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Iron limitation is the major factor controlling phytoplankton growth in vast regions of
the contemporary oceans. In this study, a combination of thermoluminescence (TL),
chlorophyll fluorescence, and P700 absorbance measurements have been used to
elucidate the effects of iron deficiency in the photosynthetic electron transport of the
marine diatom P. tricornutum. TL was used to determine the effects of iron deficiency
on photosystem II (PSII) activity. Excitation of iron-replete P. tricornutum cells with single
turn-over flashes induced the appearance of TL glow curves with two components with
different peaks of temperature and contributions to the total signal intensity: the B band
(23◦C, 63%), and the AG band (40◦C, 37%). Iron limitation did not significantly alter
these bands, but induced a decrease of the total TL signal. Far red excitation did not
increase the amount of the AG band in iron-limited cells, as observed for iron-replete
cells. The effect of iron deficiency on the photosystem I (PSI) activity was also examined
by measuring the changes in P700 redox state during illumination. The electron donation
to PSI was substantially reduced in iron-deficient cells. This could be related with the
important decline on cytochrome c6 content observed in these cells. Iron deficiency
also induced a marked increase in light sensitivity in P. tricornutum cells. A drastic
increase in the level of peroxidation of chloroplast lipids was detected in iron-deficient
cells even when grown under standard conditions at low light intensity. Illumination with
a light intensity of 300 µE m−2 s−1 during different time periods caused a dramatic
disappearance in TL signal in cells grown under low iron concentration, this treatment
not affecting to the signal in iron-replete cells. The results of this work suggest that iron
deficiency induces partial blocking of the electron transfer between PSII and PSI, due
to a lower concentration of the electron donor cytochrome c6. This decreased electron
transfer may induce the over-reduction of the plastoquinone pool and consequently
the appearance of acceptor side photoinhibition in PSII even at low light intensities.
The functionality of chlororespiratory electron transfer pathway under iron restricted
conditions is also discussed.

Keywords: iron deficiency, light sensitivity, PAM fluorescence, Phaeodactylum tricornutum, photosystem II,
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INTRODUCTION

Studies on the primary productivity of phytoplankton have
revealed that iron (Fe) limitation is the major factor controlling
phytoplankton growth in vast regions of the contemporary
oceans (“iron hypothesis”), most notably in the high nutrient
low chlorophyll regions (HNLC) (Martin and Fitzwater, 1988;
Boyd et al., 2000; de Baar and Boyd, 2000; Dalton, 2002; Gervais
et al., 2002; Moore et al., 2007). Fe is an essential micronutrient
for phytoplankton because it is a cofactor of proteins directly
involved in photosynthesis, respiration, nitrate, nitrite and sulfate
reduction, N2 fixation, chlorophyll synthesis, and a number of
other biosynthetic or degradative reactions (Geider et al., 1993;
Geider and La Roche, 1994; Morel and Price, 2003). Fe plays a
crucial role as component of different photosynthetic electron
carriers as cytochrome (Cyt) b6f and Cyt c6 and iron–sulfur
complexes and as an integral part of both photosystem I (PSI)
and photosystem II (PSII; Greene et al., 1991, 1992; McKay et al.,
1997; Erdner and Anderson, 1999).

Iron deficiency causes important alterations in thylakoid
membrane structure and the basic processes involved in
photochemical energy conversion. A general decrease in
transcripts associated with photosynthesis has been shown under
this stress condition (Allen et al., 2008). Chlorosis is one of
the most important symptoms of Fe deficiency (Greene et al.,
1991; Davey and Geider, 2001; Moseley et al., 2002; Allen
et al., 2008). It is attributed to the inhibition of the chlorophyll
(Chl) biosynthetic pathway, which requires the function of
iron-containing enzymes (van Leeuwe and Stefels, 1998, 2007).
Disconnection between light-harvesting centers as a consequence
of ultrastructure changes of the thylakoid membranes under Fe-
limited conditions (Meisch et al., 1980; Terry and Abadía, 1986;
Hilt et al., 1987) has been described as responsible for a decline
of PSII efficiency, electron transport and carbon fixation (Raven,
1990; Behrenfeld and Milligan, 2012; Petrou et al., 2014). Reduced
photosynthetic efficiency due to loss of the D1 protein (Greene
et al., 1992), reduced concentration of Cyt b6f and Cyt c6 and
decreasing Cyt f :Chl a, P700:Chl a, and PSI:PSII ratios (Greene
et al., 1991; Allen et al., 2008) have been observed in Fe-limited
continuous cultures of the diatom P. tricornutum.

Diatoms (Bacillariophyceae) are the most important
eukaryotic group of phytoplankton (Guiry, 2012) with a key role
in influencing the global climate since they are responsible for
up to 20% of the global primary productivity and 40% of the
carbon sequestration in the oceans (Treguer et al., 1995; Field
et al., 1998; Bowler et al., 2010; Falkowski and Raven, 2013).
Fe fertilization experiments in HNLC regions have shown the
appearance of blooms dominated by diatoms, suggesting that
these algae have adaptations that allow survival in Fe limited
waters and a subsequent rapid multiplication when Fe becomes
available (Morrissey and Bowler, 2012). Different strategies have
been developed by diatoms to minimize their Fe requirements: a
decrease of the cellular pigment concentrations at the cost of light
capture efficiency (Petrou et al., 2011), biochemical alteration of
the photosynthetic Fe demand through decreased expression of
the Fe-rich PSI and Cyt b6f components (Strzepek and Harrison,
2004; Allen et al., 2008) and/or substitute Fe-containing enzymes

as ferredoxin by proteins with Fe-free equivalents, as flavodoxin
(La Roche et al., 1996; Marchetti et al., 2009). Diatoms have also
developed specific regulatory mechanisms to dissipate energy
excess under environmental stress conditions (Grouneva et al.,
2009; Goss and Jakob, 2010; Lavaud and Goss, 2014).

In this study, we have investigated the photosynthetic response
of the pennate marine diatom P. tricornutum to Fe deficiency,
using thermoluminescence (TL), Chl fluorescence, and P700
redox state measurements. These techniques are very simple,
precise and non-destructive, and provide valuable in vivo
measurements of the effects of environmental perturbations on
PSII and PSI activity (Ducruet, 2003; Allen et al., 2008; Kalaji
et al., 2014b). Chl a fluorescence technique has been extensively
used for studying the effects of different environmental stresses
on photosynthesis (Maxwell and Johnson, 2000; Kalaji et al., 2011,
2014b; Goltsev et al., 2012).

Phaeodactylum tricornutum is highly tolerant to Fe limitation
and can grow in steady-state laboratory cultures at Fe levels
50 times lower than those tolerated by others diatoms (Kustka
et al., 2007). Studies on this diatom have shown that it is also
unusually resistant to damage by exposure to high light intensities
(Olaizola et al., 1994). Moreover, this organism has a xanthophyll-
dependent non-photochemical quenching (NPQ) that is induced
more rapidly, and can compete with excitation transfer to the
PSII reaction center (RC), much more efficiently than does the
analogous process in higher plants (Lavaud et al., 2002a). In
addition, P. tricornutum may be able to short-circuit its PSII RC
by a cyclic electron transfer path when the charge separation
cannot be stabilized by normal secondary electron transport
(Lavaud et al., 2002b).

Thermoluminescence provides an in vivo measure of the
response of PSII activity to environmental stresses (Rahoutei
et al., 1990; Briantais et al., 1992; Misra et al., 1997; Walters
and Johnson, 1997; Roman and Ducruet, 2000). Photosynthetic
luminescence is a process that originates from PSII by
recombination of charge pairs separated by a prior irradiation.
Luminescence decay phases can be better resolved by TL emission
technique, which consists in recording luminescence emission
during the warming of a sample after an irradiation given at
a relatively low temperature (for a review, see Vass and Inoue,
1992; Inoue, 1996; Ducruet, 2003). Therefore, the properties of
the two principal TL emission bands, B band and AG band
(Ducruet, 2003), may be used to obtain information on the
effect of Fe deficiency on the photochemical activity of PSII.
The B band is the result of the recombination of S2/S3QB

−

pairs, QB being the secondary quinone acceptor, and S2/S3 being
the states of the oxygen-evolving complex (OEC) storing two
or three positive charges (Rutherford et al., 1984; Vass and
Inoue, 1992). The AG band, although originating from PSII,
is governed by the electron back-transfer from the stroma to
QB, which requires (i) a sufficient potential gap between the
acceptors side of PSI (NADPH/NADP) and PSII (PQH2/PQ);
(ii) an activated chlororespiratory pathway involving both non-
photochemical reduction and oxidation of plastoquinones (PQs)
(Bennoun, 1982; Sundblad et al., 1988; Rumeau et al., 2007).

Chlororespiration has been defined as a respiratory electron
transport chain in interaction with the photosynthetic electron
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transfer in thylakoid membranes of chloroplasts. It involves
mostly a NAD(P)H-PQ oxidoreductase activity (Ndh activity),
the thylakoid PQ pool and a terminal oxidase named PTOX
(Peltier and Cournac, 2002). A chlororespiratory reduction of
the PQ pool has been found in diatoms and algae (Wilhelm and
Duval, 1990; Dijkman and Kroon, 2002) leading to the build-up
of a proton gradient without the participation of PSII electron
transport (Jakob et al., 1999, 2001). Several studies have also
proposed that chlororespiratory components may be involved in
protective or adaptive mechanisms of photosynthetic organisms
to environmental stress conditions (Rumeau et al., 2007).

In this work, a combination of TL, Chl fluorescence and P700
(PSI primary donor) absorbance measurements have been used
to elucidate the effects of Fe deficiency in the photosynthetic
electron transport activity of P. tricornutum. The results obtained
in this work suggest that Fe deficiency induces the partial
blocking of electron transfer from PSII to PSI, and consequently,
leads to a more reduced state of the PQ pool. This blocking
is likely to be due to an important reduction of the amount
of Cyt c6. Fe deficiency induced also a significant increase
of the light sensitivity of PSII. The possible activation under
low Fe concentration of alternative secondary electron transfer
pathways, as chlororespiration, is discussed.

MATERIALS AND METHODS

Cell Culture Conditions
The experiments described in this work were carried out using
cells from the coastal diatom P. tricornutum CCAP 1055/1. Cells
were grown in Artificial Seawater (ASW) medium (McLachlan,
1964; Goldman and McCarthy, 1978) in a rotatory shaker
(50 rpm) at 20◦C. The cultures were illuminated by fluorescent
white lamps at an intensity of 20 µE m−2 s−1 under a light/dark
cycle of 16/8 h. For the experiments of the effects of Fe deficiency,
cells from ASW cultures were pelleted at 5000 × g for 5 min and
grown in standard ASW medium (Fe-replete culture; 12 µM Fe)
and ASW medium with only 0.12 µM Fe (Fe-deficient culture).
Most of the experiments were carried out using cells from 21 days
cultures, with an optical density at 750 nm of 0.93–1.05 and
0.58–0.65 for Fe-replete and Fe-deficient cultures, respectively.

Chlorophyll and Cytochrome c6 Content
Chlorophyll a and c content in P. tricornutum cells was
determined in acetone solution by differential absorbance
measurements. Cells (1 mL) were pelleted at 5000 × g
for 5 min and the wet pellets were weighed. Precipitated
cells were then suspended in acetone 90% (1 mL) and
disrupted mechanically in the presence of 0.5 mm diameter
glass beads (1 mL; BioSpec Products) by 1 min of agitation
(3450 oscillations/min) in a Mini-BeadBeater-16 cell disruptor
(BioSpec Products). Cell extracts were spun at 16000 × g
for 5 min and the supernatants, in which the pigments were
extracted, were used to determinate Chl concentrations. Chl a
and Chl c concentrations were measured spectrophotometrically
(JASCO V-650 UV-Vis/NIR spectrophotometer, Japan) using
the following equations as described by Jeffrey and Humphrey

(1975):

Chl a (mg/L) = 11.47 × (A664 − A750) − 0.40

× (A630 − A759)

Chl c (mg/L) = 24.34 × (A630 − A750) − 0.40

× (A664 − A759)

Cytochrome c6 content in P. tricornutum cells was determined
in soluble cell fractions by differential absorbance measurements
using a JASCO V-650 spectrophotometer. P. tricornutum cells
from 100 mL cultures were precipitated by centrifugation at
5000× g for 5 min and wet pellets were weighed. Cells were then
suspended to 1 mL in culture media and disrupted by six cycles of
freezing in liquid nitrogen and thawing at 40◦C in a thermoblock.
Soluble fractions were obtained by centrifugation at 16000× g for
15 min to precipitate membranes and cell debris. This method
extracted up to 90% of Cyt c6, as determined by further protein
extraction by sonication of the membrane fractions. The total
content of Cyt c6 was estimated from the absorbance difference
at 552 nm between the fully reduced (sodium ascorbate, 2 mM)
and fully oxidized (potassium ferricyanide, 1 mM) state, using
a differential extinction coefficient (reduced minus oxidized) of
15 mM−1 cm−1 at 552 nm. The amount of Cyt c6 was related to
grams of cell wet weight.

Immunodetection of Cytochrome c6
Polyclonal antibodies raised against P. tricornutum Cyt c6
were generated using standard procedures at the Animal
Experimentation Facility (University of Seville, Spain) by
subcutaneous injection of 1 mg of purified Cyt c6 protein
into a white New Zealand rabbit (Bernal-Bayard et al.,
2013). Polyclonal antibodies against the Rubisco large subunit
(Agrisera, Sweden) were also used as loading control. About
8.8 × 108 P. tricornutum cells from 150 mL cultures, grown
under Fe-replete or Fe-deficient conditions, were harvested by
centrifugation (5000 × g for 5 min). Cells were suspended
in lysis buffer, containing 50 mM Tris-HCl (pH 6.8) and
2% SDS, and incubated 30 min at 4◦C. The soluble fraction
was obtained by centrifugation at 12000 × g for 30 min
at 4◦C. Then, 20 µg of total protein were resolved on 15%
(w/v) polyacrylamide gel electrophoresis and transferred to a
nitrocellulose membrane (Amersham Protran Premium 0.45 µm
NC, GE Healthcare Life Sciences). The membrane was incubated
overnight with rabbit anti-Cyt c6 primary antibody (dilution
1:1000) followed by 1 h incubation with Goat Anti-Rabbit
IgG (H+L)-HRP Conjugate (Bio-Rad; dilution 1:10000), and
visualized with the Immobilon Western Chemiluminescent HRP
Substrate (Millipore).

Oxygen Evolution
Oxygen evolution and consumption by P. tricornutum cell
suspensions were measured by polarography using a Clark-
type oxygen electrode (Hansatech) at 25◦C with saturating
and continuous white light (2000 µE m−2 s−1). Typically,
P. tricornutum cell suspensions (equivalents to 100 µg Chl) were
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dark-incubated for 2 min at 25◦C and illuminated at the end of
this period to measure oxygen evolution or consumption.

Thermoluminescence
Thermoluminescence glow curves of P. tricornutum cell
suspensions were obtained using an home-built apparatus
designed by Dr. Jean-Marc Ducruet (France) for luminescence
detection from 1 to 80◦C (standard thermoluminescence, STL)
and from 10 to 160◦C (high temperature thermoluminescence,
HTL). A detailed description of the system can be obtained
elsewhere (Ducruet, 2003; Zurita et al., 2005; Guerrero et al.,
2014; Repetto et al., 2015). Briefly, temperature regulation,
signal recording and flash sequences were driven by a
computer through a National Instrument DAQ-Pad 1200
interface, using a specially developed acquisition program
(Ducruet, 2003). The sample cuvette consisted in a horizontal
chamber (2 cm diameter) with a copper film on the bottom.
A double-stage Marlow thermoelectric Peltier plate (model
DT 1089-14; Marlow Industries, USA), powered by a
variable (0 to 5 A) computer-driven power supply, was
mounted below the chamber for temperature regulation.
The Peltier element was cooled by a temperature-controlled
bath. Luminescence emission was detected by a H5701-
50 Hamamatsu photomultiplier module. Illumination was
performed through a light guide parallel to the photomultiplier,
both of them being attached to the same stand sliding
horizontally from the illumination to the measuring position.
Single turn-over flashes were provided by a xenon white
light (Walz XST-103). Data acquisition, signal analysis and
graphical simulation were performed as previously described
(Ducruet and Miranda, 1992; Zurita et al., 2005; Ducruet et al.,
2011).

Typically, for STL measurements P. tricornutum cell
suspensions (equivalents to 15 µg Chl) were dark-incubated for
2 min at 20◦C, then cooled to 1◦C for 1 min and illuminated
at the end of this period with different numbers of saturating
single turn-over flashes (separated by 1 s). Luminescence
emission was then recorded while warming samples from
1 to 80◦C at a heating rate of 0.5◦C per second. In some
experiments, before recording the luminescence emissions,
white or far red (FR) light illuminations were applied through
a optic fiber to cell suspensions by using a tungsten lamp
non-filtered (300 µE m−2 s−1 light intensity) or filtered
through a 695 nm cut-off filter (4 µE m−2 s−1 light intensity),
respectively.

For HTL measurements P. tricornutum cell suspensions
(equivalents to 7.5 µg Chl) were adsorbed by filtration on a piece
of filter paper (0.45 µm, Whatman) that was pressed against
the copper film, dark-incubated for 10 min at 20◦C and cooled
to 10◦C for 1 min. Luminescence emission was then recorded
while warming samples from 10 to 160◦C at a heating rate of
0.1◦C per second. N2 gas was flushed on the sample during
HTL experiments in order to desiccate samples and prevents any
oxidation induced by high temperatures.

Standard thermoluminescence and HTL experiments were
repeated five times. The experiments shown in Figures 2–5 are
representative examples.

Chlorophyll a Fluorescence and
Photosystem I P700 Redox State
Room temperature Chl a fluorescence was measured using
a pulse-amplitude modulation fluorometer (DUAL-PAM-100,
Walz, Effeltrich, Germany). The maximum quantum yield of PSII
was assayed after incubation of the cell suspension in the dark for
30 min by calculating the ratio of the variable fluorescence, Fv,
to maximal fluorescence, Fm, (Fv/Fm). Relative linear electron
transport rates (rETR) were measured in pre-illuminated cell
suspensions applying stepwise increasing red (635 nm) actinic
light intensities up to 2000 µE m−2 s−1. Effective PSII quantum
yield for each actinic light intensity was determined using
saturating pulses of red light at 10000 µE m−2 s−1 intensity and
0.6 s duration. The effective PSII quantum yield Y(II) and relative
linear electron transport rates were calculated by the DUAL-
PAM-100 software according to the equations by Kramer et al.
(2004).

The redox state of PSI P700 was monitored by following
changes in absorbance at 830 nm versus 875 nm using the
DUAL-PAM-100 apparatus. Cells were incubated in darkness
for 30 min prior to measurements. To probe the maximum
extent of P700 oxidation, cell suspensions were illuminated with
FR (730 nm) light for 10 s, thereafter a saturating pulse of
red (635 nm) light at 10000 µE m−2 s−1 intensity and 0.6 s
duration was applied. Following the determination of maximal
oxidation of P700, the actinic red (635 nm) light at an intensity
of 126 µE m−2 s−1 was switched on and saturating pulses were
applied every 20 s. After 5 min, the actinic light was switched
off. The respective quantum yields of PSI photochemistry, Y(I),
donor side limitations, Y(ND), and acceptor side limitations,
Y(NA), were calculated by the DUAL-PAM-100 software.

RESULTS

The effects of Fe deficiency on various physiological and
biochemical parameters of P. tricornutum cells have been
investigated. Table 1 shows the results obtained for these
parameters in cells harvested after 21 days of growing in both
Fe-replete and Fe-deficient conditions under our experimental

TABLE 1 | Physiological and biochemical parameters of Phaeodactylum
tricornutum cells from Fe-replete and Fe-deficient cultures.

Parameter Fe-replete Fe-deficient

Growth rate (µ, days−1) 0.115 ± 0.014 0.081 ± 0.012

Chl a (mg Chl. g−1 wwt biomass) 5.5 ± 0.9 3.1 ± 0.7

Chl c (mg Chl. g−1 wwt biomass) 1.2 ± 0.5 1.3 ± 0.3

O2 evolution (µmol O2. mg−1 Chl. h−1) 115 ± 12 51 ± 7

O2 consumption (µmol O2. mg−1 Chl. h−1) 59 ± 4 11 ± 4

Fv/Fm 0.615 ± 0.018 0.404 ± 0.023

Specific growth rates were calculated as µ = (ln OD2 – ln OD1)/1t, where
OD1 and OD2 are optical density at 750 nm of cells after 7 and 21 days
of culture, respectively, and 1t the corresponding time interval. Chlorophyll
concentration is expressed as mg of Chl per g of wet weight biomass (wwt). Data
represent the mean ± SD of three replicate determinations from separate cultures.
Measurements were done using cells harvested after 21 days of culture.
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FIGURE 1 | Effect of iron deficiency on Chl a fluorescence parameters
of P. tricornutum. (A) Quantum yield of PSII photochemistry and (B) relative
linear electron transport rate in Fe-replete (filled circles) and Fe-deficient (open
circles) cultures of P. tricornutum as a function of irradiance derived from
steady-state light curves. Chlorophyll fluorescence was measured with a
pulse-amplitude modulation fluorometer using Fe-replete and Fe-deficient
P. tricornutum cultures in exponential phase of grown (21 days). Quantum
yield of PSII photochemistry, Y(II), and relative linear electron transport rates,
rETR, were determined during stepwise increasing photosynthetically active
radiation (PAR) from 0 to 2000 µE m−2 s−1 light intensity. The curves shown
in this figure represent the mean ± SD of three independent experiments.

conditions. After 1 week of Fe limitation, growth gradually
slowed down (see Supplementary Figure S1). A significant
decrease of the growth rates in Fe-deficient P. tricornutum cells
was observed after 21 days of cultures in comparison with
cells cultured in Fe-replete conditions (Table 1). Fe-deficient
P. tricornutum cells showed lower concentration of Chl a (56%).
Fe deficiency also induced a significant decrease of about 60 and
80% in the oxygen evolving and respiration activities of the cells,
respectively. Overall, the effects observed under Fe limitation are
consistent with those described previously (Kudo et al., 2000;
Allen et al., 2008).

The effects of Fe deficiency on PSII photochemistry of
P. tricornutum cells were investigated using Chl a fluorescence
and TL techniques. Measurements of Chl a fluorescence showed
clear differences in the photosynthetic activity of PSII between
Fe-replete and Fe-deficient cells (Table 1 and Figure 1). The
maximum quantum yield of PSII, measured as Fv/Fm, was
significantly decreased in Fe-deficient cells. Thus, whereas Fe-
replete cultures showed an Fv/Fm value of 0.615, the value of

the Fe-deficient cultures decreased to 0.404 (Table 1). Steady-
state light curves showed that the effective quantum yield of
PSII, Y(II), was lower in Fe-deficient cultures at all irradiance
levels tested as compared with Fe-replete cultures (Figure 1A).
At the maximum irradiance (1957 µE m−2 s−1), values dropped
well below 0.1 under both Fe-culture conditions. The relative
electron transport rates (rETR) were significantly greater in
the Fe-replete cultures than those measured in the Fe-deficient
cultures in the complete range of tested irradiances (Figure 1B).
The maximal rETR was 50% lower in the Fe-deficient cultures.
Taddei et al. (2016) have recently reported the severe decrease
of both Fv/Fm (70%) and rETR (64%) parameters induced
by Fe limitation in P. tricornutum cells. In Fe-deficient cells
rETR was almost completely inhibited at light intensities above
2000 µE m−2 s−1 (Figure 1B). However, in Fe-replete cultures
the rETR value measured at this light intensity remained at
about 50% of the maximum value. rETR started to decrease
above a 200 µE m−2 s−1 irradiance value in Fe-deficient cells;
however, in Fe-replete cells inhibition of electron transfer was
observed above irradiance values of 300 µE m−2 s−1 (Figure 1B).
Thus, a substantially higher sensitivity to light was observed in
P. tricornutum cells grown under low Fe concentration.

Before the analysis of the effects of Fe deficiency on TL
emissions of P. tricornutum cells, we have characterized some
of the most relevant TL bands detected in vivo using healthy
cells from cultures of this diatom. Not much is known about
the characteristics of TL bands in diatoms because only a few
TL studies have been carried out previously (Vavilin et al., 2002;
Eisenstadt et al., 2008; Materna et al., 2009). Excitation of dark-
adapted P. tricornutum cells at 1◦C with a series of saturating
single turn-over flashes induced the appearance of very complex
TL glow curves, with differences in the temperature of the
maximum (tmax) and signal intensity. TL curves induced by 1,
2, and 3 flashes are shown in Figure 2 as examples. The light
emission curve obtained after illumination with two flashes was
the largest of the series and showed a tmax at about 24◦C and
a small shoulder around 39◦C (Figure 2, 2F). These TL signals
could be well simulated by two decomposition components, with
different tmax and contributions to the total signal intensity. The
decomposition analysis of the emission curve induced by two
flashes is shown in Figure 2 (2F, dotted lines) as an example.
This first component can be assigned to the well-known TL B
band originating from the recombination reactions of S3QB

−

and S2QB
− charge pairs in PSII. A tmax value of 23◦C and a

signal contribution of 63% were obtained for this band (Table 2).
We tentatively assigned the second TL component appearing
at higher temperatures to the AG band, usually induced by FR
illumination in intact photosynthetic materials (Miranda and
Ducruet, 1995). A tmax value of 40◦C and a signal contribution
of 37% were obtained for this AG band (Table 2). A similar
AG band has been observed in leaves of pea, Arabidopsis and
tobacco and in cells of the green alga Chlamydomonas reinhardtii
excited by white light (Miranda and Ducruet, 1995; Ducruet et al.,
2005, 2011; Ducruet and Vass, 2009). This TL emission seems
to reflect a back-flow of electrons from unknown reductants
present in the stroma to the quinone acceptors of PSII, allowing
their recombination with S2 and S3 states (Sundblad et al., 1988;
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FIGURE 2 | Thermoluminescence glow curves of P. tricornutum cells
from Fe-replete cultures. Typically, cell suspensions (equivalents to 15 µg
Chl) from 21 days Fe-replete cultures were incubated in the darkness for
2 min at 20◦C, then cooled to 1◦C for 1 min and illuminated at the end of this
period with different numbers of flashes of white light (1F, 2F, 3F) separated by
1 s. Luminescence emission was then recorded while warming samples from
1 to 80◦C at a heating rate of 0.5◦C s−1. In FR pre-illuminated experiments
(FR/2F), before recording the luminescence emissions, FR light illuminations
were applied through a optic fiber to cell suspensions using a tungsten lamp
filtered through a 695 nm cut-off filter (4 µE m−2 s−1 light intensity). The
dashed lines represent the simulation components (B and AG bands)
corresponding to the best fit obtained from the deconvolution software used
(see Materials and Methods section). Inset: Oscillation of the intensity of B
band as function of flash number. Intensities were obtained from the
component analysis of the curves of TL. For further technical details see
“Materials and Methods” section.

Miranda and Ducruet, 1995). Whereas recombination of S2QB
−

and S3QB
− centers produces a B band, the S2QB and S3QB

centers should not lead to luminescence emission, unless an
electron is progressively fed back to QB, resulting in AG emission.
AG band also appears after illumination with continuous white
light or flashes in some metabolic conditions: when the use of
photosynthetic energy is slowed down due to a lack of CO2
(Mellvig and Tillberg, 1986), in young pea leaves (Miranda
and Ducruet, 1995) and when CAM metabolism is activated in
a CAM-inducible species (Krieger et al., 1998). AG emission
has been associated to the activation of cyclic/chlororespiratory
electron flows in leaves by stress conditions (Ducruet, 2003).

Analysis of TL yields in dark-adapted samples illuminated by a
train of short saturating flashes allows the estimation of the ratio

between S0:S1 and QB:QB
− in PSII (Ducruet, 2003; Zurita et al.,

2005; Roncel et al., 2007). The intensity of the B band exhibited
a typical four-oscillation period with maxima after the second
and sixth flashes (inset of Figure 2). According to Inoue (1996),
this pattern may suggest that in dark-adapted P. tricornutum cells
the ratio S0:S1 and QB

−:QB is about 25:75. Thus, after one single
flash, the S1QB centers will go to the luminescence-emitting state
S2QB

−, generating a B band peaking at about 30–32◦C (Figure 2,
1F), generally identified as the B2 band component. Two flashes
induced the largest glow curve because they generate a large
amount of PSII centers in both S2QB

− and S3QB
− luminescence

states (Rutherford and Inoue, 1984). Besides, the yield from the
latter recombination is higher than that from the former, by
a factor of 1.7–2.0 (Rutherford et al., 1984). The much higher
contribution of the second component of the B band (B1 band)
after two flashes induces the appearance of a TL glow curve
significantly shifted to lower temperatures and broadened.

To confirm that the proposed AG band observed in
P. tricornutum cell suspensions after white light flash excitation
can be identified as a typical AG band (normally induced by FR
light), we have also performed TL measurements after continuous
illumination of cell samples with 720 nm monochromatic light
(Figure 2, FR/2F). After this illumination, samples were also
excited with two white light flashes to ensure induction of
maximal signals for B and AG bands. FR illumination generated
a more prominent AG band, while the B band was reduced. FR
light preferentially excites PSI and consequently oxidizes the PQ
pool, thus favoring in the dark a back transfer of electrons from
stromal reductants to the oxidized QB and finally to the S2 and S3
states of the manganese cluster (Ducruet et al., 2005). This overall
recombination reaction leads to AG emission. The mathematical
analysis of the two components found by the simulation software
showed tmax values of 21 and 40◦C with signal contributions of
43 and 57% for the B and AG bands, respectively (Table 2). These
results support that the 40◦C band observed in P. tricornutum
cell suspensions after excitation with white light flashes (Figure 2,
2F) corresponds to the same recombination reaction which gives
rise to the FR-induced AG TL band previously described (Roncel
et al., 2007).

Thermoluminescence was used to determine the effects of Fe
deficiency on PSII electron transfer activity of P. tricornutum
cells (Figure 3). Excitation of Fe-deficient P. tricornutum cells
with two flashes at 1◦C induced the appearance of a TL glow

TABLE 2 | Thermoluminescence band emissions of Phaeodactylum
tricornutum cells from Fe-replete and Fe-deficient cultures.

Conditions B band AG band

2F Fe-replete 23◦C (63%) 40◦C (37%)

Fe-deficient 22◦C (71%) 41◦C (29%)

FR/2F Fe-replete 21◦C (43%) 40◦C (57%)

Fe-deficient 20◦C (66%) 39◦C (34%)

Values are the temperature of the intensity maximum of the thermoluminescence
components obtained from the deconvolution software used (see Materials and
Methods section) and the percentage of total intensity of such components. Values
are means of 3–4 replicate determinations from separate cultures.
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curve with significant differences in comparison with the curves
obtained in Fe-replete cells: a decrease on the total TL signal
intensity of about 10% and also a significant decrease of the
40◦C component of the signal (AG band; Figure 3, 2F). The
decomposition analysis of this emission curve allowed obtaining
tmax values of 22 and 41◦C and signal contributions of 71 and 29%
for the B and AG bands, respectively (Table 2). Thus, although
the tmax values were similar for both iron conditions, a significant
increase of the signal contribution of the B band was detected
(about 8%) in parallel with a similar decrease for the AG band
(Figures 2 and 3; Table 2).

Thermoluminescence measurements were also performed
after continuous illumination of Fe-deficient P. tricornutum cell
samples with 720 nm (FR) monochromatic light (Figure 3,
FR/2F). The mathematical analysis of the two components found
by the simulation software showed tmax values of 20 and 39◦C
and signal intensity contributions of 66 and 34% for the B and
AG bands, respectively (Table 2). Thus, the signal contributions
for B and AG bands remained similar to that observed in white

FIGURE 3 | Thermoluminescence glow curves of P. tricornutum cells
from Fe-deficient cultures. Typically, cell suspensions (equivalents to 15 µg
Chl) from 21 days Fe-deficient cultures were incubated in the darkness for
2 min at 20◦C, then cooled to 1◦C for 1 min and illuminated at the end of this
period with two flashes of white light (2F) separated by 1 s. Other
experimental conditions as described in Figure 2.

light excitation experiments without previous FR illumination
(Figure 3, 2F; Table 2). Interestingly, FR excitation did not
increase the amount of AG band in P. tricornutum cells cultivated
in Fe deficiency, as observed for Fe-replete cells (Figures 2 and 3,
FR/2F).

The effects of high light intensity on the TL emission
curves induced in P. tricornutum cells in both Fe-replete
and Fe-deficient culture conditions have been also investigated
(Figure 4). Cells from 21 days cultures of both Fe conditions
were harvested and suspended in the TL cuvette at the same Chl
concentration. Cells were then illuminated with white light of
300 µE m−2 s−1 intensity during different time periods. This
medium light intensity was chosen because when using a high
photoinhibitory light intensity (1000 µE m−2 s−1) not TL signal
was detected for either Fe conditions (data not shown). After
these illuminations, TL emission was recorded as described in

FIGURE 4 | Effect of white light illumination on TL emissions of
P. tricornutum cells cultured under Fe-deficient and Fe-replete
conditions. Cell suspensions from 21 days cultures of both Fe conditions
(Fe-replete and Fe-deficient) were harvested and suspended in the TL cuvette
at the same Chl concentration. Samples were illuminated with white light of
300 µE m−2 s−1 intensity during different time periods (0, 6, or 10 min). Cell
suspensions were then incubated in the darkness for 1 min at 20◦C, cooled to
1◦C for 1 min and illuminated at the end of this period with two flashes
(separated by 1 s) of white light. Luminescence emission was then recorded
while warming samples from 1 to 80◦C at a heating rate of 0.5◦C s−1. For
further details see “Material and Methods” section.
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“Materials and Methods” section. Figure 4 shows the results
obtained. The application of a light intensity of 300 µE m−2 s−1

during increasing time periods induced the progressive decrease
of luminescence emission in Fe-deficient cells (Figure 4, upper).
After 6 min of illumination a decrease in emission intensity of
TL of about 30% was observed. However, after 10 min of light
illumination, the TL signal was almost abolished. The effects
of illumination in Fe-replete cells were significantly different.
The application of 300 µE m−2 s−1 light during increasing
time periods did not induce changes in the total intensity of
the luminescence emission in Fe-replete cells (Figure 4, lower).
However, after 6 or 10 min of illumination a significant increase
of the signal contribution of the AG band was detected (from 30%
to about 68%) in parallel with a similar decrease for the B band.
Thus, these results suggest that Fe deficiency induced an increase
in light sensitivity of PSII.

In photosynthetic cells, photoinhibitory conditions (as
exposure to high light intensities) increase the probability to
generate the very reactive and toxic 1O2 species (singlet oxygen)
in PSII. The formation of singlet oxygen could initiate the
peroxidation of unsaturated lipids in membranes (Vavilin and
Ducruet, 1998). The level of lipid peroxidation in photosynthetic
membranes can be measured by the HTL technique (see Materials
and Methods section) (Roncel et al., 2007). Several luminescence
high temperature bands (HTL bands) have been observed
without prior illumination at temperatures above 60◦C (Ducruet
and Vavilin, 1999; Roncel et al., 2007). A broad HTL band centred
near 130◦C (known as the HTL2 band) is generated because
of the thermal radiative decomposition of lipid peroxides that,
in turn, leads to the formation of carbonyl groups in a triplet
state followed by migration of excitation energy toward Chl
(Vavilin and Ducruet, 1998; Ducruet and Vavilin, 1999; Vavilin
et al., 2002). The amplitude of this band has been well correlated
with the accumulation of malondialdehyde, an indicator of lipid
peroxidation in standard chemical tests (Vavilin and Ducruet,
1998; Vavilin et al., 2002).

The HTL technique was applied to detect lipid peroxidation in
P. tricornutum cells cultured in both Fe-replete and Fe-deficient
conditions. The measurements have been performed using cells
from 21 days growth cultures under standard light intensity
conditions (20 µE m−2 s−1). Figure 5 shows that a broad
HTL2 band with maximum between 140 and 150◦C was present
in Fe-deficient cells (Figure 5). This band was significantly
lower in Fe-replete cells (Figure 5). Thus, a very high level of
lipid peroxidation was observed in cells grown in Fe-deficient
conditions under a low light intensity (20 µE m−2 s−1). These
results suggest that Fe deficiency may induce the appearance of
acceptor-side photoinhibitory processes, and consequently, the
generation of singlet oxygen at a very low light intensity, which
are usually not photoinhibitory.

The effect of Fe deficiency on PSI activity was also investigated
by measuring the P700 redox state changes during illumination
(Figure 6). The oxidized form of P700 displays a broad
absorbance peak around 800–840 nm. Thus, it is possible to
analyze its redox state monitoring changes in the absorbance
at 830 nm. In dark-adapted cultures, P700 is found reduced
since the acceptor side of P700, i.e., the Calvin-Benson cycle and

FIGURE 5 | Effect of iron deficiency on the level of peroxidation of the
chloroplast lipids of P. tricornutum. High temperature thermolumine-
scence glow curves (HTL2 band) of P. tricornutum cells from both Fe-replete
and Fe-deficient cultures. Cell suspensions from 21 days cultures (equivalents
to 7.5 µg Chl) were adsorbed by filtration on a piece of filter paper that was
pressed against the copper film, dark-incubated for 10 min at 20◦C, and
cooled to 10◦C for 1 min. Luminescence emission was then recorded while
warming samples from 10 to 160◦C at a heating rate of 0.1◦C s−1. For further
details see “Material and Methods” section.

subsequent reactions, are de-activated. Under actinic light P700
is oxidized and re-reduced by electrons coming from the PQ-
pool, and thus by applying saturating pulses its ability to become
oxidized and re-reduced can be determined.

Induction-recovery curves were performed in Fe-deficient
and Fe-deplete cultures using red actinic light (λ = 635 nm).
As shown in Figure 6A, the calculated quantum yield of PSI
photochemistry, Y(I), was substantially reduced in the Fe-
deficient cultures. The loss of PSI activity proved to be caused by
a lack of availability of electron donors for PSI, as shown by the
higher degree of donor side limitations, Y(ND), in Fe-deficient
cells (Figure 6B). In contrast, Fe-replete and Fe-deficient cultures
were indistinguishable with respect to acceptor-side limitations,
Y(NA) (Figure 6C). Thus, Fe limitation leads to a deficiency in
PSI activity affecting specifically the supply of electrons to this
photosystem in the light. However, the demand for electrons
from PSI appears not to be altered.

Iron deficiency induced an important decrease in the relative
content of Cyt c6 protein in P. tricornutum cells (Figure 7).
Changes in the amount of Cyt c6 were determined by measuring
the spectra of soluble cell fractions after 21 days of growing in Fe-
replete and Fe-deficient conditions. Figure 7 shows the ascorbate
minus ferricyanide absorbance difference spectra in the region
of 400–600 nm for both Fe conditions. The estimated amounts
of Cyt c6 obtained from these spectra were 218 and 57 µg
per grams of total cell wet weight in Fe-replete or Fe-deficient
P. tricornutum cultures, respectively. When normalized to Chl
content the values were 0.52 and 0.15 µg of Cyt c6 per mg of
Chl in Fe-replete and Fe-deficient cells, respectively. Thus, under
Fe-deficient conditions Cyt c6 concentration is reduced to less of
30% of the protein present in Fe-replete cells. This significant
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FIGURE 6 | Effect of iron deficiency on PSI activity of P. tricornutum.
The redox state of the PSI reaction center P700 was monitored through the
changes in absorbance at 830 nm versus 875 nm and measured with a
pulse-amplitude modulation fluorometer using Fe-replete and Fe-deficient
cells of P. tricornutum. Fe-replete (filled circles) and Fe-deficient (open circles)
cultures of P. tricornutum in the exponential phase (21 days culture) grown at
20 µE m−2 s−1 light intensity were kept in the dark for 30 min prior to the
measurements. Following the initial determination of maximal oxidation of
P700 the actinic light at an intensity of 126 µE m−2 s−1 was turned on and
saturating pulses were applied every 20 s. After 5 min the actinic light was
switched off and measurements were continued for another 5 min. (A–C)
Changes of quantum yields of PSI, Y(I), of donor side limitations, Y(ND), and of
acceptor side limitations, Y(NA), during the course of the induction curve are
displayed in the figure. White and black bars below graphs indicate periods of
illumination with actinic light and darkness, respectively. The curves shown in
this figure are representative examples of four independent experiments.

reduction of the Cyt c6 concentration as a consequence of the
Fe deficiency was confirmed by Western blot analysis (Figure 7,
inset).

DISCUSSION

From this work, it is shown that the culture of the marine
diatom P. tricornutum under low Fe concentration led to a

FIGURE 7 | Effect of iron deficiency on the cytochrome c6 content in
P. tricornutum cells. Reduced minus oxidized differential absorbance
changes were recorded within the 400–600 nm spectral range in soluble cell
fractions extracted of P. tricornutum cultures grown under Fe-replete (dashed
line) or Fe-deficient (solid line) conditions. Samples were first oxidized with
potassium ferricyanide to establish the baseline and then reduced by adding
sodium ascorbate. Inset: Immunodetection of Cyt c6 in P. tricornutum cells
cultured under Fe-replete or Fe-deficient conditions. Cell extracts of
P. tricornutum grown under Fe-deficient or Fe-replete conditions with 20 µg of
total protein were loaded into gel lanes 2 and 3, respectively. Purified Cyt c6

was loaded in lane 1 as a control. Polyclonal antibodies against Cyt c6 (Cyt)
and the Rubisco large subunit (Rbc) were used. Lane M: protein molecular
weight standards. The expected MW of the functional Cyt c6 is 9.7 kDa. For
further details, see “Material and Methods” section.

significant decline in photosynthetic and respiratory electron
transfer processes, as well as to an increased sensitivity to light.
To partially compensate for the negative effects of Fe limitation,
it seems that a secondary electron transfer pathway, such as
chlororespiration, can be activated in P. tricornutum cells.

Photosynthetic electron transport activity is appreciably
lowered by Fe-limitation stress (Morales et al., 1991; Kudo et al.,
2000; Moseley et al., 2002; Allen et al., 2008; Page et al., 2012;
Urzica et al., 2012; Petrou et al., 2014; Kalaji et al., 2014a; Taddei
et al., 2016). A significantly decreased photosynthetic electron
transport rate (about 40% of the control) was here found in
Fe-deficient cells of P. tricornutum (Table 1 and Figure 1B),
confirming previous results (Kudo et al., 2000; Allen et al., 2008).
The substantial Fe requirement in both photosystems RC (three
atoms for PSII; 12 atoms for PSI) and in the photosynthetic
electron transport chain (six atoms for Cyt b6f complex, one
atom for Cyt c6 and two atoms for ferredoxin molecule)
(Behrenfeld and Milligan, 2012; Petrou et al., 2014) seems to be
the origin of this effect. One of the objectives of this work has
been to distinguish between deleterious effects of Fe deficiency
on PSII and PSI activities.

Photosystem II activity of P. tricornutum cells was strongly
affected by the culture under low Fe concentration. The
inhibitory effect on the PSII photochemical activity was reflected
by the decrease of the maximum quantum yield of PSII (38%;
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Table 1 and Figure 1A) and also by the decrease on the intensity
of the total TL emission signal (10%; Figures 2 and 3). However,
the TL results obtained in this work have shown that the
recombination electron transfer reaction between QB and the
S2/S3 states of the manganese cluster is not affected in cells
grown with low Fe concentration (Figures 2 and 3). The tmax
for the B and AG TL bands were almost identical for the two
Fe conditions (Table 2), thus indicating that the energetic of
the electron transfer reactions involved are not affected by Fe
deficiency. Thus, the low Fe concentration seems not to affect the
PSII primary photochemistry in P. tricornutum cells.

The loss of PSII photochemical activity may be attributed to
a decrease in the amount of PSII pigments, as Fe is required
for their biosynthesis (Morales et al., 1991). An increased
disconnection of antennae from the PSII RC in response to Fe
starvation has been also proposed (Petrou et al., 2014). Due to
this, the transfer of excitons to the PSII RC may be hindered,
and thus, the efficiency of PSII reduction, causing a decline in
the Fv/Fm (Figure 1A). This finding is consistent with general
photosynthetic responses to Fe limitation reported in diatoms
(Greene et al., 1991, 1992; Geider et al., 1993; Allen et al.,
2008; Lommer et al., 2012; Petrou et al., 2014), green algae
(Vassiliev et al., 1995), cyanobacteria (Guikema and Sherman,
1983; Riethman and Sherman, 1988), and higher plants (Morales
et al., 1991; Larbi et al., 2006; Timperio et al., 2007; Kalaji et al.,
2014a). In P. tricornutum cells grown under Fe deficiency a
significantly lower concentration of Chl a was observed (Table 1).
The decreased PSII activity may be also attributed to a reduced
amount of functional PSII complexes in cells (Msilini et al.,
2011) or the presence of light harvesting complexes connected
to inactive PSII complexes due to Fe depletion (Wydrzynski,
1982). Recently, Taddei et al. (2016) have reported that the
photosynthetic capacity is severely impaired in P. tricornutum
when Fe is limited, as demonstrated by the lower Fv/Fm and
rETR. These authors have proposed that the decreased maximal
rETR was probably caused by a diminished capacity of carbon
fixation.

Photosystem I activity has been described to be more sensitive
than PSII activity to Fe-limitation (Pushnik and Miller, 1989).
The results of this work have showed that the electron donation to
PSI is severely inhibited by Fe deficiency. In Fe-deficient cultures
of P. tricornutum, a significant lower quantum yield of PSI was
detected (Figure 6A). A deficiency of donors or acceptors of PSI
may be the reason for this effect. In the first case, the pool of P700,
the primary donor of PSI, could not be reduced whereas in the
second case the pool of P700 cannot be oxidized. The calculated
quantum yield of donor-side limitations Y(ND) (Figure 6B)
and acceptor-side limitations Y(NA) (Figure 6C) showed that
the significant decreased quantum yield of PSI [Y(I)] obtained
in Fe-deficient cultures is due to limitations on the donor side
of PSI. In dark-adapted cultures, P700 is found reduced and
the acceptor side of P700, i.e., the Calvin–Benson cycle and
subsequent reactions, are de-activated. Under actinic light, P700
becomes oxidized and later reduced by electrons coming from
the PQ pool. Under Fe-deficient conditions, P700 cannot become
reduced possibly due to fewer Fe-containing electron transfer
complexes downstream of the PQ pool, such as the Cyt b6f

complex or the Cyt c6 soluble donor (Figure 7) (Bruce and
Malkin, 1991; Greene et al., 1992; Allen et al., 2008). In particular,
in P. tricornutum cells grown under low Fe conditions, the Cyt
c6 concentration is reduced to less than 30% of the protein
present in Fe-replete cells, thus presumably disfavouring the PQ
pool re-oxidation. This decrease in Cyt c6 is significantly larger
than the previously estimated following photochemically induced
absorbance changes in whole cells (Allen et al., 2008).

An over-reduction of the PQ pool may induce the appearance
of the acceptor side photoinhibition process in PSII, thus
generating singlet oxygen species (Murata et al., 2007). This
highly reactive form of oxygen can cause peroxidation of the
membrane lipids. Analysis of HTL2 bands of TL obtained in
P. tricornutum cells (Figure 5) clearly showed a much higher level
of lipid peroxidation in Fe-deficient conditions, suggesting a high
rate of generation of reactive singlet oxygen. Interestingly, this
photoinhibitory process seems to be activated in Fe-deficient cells
under a very low light intensity.

The severe decline of the photosynthetic electron transport
activity induced by Fe deficiency in P. tricornutum cells led
probably to a significant reduction of the level of synthesis
of ATP and NADPH in the stroma. There is a TL band
emission associated to PSII, the AG band, directly related to the
assimilatory potential ([NADPH +ATP]) in the stroma (Heber
et al., 1986; Mellvig and Tillberg, 1986; Palmqvist et al., 1986;
Krieger et al., 1998, Roman and Ducruet, 2000). This TL AG band
is observed in higher plants and algae after FR pre-illumination
or, sometimes, after two or three flashes, peaking at about 45◦C
at a 0.5◦C s−1 warming rate. The AG band corresponds to
the fraction of PSII centers in the S2/3QB non-radiative state
immediately after pre-illumination, in which the arrival of an
electron transferred from stroma along cyclic/chlororespiratory
pathway(s) produces the S2/3QB

− radiative state that emits
luminescence (Sundblad et al., 1988). The analysis of the emission
curves induced by two flashes has shown the existence of an
AG band of similar energetic characteristics (tmax at 40–41◦C)
in dark-adapted P. tricornutum cells grown under both Fe-
replete and Fe-deficient conditions (Figures 2 and 3). However,
it has been detected a significant decrease of the contribution
of this component to the total TL intensity in Fe-deficient cells,
thus suggesting the existence of a lower assimilatory potential
([NADPH+ATP]) in the stroma of these cells.

Far red light preferentially excites PSI and consequently
oxidizes the PQ pool, thus favoring in the dark a back transfer
of electrons from stromal reductants to the oxidized QB and,
finally, to the S2 and S3 states of the manganese cluster (Ducruet
et al., 2005; Roncel and Ortega, 2005). This overall recombination
reaction leads also to AG emission. Interestingly, FR illumination
did not increase the amount of the AG band in P. tricornutum
cells cultured under Fe deficiency, as observed for Fe-replete
cells (Figures 2 and 3). This phenomenon can be explained
taking into account several possibilities. First, the substantial
inhibition of the synthesis of Cyt c6 (this work) and functional
components of the Cyt b6f complexes (Bruce and Malkin, 1991;
Greene et al., 1992) would disfavor the PQ pool re-oxidation
and consequently the appearance of PSII centers in the S2/3QB
non-radiative state, which is initially required to generate this
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band. However, the oxidation process of the PQ pool was only
partially inhibited under Fe-deficient conditions, as shown by
polarography (Table 1) and fluorescence (Figure 6) experiments.
Therefore, FR illumination should induce a detectable increase
in PSII centers in the S2/3QB non-radiative state. Other possible
explanation may be a dramatic decrease of the assimilatory
potential ([NADPH +ATP]) in the stroma of cells grown under
low Fe concentration.

The inability to generate the AG band in Fe-deficient cells
illuminated with FR light could be related with the activation
of cyclic/chlororespiratory electron transport pathway(s) induced
by this stress condition. The back electron transfer responsible
for the AG band is usually induced by warming above 35◦C to
activate the cyclic pathway(s). But if these pathways are already
activated prior to the TL recording, the AG band emission fuses
with the B band, because QB becomes reduced efficiently by
stroma electrons before warming (Ducruet et al., 2011). Thus,
we propose that in Fe-deficient cells of P. tricornutum the
contribution of the 40◦C AG band to the total TL emission
after FR illumination not increases because it is already fused
with the lower temperature B band. Fe deficiency could thus
induce the activation of the chlororespiratory electron transfer
pathway. This process has been proposed to be involved in
protective or adaptive mechanisms of photosynthetic organisms
to environmental stress conditions (Bennoun, 1982; Morehouse
and Mason, 1988; Peltier and Schmidt, 1991; Rumeau et al.,
2007).

The marine diatom P. tricornutum is highly tolerant to
damage induced by exposure to high light intensities (Olaizola
et al., 1994). However, the results obtained in this work have
showed that this algae becomes sensitive to low and medium
light intensities if is cultivated under low Fe concentration
(Figures 2 and 4). A high level of lipid peroxidation has
been detected in Fe-deficient cells under the standard culture
conditions, i.e., light/dark cycles of 16/8 h and illumination
with a low light intensity of 20 µE m−2 s−1 (Figure 5).
Thus, even under these dim light conditions singlet oxygen is
generated, probably due to an acceptor side photoinhibition
process in PSII. Besides, the rETR observed in Fe-deficient
cells at different light intensities were significantly lower
than rETR from Fe-replete cells (Figure 1). The illumination
with a light intensity of 300 µE m−2 s−1 during different
time periods caused a dramatic disappearance in the TL
signal amplitude in P. tricornutum cells grown under low Fe
concentration (Figure 4). However, this treatment did not affect
the intensity of the TL signal in Fe-replete cells, which were
also capable of generating an important AG band component
(Figure 4). These data provide strong evidence supporting the
proposal that light sensitivity of the photosynthetic apparatus
is substantially increased in P. tricornutum cells grown under
low Fe concentration conditions. The partial blocking of the
oxidation of the PQ pool, and the consequent induction of the
acceptor side photoinhibition in PSII, might be the reason for this
high light sensitivity.

Cyclic electron flow around PSII, presumably via Cyt b559,
has been suggested earlier as a photoprotection mechanism that

could retard both acceptor and donor side photoinhibition (for
review, see Whitmarsh and Pakrasi, 1996). Such a cycle was
shown to occur in vivo at high light intensities in the green
alga Chlorella pyrenoidosa (Falkowski et al., 1986) and in the
diatom P. tricornutum, also accompanied with the activation
of chlororespiration (Lavaud et al., 2002b). Fe deficiency could
induce the activation of the cyclic electron flow in PSII even at low
and medium light intensities in P. tricornutum. However, a low
synthesis of one of the proposed components of cyclic electron
transfer pathway in PSII, the Cyt b559, would significantly
decrease the efficiency of such protection mechanism.

CONCLUSION

In summary, our results show that decreasing Fe concentration
in the culture medium results in a significant decrease of the
photochemical efficiency of both PSII and PSI complexes, as well
as to an increased sensitivity to light because the activation of the
acceptor side PSII photoinhibition process. We propose that the
possible induction of chlorespiratory electron transfer pathway
under Fe restricted conditions could partially compensate some
of the metabolic negative effects of this stress condition: (1) the
low levels of ATP generated by the linear photosynthetic electron
transfer; and (2) the over-reduction of the PQ pool, and the
consequent induction of the acceptor side photoinhibition of
PSII.
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FIGURE S1 | Effect of iron deficiency on growth pattern of P. tricornutum.
Growth curves of P. tricornutum in Fe-replete and Fe-deficient conditions. Cells
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Kalaji, H. M., Bosa, K., Kościelniak, J., and Hossain, Z. (2011). Chlorophyll a
fluorescence–A useful tool for the early detection of temperature stress in spring
barley (Hordeum vulgare L.). OMICS 15, 925–934. doi: 10.1089/omi.2011.
0070

Kalaji, H. M., Oukarroum, A., Alexandrov, V., Kouzmanova, M., Brestic, M.,
Zivcak, M., et al. (2014a). Identification of nutrient deficiency in maize and
tomato plants by in vivo chlorophyll a fluorescence measurements. Plant
Physiol. Biochem. 81, 16–25. doi: 10.1016/j.plaphy.2014.03.029

Kalaji, H. M., Schansker, G., Ladle, R. J., Goltsev, V., Bosa, K., Allakhverdiev,
S. I., et al. (2014b). Frequently asked questions about in vivo chlorophyll
fluorescence: practical issues. Photosynth. Res. 122, 121–158. doi:
10.1007/s11120-014-0024-6

Kramer, D. M., Johnson, G., Kiirats, O., and Edwards, G. E. (2004).
New fluorescence parameters for the determination of QA redox
state and excitation energy fluxes. Photosynth. Res. 79, 209–218. doi:
10.1023/B:PRES.0000015391.99477.0d

Krieger, A., Rutherford, A. W., and Jegerschöld, C. (1998). Thermoluminescence
measurements on chloride-depleted and calcium-depleted photosystem
II. Biochim. Biophys. Acta 1364, 46–54. doi: 10.1016/S0005-2728(98)
00009-7

Kudo, I., Miyamoto, M., Noiri, Y., and Maita, Y. (2000). Combined effects of
temperature and iron on the growth and physiology of the marine diatom
Phaeodactylum tricornutum (Bacillariophyceae). J. Phycol. 36, 1096–1102. doi:
10.1046/j.1529-8817.2000.99042.x

Kustka, A. B., Allen, A. E., and Morel, F. M. M. (2007). Sequence analysis and
transcriptional regulation of iron acquisition genes in two marine diatoms.
J. Phycol. 43, 715–729. doi: 10.1111/j.1529-8817.2007.00359.x

La Roche, J., Boyd, P., McKay, R., and Geider, R. (1996). Flavodoxin as an
in situ marker for iron stress in phytoplankton. Nature 382, 802–805. doi:
10.1038/382802a0

Larbi, A., Abadía, A., Abadía, J., and Morales, F. (2006). Down co-regulation
of light absorption, photochemistry, and carboxylation in Fe-deficient plants
growing in different environments. Photosynth. Res. 89, 113–126. doi:
10.1007/s11120-006-9089-1

Lavaud, J., and Goss, R. (2014). “The peculiar features of non-photochemical
fluorescence quenching in diatoms and brown algae,” in Non-Photochemical
Quenching and Energy Dissipation in Plants, Algae and Cyanobacteria, Advances
in Photosynthesis and Respiration, ed. B. Demmig-Adams (Dordrecht: Springer
Science+Business Media).

Lavaud, J., Rousseau, B., van Gorkom, H. J., and Etienne, A. L. (2002a).
Influence of the diadinoxanthin pool size on photoprotection in the marine
planktonic diatom Phaeodactylum tricornutum. Plant Physiol. 129, 1398–1406.
doi: 10.1104/pp.002014

Lavaud, J., van Gorkom, H. J., and Etienne, A. L. (2002b). Photosystem II electron
transfer cycle and chlororespiration in planktonic diatoms. Photosynth. Res. 74,
51–59. doi: 10.1023/A:1020890625141

Lommer, M., Specht, M., Roy, A. S., Kraemer, L., Andreson, R., Gutowska, M. A.,
et al. (2012). Genome and low-iron response of an oceanic diatom adapted
to chronic iron limitation. Genome Biol. 13:R66. doi: 10.1186/gb-2012-13-
7-r66

Marchetti, A., Parker, M. S., Moccia, L. P., Lin, E. O., Arrieta, A. L., Ribalet, F.,
et al. (2009). Ferritin is used for iron storage in bloom-forming marine pennate
diatoms. Nature 457, 467–470. doi: 10.1038/nature07539

Martin, J. H., and Fitzwater, S. E. (1988). Iron deficiency limits phytoplankton
growth in the north-east pacific subarctic. Nature 331, 341–343. doi:
10.1038/331341a0

Materna, A. C., Sturm, S., Kroth, P. G., and Lavaud, J. (2009). First induced plastid
genome mutations in an alga with secondary plastids: Psba mutations in the
diatom Phaeodactylum tricornutum (bacillariophyceae) reveal consequences on
the regulation of photosynthesis. J. Phycol. 45, 838–846. doi: 10.1111/j.1529-
8817.2009.00711.x

Maxwell, K., and Johnson, G. N. (2000). Chlorophyll fluorescence—a practical
guide. J. Exp. Bot. 51, 659–668. doi: 10.1093/jexbot/51.345.659

McKay, R. M., Geider, R. J., and LaRoche, J. (1997). Physiological and biochemical
response of the photosynthetic apparatus of two marine diatoms to Fe stress.
Plant Physiol. 114, 615–622.

McLachlan, J. (1964). Some considerations of the growth of marine algae in
artificial media. Can. J. Microbiol. 10, 769–782. doi: 10.1139/m64-098

Meisch, H. U., Becker, L. J. M., and Schwab, D. (1980). Ultrastructural changes in
Chlorella fusca during iron deficiency and vanadium treatment. Protoplasma
103, 273–280. doi: 10.1007/BF01276273

Mellvig, S., and Tillberg, J.-E. (1986). Transient peaks in the delayed luminescence
from Scenedesmus obtusiusculus induced by phosphorus starvation and
carbon dioxide deficiency. Physiol. Plant. 68, 180–188. doi: 10.1111/j.1399-
3054.1986.tb01912.x

Miranda, T., and Ducruet, J. (1995). Effects of dark- and light-induced proton
gradients in thylakoids on the Q and B thermoluminescence bands. Photosynth.
Res. 43, 251–262. doi: 10.1007/BF00029938

Misra, A. N., Ramaswamy, N. K., and Desai, T. S. (1997). Thermoluminescence
studies on the photoinhibition of pothos leaf discs at chilling, room and high
temperature. J. Photochem. Photobiol. B Biol. 38, 164–168. doi: 10.1016/S1011-
1344(96)07439-8

Moore, C. H. A., Poulton, A., Seeyave, S., and Lucas, M. (2007). Iron-light
interactions during the CROZet natural iron bloom and EXport experiment
(CROZEX): II - Taxonomic responses and elemental stoichiometry. Deep Sea
Res. II 54, 2066–2084. doi: 10.1016/j.dsr2.2007.06.015

Morales, F., Abadia, A., and Abadia, J. (1991). Chlorophyll fluorescence and photon
yield of oxygen evolution in iron-deficient sugar beet (Beta vulgaris L.) leaves.
Plant Physiol. 97, 886–893.

Morehouse, K. M., and Mason, R. P. (1988). The transition metal-mediated
formation of the hydroxyl free radical during the reduction of molecular
oxygen by ferredoxin-ferredoxin:NADP+ oxidoreductase. J. Biol. Chem. 263,
1204–1211.

Morel, F. M. M., and Price, N. M. (2003). The biogeochemical cycles of trace metals
in the oceans. Science 300, 944–947. doi: 10.1126/science.1083545

Morrissey, J., and Bowler, C. (2012). Iron utilization in marine cyanobacteria and
eukaryotic algae. Front. Microbiol. 3:43. doi: 10.3389/fmicb.2012.00043

Moseley, J. L., Page, M. D., Alder, N. P., Eriksson, M., Quinn, J., Soto, F., et al.
(2002). Reciprocal expression of two candidate Di-Iron enzymes affecting
photosystem I and light-harvesting complex accumulation. Plant Cell 14, 673–
688. doi: 10.1105/tpc.010420

Msilini, N., Zaghdoudi, M., Govindachary, S., Lachaâl, M., Ouerghi, Z., and
Carpentier, R. (2011). Inhibition of photosynthetic oxygen evolution and
electron transfer from the quinone acceptor QA - to QB by iron deficiency.
Photosynth. Res. 107, 247–256. doi: 10.1007/s11120-011-9628-2

Murata, N., Takahashi, S., Nishiyama, Y., and Allakhverdiev, S. I. (2007).
Photoinhibition of photosystem II under environmental stress. Biochim.
Biophys. Acta 1767, 414–421. doi: 10.1016/j.bbabio.2006.11.019

Olaizola, M., La Roche, J., Kolber, Z., and Falkowski, P. G. (1994). Non-
photochemical fluorescence quenching and the diadinoxanthin cycle in a
marine diatom. Photosynth. Res. 41, 357–370. doi: 10.1007/BF00019413

Page, M. D., Allen, M. D., Kropat, J., Urzica, E. I., Karpowicz, S. J., Hsieh, S. I.,
et al. (2012). Fe sparing and Fe recycling contribute to increased superoxide
dismutase capacity in iron-starved Chlamydomonas reinhardtii. Plant Cell 24,
2649–2665. doi: 10.1105/tpc.112.098962

Palmqvist, K., Sundblad, L.-G., Samuelsson, G., and Sundbom, E. (1986).
A correlation between changes in luminescence decay kinetics and the
appearance of a CO2-accumulating mechanism in Scenedesmus obliquus.
Photosynth. Res. 10, 113–123. doi: 10.1007/BF00024190

Peltier, G., and Cournac, L. (2002). Chlororespiration. Annu. Rev. Plant Biol. 53,
523–550. doi: 10.1146/annurev.arplant.53.100301.135242

Peltier, G., and Schmidt, G. W. (1991). Chlororespiration: an adaptation to
nitrogen deficiency in Chlamydomonas reinhardtii. Proc. Natl. Acad. Sci. U.S.A.
88, 4791–4795. doi: 10.1073/pnas.88.11.4791

Petrou, K., Hassler, C. S., Doblin, M. A., Shelly, K., Schoemann, V., van den
Enden, R., et al. (2011). Iron-limitation and high light stress on phytoplankton
populations from the Australian Sub-Antarctic Zone (SAZ). Deep Sea Res. II 58,
2200–2211. doi: 10.1016/j.dsr2.2011.05.020

Petrou, K., Trimborn, S., Rost, B., Ralph, P., and Hassler, C. (2014). The impact of
iron limitation on the physiology of the Antarctic diatom Chaetoceros simplex.
Mar. Biol. 161, 925–937. doi: 10.1007/s00227-014-2392-z

Frontiers in Plant Science | www.frontiersin.org 13 August 2016 | Volume 7 | Article 1050

http://www.frontiersin.org/Plant_Science/
http://www.frontiersin.org/
http://www.frontiersin.org/Plant_Science/archive


fpls-07-01050 August 1, 2016 Time: 15:28 # 14

Roncel et al. Iron Deficiency in Phaeodactylum tricornutum

Pushnik, J. C., and Miller, G. W. (1989). Iron regulation of chloroplast
photosynthetic function: mediation of PS I development. J. Plant Nutr. 12,
407–421. doi: 10.1080/01904168909363962

Rahoutei, J., Barón, M., García-Luque, I., Droppac, M., Neményic, A., and
Horváthc, G. (1990). Effect of tobamovirus infection on thermoluminescence
characteristics of chloroplasts from infected plants. Z. Naturforsch. C 54, 634–
639.

Raven, J. A. (1990). Predictions of Mn and Fe use efficiencies of phototrophic
growth as a function of light availability for growth and of C assimilation
pathway. New Phytol. 116, 1–18. doi: 10.1111/j.1469-8137.1990.tb00505.x

Repetto, G., Zurita, J. L., Roncel, M., and Ortega, J. M. (2015).
Thermoluminescence as a complementary technique for the toxicological
evaluation of chemicals in photosynthetic organisms. Aquat. Toxicol. 158,
88–97. doi: 10.1016/j.aquatox.2014.11.002

Riethman, H. C., and Sherman, L. A. (1988). Immunological characterization of
iron-regulated membrane proteins in the Cyanobacterium anacystis nidulans
R2. Plant Physiol. 88, 497–505. doi: 10.1104/pp.88.2.497

Roman, M., and Ducruet, J.-M. (2000). Evidence from leaf thermoluminescence for
a decrease of the [NADPH + ATP] energetic potential in cold-sensitive Pisum
sativum L. varieties upon hardening at 5 ◦C. J. Plant Physiol. 157, 177–181. doi:
10.1016/S0176-1617(00)80188-1

Roncel, M., and Ortega, J. M. (2005). Afterglow thermoluminescence band
as a possible early indicator of changes in the photosynthetic electron
transport in leaves. Photosynth. Res. 84, 167–172. doi: 10.1007/s11120-004-
7311-6

Roncel, M., Yruela, I., Kirilovsky, D., Guerrero, F., Alfonso, M., Picorel, R., et al.
(2007). Changes in photosynthetic electron transfer and state transitions in an
herbicide-resistant D1 mutant from soybean cell cultures. Biochim. Biophys.
Acta 1767, 694–702. doi: 10.1016/j.bbabio.2007.02.017

Rumeau, D., Peltier, G., and Cournac, L. (2007). Chlororespiration and
cyclic electron flow around PSI during photosynthesis and plant stress
response. Plant Cell Environ. 30, 1041–1051. doi: 10.1111/j.1365-3040.2007.
01675.x

Rutherford, A. W., and Inoue, Y. (1984). Oscillation of delayed luminescence
from PSII – recombination of S2QB- and S3QB-. FEBS Lett. 165, 163–170. doi:
10.1016/0014-5793(84)80162-3

Rutherford, A. W., Renger, G., Koike, H., and Inoue, Y. (1984).
Thermoluminescence as a probe of photosystem II. The redox and protonation
states of the secondary acceptor quinone and the O2-evolving enzyme. Biochim.
Biophys. Acta 767, 548–556. doi: 10.1016/0005-2728(84)90054-9

Strzepek, R. F., and Harrison, P. J. (2004). Photosynthetic architecture differs
in coastal and oceanic diatoms. Nature 431, 689–692. doi: 10.1038/nature
02954

Sundblad, L.-G., Schröder, W. P., and Kerlund, H.-E. (1988). S-state distribution
and redox state of QA in barley in relation to luminescence decay
kinetics. Biochim. Biophys. Acta 973, 47–52. doi: 10.1016/S0005-2728(89)
80401-3

Taddei, L., Stella, G. R., Rogato, A., Bailleul, B., Fortunato, A. E., Annunziata, R.,
et al. (2016). Multisignal control of expression of the LHCX protein family in
the marine diatom Phaeodactylum tricornutum. J. Exp. Bot. 67, 3939–3951. doi:
10.1093/jxb/erw198

Terry, N., and Abadía, J. (1986). Function of iron in chloroplasts. J. Plant Nutr. 9,
609–646. doi: 10.1080/01904168609363470

Timperio, A. M., D’Amici, G. M., Barta, C., Loreto, F., and Zolla, L.
(2007). Proteomics, pigment composition, and organization of thylakoid
membranes in iron-deficient spinach leaves. J. Exp. Bot. 58, 3695–3710. doi:
10.1093/jxb/erm219

Treguer, P. N. D., Van Bennekom, A. J., Demaster, D. J., Leynaert, A., and
Quéguiner, B. (1995). The silica balance in the world ocean: a reestimate. Science
268, 375–379. doi: 10.1126/science.268.5209.375

Urzica, E. I., Casero, D., Yamasaki, H., Hsieh, S. I., Adler, L. N., Karpowicz,
S. J., et al. (2012). Systems and trans-system level analysis identifies conserved
iron deficiency responses in the plant lineage. Plant Cell 24, 3921–3948. doi:
10.1105/tpc.112.102491

van Leeuwe, M. A., and Stefels, J. (1998). Effects of iron and light stress on
the biochemical composition of antartic Phaeocystis sp. (Prymnesiophyceae).
II. pigment composition. J. Phycol. 34, 496–503. doi: 10.1046/j.1529-
8817.1998.340496.x

van Leeuwe, M. A., and Stefels, J. (2007). Photosynthetic responses in Phaeocystis
antarctica towards varying light and iron conditions. Biogeochemistry 83, 61–70.
doi: 10.1007/s10533-007-9083-5

Vass, I., and Inoue, Y. (1992). “Thermoluminescence in the study of photosystem
II,” in The Photosystems: Structure, Function and Molecular Biology, ed. J. Barber
(Amsterdam: Elsevier Science Publishers), 259–294.

Vassiliev, I. R., Kolber, Z., Wyman, K. D., Mauzerall, D., Shukla, V. K.,
and Falkowski, P. G. (1995). Effects of iron limitation on photosystem II
composition and light utilization in Dunaliella tertiolecta. Plant Physiol. 109,
963–972. doi: 10.1104/pp.109.3.963

Vavilin, D. V., and Ducruet, J.-M. (1998). The origin of 115–130◦C
thermoluminescence bands in chlorophyll-containing material. Photochem.
Photobiol. 68, 191–198. doi: 10.1111/j.1751-1097.1998.tb02488.x

Vavilin, D. V., Matorin, D. N., and Rubin, A. B. (2002). High-temperature
thermoluminescence of chlorophyll as a method to study lipid peroxidation
in planktonic algae. Arch. Hydrobiol. 153, 685–701. doi: 10.1127/archiv-
hydrobiol/153/2002/685

Walters, R., and Johnson, G. (1997). The effects of elevated light on photosystem
II function: a thermoluminescence study. Photosynth. Res. 54, 169–183. doi:
10.1023/A:1005969312448

Whitmarsh, J., and Pakrasi, H. B. (1996). “Form and function of cytochrome b-
559,” in Oxygenic Photosynthesis: The Light Reactions, eds D. R. Ort and C. F.
Yocum (Dordrecht: Kluwer Academic Publishers), 249–264.

Wilhelm, C., and Duval, J.-C. (1990). Fluorescence induction kinetics as
a tool to detect a chlororespiratory activity in the prasinophycean
alga, Mantoniella squamata. Biochim. Biophys. Acta 1016, 197–202. doi:
10.1016/0005-2728(90)90058-C

Wydrzynski, T. J. (1982). “Oxygen evolution in photosynthesis,” in Photosynthesis –
Energy Conversion by Plants and Bacteria, Vol, 1, ed. Govindjee (New York, NY:
Academic Press), 469–506.

Zurita, J. L., Roncel, M., Aguilar, M., and Ortega, J. M. (2005).
A thermoluminescence study of photosystem II back electron transfer
reactions in rice leaves. Effects of salt stress. Photosynth. Res. 84, 131–137. doi:
10.1007/s11120-004-6427-z

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2016 Roncel, González-Rodríguez, Naranjo, Bernal-Bayard, Lindahl,
Hervás, Navarro and Ortega. This is an open-access article distributed under the
terms of the Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) or licensor
are credited and that the original publication in this journal is cited, in accordance
with accepted academic practice. No use, distribution or reproduction is permitted
which does not comply with these terms.

Frontiers in Plant Science | www.frontiersin.org 14 August 2016 | Volume 7 | Article 1050

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://www.frontiersin.org/Plant_Science/
http://www.frontiersin.org/
http://www.frontiersin.org/Plant_Science/archive

	Iron Deficiency Induces a Partial Inhibition of the Photosynthetic Electron Transport and a High Sensitivity to Light in the Diatom Phaeodactylum tricornutum
	Introduction
	Materials And Methods
	Cell Culture Conditions
	Chlorophyll and Cytochrome c6 Content
	Immunodetection of Cytochrome c6
	Oxygen Evolution
	Thermoluminescence
	Chlorophyll a Fluorescence and Photosystem I P700 Redox State

	Results
	Discussion
	Conclusion
	Author Contributions
	Acknowledgments
	Supplementary Material
	References


