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Abstract Spin and valence states of the non-heme iron and the
heme iron of cytochrome b559, as well as their interactions with
KK-tocopherol quinone (KK-TQ) in photosystem II (PSII) thyla-
koid membranes prepared from the Chlamydomonas reinhardtii
PSI3 mutant have been studied using Mo«ssbauer spectroscopy.
Both of the iron atoms are in low spin ferrous states. The Debye
temperature of the non-heme is 194 K and of the heme iron is
182 K. The treatment of KK-TQ does not change the spin and the
valence states of the non-heme iron but enhances the covalence
of its bonds. KK-TQ oxidizes the heme iron into the high spin
Fe3+ state. A possible role of the non-heme iron and KK-TQ in
electron £ow through the PSII is discussed.
4 2003 Federation of European Biochemical Societies. Pub-
lished by Elsevier Science B.V. All rights reserved.
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1. Introduction

There are many redox cofactors participating in the photo-
synthetic electron transport chain within photosystem II
(PSII) [1]. The primary electron acceptor pheophytin receives
an electron from the excited reaction center chlorophyll a
species P680*, transferring it to the bound plastoquinone,
QA. Then the electron is transferred from the reduced Q3

A
to a second plastoquinone, QB. In two turnovers QB, which
has accepted two electrons and taken up two protons, is re-
placed by a new oxidized plastoquinone. Molecule P680þ is
reduced by the primary donor tyrosine-161 Yz. The water
oxidizing complex extracts electrons from H2O transferring
it to Yz.
The tertiary structure of PSII is presently known to be of

3.8 AA resolution [2] but the action of some of its redox com-
ponents is not known. For example, the action of cytochrome

b559, which has no counterpart in the bacterial photosynthetic
reaction center, has not yet been explained [3,4]. Participation
of cytochrome b559 in the cyclic electron transport or in a side
path of electron £ow through PSII has been suggested as a
protection against photoinhibition [5]. Its role in stabilization
of oxygen evolution during photoactivation and/or as a pro-
ton acceptor during the S-state turnover has been discussed
[6^8], as well as its action as scavenger of photogenerated free
radicals [9]. Cytochrome b559 is a heterodimer containing two
subunits, K and L connected through heme. The heme is lo-
cated on the stromal side of the membrane about 28 AA apart
from the plastoquinone QB site [2,10]. The available sequences
show highly conserved transmembrane segments of the K and
L proteins and predict one histidine residue on each of the
subunits [11,12]. The spectroscopic analysis indicates that the
heme iron is ligated in its ¢fth and sixth coordination posi-
tions by histidine nitrogens. Independently of its valence state
(ferric or ferrous) it was found to be in low spin state [13,14].
Cytochrome b559 has an unusually high and variable midpoint
reduction potential. It occurs mainly in two potential forms, a
high potential (HP; Em;7 = 350^400 mV) and a low potential
form (LP; Em;7 = 0^80 mV) in thylakoids [4] but also other
potential forms were described, like intermediate potential
(IP; Em;7 = 150^270 mV) [15,16] and the very low potential
form (VLP; Em;7 =345 mV) [17]. The function of cytochrome
b559 is probably associated with the conversion between its
HPHLP form. However, the mechanism of the switch be-
tween these two potential forms is not recognized yet. Cyto-
chrome b559 was shown to undergo redox reactions in the
presence of membrane prenylquinones [18], which can be as-
sociated with its photoprotective function. Especially, the in-
teraction of K-tocopherol quinone (K-TQ) with the cyto-
chrome seems to be interesting in this respect, because it
was shown that this prenylquinone quenches e¡ectively PSII
£uorescence by a mechanism similar to that of carbonylcya-
nide-p-tri£uoromethoxy-phenyl-hydrazone (FCCP), i.e. by de-
protonation of the HP form of cytochrome b559 [19,20] caus-
ing oxidation of this cytochrome b559 form. It was also shown
that K-TQ is able to oxidize directly the LP form of cyto-
chrome b559 [18].
Another intriguing component is the non-heme iron located

between QA and QB sites (about 7 AA from each of them)
[2,21,22]. Non-heme iron is probably coordinated by four his-
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tidine residues and glutamate in anoxygenic purple bacteria
[23]. The four histidines from the bacterial reaction center are
conserved in green algae and higher plants with the exception
that the glutamate ligand might be replaced by bicarbonate
[24]. In addition, the non-heme iron has been shown, unlike
the bacterial reaction center homologue, to undergo redox
changes of Fe2þ/Fe3þ [25]. Usually, in the reaction center of
purple bacteria [22], as well as in PSII from algae and higher
plants [26,27], non-heme iron appears in a reduced high spin
state Fe2þ. It can be oxidized by ferricyanide to the high spin
Fe3þ [25,27] or due to the reduction/oxidation process induced
by some quinones with the known exception of trimethyl-BQ
and plastoquinone [27,28]. Either bound QA plastoquinone or
exchangeable QB plastoquinone are outside the immediate co-
ordination shell of Fe2þ [22] but the redox states of the qui-
nones may in£uence (or be in£uenced by) the ligand symmetry
of the non-heme iron. It is assumed that D2His215 and
D1His215 are bound to quinone QA and QB through the
hydrogen bonds, respectively [21]. On the other hand, it is
suggested that the non-heme iron may facilitate electron
transfer between the quinones and their protonation and plays
a structural role in binding subunits of the reaction center
complex [3,29,30]. It is known that the non-heme iron Fe2þ

can be reversibly removed from bacterial reaction centers and
replaced by other metals ions (Zn2þ, Co2þ, Ni2þ, Cu2þ,
Mn2þ), which only moderately slow electron transfer [31].
However, it is di⁄cult to remove non-heme iron from PSII
and although there are reports on its decoupling from Q3

A the
attempts in reconstitution of photosystem II with other metals
were not successful [32]. There are some discrepancies as re-
gards to the in£uence of the iron depletion on the kinetics of
electron transport between pheophytin and QA quinone [32^
34]. It is not clear whether all procedures eliminating the
magnetic interaction between Q3c

A and Fe2þ indeed remove
the non-heme iron as has been observed in PSII membrane
fragments twice treated with an ‘iron depletion’ procedure [35]
or whether only convert it to a diamagnetic state that has
been detected in PSII treated with cyanides [36]. There is an
interesting problem whether the diamagnetic state can occur
in native systems and what alteration of the PSII function it
may induce.
To gain more insight into the role of non-heme iron and

cytochrome b559 in the electron and proton transport process-
es within photosystem II, it is important to know the elec-
tronic and structural properties of these two iron binding
sites. EPR and Mo«ssbauer spectroscopy have already proven
to be powerful tools in such studies [22,25,28,35,36]. The
Mo«ssbauer method permits the study of diamagnetic states
of Fe2þ, which are EPR silent. Temperature measurements
of the Mo«ssbauer recoil-free fraction yield information on
lattice dynamics. Investigations of the vibrational and collec-
tive motions of the Mo«ssbauer probe give information on
local modes, which are unobtainable by other techniques.
High purity of the PSII preparations and homogeneity of
the sample are the most important factors in such studies.
In this work we present a thorough study of new valence

and spin states of the non-heme and heme iron as well as the
characterization of their collective modes in intact thylakoid
membranes from a mutant of Chlamydomonas reinhardtii free
of photosystem I (PSI3). We have shown that both of the Fe
states are able to interact with K-TQ, the role of which in
photosystem II is of great interest.

2. Materials and methods

We performed our experiments on 57Fe-enriched thylakoid mem-
branes from a mutant of C. reinhardtii free of photosystem I (PSI3).
The PSI de¢ciency of strain Xba9 was caused by the disruption of a
psaA exon downstream of the psbD gene. The mutation was achieved
by an in vitro mutagenesis approach, using the plasmid vector pCA1
and the aadA-selectable marker [37] for chloroplast transformation
with a gun-powder driven DNA particle-delivery instrument (Shear-
line-MK2, UK). Xba9 cells were cultivated in TAP medium [38] with
57Fe-containing Hutner’s trace solution. Thylakoid membranes were
isolated according to Diner and Wollman [39] by sucrose cushion
centrifugation. K-TQ was obtained as described in [40]. It was added
to the sample at a TQ/Chl molar ratio of 1:10.
For immunoblotting with polyclonal anti-PetA (dilution 1:1000)

and anti-PsbE (dilution 1:2000) nitrocellulose membranes were pre-
pared and stained following the procedures of Kruse et al. [41].
Mo«ssbauer spectra have been recorded in a gas-£ow cryostat in the

temperature range of 78^270 K with the 40 mCi Co/Cr source at room
temperature. The temperature stabilization was within 0.1 K. The
isomer shifts are given vs. metallic Fe at room temperature.

3. Results and discussion

Mo«ssbauer spectra of thylakoid membranes recorded at
temperatures below 269 K consist apparently of a symmetric
quadrupole doublet with broadened lines. To evaluate these
spectra in an independent way, a Gaussian distribution of
quadrupole splitting was assumed. The obtained distribution
clearly shows two maxima (inset in Fig. 1). Thus, it is con-
cluded that the spectra are superpositions of two quadrupole
doublets with di¡erent splitting and identical isomer shifts
(Fig. 1). For further discussion they were ¢tted assuming
just two doublets. The hyper¢ne parameters for these two
components are presented in Fig. 2A (isomer shift) and Fig.
2B (quadrupole splitting).
The decrease of the isomer shift (or, more precisely, the

central shift) with increasing temperature is due to the sec-
ond-order Doppler shift, a dynamic relativistic e¡ect. Thus,
no change of electron density at the 57Fe nuclei is observed.
The quadrupole splittings do not change with temperature.
The absorption lines are narrow (they do not exceed 0.2
mm/s). These facts indicate homogeneous surroundings of
Fe with a stable electron con¢guration of each of the compo-
nents. Immunoblotting of isolated thylakoid membrane prep-
arations using an antibody raised against one of the subunits
of the cytochrome b6/f complex (anti-cytochrome f, cross-re-
acting with subunit IV) clearly demonstrated that Xba9 thy-
lakoid membranes contain only very low amounts of cyto-
chrome f (PetA) compared to wild type and no detectable
amounts of the cytochrome b6/f complex subunit IV (PetD).
From these data an overall amount of less than 5% of cyto-
chrome b6/f complexes was calculated densitometrically in the
PSI3 mutant compared to the wild type (Fig. 3). In addition,
the hyper¢ne parameters of the components in our spectra are
not characteristic for the cytochrome b6/f complex [42,43].
From the discussion above it is clear that the two Mo«ssbauer
components cannot come from other iron proteins than the
PSII complex. There are only two possible candidates: the
non-heme iron and cytochrome b559. Using Western blotting
based on equal protein concentrations we calculated that the
K-subunit of cytochrome b559 is present in Xba9 thylakoid
membranes in a concentration range of about 60% compared
to the wild type (Fig. 3).
The obtained hyper¢ne parameters exclude a Fe2þ high spin
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state. The treatment of the thylakoids with hydroquinone and/
or ascorbate did not in£uence the hyper¢ne parameters of the
two iron states. This means that both of them are in the
reduced form Fe2þ and further that only the Fe2þ low spin
state may be assigned to both components (N1WN2W0.480Y
0.005 mm/s and vE1 = 1.05 Y 0.05 mm/s; vE2 = 0.55Y 0.03
mm/s at 80 K). There is no doubt that the component char-
acterized by a quadrupole splitting of about 1 mm/s can be
ascribed to cytochrome b559 [25,35,44]. The isomer shift and
quadrupole splitting are characteristic for low spin Fe2þ heme
iron in a strong ligand ¢eld [45]. Such an iron state is typical
for Fe complexes with nitrogen ligands coming from a high
degree of covalent overlap between the central metal atom
and the ligands [46]. The value of the quadrupole splitting
suggests inequivalence of the covalence between the axial
and equatorial ligands leading to the tetragonal distortion of
the octahedral symmetry.
It is reasonable to assign the second component to the non-

heme iron. Indeed, it is unlikely that PSII thylakoids studied
here can be depleted of non-heme iron because it is very
di⁄cult to remove it from the PSII membranes [32]. It should
be pointed out that we did not use any detergents in the
preparation procedure. The ratio of the fractions of the sec-
ond and the ¢rst component is 1.2:1 (at 80 K) indicating an
equimolar amount of these two iron sites. This would point to

the prediction that there is one copy of non-heme iron and
cytochrome b559 per PSII reaction center and could favor the
cytochrome b559 :PSII stoichiometry of 1:1 which is still under
debate (1:1 versus 2:1) [47,48]. Ascorbate, known to reduce
non-heme iron, did not change the hyper¢ne parameters of
this component. The arguments applied to the heme iron lead
to the conclusion that non-heme iron is in a low spin ferrous
state. The smaller quadrupole splitting of non-heme iron is
consistent with the decreasing di¡erence between the electron
withdrawing abilities of the ligands in comparison with the
plane porphyrin nitrogens and axial histidines in the case of
cytochrome b559 [49]. The values of vE2 and N2 can be as-
signed to a four- or six-coordinated Fe2þ in a strong ligand
¢eld. It should be stressed that we do not observe any high
spin ferrous state of the non-heme iron. In order to explain
the absence of the high spin ferrous state, a detailed structural
analysis of the binding site in the PSI3 mutant of C. reinhard-
tii is required. It is, however, possible that the non-heme Fe2þ

iron can adopt either the high spin 5T2 state in a week ligand
¢eld (usually detected) or low spin 1A1 state in a strong ligand
¢eld as is observed in our case. Depending on the energies
between the two states they can coexist or only one of them
can be present. Such a crossover of Fe complexes dependent
on temperature is well known [50]. In the case of the non-
heme iron, the protein structure in its vicinity may play the

Fig. 1. 57Fe Mo«ssbauer absorption spectra of PSII thylakoid membranes isolated from the C. reinhardtii Xba9 PSI3 mutant. A: T=80 K.
B: After dark incubation with K-TQ at T=80 K. The lines represent theoretical ¢ts assuming two symmetrical doublets. Subspectra correspond
to the heme iron in cytochrome b559 and the non-heme iron. Quadrupole splitting distribution, in the case of the untreated sample, is shown in
the inset in A.
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role of a temperature factor and be responsible for stabilizing
one of the states or allowing coexistence of both of them and/
or intermediate states. This could explain for example the
appearance of more than one non-heme iron high spin com-
ponent with various quadrupole splittings (the di¡erence of
vE is about 0.5^0.9 mm/s) [26,44] exhibiting di¡erent sensitiv-
ity to external cofactors [51].
The temperature analysis of the recoil-free fraction has al-

lowed us to show two di¡erent environments of the absorbing
nucleus. From the temperature dependence of the absorption
area of the spectra, which for thin absorbers are proportional
to the Lamb^Mo«ssbauer factor f= exp(3k2Gx2f) (where k=1/
0.137 AA 31 is the wave number of the 14.4 keV gamma ray for
57Fe), we have calculated the mean square displacement Gx2f
of the two iron states. We have normalized Gx2f by its extrap-
olation to 0 for T=0 according to the classical approach (the
quantum mechanical zero point vibrations are neglected). The
results are presented in Fig. 4.
The mean square displacement Gx2ft of iron can be approxi-

mated by a sum of three statistically independent terms [52] :
Gx2ft ¼ Gx2fv þ Gx2fcf þ Gx2fcs

where indices v, cf and cs are related to vibrational, collective
fast and collective slow (di¡usional) modes. Within the tem-
perature range 78^265 K Gx2ft is the sum of vibrational and
fast collective motions (Fig. 4). The so-called bound di¡usion
(slow collective motions) [53] responsible for the appearance
of a broad line has been detected at T=269 K (Fig. 5). These
motions are associated with the £uidity of the protein matrix
but we will not elaborate this point here. We concentrate on
the analysis of the data for T6 269 K. Above a characteristic
temperature (s 200 K in our case and usually in large bio-
molecules) groups of atoms can occupy di¡erent substates
according to the Boltzmann distribution but below the char-
acteristic temperature they stay in the same substate. In the
most simple case, one considers only two main substates of
the resonant atom [54,55]. The energetic di¡erence between
the substates is given by E and the separation potential barrier
by Q. The distance between the two substates is d. The tran-
sition rate from the higher potential well to the lower one is
given by:

kH ¼ X 0 exp 3
Q

kBT

� �

and from the lower potential well to the higher one by:

kL ¼ X 0 exp 3
E þQ3TvS

kBT

� �

where X0 = 1013 s31 is a typical vibrational frequency of a
solid, T is the temperature, kB the Boltzmann constant and
vS is the activation entropy. Assuming that kHEkL one re-
ceives the following expression for Gx2fcf :

Gx2fcf ¼
d2kL

kH þ d
31

where d=1.4U1037 s is the life-time of the excited state of Fe.
The ¢tted parameters Q, E and d are presented in Table 1.
The theoretical curves are shown in Fig. 4 (solid lines). The
energetic di¡erence between the two conformational substates
and the energetic potential barrier for heme iron of cyto-
chrome b559 and non-heme iron agree within the errors.
They are about two times lower than those obtained for my-

Fig. 2. The temperature dependence of isomer shifts (A) and quad-
rupole splittings (B) of the non-heme iron and the heme iron of cy-
tochrome b559 in untreated PSII thylakoid membranes isolated from
the C. reinhardtii Xba9 PSI3 mutant and incubated with K-TQ.

Fig. 3. Immunoblot of C. reinhardtii Xba9 thylakoids separated by
a Tris/Tricine sodium dodecyl sulfate^polyacrylamide gel electropho-
resis (SDS^PAGE) using 10% acrylamide and incubated with poly-
clonal anti-cytochrome f (PetA) and anti-K-cytochrome b559 (PsbE).
Wt, wild type of C. reinhardtii.
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oglobin1 [54]. The determined value of Q is about four times
higher than the energetic barrier estimated for chromatophore
membranes from Rhodospirillum rubrum (3.85 kJ/mol) where-
as the energetic di¡erence between two substates is almost
three times lower (9.65 kJ/mol). In this comparison, one
should bear in mind that the data are for iron^sulfur centers
of the photosynthetic bacterium, contributing mainly to the
Mo«ssbauer spectrum [56]. The distance between the two sub-
states for cytochrome b559 is signi¢cantly higher than for non-
heme iron (Table 1) and myoglobin [54] but almost two times
lower than the value one ¢nds for R. rubrum chromatophores
[56]. The comparison of the parameters estimated for the spe-
cies mentioned above indicates that both heme iron and non-
heme iron in photosystem II are in more rigid surroundings
than Fe^S centers in the bacterium but in a less rigid environ-
ment than heme iron in myoglobin. The same characteristic
energies for the substates in the case of non-heme iron and
iron in cytochrome b559 (Table 1) suggest that the same fast
conformational motions are responsible for the collective
modes for both of the iron atoms in PSII, leading, however,
to the higher liberation of the heme iron. This is in agreement
with the observation that either non-heme iron or heme iron
in cytochrome b559 are exposed to the stromal side and both
of them operate on the acceptor side of photosystem II [2].
The d values obtained for the two iron probes are typical for
the displacement of the side chain atoms [57]. The smaller
quadrupole splitting in the case of non-heme iron indicates
the existence of stronger bonds within the protein matrix
than it is observed for cytochrome b559 iron. This is consistent
with the larger mean square displacement of the heme iron
than of the non-heme iron (Table 1).
An independent approach describing the temperature be-

havior of Gx2f is the Debye model extended for anharmonicity
at higher temperatures [55]. Generally, below the Debye tem-
perature Gx2f increases linearly with temperature and one can

attribute these motions to lattice or solid-state vibrations Gx2vf
(see Fig. 4). Assuming a temperature-dependent Debye tem-
perature: 3D =30(1+AT+T), where 30 is the Debye temper-
ature in the low temperature limit and A is an anharmonicity
parameter, we obtained 30 and A for cytochrome b559 heme
iron and non-heme iron, which are presented in Table 1. As
one can expect, the 30 in these cases are lower than those
found for lyophilized Fe cytochrome c [55]. The Debye tem-
perature of the non-heme iron is higher than that of the heme
iron. This is again consistent with the more rigid binding site
of non-heme iron than of iron in cytochrome b559.
It is well known that rapid conformational £uctuations of

Fig. 4. Temperature dependence of the conformational Gx2fcf and vibrational Gx2fv mean square displacement for the non-heme and heme iron
in PSII thylakoid membranes isolated from the C. reinhardtii Xba9 PSI3 mutant.

Fig. 5. 57Fe Mo«ssbauer absorption spectra of PSII thylakoid mem-
branes isolated from the C. reinhardtii Xba9 PSI3 mutant measured
at 269 K. A single broad component corresponds to the di¡usional
motion of the protein matrix.1 Note the inversion of the E and Q parameters in the cited work.
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biological macromolecules are essential for the functional
properties of the systems [58]. This is also true for the case
of the exchange of a platoquinone molecule at the QB site and
of the electron transfer Q3

AQBCQAQ3
B [23,59]. Indeed, if one

neglects conformational £uctuations and estimates free ener-
gies of the states Q3

AQB and QAQ3
B from electrostatic consid-

erations one ¢nds that the electron transfer is disfavored [60].
Thus, the observed electron transfer must be attributed to the
presence of some dynamic e¡ects like conformational £uctua-
tions of the system. Now, a question arises as to what is
known about these conformational £uctuations. The answer
to this question is that the £uctuations are accompanied by
changes in the non-heme Fe2þ high spin state and the ferrous
state of the heme iron in cytochrome b559 as it was found in
the studies of the electron transfer between quinones in PSII
membrane fragments [61]. A similar e¡ect has been observed
for the non-heme iron in bacterial photosynthetic membranes
[56].
The fact that K-TQ in£uences photosynthetic electron trans-

port [62,63] and that K-TQ does not act as an electron accep-
tor in PSII [64] is well established. However, the mechanism
of its action remains to be clari¢ed. K-TQ inhibits electron
transport changing the oxygen evolution pattern in a way
which shows that the probability of a slower mode of oxygen
yield increases [64^66]. It has been shown to oxidize e⁄ciently
the reduced LP form of cytochrome b559 in darkness but was
inactive in stimulating photoreduction of the cytochrome [18].
Moreover, it has been demonstrated that TQ stimulates oxi-
dation of the cytochrome b559 HP form in the dark reaction
[20]. In our studies we checked the possible interaction of
K-TQ with the low spin non-heme iron and cytochrome b559
in the PSI3 mutant. Mo«ssbauer spectra of PSII membranes
treated with K-TQ are presented in Fig. 1B. The ¢tted param-
eters are included in Fig. 2A and B. Because of the low con-
centration of the sample we could not perform more detailed
temperature-dependent experiments (only up to 251 K). Spec-
tra are characterized by two narrow doublets (V0.2 mm/s),
which again indicated two homogeneous iron states. The non-
heme iron due to interaction with K-TQ is still in the low spin
ferrous state. The hyper¢ne parameters of the non-heme iron
after treatment with K-TQ (Fig. 2) are identical with the hy-
per¢ne parameters of the cyanide-induced low spin non-heme
Fe2þ (isomer shift = 0.26 mm/s and quadrupole splitting= 0.36
mm/s, at 80 K) [36]. This is consistent with the expectation of
stronger covalent bonds with tocopherol quinone and an in-
crease in the Z back donation to the ligand anti-bonding or-
bitals. On the other hand K-TQ causes oxidation of cyto-
chrome b559. The heme iron changes its state to high spin
Fe3þ. This can be explained by a ligation of K-TQ to the
iron, most probably by exchange of the distal histidine. Direct
oxidation of the heme iron in the cytochrome b559 HP form by
K-TQ is not possible because of its low redox potential
(Em;7 = 0 mV) [67] but it probably oxidizes the HP form by
its deprotonation [20] similar to that of FCCP [19]. Either in

the case of the non-heme iron or the heme iron, K-TQ inter-
actions result in an increase of the rigidity of their environ-
ment and increase of the Debye temperature to about 220 K.
In summary, we have observed that the non-heme iron and

the heme iron of cytochrome b559 are in the low spin ferrous
states in PSII thylakoid membranes prepared from a C. rein-
hardtii PSI3 mutant. The higher Debye temperature of non-
heme iron suggests that it is in a more rigid protein environ-
ment than in the heme iron. This is in agreement with the
observation that the fast collective motions at the acceptor
side of photosystem II, characterized by similar potential bar-
riers and energetic di¡erences between the conformational
substates of the two iron protein matrices, lead to a higher
liberation of the heme iron in cytochrome b559 than in the case
of the non-heme iron. We have shown that K-TQ can interact
with the non-heme iron and with cytochrome b559. It is very
interesting to notice that cyanide and K-TQ convert non-heme
iron to the same low spin ferrous state. Both compounds
cause the slowing down of electron transport within PSII
[51,64] resulting in a lower e⁄ciency of the water splitting
process. This is an indication for the important role of a
non-heme iron in photosystem II. A direct interaction be-
tween K-TQ and cytochrome b559 causes the oxidation of
the heme iron which is consistent with our earlier observation
that tocopherol quinone can oxidize LP and HP forms of
cytochrome b559 in the dark. The occurrence of this interac-
tion reveals the important role of K-TQ as a regulatory com-
ponent in cyclic electron £ow around PSII and the protection
against photoinhibition.
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