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Abstract
The photocycle of the retinal protein from Exiguobacterium sibiricum, which differs from
bacteriorhodopsin in both its primary donor and acceptor, is characterized by visible and infrared
spectroscopy. At pH above pKa ~6.5 we find a bacteriorhodopsin-like photocycle, which
originates from excitation of the all-trans retinal chromophore with K-, L-, M- and N-like
intermediates. At pH below pKa ~6.5 the M-state, which reflects Schiff base deprotonation during
proton pumping, is not accumulated. However, using the infrared band at ~1760 cm−1 as a marker
for transient protonation of the primary acceptor, we find that Schiff base deprotonation must have
occurred at pH not only above but also below the pKa ~6.5. Thus, the M state is formed but not
accumulated for kinetic reasons. Further, chromophore reisomerization from the 13-cis to the all-
trans conformation occurs very late in the photocycle. The strongly red-shifted states that
dominate the second half of the cycle are produced before the reisomerization step, and, by this
criterion, they are not O-like but rather N-like states. The assignment of photocycle intermediates
enables reevaluation of the photocycle; its specific features are discussed in relation to the general
mechanism of proton transport in retinal proteins.

Keywords
retinal protein; FTIR; proton transport; intermediates; pH-dependence; pKa

Introduction
The bacterial retinal proteins discovered some forty years ago1,2 constitute a functional
group that spans all biological kingdoms3,4. They include light-induced proton5,6 and
chloride7 pumps, as well as light sensors3. Absorption of light by the chromophore triggers a
cyclic sequence of molecular events, which includes isomerization of the retinal from all-
trans to 13-cis, movement of ions, protein conformational changes and thermal
reisomerization (for reviews of the ion pumps see5,6). All of these events are accompanied
by changes in the absorption of the retinal chromophore, both in the visible and in the IR,
and the sequence of transient intermediates formed after photoisomerization is
conventionally described with the K-L-M-N-O notation, initially introduced for
bacteriorhodopsin (BR)8. In the ion pumps the photocycle leads to the build-up of a
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transmembrane electrical and chemical potential, which can be utilized for energy-requiring
reactions such as ADP phosphorylation2,9.

Absorption of a light quantum by the retinal contributes approx. 200 kJ/mol of energy to the
chromophore, a portion of which is retained in the retinal in the early K-like state(s)10,11, i.e.
at a stage where the initial photochemistry is finished and the biologically significant steps
of the photocycle have not begun. In the light-induced proton pumps this energy is sufficient
to destabilize the proton of the protonated retinal Schiff base linkage6. After Schiff base
deprotonation that produces the M state, further proton translocation across the protein is
achieved by formation and breaking of transient proton conducting chain(s), and the
movement of proton(s) during the sequential states of the photocycle (for reviews see6,12).
In these proton pumps two proton-conducting pathways (half-channels) are formed
transiently, which alternatively connect the Schiff base to the extracellular and cytoplasmic
surfaces of the membrane.

To achieve this, proton-conducting groups in the half-channels should be able to serve in
turn as acceptors or as donors, transiently reversing their function in the course of the
photocycle (see12 for review). One of the main lessons learned from the retinal proteins is
that although in principle many amino acids side chains might serve as acceptors/donors for
protons – tyrosines, histidines, arginines, or even lysines, only those with carboxylic acid
side chains, i.e., the aspartic and glutamic acids, had been confirmed to perform this
function12–19. In the retinal proteins their effective pKa’s range from as low as 2.620–23 to
over 1224–26.

While the central part of the pumping mechanism of a retinal protein is the ability of the
initially protonated Schiff base to deprotonate after photoisomerization of the retinal, the
pumping mechanism is optimized by two functionally important groups: (i) the primary
proton acceptor, Asp-85 in BR13,15,16 and its homologues in other retinal protein proton
pumps17–19,27, and (ii) the primary proton donor, Asp-96 in BR14,28,29, and its
homologues17–19,27. A third residue, of Asp-212 in BR, which is super-conserved in all
retinal proteins, seems to be essential for proton pumping as well4,30.

The deprotonation of the Schiff base (and thus the protonation of the initially deprotonated
primary acceptor) is the first functionally important proton transfer, found so far to be
obligatory in the photocycle of any retinal based proton pump. It leads to formation of the M
state8,15,16,31. Reprotonation of the Schiff base by the primary proton donor14,28,29 later in
the photocycle leads to decay of M and formation of N8,31–33. Reprotonation of the primary
donor appears to be a prerequisite for reisomerization of the chromophore28, and the
resulting O intermediate is the only transient state in the BR photocycle with an all-trans
retinal34.

The presence of an initially unprotonated primary acceptor was found to be necessary for
deprotonation of the Schiff base and for proton pumping. Its inactivation either by
mutation13,35 or by protonation at low pH abolishes transport in both BR36–38 and
proteorhodopsin (PR)39. Unlike the primary acceptor, the primary donor does not seem to be
obligatory, and the corresponding mutants (e.g., D96N, D96G and D96A in BR28,29,40,41)
are able to pump although with decreased turn-over rates28. Furthermore, water molecules
buried deep inside protein were shown to play important roles42–45, facilitating and
optimizing the functional dynamics.

The non-archaeal retinal proteins studied, e.g., PR46, Gloeobacterrhodopsin (GR)18, fungal
rhodopsin from Leptosphaeria maculans (LR)19 xanthorhodopsin (XR)27,47, and ESR48,
differ from BR in their proton acceptor and/or donor, raising questions whether the best-
studied BR is a good paradigm for retinal-based proton pumps. They all have a histidine
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residue in the immediate vicinity of their primary acceptor 49,50. In the His-62/Asp-96
complex of xanthorhodopsin His-62 forms a strong hydrogen bond with the carboxylate
group of Asp-9647, and this gave grounds to hypotheses for a role of histidine in proton
pumping. However, in PR further attempts to explore the specific role of histidine in the
His-Asp pair produced conflicting results both in favor49 and against50 the active
involvement of histidine in the proton transporting mechanism.

The recent discovery of ESR, a retinal protein from the eubacterium Exiguobacterium
sibiricum51, demonstrates in further detail how the non-archaeal rhodopsins may extend the
BR paradigm. In ESR, similarly to PR49 and XR47, there is an Asp-85/His-57 pair at the
Schiff base, which forms the primary proton acceptor48, instead of the corresponding
Asp-85/water pair in BR52. Additionally, a lysine, Lys-96, occupies the place of the primary
donor instead of the carboxylic acid previously found in all other known retinal protein
proton pumps4. Recently available gene sequences indicate53 that ESR is not the only retinal
protein with the lysine in the Asp-96 position.

As with other retinal proteins, the absorption band of ESR in the visible is pH-sensitive48,
revealing a pKa of ~6.5 for the Schiff base counterion (in liposomes). Unlike in BR, this pKa
is not the pKa for full deprotonation of Asp-85 but rather the higher of the two pKa’s of the
complex counterion in ESR, the Asp-85/His-57 pair. In the initial state most of Asp-85 is
deprotonated above the lower pKa (~2.3); the higher one accounts for deprotonation of only
the last ~10%48. On the other hand, accumulation of M in the photocycle is associated with
the higher pKa, a finding that was suggested to relate to the protonation state of His-57
rather than Asp-85, which receives the Schiff base proton48. This pKa, which we will further
refer to as the “the apparent pKa of the accumulation of M”, defines two pH regions, in
which the photocycle differs significantly48. In the pH region above this pKa, both M-like
and post-M states are readily observed48,51, resembling the phenotypes observed earlier in
PR17 and XR27,54. However, unlike in PR, where proton transport is fully correlated with M
accumulation in the photocycle39, in ESR below this pKa no transient M accumulation
occurs, indicating a strongly perturbed photocycle, which nevertheless produces proton
transport48.

This paper reports on studies of the photocycles both above and below this pKa, in the
visible and in the IR. Specifically, we are interested in how far the similarity between the
photocycles of ESR and BR/PR goes, and how to correlate the observed transient spectral
changes in ESR with molecular processes in protein. Among the questions is whether M-like
state is not produced at all, or produced but not accumulated, below this apparent pKa.
Earlier, we had proposed48 the latter rather than the former. Using IR spectroscopy, we
show that this is indeed the case. We also find that the red-shifted state(s) observed at the
end of the photocycle are not an O-like (i.e., with all-trans retinal) but rather N-like (i.e.,
with 13-cis retinal). We will argue that, despite the differences in the amino acid sequences
and the apparent photocycle kinetics, all major mechanisms that define the proton-
translocating phenotype of BR are present in ESR as well. Further, this conclusion is not
restricted to the pH region above the apparent pKa of M accumulation but below it as well.

Experimental Methods
ESR, Exiguobacterium sibiricum rhodopsin,51, was expressed, harvested, and purified as
described earlier51. Wild-type and K96A mutant were used.

To restore a membrane-like environment, ESR was incorporated in liposomes (L-α-
phosphatidylcholine, Avanti #840051C) at 1:100 protein-to-lipid molar ratio. For this the
DDM-solubilized (DDM, n-dodecyl-ß-D-maltoside) protein collected from a Ni-NTA
Agarose column (Qiagen, Germany) was subjected to dialysis (12–14k MWCO tubing from
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Spectrum Laboratories, Inc. California) to remove imidazole, salts and buffers. DDM (n-
dodecyl-ß-D-maltoside) concentration is not affected by this procedure, which was repeated
twice for 2 hours at 4°C against the x200 volume of a 10 mM buffer at pH 8.0. The protein
at 1 mg/ml concentration in 0.2% DDM was mixed with DDM-solubilized lipid (3 mg/ml in
0.5% DDM), and liposome formation was initiated by drop-by-drop dilution with a 3.5 mM
buffer containing 2 mM EDTA at pH 8.0 to reach a DDM concentration three times below
its critical micelle concentration level of 0.0087%. The detergent was then washed out by
two centrifugations of the liposomes at 250,000g for 2 hours at 4°C. The first spin was in the
presence of 0.1 M NaCl; the second without. The desired pH was obtained by further
washing with a 3.5 mM buffer and sedimenting the liposomes at 19,000g for 60 minutes.

The photocycle was monitored both in the visible, and in the IR. In the visible, the
photochromic changes following laser excitation (7 ns, 532 nm, ~2 mJ/cm2) were recorded
at selected wavelengths (indicative of specific intermediates) on a single-wavelength time-
resolved spectrometer, as described previously17,56. A monochromatic beam of 6.5 nm
Gaussian spectral width was used for monitoring, and was obtained with two
monochromators (before and after the sample) from a power-stabilized (Radiometric power
supply Model 68831 with photo-feedback, Model 68850; both by Oriel Instruments,
Stratford, CT) 250 W halogen lamp. The intensity of the measuring beam on the sample was
≤0.3 mW/cm2, which corresponds to a time constant of ~100 sec for potential photo-induced
processes in ESR, in the 530–570 nm region of measurements where the probability of
unwanted excitation by the measuring beam is the highest. To keep the measuring beam
from producing measurable photoexcitation, x10 or x100 neutral filters were used to further
reduce its intensity when measuring the photocycles with components slower than 10 sec.
Still slower kinetics was recorded on a spectrophotometer (UV-1601, Shimadzu, Japan),
using a millisecond photoflash from a camera (PowerShot A85, Canon, Japan) for
excitation.

To obtain time-resolved spectra of intermediates, single-wavelength kinetic traces were
collected separately at 18 wavelengths covering the 380–720 nm region with steps of 20 nm,
and subjected to analysis using the FitExp and Schemefit programs56. At first global (multi-
exponential) fitting was performed with FitExp program, and the minimal sufficient number
of exponential components was evaluated by F-test statistics and analysis of residuals, see56

for details. This number is equal to the number of distinct intermediates detected
experimentally56. The corresponding exponentials are the apparent processes, and the
difference spectra of the mixtures formed between them were calculated by SchemeFit
program56. These spectra are conceptually similar to that of the so-called kinetic states57,
but include additional corrections obligatory for the real-case kinetics, in which the
neighboring time constants, as is the case in ESR, are of the same order of magnitude. In the
oversimplified case of a unidirectional photocycle, these spectra would have corresponded
to the pure spectra of the intermediates. In the more realistic case of a sequence with back
reactions, A↔B↔C↔D↔E↔, as is the case for the ESR photocycle (see details in the
Results section), the apparent rates do not correspond to simple transitions such as A-to-B
and B-to-C but rather to transitions from an A state into a mixture of A and B, and later on
into a more complex mixture of A and B and C states coexisting temporarily due to transient
equilibria. The spectra calculated in this manner17,56,58 are weighted sums of the pure
spectra of the individual intermediates in the mixtures formed in these transient equilibria.

IR measurements were performed at 2 cm−1 resolution on a FTIR spectrometer (IFS-66/s,
Bruker, Germany) equipped with a cryostat (Optistat DM, Oxford Instruments, Abingdon,
U.K.). Specific intermediates and their mixtures were selectively populated at low
temperatures under illumination with a ~30 mW/cm2 light of 500±20 nm produced by
combination of a 150 W fiber optic illuminator (Model 1700, Dolan-Jenner, Boxborough,
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MA) and an interference filter. The resulting photoexcitation flux allows detection of states
with decay times slower than one second. Further details on IR sample preparation,
measuring protocols and data treatment were described previously59–61.

The photocycle measurements were performed on both liposome suspensions (in the
visible), and films (in the visible and in the IR) prepared from the liposomes. As in other
retinal proteins, humidity affects kinetics, and to minimize these effects we used highly
humidified films with 800–2500 waters per each protein molecule. Under these conditions
the differences in the time constants measured in films vs. those measured in suspension
were within a factor of three. For direct comparison with the FTIR results, some of the
measurements in the visible were repeated on IR films. The data that required direct
quantitative comparison at different pH values were measured on liposomes suspensions in a
mixture of six buffer: citric acid, MES, and MOPS, BICINE, CHES, and CAPS (10 mM
each, all from Sigma), the use of which allowed to smoothly vary pH between 3 and 11.

The pH-dependence of proton-transporting cycle reactions was modeled by a linear system
of differential rate equations (including reversible reactions), with the aim to reproduce the
pH-dependencies of the observable rates and amplitudes. The intrinsic reactions were
assumed to be of one of two simple types: either (i) pH-independent (first order) transitions
in the photocycle and dissociation reactions, or (ii) pH-dependent (pseudo-first order)
association reactions in protonation equilibria with the bulk. The model took into account a
possibility of an internal donor to the Schiff base, which might be either initially protonated
or deprotonated. Its protonation state in each intermediate (e.g. M-like) was accounted by
explicitly including two separate sub-states: one with the donor being protonated, M(+),
another not, M(−), and the corresponding balances are governed by pKa’s, which vary from
one intermediate to another. The pKa in the non-excited state determines the initial
conditions. The model includes also an additional pathway bypassing the donor that would
enable alternative passive transport of protons from the bulk to the Schiff base during the M-
to-N reaction. A program for numeric solution of these differential equations was developed
in Matlab employing the procedures for solving the eigen-problem. Its output consists of the
eigen-values, the apparent time constants, and the eigen-vectors, the corresponding apparent
amplitudes of the concentrations of intermediates, as functions of the intrinsic rates and the
assumed pKa’s, which were the adjustable parameters. Varying the pH for any set of
parameters produced the pH-dependencies, and the adjustable parameters were varied to
mimic the observations with the aim to estimate the region of their variability compatible
with the observations.

CLUSTAL W62, OPUS (Bruker, Germany), Matlab (The Mathworks, Inc., Natick, MA),
KaleidaGraph (Synergy Software, Reading, PA), CurvExpert (http://www.curveexpert.net),
FitExp56, and SchemeFit56 software was used for data analysis and presentation.

Results
Structural differences between ESR and BR

The 3D structure of ESR is unavailable. Projecting the retinal binding pocket of BR (i.e.
within 5 Å from retinal in BR52) on the amino acid sequence for ESR (B1YFV8_EXIS2 in
www.uniprot.org) aligned51 to that of BR63 reveals (Figure 1) that of the 24 residues that
form the retinal binding pocket, only 6 are different from their corresponding homologues in
BR.

In BR those are Trp-138, Ser-141, Thr-142, Met-145, Trp-189, Ala-215; they correspond to
Tyr-147, Gly-150, Cys-151, Trp-154, Tyr-198, Asn-224 in ESR. Further, of the buried
residues with carboxylic acid side chains, which might serve as reversible acceptor-donors12
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for proton transport, both ESR and BR sequences contain 9 (Figure 1): 5 aspartic and 4
glutamic acids in ESR vs. 6 aspartic and 3 glutamic acids in BR. Asp-85, the homologue of
the primary proton acceptor, Asp-85, in BR13,15,16, and Asp-119 and Asp-221, the
corresponding homologues of two other functionally important aspartic acids in BR,
Asp-115 and Asp-2124,64, are conserved. In ESR, the position homologous to that of the
primary donor in BR, Asp-9614,28,29, is occupied by Lys-9651. Other carboxylic amino acids
seem to be so far from retinal that they are unlikely to have direct acceptor or donor
functions: two on the cytoplasmic, and three on the extracellular side of the membrane
surface, while an additional glutamic acid, Glu-214 that does not have a corresponding
homologue in BR is buried inside the protein on helix G. Unlike in BR, but similar to XR47

and GR18, the ESR sequence does not have homologues for Glu-194 and Glue-204, which
play prominent role in optimizing the proton-releasing mechanism in BR44,65–69.

FTIR characterization of the photocycle intermediates above the apparent pKa of M
accumulation

Previously, three main intermediates of the ESR cycle: the red-shifted early K-like state, the
blue-shifted M-like one, and a later post-M red-shifted state, were characterized in this pH
region by time-resolved spectroscopy in the visible48,51. We employed static FTIR
measurements at low-temperature with the specific aims of (i) to characterize these three
intermediates in more detail, and (ii) to look for additional transient states. The IR spectra in
the four panels of Figure 2 reflect the presence of at least four intermediates that correspond
to the K-, L-, M-, and N states of BR.

As evident from the combination of the negative (depletion of the initial state) and positive
(formation of intermediates) bands in both the ethylenic (1500–1570 cm−1) and the finger
print (1150–1250 cm−1) regions, the retinal in all four intermediates is in the 13-cis
form31,70, and all of them arise from a cycle that originates from excitation of the all-trans
retinal. No contribution from an alternative cycle arising from photoexcitation of the 13-cis
form of the retinal is noticeable in the spectra in Figure 2. In BR the light-adaptation leads to
redistribution of the isomeric ratio in favor of all-trans, traceable by a 10 nm shift in the
visible1,37 and/or a distinct signature in the IR71. An attempt to detect a similar change in
ESR by IR monitoring upon prolonged light-adaptation failed, revealing no redistribution in
the isomer ratio. Together with the lack of any depletion bands from photo excitation of the
13-cis form of the chromophore in the spectra of intermediates (Figure 2) this implies that
either non-excited ESR contain predominantly the all-trans retinal or excitation of non all-
trans chromophore(s) produce intermediates sufficiently short-lived to escape our detection.

At ~80 K, similar to other retinal proteins, the cycle is blocked at an early stage59,61,72, and
the trapped state is a red-shifted (see the up-shifted 1528 cm−1 positive band in the ethylenic
region, indicative of a strongly red-shifted λmax and compare to the 1517 cm−1 band in low-
temperature K in BR70) K-like intermediate (Figure 2A), with unique and prominent
combination of the positive bands in the HOOP region (900–1000 cm−1), familiar from
studies on bacteriorhodopsin61,70,71,73–76. In BR, under cryogenic trapping the contributions
from the K-like intermediates are fully reversible by red light71,73,77. In ESR, unlike in
BR71,73,77, but similar to GR78, some of the photo-induced changes at cryogenic
temperatures are not light-reversible (data not shown). This non-reversible contribution
decreases with increasing temperature, reflecting, most probably, an ability to trap a pre-K
state. Further, even the component reversible with red-light is not homogeneous, and in
ESR, similar to BR and XR61, there being at least two separate red-light reversible K-like
states, the relative contributions from which vary with temperature. Details on these multiple
early bathoproducts of ESR will be published elsewhere.
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Raising the temperature allows the cycle to proceed further, and the spectrum at 230 K for
panel B in Figure 2, corresponds to events that happen after the K-like state (partially)
decays, but still early in the photocycle. The IR spectrum of the mixture in Figure 2B
indicates the substantial presence of an L-like state. The differences from the K-like state
(Figure 2A) indicate that it is a post-K state, while those vs. Figure 2C at a still higher
temperature (275 K), indicate that it is a pre-M state. This assignment is based on the close
similarity of the IR difference spectra in ESR with those in BR70,79–81, which identify the
spectrum in Figure 2B as (i) one belonging to a 13-cis state (see the ethylenic stretch and the
finger print regions, at 1490–1540 cm−1 and 1150–1250 cm−1, respectively), (ii) one with a
protonated Schiff base (see the positive bands in the fingerprint and 1200–1500 cm−1

regions and compare them to the spectra of intermediates in BR in70,79–81), and (iii) one
with an unprotonated Asp-85 (see the lack of a positive band at 1758–1760 cm−1 and
compare to its presence in Figures 2C and 2D).

At temperatures above ~245 K (Figure 2D), as in BR, the dynamic relaxation mode is
switched from distributed to conventional kinetics60, and the cycle is fully completed. Under
constant illumination the resulting photostationary mixture is dominated by the slowest
decaying intermediate(s) of the photocycle. Based on similarity with the IR spectra of the
intermediates of BR70,79–81, the dominant intermediate in this mixture is assigned to an N-
like state. It is a state with (i) a 13-cis retinal configuration, i.e. an intermediate before re-
isomerization (see the ethylenic and finger print regions), which, unlike the earlier L-like
state described above, has (ii) a prominent positive band at 1758 cm−1 due to transient
protonation of Asp-85, (iii) a strong positive peak at 1182 cm−1 indicative of the 13-cis
configuration of retinal with a reprotonated Schiff base, and (iv) a prominent positive peak
at 1390 cm−1 characteristic of the N-like state in BR70,79–81. All these features indicate that,
unlike the earlier L-like state described above, it is a post M state, which contains a 13-cis
retinal i.e. prior to the cis-to-trans reisomerization characteristic for the N-to-O transition,
and therefore we consider it N-like. Note that in ESR it is a red-shifted state (see Figure 3B
and 3C), unlike the N state in BR8,82 but similar to the corresponding N-like state in PR17.
The cumulative amplitude of the band at ~1760 cm−1 indicative of both M-like and post-M
states increases with temperature, and follows a sigmoidal curve (not shown) similar to that
described earlier for BR59,60. The midpoint of this curve is at ~250 K for pH 9.2.

The transient equilibria of L-to-M and M-to-N are highly sensitive to the presence of water.
At the intermediate level of humidification (~1000 water molecules per each ESR molecule)
used for samples in Figures 2B, and 2D, these two mixtures are strongly shifted towards L-
and N-like states correspondingly, i.e. away from the M-like state. Raising the humidity
level above ~2000 water molecules per ESR molecule, the balance becomes more favorable
to M, and the photostationary mixtures created above 250 K indicate the dominant presence
of an M-like state (Figure 2C – compare it to the M spectrum in BR70,79–81). The main
features allowing this assignment are (i) the positive ethylenic stretch at 1567 cm−1

(overlapping the amide perturbation band at 1555 cm−1, similar to the case of BR70)
indicative of a strongly blue-shifted state (compare this to the 1565 cm−1 ethylenic band of
M intermediate in BR70); (ii) the absence of any positive component in the finger print
region indicative of the deprotonated Schiff base70,79–81; and (iii) the positive C=O stretch
band at 1760 cm−1 indicative of Asp-85 protonation. Besides the M-like state, this spectrum
(Figure 2C) seems to contain some contribution from the later N-like intermediate, which
would account for the positive band at 1390 cm−1. Usually this band appears in the N-like
states70,79–81, and it is indeed present with a much higher amplitude in the N-like spectrum
of ESR (Figure 2D).

Besides the positive band at 1760 cm–1 indicative of Asp-85 protonation, the carboxylic
region in Figure 2C and D contains a negative band at 1737 cm−1. In BR the negative bands

Dioumaev et al. Page 7

J Phys Chem B. Author manuscript; available in PMC 2014 June 20.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



in this region appear due to shifts in the bands of the protonated Asp-96 and Asp-11514,33.
ESR lacks the homologue of Asp-96 (having a Lys-96 in the corresponding position) but
Asp-119 is the homologue of Asp-115, and Asp-221 is the homologue of Asp-212 in BR.
The latter is expected to be unprotonated, as in BR64, and therefore, we tentatively assign
the negative band at 1737 cm−1 to the protonated Asp-119. An apparent absence of a
coupled positive peak in the protonated carbonyl region (>1700 cm−1) argues against the
origin of the negative band at 1737 cm−1 being due to a perturbation of Asp-119. Instead, it
could be interpreted as transient deprotonation, in which case at least some of the amplitude
of the positive band at 1391 cm−1 might be due to the deprotonated carbonyl stretch that
arises. However, the proton-related signal of an indicator dye appears only on the time-scale
of the second/slow component of the M-like state formation48, and, therefore, even if
transiently deprotonated, the possible role of the Asp-119 in proton pumping is not clear. A
similar problem was noted previously in BR for the Asp-96 band in L state, where the time-
resolved FTIR13,83 and low-temperature trapping FTIR experiments33,84 seems to be in
conflict, and there is still no consensus for its cause.

Photocycle of the wild-type ESR and its pH-dependence, from monitoring in the visible
Figure 3 presents characteristic time-resolved traces of absorption changes of ESR-liposome
suspensions at three pH values, below (panel A), near (panel B), and above (panel C) of the
apparent pKa in ESR.

The traces at 510 nm monitor the depletion of the initial state, while those at 420 nm are
mostly from the M-like state(s). The traces at 590 nm illustrate the presence of the red-
shifted product(s): the decay of the initial bathoproduct that appears faster than the 1.5 μs
instrumental time-constant, and the rise and the decay of red-shifted state(s) in the second
part of the photocycle. The latter, unlike in BR but similar to PR17, is not an O-like state
which should have contained the all-trans retinal, but rather an N-like state because it
contains 13-cis retinal (Figure 2D). The presence of yet another red-shifted intermediate,
which appears upon the decay of this dominant red-shifted N-like state and decays on a
time-scale of ~3-times slower than its predecessor (see more below), is revealed by the ratio
of the traces at 590 and 510 nm (not shown).

The pH-dependence of the photocycle was further explored in liposome suspensions in the
pH range from 3.7 to 9.2 (Figure 4A). As noted previously48, the transient accumulation of
the M-like state(s) is titrated with a distinct pKa, which is ~6.5 when measured in liposomes.
Figure 4B presents the comparison of the titration curve for ESR from the static absorption,
the spectrum of nonexcited protein (see more in48) and the amplitude of the accumulated M-
like state(s) in the photocycle (as measured at 420 nm). The two variables were fitted
separately to Henderson-Hasselbalch formula, scaled to their individual magnitude of
change, and overlapped in Figure 4B to illustrate that they reveal the same pH-dependence
with an apparent pKa of ~6.5. Although not shown in Figure 4B, the partial decrease in the
apparent accumulation of the red-shifted state(s) that follow M (see Figure 3) show the same
apparent pKa (not shown).

The data measured on ESR-liposome suspensions were globally fitted with multi-
exponentials, separately at each pH using the time-frame from ~10 μs to completion of the
photocycle. Figure 4C illustrates the time-constants for a simple 4-exponential fit, which,
although incomplete, is a sufficient approximation for the main processes discussed. The
four time constants reflect (i) the second (slower) phase of the M rise (τ1 ~100 μs), (ii) and
(iii) the two components (τ2 ~1 ms and τ3 ~10 ms) of the M decay and the corresponding
rise of the transient absorption in the red, and (iv) the main component (τ4 ~39 ms) of the
decay of the red-shifted intermediate(s). The decay of the initial K-like state(s) and the fast
phase of the M rise were both faster than the chosen time-window. An additional low-
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amplitude process, slower than the τ4 decay, which was revealed by calculating the ratio of
traces in Figure 3 (not shown), was not included in the 4-exponential fit either.

Figure 4C presents the pH-dependence of these four apparent time constants, which are
nearly pH-independent in the pH range 5.7–9.2 (Figure 4C), including the biexponential
decay of the blue-shifted M state, which is simultaneously the biexponential rise of the
induced absorption in the red, with τ2 ~1 ms and τ3 ~10 ms time constants. On the other
hand, the relative contributions of the two components of M decay are strongly pH-
dependent (Figure 4D). At lower pH the faster component dominates, while the reverse is
true at higher pH. If the Henderson-Hasselbalch formula is applied to the ratio of amplitudes
of the two components a pKa ~8.5 is obtained (Figure 4D). This pH-dependent behavior is
distinctly different from that of the titration-like changes in the overall accumulation of the
M-like state, which has a pKa ~6.5 (see Figure 4B). A study on the former feature in
detergent-solubilized samples is described separately85.

At pH higher than the data points shown in Figure 4D, M decay becomes pH-dependent, and
above pH ~9.5 the corresponding time constant(s) increase linearly with the decreasing
proton concentration in the bulk, creating a distinct inflection point in the pH-dependence of
the apparent rates (see Figure 7 below), in accord with a similar effect in BR28. This is the
third strongly pH-dependent feature in the photocycle kinetics, and, as we will argue below,
it should reflect the titration of yet another group, different from those affected at pKa’s of
~6.5 and ~8.5.

Monitoring the photocycle in the visible reveals four interesting features. First, as we noted
previously, the apparent accumulation of M in the photocycle is dependent on pH, the
decrease in the overall observable transient amplitude of M with decreasing pH follows a
titration-like pattern, and transient accumulation of the M-like state is completely eliminated
at low pH48. Second, not only the apparent accumulation of the M-like state but also the
apparent contribution from the red-shifted post-M state(s) is also affected by pH. However,
unlike the M-like state(s), the accumulation of the red-shifted post-M state(s) is decreased
but not eliminated at low pH. Third, M decay and the resulting formation of N are clearly
not monoexponential48. Both contain at least two components, and the ratio of their relative
contributions is strongly pH-dependent (see more below). Fourth, unlike in BR, the build-up
of the M-like state leads not only to the strong depletion in the main absorption band
(monitored at 510 nm) but it is traceable also in the time-resolved absorption changes in the
red (monitored at 590 nm) in the hundreds of microsecond time-range (see more in the
section on the K96A mutant below). The reverse is also true, and the concomitant formation
of the red-shifted intermediates (see the 590 nm trace in Figure 3) on the millisecond time-
scale leads to an apparent depletion observable at 420 nm as well. This latter feature is very
different from what is observed in BR, and, as a consequence, could create some strongly
misleading impression on the dynamics of the ESR photocycle if one compares it to the
photocycle of BR.

Detection of the post-M states in the photocycle below the apparent pKa of M
accumulation

While the absence of accumulation of the M-like state at low pH is evident (Figures 3A and
4B), the question remains whether an M-like state is not produced at all or produced but is
not accumulated below the apparent pKa of ~6.5 (Figure 4B). Earlier48, we proposed that the
latter is the case, based on the mostly anionic state of the proton acceptor, Asp85, in this pH
region, and the apparent discrepancy between the inability to detect a transient accumulation
of M-like state in time-resolved experiments below the corresponding pKa and the transport
activity observed48. To reconcile these observations we proposed48 that M-like state is
produced but not accumulated, for kinetic reasons. To explore this option in detail, we

Dioumaev et al. Page 9

J Phys Chem B. Author manuscript; available in PMC 2014 June 20.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



performed additional measurements on films, which were prepared at low pH (~5.0) and
their effective pH was verified by monitoring the photocycle at room temperature (data not
shown). We then attempted to capture, if not an M-like state itself, then a post-M state by
photostationary measurements at low-temperature with IR monitoring.

The most characteristic IR feature of an M-like state in both BR and ESR is a strong positive
band at ~1760 cm−1 arising from the asymmetric stretch of the protonated carbonyl band of
the primary acceptor, Asp-85. At high pH, this band is indeed absent in the pre-M
intermediates (K-like and L-like in Figure 2A and 2B) but present in the post-M states, e.g.
N-like state, which is produced from its M-like predecessor – see Figure 2D for ESR and
compare to the corresponding spectra in BR70,79–81. We used the band at ~1760 cm−1 as a
marker for the M and post-M states, which are associated with the proton pumping cycle.
Similar to the high pH data (Figure 2), at low pH (~5.0) little if any positive band at ~1760
cm−1 is seen up to 250 K (Figures 5A and 5B).

However, photostationary measurements at 260 K (Figure 5C) and 270 K (scaleable to the
spectrum in Figure 5C but reflecting decreased population; not shown) give rise to a
pronounced band at ~1760 cm−1. These spectra (see Figure 5C) are comparable to the
spectrum of the N-like state at higher pH (Figure 2D), and have all the IR features
characteristic for the mixture of post-M states, with a possible minor contribution from an
M-like state. The IR spectrum in Figure 5C can be unambiguously assigned as containing a
majority of N-like state, based on the combination of its characteristic bands: (i) the positive
band in the finger print region at 1182 cm−1, (ii) the ethylenic stretch band at 1554 cm−1 and
the (iii) bilobe band in the carbonyl region at 1760/1737 cm−1. All these features are very
similar in the pH 5.0 spectrum at 260 K (Figure 5C) and in the N-like spectrum at pH 8.0
(Figure 2D), and very different from the corresponding spectra of the pre-M states at high
pH (Figure 2A and 2B) or low pH (Figures 5A and 5B). Further, comparing the amplitudes
of the protonated Asp-85 band (at ~1760 cm−1) to those of the bands in the ethylenic (1520–
1570 cm−1) and fingerprint (1160–1240 cm−1) regions at low pH (Figure 5C) vs. high pH
(Figure 2D) confirms that at low pH, as at high pH, Asp-85 protonation occurs in all of the
cycling fraction and does not reflect a minor contribution.

Photocycle of the K96A mutant
Figure 6 presents data on the photocycle of the K96A mutant.

The traces at 420 nm (Figure 6A) reflect predominantly the dynamics of the blue-shifted M-
like state(s), the traces at 510 nm (Figure 6B) reflect the initial state depletion, while those at
590 nm (Figure 6C) illustrate both the dynamics of the early red-shifted K-like state(s) and
those of the later red-shifted states. Note, however, that the latter is not exclusively reporting
on the red-shifted states. On the contrarily, as is evident from the pH region 6.8 – 8.35 (see
the blue and green traces in Figure 6) the dominating presence of the long-lived M-like
state(s) (Figure 6A) has an unexpected effect creating a profound depletion in the apparent
absorption changes in the red (at 590 nm in Figure 6C) from the transient bleaching of the
initial state.

Similar to wild-type ESR (Figure 4B), the apparent amount of M detected during the
photocycle is strongly pH-dependent (Figures 6A and 6D). Transient accumulation of the
M-like state(s) disappears with an apparent pKa of ~7 (Figure 6D), presumably due to the
analogous partial titration of the Asp-85/His-57 complex, as in the wild-type with pKa ~6.5
(Figure 4B).

Similar to mutants lacking the primary proton donor Asp-96 in BR28,40,86 or the
corresponding Glu-108 mutants in PR17, the M decay in the K96A mutant in the accessible
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pH range (Figure 6A) is the rate-limiting step, and its kinetics is virtually monoexponential.
Attempts to include a second exponential component resulted in fits with this second
component accounting for 5–15 % of the M decay, but both the rates and its amplitudes
varied inconsistently over pH. With M decay being the rate limiting step of the photocycle
in ESR, little if any post-M states could be observed in the flash experiments, resulting in
the lack of induced positive absorption changes in the red in the second half of the
photocycle (Figure 6C).

Comparison of the pH-dependence of M decay in the wild-type ESR to those in the K96A
mutant in ESR and to D96N-like mutants in BR and PR

Similar to the D96N-like mutants in other retinal proteins, in the K96A mutant the slope in
the pH-dependence of the monoexponential M decay approximation (see Figure 7) is not
equal to one, as should have been expected if the protons were captured directly from the
bulk in a pseudo-first order reaction. This slope is close to 0.5 instead, a value found earlier
in the D96N mutant of BR40,87. A somewhat steeper slope, ~0.7, was reported elsewhere for
the D96A and D96N mutants28, which is still lower than expected for the simple pseudo-
first order reaction. Figure 7 presents additionally the pH-dependence of the slower
component of the M-state decay in wild-type ESR in an extended pH range, together with
the corresponding pH-dependencies of M decay in D96-like mutants in BR and PR.

Since the slope ~0.5 is consistently obtained in different mutants, i.e., D96N28,40,41,87,
D96H, E108Q, E108H (latter not shown), K96A (in Figure 7), on different preparations
(cells, membranes, proteoliposomes, detergent-solubilized preparations) in three different
retinal proteins (BR, PR, ESR), its deviation seems to reflect an interesting specificity in the
mechanism of passive proton translocation between the bulk and the deprotonated Schiff
base. Earlier, a pH-dependent change in the surface charge was proposed as the reason for
this deviation40 but there is no consensus in this.

An unexpected feature observed in the wild-type ESR is a mismatch between the apparent
inflection point in Figure 7 at pH of ~9.5 and the apparent pKa ~8.5 for the titration of the
ratio of the M decay amplitudes in Figure 4D. Modeling of protonation reactions during the
photocycle (see below) confirmed the intuitive feeling that this discrepancy signals that the
inflection point in Figure 7 at pH of ~9.5 and the apparent pKa ~8.5 in Figure 4D cannot be
due to titration of a single group.

Global analysis of the transient absorption changes at pH above and below the apparent
pKa ~6.5 for M accumulation

An extended series (for the 380–720 nm range) of single-wavelength measurements was
performed with an aim to extract spectral information from kinetic analysis. These
measurements were performed on highly humidified films prepared for FTIR measurements
both above (at pH 8) and below (at pH 5) the apparent pKa (~6.5) of the M accumulation.
Since our specific focus here is on the later (millisecond) part of the photocycle, only the
time-resolved data starting from 1 ms after excitation were used for analysis, and the time
range extended up to 3.8 sec at pH 8 and to 0.8 sec at pH 5.

Global kinetic analysis revealed that at least four distinct intermediates are needed for a
statistically valid description of the measured absorption changes in the second half of the
photocycle, both at pH 8 and 5.

Figures 8A and 8B present the amplitude spectra of the corresponding components produced
by FitExp from data at pH 5 and 8, respectively. The time constants obtained from these
humidified films agree with those measured on liposomes suspension (Figures 3 and 4A)
within a factor of three. The spectra of mixtures formed in-between the correspondent decay
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components were then calculated17,56,58 by the SchemeFit program56. This oversimplified
reconstruction does not produce the pure spectra of intermediates but rather the spectra of
mixtures, i.e. weighted sums of spectra of individual states, and Figures 8C and 8D presents
the difference spectra for these mixtures assuming a cycle, in which each consecutive step is
slower than the previous one. The corresponding absorption spectra were reconstructed
assuming, a ~15% photoconversion by non-saturating excitation flashes used, as is the case
in BR under similar excitation conditions58,88,89, and they are shown in Figures 8E and 8F.
The shape of the spectra (Figures 8E and 8F) unambiguously indicate that they cannot be
due to pure intermediates but are indeed mixtures, indicating a substantial contribution of
back-reactions in the ESR photocycle. At pH 8 (Figures 8B, 8D, 8F) the contributions from
the M-like state(s) are present in two fastest (in the time-range above 1 ms) kinetic
components with τ1 ~4, τ2 ~14 ms (the blue and green curves in Figure 8). These two
contributions per se do not indicate the presence of two different M-like states, and as in BR
biphasic decay of M most probably appears due to the presence of a back reaction28,90, and
might indicate a single M-like intermediate with λmax ~ 400 nm.

The increase in absorption in the red occurs in a biphasic manner: with τ1 (minor
contribution) and τ2 (major contribution) time constants. An attempt to interactively separate
these two red-shifted N-like states resulted in the earlier one, N1, having a λmax(N1) of ~580
nm, while the later one, N2, being farther red-shifted with a λmax of ~605 nm. The apparent
transient absorption in the red (from those N-like states) disappears in biphasic kinetics, with
τ3 ~60 ms as the major component and τ4 ~240 ms the minor one. The latter component
(magenta spectra) corresponds to the one revealed by the ratio of the traces in the region of
ground state depletion to that in the red (Figure 3). The amplitude spectra of the τ3 (red) and
the τ4 (magenta) processes at pH 8 are different, indicating that the strongly red-shifted N2,
λmax(N2) ~605 nm, which decays with the τ3 time constant, is followed by an intermediate
(N3), which decays with the τ4 time constant and has only a slightly red-shifted absorption
band: λmax(N3) ~ 537 vs. 532 nm in the initial state, i.e. an approx. 5 nm red shift.
Contributions from the N3 state (magenta in Figure 8F) might be present in the previous
spectra (see the shoulder in the green, blue and red spectra in Figure 8F) as well. However,
interactive subtraction of the former (spectrum in magenta) from the latter does not
eliminate the corresponding shoulder, indicating that those are not due to the presence of N3
but rather reflect the contributions from the N1 and N2 states. Thus, the intermediate N3 is
always present only as a minor contribution. As the result, it is not yet clear whether it has a
13-cis or an all-trans retinal, and unlike the preceding states it may or may not correspond to
an all-trans O-like state. This state has a strong shoulder in the 600–650 nm region (Figure
8F), which might indicate that in reality it is a much stronger red-shifted state whose
contribution to the spectrum (in magenta in Figure 8F) is minor due to its very low
concentration in the mixture. Alternatively, the last spectrum might indicate the presence on
the final stages of the photocycle of an intermediate similar to the “PR-prime” states
reported earlier in PR at the very end of its cycle91.

The spectra reconstructed from the data at pH 5 are quite different from those at pH 8, and,
unlike those for at the higher pH, they (Figure 8E) lack noticeable contributions from blue-
shifted M-like state(s). The analysis reveals the presence of four transient states, and the
manual decomposition of the corresponding spectra indicates that the earliest one (in blue) is
moderately red-shifted: λmax(N1) ~580 nm. It is followed by a second one, N2 (in green),
which is red-shifted approximately to the same extent as N1, while the last two, N3 (red) and
N4 (magenta), are only slightly red-shifted: λmax ~542 nm vs. ~540 nm in the initial state.

Both the first (blue) and the second (green) spectra at pH 5.0 (and for the time range above 1
ms) in Figure 8E are mixtures of at least 2–3 states, and the apparent red shift in the
corresponding transient absorption is due to a dominant presence of the N1/N2 states, both of
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which has λmax ~580 nm. Both of these spectra have a strong shoulder at ~545 nm and a
smaller one at ~500 nm. The former indicate a substantial presence of yet another
intermediate, which is much less red-shifted, and its actual λmax should be between that of
the initial state, at ~540 nm, and the apparent position of the shoulder in Figure 8E, at ~545
nm. The slight shoulder at ~500 nm seems to be evidence for the residual presence in those
mixtures of contribution from an L-like state, a tail of the earlier state in the photocycle due
to back-reaction. Redistribution during the τ1 (~7 ms) transition leads to an increase in the
absorption in the red indicating that the later N2 state might be somewhat stronger red-
shifted than its predecessor, the N1 state. The τ1 transition also leads to a very small increase
at ~400 nm, which might be indicative for the minor presence of a kinetically hidden M-like
state (as proposed in48), the presence of which is not evident from the flash-photolysis
signals (like those in Figures 3). The τ2 (~15 ms) transition is the decay of the red-shifted
transient absorption. The next step (τ3~40 ms) decreases the transient absorption in the red
even further, and the last of the detected intermediates has a λmax ~542 nm (Figure 8E).
Currently we do not have enough data for full characterization and separation of the either
the first two stronger red-shifted states (both with λmax ~580 nm) or the later less red-shifted
species (both with λmax ~542 nm), and their molecular differences will be a subject of
further studies.

The absence at pH 5.0 (Figure 8E) of an intermediate as strongly red-shifted as the N2 state
with λmax ~605 nm at pH 8.0 (Figure 8F) results in an apparent decrease of the amplitude of
the overall transient absorption in the red at low pH (Figure 3). Since unlike at high pH, the
transient absorption in the red at low pH is due to much less red-shifted intermediates (λmax
~580 nm at pH 5.0 vs. λmax ~605 nm at pH 8.0), the apparently decreased amplitude of the
transient absorption in the red (Figure 3A) at pH below pKa ~6.5 is not an indication for a
decreased concentration of corresponding red-shifted post-M states.

Discussion
The pH-dependence of the accumulation of the M state (Figure 4B) defines an apparent pKa
of ~6.5, which separates two different pH regions. There is still a third region at pH below
pKa ~2.3, in which Asp-85 is fully protonated48, but limited stability of the protein, when
for example 22% of the visible absorption was irreversibly lost after an attempt of a
reversible transition from pH of 7.1 to 3.1 and back in 30 minutes (data not shown),
precluded its detailed study. As we reported previously, at pH between 3 and 6.5, Asp-85 is
mostly unprotonated but time-resolved monitoring of the photocycle in the visible does not
reveal any transient accumulation of M-like state(s)48. At pH above 6.5, both M-like and
post-M states are readily observed48,51, and the photocycle resembles those observed earlier
for PR17 and XR27. This is observed both in liposomes (this study) and in detergent-
solubilized samples48,85, and once the difference in pKa’s for the two systems is taken into
account, their behavior is nearly indistinguishable, indicating that the pH dependent changes
in the photocycle arise from the protein rather than its environment.

Intermediates of the ESR photocycle in the pH range above the apparent pKa of the M
accumulation

The photocycle of wild-type ESR revealed a phenotype similar to that of BR, and contains
K-, L-, M-, and N-like intermediates. The presence of at least three spectrally distinct
intermediates, an early red-shifted K-like, a blue-shifted M-like, and a late red-shifted state
were described earlier in48,51. Initially51 the late red-shifted state was assumed to be an O-
like type. IR spectra of intermediates at low temperature reveals that the red-shifted state(s)
in the second half of the photocycle contain a retinal chromophore still in the 13-cis
configuration (see Figure 2D). Therefore, these are states before re-isomerization of the
retinal, which in BR marks the N-to-O transition34,92. In spite of their red-shifted absorption,
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they are actually N-like. This finding is in accordance with such red-shifted N states
observed previously in PR17.

As revealed by kinetic analysis (Figure 8), the transient absorption in the red in the second
half of the photocycle cannot be accounted for by a single red-shifted intermediate. Detailed
kinetic analysis of multi-wavelength time-resolved data revealed the existence of at least
three or four transient states after M above and below the pKa ~6.5 of the apparent M
accumulation, respectively. The absorption maxima of these states vary from ~537 to ~605
nm but all of them are red-shifted, and all of them except probably the last one, have a 13-
cis chromophore, indicating that they are N-like states. The latest state, however, might be a
genuine O-like state with an all-trans-retinal. Unfortunately, it is always present only as a
minor component.

The presence of the L-like state is not immediately evident from the data in the visible
(Figure 3) but is revealed by FTIR spectroscopy at low temperature (Figure 2B). L-like
states are observed both above (Figure 2B) and below (Figure 5B) the apparent pKa ~6.5 of
the accumulation of M. Further, the dependence of the amount of a particular intermediate
trapped at particular temperature follows a sigmoidal curve59,60. In ESR the mid-point in
this dependence for the K-like state(s), as monitored by the intensity of the HOOP band at
988 cm−1, is at ~200 K, while that for the M-like and post-M states, as traced by the
intensity of the protonated Asp-85 band at ~1760 cm−1, is at ~250 K (not shown). Therefore,
the temperature range between these two midpoints, 200 and 250 K, is where the L-like state
is the most prominent. In BR the corresponding mid-points characterizing the regions of
stability of intermediates are at ~143 K for the K state59, and at 220 and 260 for M and N
states60 respectively.

Summarizing our data (see also48,85), the photocycle of ESR is represented by the following
tentative sequence of intermediates:

where the subscripts refer to the absorption maxima in the visible. They were calculated
assuming that each consecutive step in the photocycle is slower than the previous one.

The photocycle below the apparent pKa for the accumulation of M
When the pH is lowered to below the pKa ~6.5 (Figures 3A and 4B) the BR-like photocycle
disappears. A spectral transition with the same pKa is observed for the non-excited protein
(Figure 4B), which in the wild-type corresponds to a bathochromic shift of the absorption
maximum by ~8 nm. This magnitude is much smaller than the corresponding 37 nm shift in
BR with pKa 2.5–2.91,37, and, revealingly, nearly 5-times smaller than the corresponding
shift (with pKa ~4.5) in the H57M mutant (see more in48). We attribute the observable pKa
~6.5 to partial titration of the counterion, which in the wild-type ESR is more complex than
in BR and involves His-57/Asp-85 interactions48. Full protonation of Asp-85 occurs with a
pKa ~2.3, and between pH 3 and 6.5 Asp-85 is about ~90% unprotonated48.

At pH below pKa ~6.5 in the wild-type ESR, a strongly altered photocycle is observed,
which is, however, not analogous to the acid photocycle of BR observed when its counterion
is fully protonated. In BR, the acid cycle contains K-like and L-like states but no post-L
states that correspond to either M-like or N-like intermediates93,94. This is in contrast to the
ESR photocycle below pKa ~6.5, which contain those post-L states. Although M-like
state(s) are not transiently accumulated at pH below the pKa ~6.5 (Figures 3A and 4B),
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Asp-85 does become transiently protonated in the course of the photocycle not only above
but below this pKa as well (Figure 5C). We interpret this as the evidence for the existence of
post-M states in the main path of the photocycle, in accord with our earlier proposal48 that
the lack of observed accumulation of M during the photocycle in this pH range is for kinetic
reasons only. The detection of these post-M states at pH below the apparent pKa ~6.5 for M
accumulation is also in accord with our previous results on proton transport measurements in
liposomes: although the proton transport is decreased by approx. half with a similar pKa
(Fig. 10B in48), it does not disappear concomitant with disappearance of the transient
accumulation of the M-like state(s). Consistent with this, the large positive C=O stretch
difference band from the protonated Asp-85 (Figure 5C) could arise only if this residue were
(largely) unprotonated in the initial state. This confirms our earlier conclusion48, from
different evidence, that Asp-85 is mostly unprotonated in the initial state in this pH region.

Alternatively, one could imagine that at low pH Asp-85 becomes transiently protonated
(Figure 5C) by a proton that does not originate from the Schiff base. Since this occurs in the
pH region where the proton transport is not abolished48, this would require a mechanism
that bypasses Schiff base and, apparently, does not even include destabilization of its proton
by light either. In conceptual terms, this means a mechanism that is completely different
from that in any known proton pump in retinal proteins. Currently, we consider this option
as too extreme.

pH-dependence of M decay in the wild-type ESR photocycle
The most unexpected result is the virtual pH-independence of the time constants in a wide
range from pH 5.7 to 9.2 (Figure 4C). The transient accumulation of M disappears (Figure
4B) and concomitant absorption in the red is decreased by approximately a factor of two
(Figure 3) with a pKa of ~6.5, but this happens with little if any effect on the apparent time
constants (Figure 4C). The same is true for the pH-dependence of the ratio for the two
components of the M decay, which are found to be strongly affected by pH, with a pKa of
~8.5 (Figure 4D). However, similarly to the pH-dependence of the overall amplitude of the
apparent M accumulation (pKa ~6.5 in Figure 4B), this occurs without any noticeable effect
on the apparent rates (Figure 4C). Thus, in the pH range from pH 5.7 to 9.2 we observe two
separate strong titration-like pH-dependences of the vital photocycle features involving the
key M intermediates. Counterintuitively, both of these features are expected to be correlated
with kinetics, yet neither of them is reflected in the apparent time constants.

The two-component M decay with its strongly pH-dependent ratio of contributions (Figure
4D) could originate from at least three possible causes. First, it might reflect a superposition
of kinetics from two separate photocycles (i.e., inhomogenity in the non-excited state), with
pH-dependent relative contributions. Second, it might reflect interplay of pH-dependent and
pH-independent reactions in shaping of the M↔N↔ transient equilibrium8,28,57,90,92. Third,
it might reflect the presence of two distinct consecutive M-like intermediates in a single
photocycle. The seemingly paradoxical combination of (nearly) pH-independent time
constants (Figure 4C) and strongly pH-dependent amplitudes of the two components of M
decay (Figure 4D) seems to favor the former two over the third option. The first option – the
initial pH-dependent inhomogeneity resulting in two parallel photocycles – is always
possible. However, such a strong assumption should be probably the last to be considered.

We believe that the second option, a complex interaction of pH-dependent and pH-
independent steps in the M↔N→ segment of the photocycle, is the most promising one (see
more in the next section). For the oversimplified M↔N→ sequence of intermediates, the
relationship between the intrinsic and the apparent kinetics is described by a quadratic
equation41,95, which is readily solved analytically. In this case the three measurable quantity
– the two apparent rates of the M decay (Figure 4C) and the ratio of their corresponding
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amplitudes (Figure 4D) – define in full the three intrinsic rates involved, and the true
intrinsic (rather than the apparent) rates for the (i) M→N, (ii) N→M and (iii) N→ transitions
and, therefore, their pH-dependences could be explicitly recalculated41,95. Previous analysis
of similar cases in HR95 and in the D96N mutant of BR41 resulted in a clear separation of
the pH-dependent and pH-independent intrinsic contributions, thus confirming the initial
hypothesis. In the case of ESR, however, the situation was found to be less straightforward:
our attempt to recalculate the three intrinsic rates using the approach of41,95 failed to reveal
the expected pH-independent step but instead resulted in intrinsic rates all three of which are
pH-dependent, in violation of the hypothesis.

Insights from modeling of the photocycle kinetics and its pH-dependence
To explore the role of the proton donor for Schiff base reprotonation in the ESR photocycle,
two sub-states, with and without protonated donor, X(+) and X(−), respectively, were
included for each intermediate “X”. Excluding the steps up to formation of the L state, this
results in the following two-dimensional (2D) extension of the photocycle scheme:

The vertical transitions are governed by pH, and the corresponding pKa’s at each step are
the adjustable parameters. As we will argue below, the actual photocycle pathway in ESR
(in bold) is different from that in BR with respect to the reactions that require proton
equilibration with the bulk (marked in red). In ESR such a reaction affecting the donor
occurs during the life-time of M, but in BR it takes place in the post-M states. Thus, for ESR
we propose a sequence: ESR(−) … ↔ L(−)↔ M(−) ↔ M(+) ↔ N(−) ↔ N2

(−) ↔ ESR(−),
while for BR the corresponding (oversimplified) sequence will be: BR(+) … ↔ L(+) ↔ M(+)

↔ N(−) O(+) ↔ BR(+)12.

To reproduce the pH-dependence of the amplitudes of M decay in ESR (Figure 4D), proton
uptake from the bulk has to occur either (i) during the life-time of M-like state, in the M(−)

↔ M(+) transition, (i.e., necessarily with an active participation of a donor), or (ii) during
formation of N, in the M(−) ↔ N(−) transition (possibly bypassing a donor, in direct re-
equilibration with the bulk). In the former case, the pKa of ~8.5 in Figure 4D is the pKa of
the donor in the M-state; in the latter it corresponds to the pKa of the Schiff base during the
M-to-N transition. The observed virtual pH-independence of the apparent time constants
(Figure 4C) enforces further limitations. It could be reproduced in both cases if the overall
rate of Schiff base reprotonation (in the pH range of the data in Figure 4C) is limited by a
pH-independent component. This could be either an internal proton transfer from a donor or
a rate-limiting step in the transport of the proton through an aqueous chain in the
cytoplasmic half-channel. The latter, however, also implies an explicit proton donor, e.g., a
water molecule or a network of water molecules, on which the proton transiently resides.
Thus, a proton donor seems to be obligatory.

Importantly, the observed pH-dependence of the M decay (Figure 4D) could be reproduced
only if the donor is unprotonated in the initial state but becomes transiently protonated
during the cycle, and this causes the observed pH-dependence. Conversely, attempts to set
the donor pKa such that the donor is initially protonated inevitably led to disappearance of
the pH-dependence, reproducing the phenotype for M decay in BR where the donor is
initially protonated14. Thus, the titration-like dependence of amplitudes (Figure 4D) is
incompatible with a donor that is protonated already in the non-excited state, like Asp-96 in
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BR14, and indeed conditions were found where proton uptake, which protonates an internal
donor in ESR, precedes reprotonation of the Schiff base85.

The mid-point of the pH-dependence of amplitudes (Figure 4D) and the inflection point in
the pH-dependence of the time constants (for the wild-type ESR in Figure 7) differ by ~1 pH
unit. If both were to originate from the same group, the two should coincide not only for the
single elementary transition but for the photocycle as well. Therefore, the two are likely to
reflect titrations of two different groups. The former, at ~8.5 (Figure 4D), most probably
belongs to the donor(see also 86), while the latter, at ~9.5 (Figure 7), originates from the
Schiff base. The observed difference between these two pKa values is explicitly the ΔpKa
between that of the donor and the Schiff base in the M- and N-like state. The latter sets the
upper limit to the ratio of the two components of the M decay, and is in accord with the
observed ~85% level at low pH in Figure 4D.

The K96A phenotype
(Figure 6) and its difference from that of the wild-type ESR (Figure 7) are very similar to
that observed in BR and its D96N-like mutants. Therefore, we tentatively interpret the
switch with an apparent pKa of ~9.5 (Figure 7) from pH-independent to pH-dependent rate
of M decay as a transition that reveals the pKa in M of the Schiff base itself. Previously, in
BR evidence analogous to that in Figure 7 allowed proposing that Asp-96 is the primary
donor for the Schiff base reprotonation28. FTIR spectroscopy confirmed this role for the
Asp-96 in BR14 as well as a similar role for Glu-108 in PR17. In ESR the homologue of
Asp-96 (in BR) is Lys-96, and unlike the well-separated strong band of the protonated
carbonyl stretch of the Asp-96 in BR14, in ESR the bands of interest for the transiently
protonated ε-amino group of Lys-96 are hidden under those of the abundant amino groups in
protein. In the absence of direct evidence from IR, the difference between the phenotypes of
the wild-type and K96A mutant could be interpreted in at least two ways. The first option is
to assume that Lys-96 is the donor itself. In this case, the ε-amino group donates its
exchangeable proton to the Schiff base during the M-to-N transition. The expected pKa’s for
an initially buried lysine, and a lysine with increased exposure to water in the M state, as
Asp-96 in BR96, would be consistent with protonation of Lys-96 from the bulk and transfer
of its proton to the Schiff base85.

The second option is that the proton that reprotonates the Schiff base originates from a water
molecule in the half-channel, which connects the deprotonated Schiff base to the bulk. Such
half-channel is expected to contain water molecules in any case, and their existence seems to
be a required mechanism for the Schiff base reprotonation in D96N-like mutants in BR,
E108Q-like mutants in PR, and in the K96A mutant in ESR, and this is supported by
molecular simulation studies45,97. If this is the case, the role of Lys-96 would be limited to
maintaining this proton-conducting half-channel transiently, during the M-to-N transition,
but the actual donor is a water molecule inside this half-channel.

Replacing Lys-96 (as in the K96A mutant) results in substantial deceleration of the
photocycle (see Figure 7 and85) but this per se is not an evidence for the actual participation
of an exchangeable proton of the ε-amino group of Lys-96 in the Schiff base reprotonation,
as the function of the primary donor would have required. Whether the donor is Lys-96 or an
aqueous network associated with Lys-96 cannot be decided from the available evidence at
this time.

Comparison of the ESR vs. BR phenotypes
Above the apparent pKa for M accumulation, ESR and BR behave very similarly: (i) the
light energy absorbed by retinal destabilizes the proton of the Schiff base; (ii) the proton,
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released by the Schiff base, is captured by the primary acceptor, Asp-85; (iii) the proton
release occurs late in the photocycle48 similar to BR at pH below the pKa for proton
release98 and in BR mutants lacking the native extracellular proton-releasing
complex65–67,99; and (iv) the photocycle is finished when the Schiff base is reprotonated and
the retinal is reisomerized.

Unlike in the higher pH region, ESR differs markedly (Figure 3) from BR below the
apparent pKa for M accumulation. Specifically, transient accumulation of the M state, which
is crucial for proton pumping, is apparently absent (Figures 3A and 4B). However, in spite
of this, post-M states are formed (Figure 5C), and we, therefore, conclude that at low pH the
ESR cycle does include the two crucial steps: (i) Schiff base deprotonation with proton
transfer to Asp-85, and (ii) the subsequent Schiff base reprotonation by proton from a
different donor, which constitute the general paradigm of proton pumps in all retinal
proteins. This is consistent with the interpretation of the titration that revealed that Asp-85 is
mostly unprotonated in this pH region48, and available, although less effectively than at
higher pH, as proton acceptor. The detection of post-M states in the photocycle below the
apparent pKa of M accumulation (Figure 5C) provides a rationale for our earlier
observation48 that proton transport is by no means abolished in this pH region.

At the functional level ESR is different from BR in several important aspects, however. The
first is the structure of the counterion to the chromophore, the Asp-85/His-57 complex48

with a sufficiently high pKa, of ~6.5 in the liposomes that creates an influence on the
photocycle near physiological pH, which has no analogue in BR. The second is the altered
pKa’s of both the Schiff base and that of the proton-donating group or the chain employed in
the reprotonation of the Schiff base both in the initial state and in intermediates. The third is
the timing of the retinal reisomerization, which does not allow formation of the all-trans
conformation, associated with an O-like state, until the very end of the photocycle.

The familiar one-dimensional (1D) sequence of K-L-M-N-O intermediates of the BR
photocycle is actually an oversimplification. It tracks predominantly the Schiff base
dynamics, and in BR the particular sequence of steps is defined by the interplay of BR-
specific rate-limiting steps and the transiently changed pKa’s of the acceptor and the
donor12. However, when the transiently changed protonation status of the other two crucial
groups, the primary acceptor and the primary donor, are explicitly taken into account, the
full road-map of the paths for the possible photocycles is even more complex than that the
2D scheme presented above in discussion of modeling. It is three-dimensional (3D). The
specific path employed in BR is just one of those many, and the one in ESR is different from
it (see above). Thus, each of the first three sources of differences listed above could lead to
an altered path, different from that of BR, creating a photocycle, which might run in full
accord with the BR principles but nevertheless along a different path. In ESR the one mostly
evident difference is that the initial (non-excited) state of the photocycle is different from
that of BR in respect to the protonation state of the group/pool from which the proton, which
reprotonates the Schiff base, originates. The primary donor, Asp-96, is initially protonated in
BR but the group that constitutes its functional homologue in the wild-type ESR is initially
deprotonated.

Additional complications for direct comparison between the ESR and the BR photocycles
are the strongly altered spectral features of individual intermediates. First, the differential
absorption of the M-like state in ESR is such that its formation could be noticed by
absorption changes at and above 590 nm, i.e. in the region used for monitoring the red-
shifted states. Similarly, the formation of the late red-shifted states leads to significant
absorption changes at and below 420 nm where the blue-shifted M-like states are monitored.
In both cases this cross-influence in ESR is stronger than in BR. Second, the strongly red-
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shifted absorption spectrum of the N-like state(s) in the visible has little in common with the
N state in BR82 but rather mimics that of the O-like state. Third, the ESR photocycle is
much more sensitive to the local environment -partial dehydration (data not shown),
solubilization with detergents (compare48,85), or even incorporation in a different lipid100 –
than that of BR. All these features contribute to creating an impression of a photocycle that
seems to differ from that of BR much stronger than it actually does.

The apparent phenotype of ESR is shaped by its specific structural features. However, once
those are properly accounted for, its proton-pumping mechanism seems to be in full accord
with the general rules common to all retinal proteins, which function as proton pumps.

Conclusions
1. While the apparent pKa values are sensitive to the protein environment, the

phenotype of the ESR photocycle described in this paper for the protein
incorporated in the lipid environment is nearly indistinguishable (once the
difference in pKa’s is accounted for) to that described for the DDM-48 and the
LysoPG-85 solubilized samples, reflecting the intrinsic events of the photocycle not
masked by the specific environment.

2. We report detection, separation and characterization of all the main expected
intermediates of the ESR photocycle. Above the apparent pKa ~6.5 for M
accumulation these are: (i) a pre-K state not photo-reconvertable even at 80 K; (ii)
at least two distinct K-like states; (iii) the elusive L-like state; (iv) the blue-shifted
M-like state; (v) the moderately red-shifted N1 state; followed by (vi) a strongly
red-shifted N2 state, and later (vii) a weakly red-shifted N3 state. The last one, N3,
is always present only as a minority contribution, and may or may not be an O-like
state.

3. At pH below the pKa ~6.5 instead of the blue-shifted M-like state(s) an additional
red-shifted intermediate was revealed by kinetic analysis.

4. The apparent dynamics of the crucial intermediate for proton pumping, the M-like
state that indicates the deprotonated Schiff base, is affected in the wild-type ESR
by two major pH-dependent transitions with pKa of ~6.5 and ~8.5. Both affect the
apparent amplitudes of kinetic components. Paradoxically, neither of those is
reflected in the virtually pH-independent apparent rate constants.

5. A curious and counterintuitive feature of the wild-type ESR photocycle is that in
spite of the observed lack of accumulation of the M-like state(s) at pH below the
pKa of ~6.5, IR spectra revealed the presence of post-M intermediates with
protonated Asp-85 in this pH region, confirming our earlier hypothesis48 that M is
still produced even when not accumulated at low pH.

6. Detection of post-M states below the apparent pKa ~6.5 of the transient M
accumulation reveals that Asp-85 is able to undergo protonation. This is
independent confirmation of our earlier proposal48 that prior to excitation Asp-85 is
indeed mostly in the unprotonated state in this pH range.

7. The second half of the ESR photocycle is dominated by the presence of several red-
shifted intermediates. Reassignment of these states from the O-like into the N-like
ones helps to properly correlate the time-resolved spectroscopic changes with
mechanistic understanding of underlying processes.
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8. Unlike in BR, in ESR the proton that reprotonates the Schiff base during the M-to-
N reaction is not provided by an initially protonated donor group inside the protein
but rather a proton has to be taken up from the bulk on the time scale of M decay.

9. The phenotype of the K96A mutant is in full accord with the corresponding D96-
like mutants in BR, and PR.

10. The presence of lysine in position 96 is crucial for the efficiency of the proton-
transporting chain during reprotonation of the Schiff base, indicating that the ε-
amino group of Lys-96 might be the source of the exchangeable proton that
reprotonates the Schiff base.

11. Alternatively, this proton might rather originate from a water molecule in the half-
channel connecting the Schiff base to the bulk, while the Lys-96 presence is
required only for the maintenance of this water-filled half-channel.

12. In ESR the cis-to-trans re-isomerization in the second half of the photocycle is
impeded, and seems to be the slowest process of the photocycle. As a result, a
distinct O-like state, which is formed in BR after cis-to-trans re-isomerization, is
either entirely absent or is present only as a minor contribution at the very end of
the photocycle.

13. Although the apparent kinetics and pH-dependences of the photocycles of ESR and
BR differ significantly, once the differences in the pKa’s of their functionally
important groups are properly taken into account the phenotype of the ESR is
shaped by the same fundamental mechanisms common to all the retinal protein
proton pumps.
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Figure 1.
Primary structure of ESR aligned in CLUSTAL W62 with default settings. The 24 residues
highlighted in yellow and cyan form the retinal-binding pocket in BR52; out of those 18 (in
yellow) are conserved, 6 (in cyan) are not. In the helixes only three aspartates are conserved,
Asp-85, -119 and -221, and yet another one, Asp-38 in BR, is substituted by Glu-39 (in
magenta). Unconserved Asp/Glu residues are in green. Out of those, in ESR two aspartic
and three glutamic acids are in helixes but only Asp-178 (displaced by a the full turn of the
helix from the position of the Glu-166 in BR) and Glu-204 (immediate neighbor of the
Glu-204 in BR) are sufficiently buried. Semi-conserved Asp and Glu residues are
highlighted in magenta. In grey are the residues on C-and N terminus63, which are not
counted in the primary sequence of BR.
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Figure 2.
FTIR difference spectra at high pH (9.2–9.6). Mixtures of photoproducts created at low
temperature under strong constant light illumination of 500 ± 20 nm in wild-type ESR: (A) a
K-like state at 80 K; (B) a predominantly L-like state at 230 K; (C) a predominantly M-like
state at 275 K; (D) a predominantly N-like state at 265 K. Note that the spectrum of M in
panel C was obtained at a humidity level different from that used in panels A, B, and D (see
text).
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Figure 3.
Single-wavelength traces at 420 (blue), 510 (green), and 590 (red) nm, illustrating the
difference in the wild-type ESR photocycle at three different pH values. The data was
measured on ESR-liposome suspensions at 22°C. The six buffer mixture at 5 mM each (see
Experimental Methods) was used with no salt added.
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Figure 4.
pH-dependence of the wild-type ESR photocycle. (A) kinetic traces measured at 510 nm on
ESR-liposome suspension. (B) a cumulative titration curve, including (i) pH-dependence of
the amplitude associated with transient accumulation the blue-shifted M-like state (blue
circles), (ii) λmax shift of the non-excited state (red circles), and (iii) a Henderson-
Hesselbalch curve with pKa 6.5 (solid line). The data (filled circles) are plotted after
appropriate normalization. (C) time constants (filled circles) of a 4-exp fit obtained by
global fitting with FitExp. The four time constants correspond to: (i) the second slower
component of the M rise (in orange), (ii) the fast (in green) and (iii) the slow (in blue)
components of M decay and (iv) the main component of the decay of the transient
absorption due to red-shifted intermediates (in red). (D) ratio of amplitudes (filled green
circles) of the two kinetic components of the M decay (corresponding to the two time
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constants, presented in green and blue in panel C) overlapped with a Henderson-Hesselbalch
curve with pKa 8.5 (solid line).
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Figure 5.
Infrared difference spectra at low pH (5.0). Mixtures of photoproducts trapped as in Figure
2: (A) a K-like state trapped at 160 K, (B) the predominantly L-like state in the
photostationary mixture at 250 K with some residual contributions (see the HOOP region)
from the K-like one, and (C) the N-like state at 260 K. The latter could be observed both at
260 K and above with reduced amplitude when the photocycle is becoming faster than the
photo-induced rate provided by our illumination. The data measured at 270 K fully
overlapped with that at 260 K (see text).
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Figure 6.
pH-dependence of single-wavelength kinetics in the K96A mutant: time-resolved traces for
monitoring (A) at 420 nm, (B) at 510 nm, (C) at 590 nm, and (D) the transient accumulation
of the blue-shifted M-like state in the photocycle. In panel (D) the amplitudes (solid circles)
observed in time-resolved measurements are overlapped with a Henderson-Hesselbalch
dependence with pKa 7.0 (solid line). The pH values for traces in panels A-C are: 5.25 (red),
6.24 (orange), 6.80 (green), 7.21 (light blue) 8.35 (dark blue), 9.34 (brown), 10.04 (black).
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Figure 7.
pH-dependences of M decay for: the slow component in the wild-type ESR (black), the
K96A (blue) mutant in ESR, the D96N (green) and D96H (red) mutants in BR and the
E108Q (magenta) mutant in PR. The K96A data were obtained on ESR-liposomes (in a 5
mM buffer, no salt); those on D96N and D96H mutants of BR, on purple membrane
fragments (in a 5 mM buffer in the presence of 100 mM NaCl); the data on E108Q mutant
of PR – on a crude (after French press but before solubilization/purification) membrane
fraction (in a 10 mM buffer in the presence of 100 mM NaCl).
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Figure 8.
Kinetic decomposition of absorption changes in the second part of the photocycle measured
on two humidified films, which were prepared from liposomes suspensions at either pH 5.0
(left column) or 8.0 (right column) In both cases the photocycle dynamics is described with
four intermediates, which give rise to four kinetic components. (A and B) individual
amplitude spectra of kinetic components calculated by FitExp for the four exponentials: τ1
(green), τ2 (blue), τ3 (red), τ4 (magenta) and their sum (orange), which corresponds to
extrapolation for the spectrum that is observed prior to these processes. The spectra in panels
C-F are color-coded in the sequence of green-blue-red-magenta for the last four apparent
transitions in the photocycle. (C and D) difference spectra recalculated by SchemeFit
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assuming a unidirectional sequence of intermediates, when each consecutive step is slower
than the preceding one. (E and F) absorption spectra reconstruction assuming a ~15%
efficiency for conversion into the photocycle. The spectra of the initial states (black) were
corrected for scattering. The open circles are the calculated points, and the solid curves are
the cubic splines drawn through them.
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