial
relaxation from the Chls that were bleached at 677 and 683/
684 nm to a Chl absorbing at even lower energy. Though not
commented on by the authors, this could mean that in this
particular CP47 sample the EET was not very efficient from
the 683/684 nm state. The SADS spectra obtained at 17 ps
and a few nanoseconds showed the bleach with a peak near
684�685 nm, respectively. It appears that the 685 nm peak
(asymmetric and very broad, with full width at half-maximum
(fwhm) of∼11 nm) contained a contribution from the 684 nm
pigments along with bleaches from 690/695 nm bands. A
significant contribution to the above-discussed SADS spectra
from the 684 nm state is consistent with ref 301, where it was
observed that the extent of the triplet-bottleneck hole near
684 nm varied from preparation to preparation and as a result
might be contributed to by destabilized complexes; for more
detailed discussion of intact and destabilized CP47 complexes,
see refs 9 and 86.

Figure 26. Experimental CP43 spectra and spectra calculated using
best-fit parameters for the A44/B37 pair. (A) Experimental (smooth,
solid curve) and calculated (long-dashed curve) absorption spectra of
CP43 together with experimental (noisy, solid hole) and calculated
(solid and dotted holes) triplet bottleneck hole spectra of CP43. The
dotted transient hole-burned curve corresponds to the calculated
transient hole-burned spectrum. (B) Experimental (solid curve) and
calculated (dashed curve) persistent hole-burning spectra of CP43.
Reprinted with permission from ref 85. Copyright 2008 American
Chemical Society.
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Very recently, to provide more insight into the electronic
structure and the extent to which the Qy-states are excitonically
correlated in CP47, various optical spectra, including the HB
spectra, were obtained for intact and partly destabilized CP47
complexes.9 Calculated optical spectra (including absorption,
emission, and persistent HB spectra) were compared with the
experimental results obtained for the native CP47.86 It was
shown that the isolated (intact) CP47 antenna from PSII has a
low-T fluorescence emission maximum near 695 nm (F1) and
not, as previously reported,212,295,299,301,303 at 690�693 nm. The
observation of the 695 nm emission is in excellent agreement
with the 695 nm emission observed at 77 K in intact PSII cores
and thylakoid membranes.300,305�307 It was also demonstrated
that varying contributions from the intact and partly destabilized
complexes could explain different maxima of fluorescence spectra
reported in the literature. The emission spectra were consistent
with the ZPH action spectra obtained in absorption mode, the
profiles of the nonresonantly burned holes as a function of
fluence, as well as the FLN spectra obtained for the Qy-band.
In addition, in contrast to previous observations,301 it was
observed that intact isolated CP47 has negligible contribution
from the triplet-bottleneck hole at ∼684 nm, suggesting that
respective Chls in intact CP47 are likely connected via efficient
EET to the lowest-energy trap near 693 nm (A1). It was also
shown that the position of the fluorescence maximum depends
on the irradiation dose;138 that is, the 695 nm fluorescence
maximum shifts blue with increasing dose (i.e., when HB takes
place), in agreement with nonresonant HB spectra. If permanent
damage does not occur, the shift is reversible by cycling the
temperature. In contrast, the emission peaks previously observed
near 685 nm and∼691 nm could not be eliminated by tempera-
ture cycling and most likely represent emissions from destabi-
lized complexes.9 (Note that the 685 nm emission band
observed in some CP47 complexes is apparently unrelated to
the∼685 nm band observed in the PSII core, which most likely
originates from CP43 complexes306,307 (see section 5.3.2 for
more details).

To characterize a spectral distribution of the low-energy
trap(s) of CP47, a series of FLN experiments (T = 4.5 K) was
performed at different λex. The results for samples 1A (partly
destabilized complexes) and 1B (intact sample) from ref 9 are
shown in Figure 28, frames A and B, respectively. Note that λex of
680.0 nm also gives a fluorescence maximum near 695 nm (see
frame B). However, the same λex for sample 1A (frame A) pro-
vides a spectrum that is only slightly red-shifted (i.e., 692 nm) with
respect to the 691 nm band observed for the 496.5 nm excitation.9

These data demonstrate that when λex reaches the low-energy
trap(s), resonant FLN spectra are observed. Although low excita-
tion intensity was used, due to multiple spectra consecutively
obtained for the same sample, a small contribution from the F1mod
emission (due to partly modified low-energy state via continuous
HB process) cannot be excluded (Figure 28B,D).
FLN spectra shown in Figure 28A are in agreement with the

data reported previously,212 but results shown in Figure 28B, as
argued in ref 9, correspond to more intact CP47 sample with a
majority of complexes exhibiting efficient “downhill” EET from
higher lying states to the lowest energy trap (A1) near 693 nm.
Frame B clearly shows that the EET in intact CP47 complexes is
significantly less disturbed than that observed in frame A for
sample 1A. Frames C (sample 1A) and D (sample 1B) show the
positions of the maxima λem of the fluorescence spectra at 4.5 K
as function of λex. In both frames (C and D) three types of
maxima λem are plotted (see figure caption for details). The
intactness of sample 1B is apparent when the data obtained for
samples 1A and 1B (see black data points in Figures 28C and
28D) are compared with data obtained for CP47 in ref 212 (gray
data points in frame C). In agreement with previous data,212 the
20 cm�1 phonon sideband and a broader weak shoulder near
80 cm�1 from the excitation frequency are resolved.
The experimental and simulated steady-state absorption,

emission, and nonresonant HB spectra for the CP47 antenna
complex of PSII based on fits to the recently refined experimental
data are shown in Figure 29.9,86 Excitonic simulations were based on
the 2.9 Å resolution structure of the PSII core from cyanobacteria7

Figure 27. TheChls of the CP43 antenna protein according to the structure of Loll et al.4 (A) Chls on the stromal side of themembrane are colored red,
Chl 46 (which lies in the middle of the membrane) is colored pink, and lumenal Chls are colored blue. (B) CP43 chlorophylls separated into stromal and
lumenal groupings (Chl 46 is shown twice for clarity). Reprinted with permission from ref 85. Copyright 2008 American Chemical Society.
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and allowed for preliminary assignment of the Chls contributing
to the lowest excitonic states of CP47 complex.86 The search for
realistic site energies of Chls in CP47 was guided by the following
experimental constraints: (i) the oscillator strength of the lowest-
energy state should be approximately e0.5 Chl equivalents (to
match the very low experimentally observed oscillator strength of
the lowest state), (ii) the excitonic structure must explain the
experimentally observed red-shifted (∼695 nm) emission maxi-
mum, and (iii) the excitonic interactions of all states must pro-
perly describe the broad (non-line-narrowed, NLN) HB spec-
trum (including its antihole) whose shape is extremely sensitive
to the excitonic structure of the complex, especially the lowest
excitonic states. The calculated absorption, fluorescence, and
non-line-narrowed HB spectra for intact CP47 (dashed blue
curves) are shown in Figure 29 along with the experimental data
(black curves). The shape of the persistent (nonresonant) HB
spectrum was found to be extremely sensitive to the relative site
energies of the various pigments in the complex; its shape was
largely determined by a combination of the mutually strong
excitonic interactions within the Chl 521/523/524 group of
pigments and the relatively weak interactions of Chl 526 (the
second-most red-shifted pigment; the numbering of Guskov
et al.7 is used throughout this section; for comparison with that
of Loll et al. see Table 6) with the rest of the complex. The strong
interactions of the Chl 521/523/524 group produce the strong
double-peak feature of the spectrum (especially the∼14 730 cm�1

hole and corresponding 14 800 cm�1 antihole), while the presence
of a weakly interacting second excitonic state produced much of

the lower energy∼14 630 cm�1 antihole peak (see Figure 29).40,86

This finding provided more credibility for site energies (not listed
here for brevity) of other Chls.
Regarding the calculated nonresonant HB spectra, we note

that in the simulations discussed earlier for the CP43 complex85

in each iteration of theMonte Carlo procedure, HB was assumed
to occur on the pigment which most strongly contributed to the
lowest-energy excitonic state. The spectra calculated for the CP47
complex represent a refinement of this approach, i.e., as discussed
in section 4.8 the burned pigment was selected randomly using the
excitonic eigenvector coefficients c1,n

2 (the probability that the
lowest excitonic state resides on pigment n) as the probability that
the nth pigment is burned.86 Although the differences between the
above two approaches are relatively small, we believe that the latter
model should be used in futuremodeling studies, as it reflectsmore
accurately the true quantum mechanical nature of the NPHB
process. In addition, we note that in calculating the persistent
nonresonant HB spectra for CP47, the photoproduct from all
pigments is placed randomly within the original SDF for the
corresponding pigment (i.e., no SDF shift or broadening was
required to explain HB features).86

The calculated emission spectrum of CP47 shown in Figure 29
(obtained by convolution of the lowest state with the single site
fluorescence spectrum) is also in very good agreement with the
experimental data. Extensive calculations suggest that the lowest
energy state (A1) in native CP47 is not localized exclusively on
Chl 526 (Chl 294) as proposed in ref 112, although this pigment
does partially contribute (∼11%); it appears instead that Chl 523

Figure 28. Frames A and B show non-line-narrowed and line-narrowed fluorescence spectra obtained for samples 1A and 1B, respectively. Fluorescence
spectra labeled 1�7 were obtained using λex of 680.0, 682.5, 685.0, 687.5, 690.0, 692.5, and 695.0 nm, respectively. The sharp lines are in part
contaminated by a laser scatter and are arbitrarily cut to reveal the nonresonant fluorescence contributions. ΔFLN spectra, however, had negligible
contribution from the laser scatter. Frames C (sample 1A) and D (sample 1B) show the positions of the maxima λem of the fluorescence spectra at 4.5 K
as function of λex. In both frames (C and D) three types of maxima λem are plotted. The solid black circle symbols represent the sharp maxima near the
20 cm�1 feature from the laser excitation wavelength; in frames C and D, the 20 cm�1 phonon sidebands are observed for λex > 685 and 687 nm,
respectively. The solid black diamond symbols represent the position of the broad fluorescence maximum (i.e., nonresonant fluorescence). In the
spectral region where the 20 cm�1 mode is observed in addition to the broad fluorescence band, a weakmode near 80 cm�1 is also observed, as indicated
by the solid black diamond symbols (extended spectra and hole shape analyses are not shown for brevity). The curves traced through the data are guides
for the eye. In frame C, for comparison, the gray diamonds and circles represent similar data from ref 212. Note the different depth and width of the “dip”
in frame C (see thick gray and dashed arrows in frame C) and its absence in frame D. Reprinted with permission from ref 9. Copyright 2010 American
Chemical Society.
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(Chl 264) provides the largest contribution (∼77%) to this
state.86 The arrangement of pigments in CP47 is shown in
Figure 30 (from ref 86). We hasten to add that although the
above-discussed model provides a reasonable explanation of the
recently obtained data, we do not insist that the site energies are
perfect. These parameters, especially for the Chls contributing to
the high-energy edge of the absorption spectrum, have to be
further tested and optimized to provide a good description of
both static and dynamic spectra/data.
In summary, the lowest-energy state of CP47 (A1 band)

appears to be located near 693 nm,9 i.e., energetically below
the primary electron-donor state of the PSII RC that until
recently was expected to lie near 685 nm.185,308,309 (see section
5.3.2 on PSII core for more details). Still, even if it is located near
685 nm, at room temperature the energy of the primary electron-
donor state is within reach of thermal energy kT. The lowest Qy-
state is characterized by weak el�ph coupling with a Huang�R-
hys factor S ∼ 1 ( 0.2 and an Γinh of 180 cm�1. The mean
phonon frequency of the lowest-energy trap A1 is 20 cm�1. HB
and absorption data9 indicate that the A1 state has small oscillator
strength, i.e., it is much smaller than the oscillator strength
corresponding to one Chl, in contrast to earlier assignments.15

On the basis of data shown in refs 9 and 86, one can conclude the
following (in order of increasing strength of argument): (1) it is
very likely that Chl 523 contributes strongly to the lowest-energy
state in order to provide the proper oscillator strength for the first
excitonic band; (2) if Chl 526 contributes to the lowest-energy
region (as suggested previously112 in conjunction with mutation
data), then it most likely contributes to the second excitonic state,
which has a much higher oscillator strength than the lowest state;
in any case, it is unlikely that Chl 526 contributes solely to the
lowest energy state, since it is too weakly coupled to other
pigments to produce either the low oscillator strength needed to

fit the absorption and red-shifted emission spectra or the excitonic
features of the persistent HB spectrum; (3) regardless of these
specific assignments, theChls contributing to the lowest statemust
be strongly coupled to pigments absorbing near the absorption
maximum in order to explain the HB spectrum (not tomention its
low oscillator strength), suggesting that the lowest state belongs to
the “stromal” domain of strongly coupled pigments. These assign-
ments should be further refined and tested by a combination of
more advanced theory with new CD, LD, and time-resolved
spectra, along with mutation studies and further biochemical
characterization of intact isolated CP47 complexes. Finally, we
note in passing that the above-discussed absorption spectra of
intact CP43 and CP47 should allow extraction the absorption
spectrum of the intact RC residing in the PSII core and possibly
shed more light on charge-transfer (CT) emission in PSII core
(see also section 5.2.1.).
5.1.3. LH2 Antenna Complexes of Purple Bacteria.

Since the high-resolution structure of LH2 from R. acidophila
was determined in 1995 by X-ray crystallography,97 this system
continues to be one of the most widely studied systems in
photosynthesis research, including by means of SHB, related
spectroscopies, and SPCS. As mentioned in section 2.2., LH2 is a
cyclic structure possessing approximate Cn symmetry (with n = 8

Figure 30. (A) The arrangement of CP47 Chls and carotenes (in
orange) on the stromal and lumenal side of the membrane along with
pigments that belong to the RC. The pigments of CP47 are numbered by
the nomenclature of Guskov et al.7 Chls 521, 523, 524, and 526 are
shown in red. Chls 511, 514, and 517 are in blue. Pheophytins (PheoD1
and PheoD2) are shown in black and the remaining Chls are in green. See
Table 6 for the correspondence between the numbering systems of Loll
et al.4 and Guskov et al.7 Frame B shows the same structure in a different
orientation. Reprinted with permission from ref 86. Copyright 2010
American Chemical Society.

Figure 29. Best fits (blue dashed curves) to the experimental absorp-
tion, emission, and nonline-narrowed hole burned spectra for intact
CP47 complex (black curves). In the fit shown, the lowest state resides
mainly on Chl 523, while Chl 526 contributes strongly to the second
lowest state. Taken with permission from ref 86. Copyright 2010
American Chemical Society.
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or 9 depending on the species). The LH2 structure contains two
rings of Bchl amolecules, B800 and B850. The circular symmetry
of LH2 complex and small interpigment distances in the B850
ring result in extremely noticeable effects related to excitonic
interactions. According to the excitonic calculations, first re-
ported for LH2 in refs 310 and 311, most of the oscillator
strength of the B850 ring is concentrated in a doubly degenerate
second-lowest energy level. In the ideal ring, the lowest energy
level of the B850 is forbidden by symmetry considerations;
however, due to diagonal and off-diagonal energy disorder, this
level gains some oscillator strength and can be accessed by
spectroscopy.311�313 References 312 and 313 described the first
applications of SHB to this lowest state, called B870. The shape
of the SDF of this state was uncovered by ZPA spectroscopy, and
the temperature dependence of the homogeneous line width has
been determined.312 The latter obeys the well-known T1.3 power
law, indicative of interaction between the chromophore and the
TLS of the amorphous protein environment. The B870 state is
also visible in the satellite hole structure resulting from the
excitation into the B800 band and subsequent downhill
EET.312 Finally, it has been determined that the el�ph coupling
for the B870 state is relatively weak (S ∼ 0.7).313 It has been
noticed, however, that such a low value of S is inconsistent with
the position of the fluorescence spectrum. Detailed SHB and
FLN studies55,314,315 demonstrated the dual nature of the LH2
fluorescence and led to application to LH2 of the concept of self-
trapped excitons or excitonic polarons by Freiberg and co-
workers.56,57,102,314 The el�ph coupling for self-trapped excitons
has been estimated to be several times higher than for quasifree
excitons. Similar conclusions have been reached also for LH1
complexes.57

Another issue extensively explored for LH2 by SHB is energy
transfer within the B800 ring and from B800 to B850 Chls. HB
into the red edge of the B800 band, where B800fB800 EET is
not present, allows one to estimate the B800fB850 EET time.
Interestingly, this problem was first tackled with SHB316 even
before the structure of LH2 became available in 1995. The ∼2 ps
EET time has been confirmed by later SHB experiments.198,317�319

The narrowest holes in Figure 31 are 4.5 cm�1 broad, which
corresponds to 2.3 ps EET time. Several times faster EET has
been observed within the B800 band.198,317,319 The dashed curve
in Figure 31 is the fit to the ZPA spectrum of the B800 band.
Note that it is red-shifted with respect to the B800 band
maximum (solid curve), reflecting the fact that the absence of
B800fB800 EET for this region results in larger HB yield. One
could note, however, that the about 2 ps EET time is somewhat
longer than those observed by time domain techniques.104,317 In
principle, according to the equation for HB yield (eq 20), SHB is
expected to preferentially probe the longer lifetime side of the
EET time distribution if such a distribution is present. It has
been also recognized long ago that due to the dispersion of
donor�acceptor energy gaps the EET times in PCs complexes in
general and in LH2 in particular are subject to distribution.122

F€orster-approximation EET has been considered in refs 122 and
317. The applicability of this approximation to B800fB850 EET
in LH2 has later been questioned by multiple researchers.199�201

Very recently we have confirmed,70 using extensive HB model-
ing, that the evolution of the spectral holes burned into the B800
band of the LH2 is indeed in agreement with EET time distri-
butions from refs 199�201 and not with F€orster models.
Figure 32 depicts the theoretical and experimental dependence
of hole width on fractional hole depth. However, the use of the

distributions of EET times affected by the whole B850 density of
states,199�201 including the upper excitonic components, is in
disagreement with the results of pressure-tuning of spectral holes
(and bands),198,319 which suggest that B800fB850 EET time is
not dependent on the energy gap between B800 and B850 bands
(which is pressure-dependent), i.e., not dependent on the
positions of upper excitonic components of B850 manifold.
Thus, the exact mechanism of B800fB850 EET still remains a
matter of debate.
The expected pressure shifts of the upper components of the

B850 manifold have been calculated on the basis of the pressure-
induced shifts of the B850 band itself as well as of the spectral
holes burned into the B870 band198,319 (see above). The large
pressure-induced shift of the B870 band and of the holes burnt
into this band (�0.5 to�0.7 cm�1/MPa depending on the tem-
perature where high pressure was applied) is an expression of the
pressure dependence of the distance and electrostatic interactions
between the adjacent B850 molecules, not the charge transfer
character of the B870 state. The much lower �0.115 cm�1/MPa
rate of shift of the B800 holes is a reflection of protein compres-
sibility around well-isolated B800 pigments. These results are in
agreement with those of Stark-HB spectroscopy,320 where rela-
tively low values for change in dipole moment (Δμ) and polariz-
ability were observed. Finally, we note that in ref 70 we presented
the first study of low-temperature protein dynamics in LH2 by
means of SHB and compared it to the SPCS results. Exploration of
the HGK and the shape of the NPHB antihole (see Figure 31)
allowed for determination of the distribution of the tunneling
parameter λ, characterizing “strength” of the barriers between
different conformational substates of the protein in the excited
state of the chromophore/protein system.
The LH2 antenna complex is the photosynthesis-related

protein which is by far the most thoroughly studied by means
of SPCS (see ref 62 for review), starting from 1999. The highly
symmetric structure of this complex results in a broad range of

Figure 31. Persistent spectral holes (thin solid curves) burnt with
increasing irradiation doses into the B800 band of LH2 complex
(dotted curve below) of R. acidophila at 807.7 nm. ZPA spectrum
(dashed curve below) is depicted for comparison. (1, 2) Two distinct
antihole contributions, corresponding to two different tiers of the
protein energy landscape. The tips of the deepest holes are eliminated
to allow an expanding antihole region. The fractional depth of the
deepest holes is ∼40%. The red curve is the hole spectrum calculated
taking into account only antihole contribution 1; the blue curve is
antihole contribution 2. Reprinted with permission from ref 70. Copy-
right 2010 American Chemical Society.
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interesting physical phenomena manifesting in SPCS experi-
ments. For instance, in ref 321 the direct observation of excitonic
bands due to the strongly coupled BChls of the B850 manifold
has been reported. This data, along with the elaborate analysis
presented in ref 322, indicates that the C8 (or C9) symmetry of
the LH2 complex may be disturbed, i.e., that these complexes
may exhibit elliptical distortion. If this is the case at all and/or if
this is an effect of a particular sample preparation procedure is
still a matter of debate.323 Polarization-sensitive measurements
on the B800 band, as well as correlated shifts of several lines in
the B800 spectrum, convincingly demonstrated that even for
relatively weak (∼25 cm�1) interactions between the B800
molecules, the respective electronic states can be significantly
delocalized.69,145 The fluorescence spectra of the single LH2 (as
well as LH1)152 complexes have been used to support the idea of
exciton self-trapping in B850 (B875 in LH1).56 Single B800
molecule excitation spectra containing both zero-phonon line
and phonon sideband were recently reported.144 This became
possible thanks to the advances in data processing techniques
that allowed taking into account the constant shifts of the spectral
lines due to light-induced spectral diffusion.
Light-induced spectral diffusion and underlying low-tempera-

ture protein dynamics are the key subjects of the majority of
recent LH2 SPCS publications.144�148,188,202 Spectral fluctua-
tions resulting from protein dynamics at room temperature have
been considered in refs 77, 78, 80, and 150. Most notably, it has
been demonstrated that the spectral diffusion behavior of the
B800 spectral lines is in agreement with the models204 predicting
the presence of several hierarchical tiers in the protein energy
landscape.146 The particular conformational changes responsible
for spectral shifts of various magnitudes have also been sug-
gested.62 It remains to be seen if the reported SPCS data are
statistically sufficient to serve as representative of the typical or
average low-temperature behavior of the LH2 protein and/or if
some fractions of these observations reflect the dynamics of the
surrounding amorphous host or host�protein interface rather
than that of the “pure” LH2 protein. Our preliminary comparison

of SPCS and NPHB results (including evolution of ZPH width
and of NPHB antihole), indicates that while our NPHB data is in
qualitative agreement with SPCS results and the underlying
multitier energy landscape models, quantitatively SPCS and
SHB data may be in disagreement.70 Namely, the fastest,
smallest-barrier tier dynamics attributed to the surface TLS324

cannot be reconciled with SHB data, which most likely indicates
that the features responsible for this dynamics in SPCS experi-
ments are sample preparation or amorphous host dependent or
result from local heating of the sample in the focus of the
microscope objective. Figure 33 presents the (lack of) tempera-
ture- or light-induced broadening of the spectral hole burnt into
the B800 band at 808 nm. While the hole is filling under the
influence of the white light of the FTIR spectrometer, it is not
broadening within the experimental uncertainty and is not
approaching the shape of the first cumulant distribution based
on SPCS data,147 as would be expected if SPCS observations just
reflected the protein dynamics at the supposed temperature of
the experiment. The above discussion illustrates that HB con-
tinues to provide valuable information on EET and protein
dynamics in LH2 and provides the average values necessary to
determine if SPCS probes statistically relevant features of the
protein dynamics of intact protein per se.

5.2. Reaction Centers (RCs)—Electronic Structure and Pri-
mary Charge Separation
5.2.1. PSII Reaction Center. The PSII RC, first isolated by

Nanba and Satoh in 1987325 (the isolation procedure was further
perfected by Seibert’s group,326,327 and better stability of the
samples has been achieved), contains six Chl amolecules and two
pheophytins a (Pheo a). At the first glance, the overall arrange-
ment closely resembles the structure of the bacterial RC (see next
section), except that two Chl a molecules, known as ChlsZ, are
located at the periphery of the charge separation chain.4,5,7 On
closer inspection, however, one finds that in contrast to the bacterial
RC the distances and the next-neighbor electrostatic couplings
between the molecules involved in charge separation in PSII are all
comparable (there is no well-defined “special pair”), and the system
(apart from ChlsZ) has to be treated as a multimer,328 although a
pentamer model (where PheoD2 was decoupled from the remaining
pigments) has been also discussed.329 Note that if the site energy of

Figure 32. The fractional depth dependence of the hole width in LH2:
triangles, experimental data from the same data set as depicted in
Figure 31; circles, theoretical prediction for no EET time distribution;
and squares, theoretical prediction for EET time distribution from ref 19.
The arrow indicates the hole width expected on the basis of time domain
data in the absence of EET rate distribution; 1.7 ps was the peak of the
EET time distribution employed in the simulation. Reprinted with
permission from ref 70. Copyright 2010 American Chemical Society.

Figure 33. Dashed curve, spectral hole at 808 nm immediately after
burning; solid curve, same hole 45min later, with white light of the FTIR
spectrometer on. Despite light-induced hole filling, both holes are
4.9 cm�1 broad. T = 5 K. Data taken from ref 70 (the red dashed curve
is the 9 cm�1 broad distribution of the first cumulant). Reprinted with
permission from ref 147. Copyright 2007 American Chemical Society.
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some pigment belonging to the RC multimer deviates signifi-
cantly from those of other pigments, this pigment will exhibit
quasi-isolated behavior despite relatively large interactions with
the nearest neighbors.
The key issues that were addressed for the isolated PSII RC by

spectroscopic studies included the time constant(s) and exact
mechanism of the primary charge separation, as well as assign-
ments of various spectral features to different pigments. Note
that although the couplings between the Chl a and Pheo a
molecules can be determined with sufficient precision, the site
excitation energies in the absence of disorder are unknown,
and the assignments of these energies can affect the expected
mechanisms of EET and charge separation. For example,
although it is in general widely believed that both ChlsZ absorb
at ∼670 nm and transfer energy to the RC multimer, at some
point it was suggested211,330 that one of these ChlsZ may be
responsible for the shoulder observable in the absorption spec-
trum at∼684 nm.211,330�333 Other pigments have been assigned
to varying wavelengths as well.
Concerning the primary charge separation, early time domain

studies resulted in charge separation times of 1.5�3 ps.334,335

These results were corroborated using various techniques,185,336�339

including HB.185,339 Interpreting the results concerning charge
separation time requires a correct understanding, at the microscopic
level, of the charge separation mechanism. By the late 1990s results
started to emerge indicating that the charge separation sequence in
PSII RC may differ significantly from that in RCs of purple bacteria.
Namely, it has been suggested that the first in the chain of events does
not involve the “special pair” pigments but rather ChlD1 and
PheoD1.

340,341 Interestingly, it has also been suggested,340 on the
basis of photon echo experiments and excitonic simulations including
simplified charge separation treatment, that the charge separation
process is highly dispersive, with respective time constants ranging
from 1.5 ps to hundreds of picoseconds and even several nanose-
conds. As we demonstrated in 2004,342 this idea is in agreement with
HB results. Very recently, a broad range of charge separation time
constants has been reported also by van Grondelle’s group.343,344

Qualitatively, the resonant HB results may be interpreted by
assuming that the persistent HB probes the long-lifetime end
of the broad charge separation time distribution, while triplet
bottleneck HB probes the fastest end. With that assumption, one
can fit both resonant persistent and transient hole spectra with λB
in the 680�686 nm range using the same (moderate, Sph∼ 0.8þ
S80∼ 0.2) el�ph coupling. This is illustrated in Figure 34. In this
model, which was the first crude attempt to employ lifetime
distributions in the simulations of the HB data in PC, it was
suggested that the apparent large el�ph coupling of the triplet
bottleneck holes211,333,345 is an illusion created by merging of the
broadest holes with the phonon sidebands as well as, possibly, by
saturation effects (note that transient HB yield in the case of fast
charge separation approaches 1; eq 26). It was also noticed in ref
342 that HB behavior is quite similar for the main absorption
band of the PSII RC located at 680 nm and for the shoulder
located at 684 nm in various other respects as well. For example,
Stark HB yielded similar values of Δμ ∼ 1.0, somewhat larger
than those observed for Chl amonomer, for both bands. In 2002
Krausz and co-workers346 recognized that the main band of the
PSII RC in the intact core environment is located at∼685 nm.346,347

Thus, we suggested342 that the shoulder at 684 nm represents not
any particular pigment of the RC but rather the lowest state
of a fraction of the least disturbed RCs preserved during the
isolation procedure. This idea is in agreement with the sample/

preparation-dependent magnitude of this shoulder and with
MCD results.347 Very recently, 2D ES has been employed to
shed light on excitonic interactions, charge separation, and
energy transfer pathways in PSII RC. A rapid, <100 fs, decay
between 680 and 684 nm has been observed, which is consistent
with the gross heterogeneity model proposed by us in ref 342,
assuming this decay component is due to relaxation in a fraction
of the complexes with the lowest excitonic state at 684 nm and
higher excitons at 680 nm. Processes with time constants of 1�3
ps and 40�60 ps have also been observed at ∼680 nm, but not
those with longer340 characteristic times. Note that in ref 243 the
analysis was based on the exciton model of Novoderezhkin
et al.,343 which assigns the 684 nm shoulder to a charge transfer
state.343 It is not clear how the latter assignment is consistent
with persistent SHB observations indicating that the 684 nm
band exhibits moderate el�ph coupling and permanent dipole
moment change, quite atypical for the charge transfer states in
other PC.95,352

At the time of the submission of this review it appears to be
generally accepted that the RC isolation procedure results in the
alteration of the structure of the PSII RC and the blue shift of the
absorption and emission peaks. Thus, the discussion on the
properties of the intact RC will be, to a certain extent, continued
in the section on the intact PSII core (section 5.3.2). Never-
theless, the isolated RC serves as a fine example of how static and
dynamic disorder result in emergence of several charge separa-
tion pathways with widely varying time constants344 accessible,
among other methods, by SHB.
5.2.2. Bacterial Reaction Center. The bacterial reaction

center (BRC) constitutes an assembly of four BChl a and two
BPheo a molecules. Of these, two extremely closely coupled
Bchls form the primary donor. Due to strong coupling between
the molecules of this dimer, the respective lowest excitonic state

Figure 34. Triplet bottleneck (upper frame) and persistent (lower
frame) holes burnt at 686.0 nm. The triplet bottleneck holes are
accompanied by the fits (red curves) obtained using S = 0.7 and 0.2
for delocalized protein phonons and ∼80 cm�1 dimer mode, respec-
tively, as well as the fast end of the charge separation time distribution.
Data taken from ref 292.
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is shifted to 870 nm in R. sphaeroides (P870) and even to 960 nm
in R. viridis (P960). The available HB studies of BRCs primarily
focused on the properties of this lowest excitonic state. The
burning of narrow holes into the higher-energy bands of the BRC
is not effective due to the respective EET times being short
(<ps). However, excitation into these bands results in effective
downhill EET and formation of satellite hole structure.348

Resonant and nonresonant HB into the lowest-energy P� state
of BRC can be observed both in NPHB94 and transient
HB95,120,348,349 modes. Interestingly, the conformational change
associatedwithNPHB in the BRC is quite significant and results in
∼150 cm�1 red shift of the displaced absorption.94

The key properties of the lowest state of the BRC, observed in
SHB experiments, are fast charge separation (several picoseconds)
and extremely strong el�ph coupling, both with delocalized pro-
tein phonons and with the so-called dimer marker mode. (Such a
mode appears to be present in all photosynthetic RCs, though its
parameters somewhat vary.349) The phonon sideband is peaked at
∼30 cm�1 and is characterized by Sph∼ 2. Themarkermode, with
frequency of ∼120 cm�1 (P870) or ∼140 cm�1 (P960) has the
value of Sdm = 1.5 and 1.1, respectively. Figure 35, borrowed from
recentwork,95 presents an example of transient photochemical holes
(obtained through PþQ A

� formation) resonantly burnt into the
P� band of R(L135)L mutant of R. sphaeroides and their fits
according to eq 20. Here in particular Sph = 2.2 and Sdm = 1.7. As
these are photochemical holes, no antihole is expected within the
spectral region depicted in the figure.Overall the agreement between
the spectra is quite satisfactory. The discrepancyon the higher-energy
side of the hole spectra is due to intramolecular modes of BChl a216

not being taken into account. Due to extreme el�ph coupling, the
resonant ZPH is just a minor contribution to the hole spectrum.

5.3. Large Photosystems and Supercomplexes—Light
Harvesting, Electronic Structure, and EET
5.3.1. PSI of Green Plants and Cyanobacteria and the

PSI�CP430 Supercomplex: HB and SMS. As stated in section
2, PSI is a quite complicated entity, with core complex including
almost 100 Chl amolecules per monomer (i.e., per RC). The Qy

absorption of all these molecules is concentrated in a relatively
narrow spectral region, resulting in a high degree of spectral

congestion. Thus, most of the SHB studies of PSI so far focused
on the so-called “red antenna states”, or states absorbing lower in
energy than the primary donor P700. While in cyanobacteria
these low-energy states are part of the core antenna, in plant
PSI they belong to the Lhca peripheral antenna complexes.
(Reference 350 contains a recent review on structure and inter-
subunit EET in plant and cyanobacterial PS I.) Understandingwhich
particular chlorophylls known from structural data are respon-
sible for these states promises to offer insight onto the function-
ing of the PSI antenna as well as provide benchmarks for exci-
tonic calculations. The 5 K absorption spectra of PSI from
Thermosynechococcus elongatus and Synechocystis PCC6803 are
presented in Figure 36 along with the satellite hole structures
resulting from high-energy excitation (e.g., at 650 nm). It was the
careful analysis of such satellite hole structures, along with their
irradiation dose dependence, which first allowed the identifica-
tion of two separate red states for Synechocystis215,351 and three
for T. elongatus.352 The existence of these states has been
confirmed by pressure- and Stark-SHB experiments.215,351�353

As mentioned above, differences in pressure-induced shifts,
dipole moment change, and el�ph coupling can be utilized to
distinguish between partially overlapping bands. It has been
demonstrated that the lowest-energy states of both cyanobacteria
(C714 and C719, respectively) exhibit large values of all three of
these parameters and therefore they most likely possess signifi-
cant charge transfer character. Assignments of these states to
particular chlorophyll molecules of the complex have been
proposed (see next paragraph). The widths of the holes burnt
into higher-energy red states allows one to estimate the respec-
tive EET times (∼5 ps).353

The first PSI SPCS results were reported by Jelezko et al.151 for
trimeric PSI from T. elongatus. It was demonstrated that the
single complex fluorescence spectra are dominated by broad
structureless bands peaked at∼730 nm due to emission from the
lowest-energy (C719) state. This observation is in agreement
with HB data demonstrating that the C719 state possesses
significant charge transfer character and, as a result, is characterized
by very large el�ph coupling, large permanent dipole moment
change (observable in Stark-HB experiments215,351�353), and a
large pressure-induced spectral shift. In addition to this broad

Figure 35. The transient photochemical hole spectra of the RC of
R(L135)L mutant of R. sphaeroides burnt at 11013 cm�1 (908.0 nm)
with 10, 20, and 40 mW/cm2. Reprinted with permission from ref 95.
Copyright 2003 American Chemical Society.

Figure 36. Absorption spectra and nonresonant satellite hole structures
(λB = 660 nm, arrow) for PSI of T. elongatus (solid curves) and
Synechocyctis PCC6803 (dotted curves). Most of the curves are shifted
up for clarity. Data are taken from refs 351 and 352.
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band, some relatively narrow lines have been observed at around
710 nm, both in fluorescence and in fluorescence excitation
spectra. No attempt to assign these spectral features to particular
chlorophylls was made in ref 151. Later we confirmed the results
by Jelezko et al. using SPCS and also extended our studies to PSI of
another cyanobacterium, Synechocystis PCC 6803.66 Figure 37
depicts several fluorescence spectra of the single trimeric PSI from
T. elongatus from ref 66. For Synechocystis PCC 6803, the broad
band peaked at ∼722 nm has been observed in the fluorescence
spectra of single PSI complexes, in agreement with similarity
between the lowest energy states of T. elongatus (C719) and
Synechocystis (C714) first found using SHB.4 Narrow lines were
not observed for Synechocystis PSI in our experiments, although
Brecht et al. later argued that this was due to experimental
imperfections.73,74 We also observed spectral shifts of the narrow
lines in the case of T. elongatus PSI, which are a manifestation of
light-induced spectral diffusion/protein dynamics. At about the
same time Wrachtrup’s group produced additional SPCS data on
PSI from T. elongatus.75 This time prereduced samples were
explored, and an additional emission band at 745 nmwas reported.
Very recently, Brecht et al.74 published the chlorophyll/red band
assignments by his and Wrachtrup’s group. On the basis mainly of
the light-induced spectral diffusion behavior, they have assigned
C710 to themore tightly bound B7-A32 dimer. The A38�A39 and
B37�B38dimers, which are positioned close to the reaction center,
were considered to be good candidates for C719 of T. elongatus as
well as for C714 in Synechocystis PCC 6803. The environment of
the B31�B32�B33 trimer allegedly allows for evenmore flexibility
than that of all three dimers mentioned above. Therefore, Brecht
et al. assigned this trimer to C715. In 2008, Brecht et al. extended
their studies to Synechocystis PCC6803 and Synechococcus
PCC7002.73 They argue that the pools F699 (Synechocystis PCC
6803), F698 (Synechococcus PCC 7002), and C710 (T. elongatus)
as well as the red-most pools C714 (Synechocystis PCC 6803),
C708 (Synechococcus PCC 7002), and C719 (T. elongatus) show
similar spectroscopic characteristics on the single-molecule level,
while C715 of T. elongatus, with its very fast spectral diffusion, has
no direct analogs in the PSI of other cyanobacteria.

We, on the other hand, have assigned the C719 band (and its
analog in Synechocystis PCC6803, the C714 band) to the
B7�A32 dimer based on its sensitivity to the trimeric/mono-
meric status of the PSI complex (true also for minus-L mutants)
and the narrow C710 band (same as C708 in Brecht/Wrachtrup
notation) to the B31�B32�B33 trimer.352 However, the argu-
ment can also be made, on the basis of structure data, for
B37�B38 dimer being sensitive to PSI monomerization and
thus being responsible for the C719 state. Note that according to
SHB data both C710 and C715 exhibit reasonably efficient EET
to C719, which is somewhat inconsistent with either of them
being due to the B31�B32�B33 trimer, situated relatively far
from other proposed candidates for the red band origin. On the
other hand, ZPLs belonging to C710 are observed in SPCS
spectra by all groups more frequently than ZPLs possibly
belonging to the C715. While this may indeed be ascribed to
faster spectral diffusion of C715, the possibility remains that the
C710 Chls are more isolated from the rest of the red antenna
Chls than the C715 ones, which is inconsistent with the C710
chlorophylls being B7 and A32. (In this scenario C715 lines are
not observed, since they are broadened by fast EET.) More
studies elucidating similarities and differences between various
properties of the red bands of PSI are necessary. These may
include for example, the studies of EET times and their distribu-
tions, spectral hole growth kinetics,194 NPHB photoproduct
shape,203 and hole thermal cycling experiments, accessing the
distribution of the barriers in the protein energy landscape in the
ground, rather than the excited, electronic state. In view of our
findings for LH2, one may also suggest that the spectral diffusion
behavior of different lowest-energy states of PSI is affected not
only by the supposed looseness of the respective protein pocket
but also by the closeness of the protein/amorphous host interface
and by the nature of that host. The final assignment should explain
the low-temperature light-induced spectral dynamics,73,74 as well
as other effects accessible by SPCS, SHB, and lower-resolution
techniques.
Very recently,76 low-temperature single molecule studies have

revealed strong anticorrelation between the fluorescence of
different PSI emitters from Synechocystis PCC 6803 and
T. elongatus, suggesting that there may be no unique EET path-
ways within a given complex. Rather, it has been suggested that
fluctuations of the protein environment may dynamically modify
the site energies and couplings of the pigments within the EET
chain, producing multiple accessible EET pathways even at low
temperatures. These results further support the idea that protein
dynamics may play a critical role in the very efficient EET in light-
harvesting complexes, in agreement with recent observations
from 2D spectroscopic data.27,116,344

Little is known about the particular molecular origin of the
higher-energy states of the cyanobacterial PSI. At first glance the
rich satellite hole structure (see Figure 38) seems to suggest
that multiple bands exhibit relatively efficient SHB and could be
assigned to chlorophyll molecules somewhat isolated in the
structure. However, there is no match to those satellite holes
either in fluorescence spectra or in ZPA spectra292 (Compare
Figure 36 and the inset of Figure 38). Thus, most of those
satellite features are either higher excitonic components of
the red antenna states or, more interestingly, the bands of the
chlorophylls located in the vicinity of either the “red states” or
P700 and experiencing electrochromic shifts. Work292 in fact
focuses on the SHB study of a PSI�CP430 supercomplex354�356

produced by cyanobacteria under iron-stress conditions. Here

Figure 37. Fluorescence spectra of one single PSI complex from T.
elongatus, measured consecutively. Note narrow C710 lines which
change their position from spectrum to spectrum (arrows) and a broad
C719 (F730) band which in this particular complex is peaked at 725 nm.
The periodic structure at longer wavelengths is due to the CCD
etaloning effect. Reprinted with permission from ref 66. Copyright
2007 American Chemical Society.
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the ZPA spectrum reveals the lowest-energy states of the CP430
(IsiA) manifold at∼683 nm, indicating that at low temperatures
the EET from CP430 to the PSI core is relatively slow (∼50 ps),
unlike at physiological temperatures, where it occurs in a few
picoseconds.357 This is corroborated by the presence of the band
at∼685 nm in the supercomplex fluorescence spectrum,292,358 as
well as by direct homogeneous hole widthmeasurements.292 The
quality of the CP430 ZPA spectrum is high enough to distinguish
the analogs of the A and B states of CP43 (see Figure 38). The
red shift of the CP430 fraction of supercomplex emission with
respect to that of the isolated CP43 and CP430358 has been
attributed to EET between adjacent CP430 subunits. The effect is
similar to that described in sections 4.5 and 5.1.2.1 with respect to
the analysis of CP43 spectra, with A and B pigments of adjacent
CP430 subunits serving as additional energy acceptors. Assuming
that the wavelengths of the pigments of the PSI core located
closest to CP430 are optimized for maximal spectral overlap and
fastest CP430f PSI core EET at physiological temperatures (i.e.,
almost isoenergetic with the lowest states of the CP430 man-
ifold), one can easily imagine the situation where at low tem-
peratures the lowest states of the CP430 manifold are shifted
slightly lower in energy than the closest core pigments, spectral
overlaps are drastically reduced, and EET time is increased from
∼2 ps to ∼50 ps.
Concerning the lowest-energy states of Lhca complexes of

plant PSI (see ref 359 for a recent review), it has been confirmed
by SHB that these states, especially for Lhca3 and Lhca4, exhibit
strong el�ph coupling,360 the strongest for photosynthetic
antennae. The same conclusion was reached on the basis of the
studies of PSI�LHCI supercomplexes,221 where large pressure-
induced spectral shifts have also been observed, as well as in refs
361 and 362, where FLN has been applied to LHCI complexes
(mixture of heterodimers) among other techniques. Stark-SHB
has not yet been applied to these systems, although conventional
Stark experiments yield high values of polarizability and dipole
moment change.363 Thus, like the lowest states of cyanobacterial
PSI, these states exhibit significant charge transfer character.

5.3.2. PSII Intact Oxygen-Evolving Core. The PSII core is
the smallest assembly (containing only the RC and the twomajor
antennas, CP43 and CP47 complexes; 35 Chls and 2 Pheos in
total) capable of water splitting and oxygen evolution. Assign-
ment of various spectral features of such a complex system has
proven a difficult task. Emission spectra of the PSII core show
complicated temperature dependence307 and apparently contain
contributions from several emitting traps. Weak emission with a
maximum near 740 nm was assigned tentatively to a low-energy
charge transfer (CT) state in the PSII core,307 whose absorption
peak appears to be located near 705 nm364 (our unpublished data
on PSII cores are also consistent with a 705 nm absorption peak
for the CT state). It was also argued that main contributions to
PSII core emission in the 680�700 nm range originate from
CP43 and CP47 complexes and not from the RC; that is, so far
there is no indication that the RC assembly per se in PSII cores
gives rise to a significant emission in the 680�700 nm region.307,364

This is consistent with the discovery of Krausz et al.365 that the RC
of the core has an optically accessible excited state with excitation
energy far lower than previously believed. Krausz et al. showed that
this state is both photoactive and energetically ∼0.1 eV below the
state absorbing near 680 nm.366 The presence of the “red tail”
absorption in intact PSII suggests that narrow holes observed in the
PSII core complexes (vide infra) are not associated with absorp-
tions of the RC itself. Relaxation within the RC to the lowest
(homogeneously broadened) excited state, which has its purely
electronic component in the 700�730 nm region, can be expected
to be rapid and would prohibit any narrowHBoccurring for higher
excited states of the RC, in agreement with experiment.364,366

The observation that excitation at wavelengths up to 730 nm
can lead to efficient charge separation resulted in the proposal of
a new paradigm for P680,17,307,364�366 suggesting that the lowest
excited state of P680 is likely broad and having a dipole strength
of less than 0.2 Chl a.364 The discovery that the native PSII
enzyme undergoes charge separation via absorption extending to
730 nm stimulated the research of PSII RC preparations.17,343 As
discussed briefly in section 5.2.1, it appears now that the optical
spectra of the isolated RC are very different from those still
embedded in the intact PSII core.364,367 Apparently during the
isolation procedure the D1 and D2 proteins are slightly shifted
apart, leading to weaker coupling between RC pigments, in
agreement with the observed blue shift of the isolated RC
absorption spectrum.364,367 But the nature of the intact RC
(including assignment of site energies for various Chls and
Pheos) remains elusive, although many attempts to solve this
problem have been made.112,368�370 The scaled absorption of
spinach PSII core complexes (T = 1.7 K) with those of
Namba�Satoh RC preparations RC-5 and RC-6 from ref 367
is shown in Figure 39. The inset shows the Qx region in greater
detail. The scaling highlights the contribution from CP43 and
CP47 complexes discussed above. Qy, Qx, and β-carotene
regions are indicated by arrows. Note that there is no “red tail”
present in D1/D2/cytb559 RC particles that is comparable to the
700�730 nm absorption in PSII core complexes.367 In the
isolated RCs, according to the analysis of Raszewski et al.,369

excitations involving ChlD1 and PheoD2 become the lowest
excited states. Due to substantial noncorrelated site energy dis-
tributions in these preparations, a range of realizations of the
lowest energy excited state may arise. It has been suggested that a
component of the persistent spectral HB in these systems may be
associated with a subset of ∼20% of realizations in which a
PheoD2 exciton is lowest.368

Figure 38. The ZPA spectrum of the CP430 (circles) with Gaussian
deconvolution. Solid lines, individual fit components, labeled according
to the CP43 state labeling scheme. Dashed line, sum of the solid lines.
Inset: ZPA action spectra of PSI�CP430 supercomplex (blue diamonds)
and matching PSI core (red triangles). The horizontal axes range is the
same as in the main frame. Note the lack of structure in the PSI core data
set. The ZPA spectrum in the main frame is the difference of the ZPA
spectra in the inset. Reprinted with permission from ref 292. Copyright
2006 American Chemical Society.
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The most efficient HB in PSII core complexes (and equiva-
lently seen in membrane-bound PSII) occurs in the absorption
region of lowest energy excitations of the CP43 and CP47
proximal antennas (675�700 nm).17,371,372 Efficiencies of HB
were high and approached 1 when the plastoquinnone QA was
reduced; the high HB efficiency was attributed to charge separa-
tion of P680 in native PSII.17,364 In other words, the HB behavior
of PSII cores was attributed by Krausz and co-workers to a novel
charge separation-inducedHBmechanism (electrochromicHB).
It was suggested that charge separation occurs following (rela-
tively slow) EET fromCP43 and CP47.364 (EET occurs from the
lowest-energy pigments of CP43 and CP47 to the RC; recall that
the proximal antennas are on opposite sides of the RC proteins).
Thus, the lifetime of the burning state is determined by EET, but
the HB yield is determined by the quantum efficiency of charge
separation. Within this model, lowest energy excitations of both
CP43 and CP47, as argued by Krausz et al., must involve pig-
ments capable of performing effective excitation transfer to the
RC based on structural considerations (“linker pigments”, not to
be confused with ChlsZ).
An example of HB spectra is shown in Figure 40, where effects

of broad band (2�3 cm�1) laser excitation (683.3 nm) of a PSII
core poised in the S1(QA) state and also in the photoreduced
S1(QA

�) state are illustrated;17 see the figure caption for details.
The structured background is due toQA

� formation, as shown by
the bottom trace following the 630 nm excitation. The top and
center HB spectra were obtained in the S1(QA

�) and S1(QA)
state states, respectively (T = 1.7 K). The top spectrum displays
the persistent HB feature only, because all PSII centers have been
converted to the S1(QA

�) state. Thus, HB in the S1(QA) state
results in a persistent spectral hole superimposed on the structure
associated with the electrochromic shifts due to QA

� formation.
Higher resolution data are needed to explain the origin of the
narrow antihole distribution near the hole burned at 683.3 nm.
The fact that persistent HB is not evident in the 700�730 nm
spectral region although charge separation still takes place sup-
ports the idea that this region is indeed contributed to by a CT
state with very large el�ph coupling.366 In other words, the “red
tail” is predominantly homogeneously broadened. The CT excita-
tion most likely involves the special pair of Chls in the RC.366

The ZPA spectra of BBY particles (PSII-enriched membrane
bound preparations) and core complex samples prepared from
spinach and Synechocystis 6803 core complexes (from ref 17) are
shown in Figure 41. These spectra were obtained in the S1(QA

�)

state (holes are not saturated). The narrow SDF near 684 nm
dominates the ZPH action spectra. Hole widths burned in the
PSII cores (extrapolated to lowest temperatures and fluence)
correspond to excited state lifetimes of∼100 ps.364 Excitation of
the lowest energy states in CP43 and CP47 leads, with prob-
ability of ∼90%, to EET to the RC with subsequent charge
separation.364 There was a broader hole width (and higher
efficiency HB) in the QA state than in the QA

� state. This is
consistent with PSII emitting more strongly in the open (QA)
state than the QA

� state. Hole widths in the CP47 region were
wavelength dependent, with narrower holes appearing at longer
wavelengths.365 This was interpreted as due to progressively
slower EET to the RC from these longer-wavelength Chls within
the inhomogeneous distribution. This explanation was based on
the observed spectral shift of the PSII core307 and CP47�RC300

emission bands from∼690 nm at 5 K to∼695 nm at 77 K, which
has often been interpreted as reflecting decreased emission from
high-energy (∼690 nm) pigments in the CP47 lowest-energy
band at higher temperatures (∼77 K) due to quenching by EET
to the RC. (It was argued that at 5 K, emission originates from the
entire distribution of CP47 lowest-energy states, since insuffi-
cient thermal energy is present to induce “uphill” energy transfer
to the RC, while at ∼77 K, higher-energy pigments from the
CP47 lowest-energy state are quenched by rapid transfer to the
RC).300 This interpretation has been recently called into ques-
tion based on the observation of 695 nm fluorescence from
isolated CP47 (for which EET to the RC is obviously impossible)
independent of temperature in the range 5�77 K.9,138 However,

Figure 39. Scaled absorption of spinach PSII core complexes with those
of Nanba�Satoh reaction center preparations RC-5 and RC-6 (see the
text). Spectra are recorded with the sample immersed in superfluid
helium at 1.7 K. The inset shows the Qx region in greater detail. The
region near 630 nm corresponds to vibrational sidelines of Qy. Reprinted
with permission from ref 367. Copyright 2008 Springer.

Figure 40. Absorption spectra (thick line) at 1.7 K of a spinach PSII
core sample prepared in the S1(QA) state before illumination. Broad
band (laser line width∼2�3 cm�1) HB spectra of a spinach PSII core in
the S1(QA

�) state (top) and S1(QA) state (center) at 1.7 K. The hole
depths (ΔA/A� 100%) are∼9% and∼12%, respectively, each attained
with ∼3.5 mW/cm2 for 60 s. The bottom trace shows QA

� formation
following 630 nm illumination with comparable burn fluence to the
hole-burned spectra. Hole-burning with PSII in the S1(QA) state results
in a persistent spectral hole superimposed on structure associated with
electrochromic shifts due to QA

� formation. With PSII in the S1(QA
�)

state, difference-spectra after laser illumination at ∼683 nm display
persistent spectral HB features only as all PSII centers have been
converted to the S1(QA

�) state. Reprinted with permission from ref
17. Copyright 2004 American Chemical Society.
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detailed emission studies of the PSII core and CP47�RC
complexes are required to resolve this issue.
It has been shown recently that nonresonant HB spectra

obtained for the isolated CP43 and CP47 complexes are in good
agreement with HB spectra obtained in the intact PSII core
complex.86 This strongly indicates that the CP43 and CP47
complexes, whose spectra were presented in sections 5.1.2.1 and
5.1.2.2, correspond to intact complexes, i.e. they are not sig-
nificantly modified by the isolation procedure with respect to the
same complexes being part of the intact PSII core. Figure 42
shows the absorption spectrum of the PSII core from spinach
(the sample was kindly provided by Dr. E. Krausz) in the
S1(QA

�) state (i.e., closed RC at 5 K; the spectrum is indis-
tinguishable from that reported in refs 17, 365). The spectrum
was obtained using FTIR spectrometer with a white light (of
∼0.125 mW/cm2) and controlled green light (λex = 496.5 nm;
fluence = 36 J/cm2) illumination to ensure nearly 100% reduc-
tion of QA

�. The difference spectrum between the absorption
spectrum from refs 17 and 365 in the S1(QA) state and the
absorption spectrum [in the S1(QA

�) state] in theQx region (see

the lower inset) shows that the RC is closed under our experi-
mental conditions, as indicated by the∼80 cm�1 blue shift of the
Qx transition of the Pheos band. A bleach/shift induced by QA

�

formation is characterized in detail in ref 366. Such a shift is
attributed to the well-known electrochromic effect of S1(QA

�)
on the neutral pigments of the RC.366 In open RCs the effects due to
HB have to be disentangled from the electrochromic shifts associated
with the S1(QA

�) formation. Performing HB experiments on
samples deliberately poised into the S1(QA

�) state makes it possible
to circumvent this problem. Once effects due to electrochromic shifts
are (mostly) excluded, the sum of the saturated HB spectra
(readjusted for relative contributions from CP43 and CP47; λB =
496.5 nm) obtained for the intact isolated CP479 and CP4310

complexes is very similar to the subtracted saturated nonresonant
hole obtained for the PSII core.86 The extracted HB spectrum for the
PSII core is shown in the top inset of Figure 42 as the noisy dotted
curve. This spectrum is the difference between the saturated HB
spectrum in the S1(QA

�) state and the HB spectrum dominated by
the electrochromic shift associated with S1(QA

�) formation. This
agreement between the two HB curves discussed above suggests that
the optical spectra discussed in section 5.1.2 correspond to the intact
CP43 andCP47 complexes as the same low-energy states seem to be
observed in intact PSII core system. This is further supported by the
fact that any combination of saturatedHB spectra for intact CP4310,85

and sample 1A (i.e., destabilized CP47 complex described in section
5.1.2.2 and discussed in detail in refs 9 and 86 could not fit the
extracted nonresonant hole obtained for the PSII core. In fact, the fits
were very bad as theHB spectrum obtained for the destabilizedCP47
was significantly blue-shifted.

5.4. The Fenna�Matthews�Olson (FMO) Proteins
FMO is the simplest PC found in nature and therefore a use-

ful test object for developing new methods of photosynthesis

Figure 41. Absorption spectra (thick lines) at 1.7 K of Synechocystis
6803 (top) and spinach (center) PSII cores, as well as spinach BBY
(bottom) membrane-bound preparations. The triangles are the HB
action spectra obtained by burning with constant fluence and plotting
the resultant hole area as a function of burn frequency. The horizontal
dotted lines indicate the zero of the action spectrum, which are plotted on
arbitrary y-axis scales. HB for the action spectra was performed at 1.7 K
with broad band laser excitation (line width 2�3 cm�1) and with fluence
such that holes were not deeply saturated (ΔA/A <10%). Reprinted with
permission from ref 17. Copyright 2004 American Chemical Society.

Figure 42. Low-temperature (5 K) absorption spectrum of the PSII
core in the S1(QA

�) state. HB spectra for the latter sample (noisy red
curve), comparedwith the sumofHB spectra obtained for the intactCP43
and CP47 complexes, is shown in the top inset. The lower inset shows the
Qx absorption region for the PSII core in S1(QA

�) (dotted curve) and
S1(QA) (solid line) states; see the text for details. Reprinted with
permission from ref 86. Copyright 2010 American Chemical Society.
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research. It was the first BChl-containing protein to have its struc-
ture determined,373 and the experimental and modeling studies
of this protein have been a major source of our understanding
regarding pigment�protein interaction and pigment site ener-
gies. Although these interesting complexes were studied for more
than two decades, they are still a subject of active investigations
and new insights continue to emerge.83,374,375 In brief, the green
sulfur photosynthetic bacteria are anoxygeneic phototrophs that
contain unique antenna known as chlorosomes.376 In addition to
the chlorosomes, the green sulfur bacteria contain another BChl a
protein, a peripheral antenna complex called the FMO protein.377

The FMO connects the chlorosome to the RC in the cytoplasmic
membrane and functionally forms a bridge to transfer the excita-
tion energy.378 Structures of FMO from Prosthecochloris aestuarii
and C. tepidum are trimetric (C3-symmetry), and each of the three
monomers until recently has been thought to contain seven BChl
a molecules.373,377,379�383 (It was later suggested that the eighth
Bchl a molecule is present in FMO; see below.)

Figure 43 from ref 118 depicts linear absorption and 2D
electronic spectra (a) as well as mutual arrangement of the seven
BChls in the FMO complex (b) of C. tepidum. Protein is omitted
for clarity. BChl a 1 and 2 are on the surface of the monomer
protein, while BChl a 3, 4, 5, 6, and 7 are buried in the core of the
monomer. The recently discovered eighth BChl near the
chlorosome,82,384 not shown in Figure 43, was proposed to serve
as an energy-transfer intermediate between the chromosome and
the rest of the FMOprotein. BChl a 1 and 2 are the tightest packed
neighboring pair with the closest distance of 3.8 Å between atoms
in two tetrapyrrole rings. In contrast to that, BChl a 2 and 7 are the
farthest-distance pair, with 11.3 Å being the closest distance
between any atoms in two tetrapyrrole rings. BChl a 7 is in
the center of the seven molecules and has the closest average
distance toward the other six BChl amolecules.381 Although for a
while it was a matter of debate, all recent modeling studies are in
agreement that BChl 3 is themain contributor to the lowest-E state
near 825 nm;385,386,382 see Figure 43, frame b.

The optical properties of FMO proteins as manifested by
various linear and nonlinear spectra of the Qy band over the last
two decades were recently reviewed in ref 401. Data obtained via
SHB, pump�probe, photon-echo, and 2D ES (vide infra) were
discussed401 with emphasis on protein structure, site energies of
BChls, coupling strengths, line width, and exciton energies, as
well as the nature of the lowest energy band. Therefore, in this
subsection we limit our comments to several issues related to
SHB, FLN, and 2D ES.

Although the relative positions of the BChls are similar, and it
has been assumed that Mg coordination and hydrogen-bonding
interactions are also similar for individual BChls in FMO of dif-
ferent species,381 spectroscopic measurements, including absorp-
tion and CD, suggest significant differences in the excitonic
interactions between BChl a molecules in the FMO from P.
aestuarii and C. tepidum.387�389 Differences in exciton coupling
have been confirmed by high-pressure HB studies,394,395,398 but
the origin of these differences is not completely clear. It seems to
be widely accepted that it is sufficient to include only one
monomer (i.e., not the whole trimer) in simulations of various
types of optical spectra of FMO proteins,401 although SHB data
suggests that three states, connected by relatively slow EET,
contribute to the lowest energy state near 825 nm.390 This
remains to be proven, but it is likely that these three states
could be the lowest-energy states of the three subunits of the
trimer. FMO has also been studied by means of FLN,218 and

Franck�Condon factors of 30 Bchl a modes have been deter-
mined. As was common with the early FLN experiments, these
factors appear to be significantly lower than those obtained by
SHB.217

Theoretical and experimental advances in the elucidation of
the dynamics of FMO complexes using 2DESwere also reviewed
recently in ref 118. The excitonic couplings and site energies of

Figure 43. Exciton delocalization and energy flow in the Fenna�
Matthews�Olson (FMO) complex. (a) The linear absorption andT = 0
fs 2D spectrum of the C. tepidum FMO complex. Individual exciton
bands are shown in green, and the red curve indicates the laser spectrum
in the experiment. (b) The FMO structural arrangement of the seven
bacteriochlorophyll molecules (italic numbers) overlaid qualitatively
with the delocalization patterns of the excitons (colored shading, bold
numbers). Two main excitation energy transfer pathways are indicated
by the red and green arrows. Reprinted by permission from ref 118.
Copyright 2009 Annual Reviews Inc.
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excited states in the FMO complex have been used to describe
the dynamics of excitation transfer.385,391 Brixner et al.28 studied EET
in the FMO complex from C. tepidum using the 2D technique. 2D
spectrawere taken at several population times (t2 orT in section 4.9),
providing snapshots of excitation motion within the FMO complex.
An example is shown in Figure 43, frame a, which shows the 2D
spectrum at T = 0 fs. The cross peaks below the diagonal reveal
coupling between excitonic states. The data were combined with
theoretical modeling to demonstrate that the energy flow within the
FMO complex occurs primarily through two energy transfer path-
ways (Figure 43, frame b),28,392 which connect spatially proximate
and excitonically coupled dimers. Cho et al.392 presented a detailed
theoretical analysis of the experimental data and suggested that
population dynamics in the FMO complex can be described by a
combination of F€orster theory and modified Redfield equations.
Brixner et al.28 showed that although the two pathways affect an
overall funneling of the energy fromhigher-energy sites to the lowest-
energy trap, the energy transport is not a simple process of stepwise
energy decrease from one exciton level to the next lowest level.
Instead, it depends sensitively on detailed spatial properties of the
excited-state wave functions, as predicted by Redfield theory. In
addition, BChl 3 was confirmed as the energy trap within the FMO
monomer. 2D optical studies by Fleming et al. revealed a long-lasting
coherence in FMO complexes,245 and the strength of the excitonic
coupling of the pigments was determined experimentally.28 Inter-
estingly, these phenomena can also be considered from the viewpoint
of quantum entanglement.393

Until recently, all spectroscopy data on FMO was interpreted by
assuming sevenpigments permonomer.111,118,218,385,386,390,391,394�398

Recent X-ray structures82,384 (PDB ID 3BSD and 3ENI), as men-
tioned above, showed an extra eighth BChl a, although the occupancy
of the respective site appears to be lower than unity.82The presence of
the eighth Bchl a molecule was confirmed in 2009 using X-ray
diffraction at 1.3Å resolution (PDB ID3EOJ). It is distant fromother
pigments and located in a cleft in the protein surface, bridging the gap
between the base plate pigments and the core BChl a, thus increasing
EET efficiency.399 Although bothP. aestuarii andC. tepidum appear to
have this eighth pigment, the respective binding interactions are
significantly different. In both variants, the carbonyl oxygen of residue
123binds to the centralMg atom,whileP. aestuarii’s eighth pigment is
additionally linked by an Oγ atom of serine 168. Thus, the eighth
pigment is pentacoordinated in C. tepidum, while hexacoordinated in
P. aestuarii. Discovery of this new pigment has added a new challenge
to reevaluate the relationship between the atomic structure and
optical spectra. In recent literature, it has been assumed that the
difference in coordination of the eighth pigment is possibly the key to
their spectral differences, as the other seven BChl a molecules are
nearly identical in these two variants.82,399 Very recently Renger
et al.375 provided structure-based calculations of the optical properties
of the FMO protein demonstrating that the eighth pigment is indeed
the linker to the baseplate, confirming suggestions from crystal-
lographic studies.82 It has been shown that the main entrance route
for the excitation energy into FMO is via the highest exciton state,
which has the largest contribution from the eighth BChl.375

6. FINAL REMARKS AND THE FUTURE OF SHB SPEC-
TROSCOPY IN THE ERA OF SINGLE MOLECULE
SPECTROSCOPY

It has been demonstrated that SHB remains an active and
expanding area of spectroscopy, although some of the key players
have passed away in the past decade (e.g., Karl Rebane, Roman

Personov, Gerald J. Small, John M. Hayes) or retired (e.g., Josef
Friedrich, Urs Wild). Nevertheless, many groups (besides ours)
remain active in the application of SHB (e.g., Krausz’s, van
Grondelle’s, V€olker’s, Freiberg’s, and Riesen’s groups) and SPCS
(e.g., Orrit’s, Moerner’s, Aartsma’s, Brecht’s, and K€ohler’s groups)
to various biological systems, including photosynthetic com-
plexes. NPHB data discussed in this review demonstrated that
this high-resolution spectroscopy allows studying the excited
state electronic structure and excitation and/or electron transfer
processes in PC. In summary, SHB spectroscopy provides
information on (i) the static inhomogeneous broadening of
S0fS1 transition, (ii) electron�phonon coupling parameters
(S and ωm), (iii) intermolecular Franck�Condon factors via
vibronic satellite hole structure, (iv) the extent of correlation
between the SDFs of different electronic states, (v) radiative
lifetimes, (vi) dephasing time and the excitation energy transfer
time, (vii) electron transfer rates from the zero point level, and
(viii) energy landscape barrier distribution parameters. In addi-
tion, we have discussed several new developments in NPHB
spectroscopy emphasizing the description of hole shapes and
photoproducts in excitonically coupled systems. The models
developed recently and discussed in this review should strength-
en and expand this technique as a tool to understand the
excitonic structure of complex biological systems. For example,
our recent work provided important constraints and parameters
for future, more advanced excitonic calculations of LHCII, CP29,
CP43, CP47, and PSII core complexes. In addition, we have
recently shown that the theoretical description of nonresonant
holes is substantially more restrictive (in terms of possible site
energies) than those of absorption and emission spectra.85,86

Excitonic fitting of NPHB spectra can thus be used, together with
other types of linear spectra such as CD and LD, to obtain and
refine realistic site energies for complex systems. SHB can also
provide information on the interaction of the probe with the
protein environment, the range of these interactions, and on
spectral diffusion, i.e. on the protein motion in conformational
phase space (on how this motion is reflected in optical spectra).
For example, several examples utilizing SHB and SMS/SPCS
have been discussed in this review, where multilevel systems had
to be considered, indicating that the mechanism of NPHB
spectroscopy is due to a hierarchy of configurational relaxation
events triggered by electronic excitation.

Below we provide some of our thoughts as to what further
research should hope to accomplish in the field of NPHB and
SPCS, regarding application of these techniques in the area of
photosynthesis research. For example, assigning chlorophylls
(Chls) to various excitonic states is crucial for understanding
how these systems work. By using recently developed computa-
tional models,40,85,86 analyzing the unique redistribution of
absorption intensity in nonresonant HB spectra should ease this
process by providing a rigorous test for Chl site energy assign-
ments. For high-level studies, however, these models must be
adapted to include a more advanced description of both energy
transfer broadening and coupling to phonons and vibrational
modes. In addition, challenges remain in applying these methods
to resonant HB spectra; although the theoretical description is
not difficult, for complex systems (with multiple overlapping
pigment distributions) the computational challenges can be
daunting. The extension of excitonic HB theories to resonant
HB spectra (and especiallyΔFLN spectra) will be a key challenge
to fully realize the power of these techniques. A related problem
in NPHB and SPCS modeling is the treatment of photoproduct
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distribution (in NPHB) and spectral diffusion (both NPHB and
SPCS), each of which may provide important insight into the
structural dynamics of the pigment�protein complexes studied
(for example, the characterization of multiple-level systems
and the apparent hierarchy of disorder in protein systems).70

Another possible future development is the combination of
phonon spectroscopy by SHB andΔFLNwith inelastic neutron
scattering178 in order to separate contributions to the one-
phonon profile arising from the protein phonon density of
states (DOS) and from el�ph coupling. This approach may
provide further insight into the interaction of electronic or
excitonic transitions with protein dynamics. Only through
detailed theoretical modeling of high-resolution experimental
data can such important problems be assessed.

We anticipate that SHB and SPCS will also provide more
insight into the mechanisms and the pathways of primary charge
transfer in PSII core. It remains to be confirmed whether PSII
core possesses parallel primary charge transfer pathways. For
example, recently Renger and Schlodder11 suggested that the
primary charge separation in PSII core from ChlD1 could
compete with exciton relaxation into a low-lying charge-trans-
fer/excited state of the “special pair”. The work on protein
dynamics of various PC may provide additional insight on fine-
tuning of the energy of the excited states which, as suggested by
Fleming et al.27,116 and recently discussed by Brecht et al.76 and
Romero et al.,344 could optimize the extremely efficient EET in
PC. In summary, NPHB and SPCS may be utilized to develop a
joint comprehensive picture of protein dynamics and related
spectral diffusion phenomena in various PCs.

The role of quantum entanglement in biomolecular systems
has been recently reviewed in ref 393 with the focus on recent
theoretical calculations and the relationship between entanglement
and other quantum mechanical features that are observed and
predicted in light-harvesting complexes via 2D ES. A number of
possible extensions of the current work have also been proposed.393

New types of 2D techniques can be developed; it has been proposed
that by looking at a smarter representation of the 2D spectra using a
particular set of pulses, the correlated dynamics of the double excited
states could be probed.400 The latter is very important, as 2D spectra
can be obscured by overlapping contributions of single and double
exciton resonances.401 It is anticipated that new coherent control
strategies with shaped excitation pulses will be developed,401

providing new insight into quantum mechanical phenomena in
biologically functional structures,393 in particular in light-harvesting
components of photosynthetic organisms.402

Finally, we note one of the very recent developments in SHB.
Namely, it has been demonstrated that SHB can be performed on
electronic transition in diffuse reflectionmode403 (what is believed
to be the first time). SHB (at T = 3 K) was applied
to the electronic origin of the 4A2(F)f

4T1(P) transition of a
400 μm thick film of nanocrystalline LiGa5O8:Co(II) (average
particle size ≈ 50 nm). For this particular material, the authors
observed signal-to-noise ratios about 16 times better in diffuse
reflection compared to HB spectra in luminescence excitation
measurements. This opens new possible applications; for exam-
ple, one could easily measure charge transfer processes in opaque
nanocrystalline materials and molecules adsorbed on various
surfaces used in various photovoltaic devices. In particular, the
diffuse reflection SHB should be used to study opaque materials
with very low luminescence quantum yield. Thus, we anticipate
that SHB will continue to provide insight into the electronic
structure in complex biological and nonbiological systems.
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NOTE ADDED IN PROOF

While this review was being written, direct information on the
CP29 structure was not available. All structural models were
based on the high sequence homology among the Lhcb proteins.
Very recently, however, the first crystal structure of spinach CP29
was reported at 2.8 Å� resolution by Pan et al. (Nature Structural &
Molecular Biology 2011, 18, 309). According to this work CP29
binds 13 Chl and 3 carotenoid molecules.


