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The effect of odoratol, a natural protolimonoid, isolated from Cedrela odorata (Meliaceae) and two
of its derivatives on different photosynthetic reactions of isolated spinach chloroplasts was
investigated. This natural product is an inhibitor (150 µM) of oxygen evolution. Polarographic
analyses of the photosynthetic partial redox reactions indicate that (a) photosystem I (PSI) activity
is unaffected by odoratol, (b) there is a substantial inhibition of the electron flow of uncoupled
photosystem II (PSII) as measured from water to silicomolybdate or diaminodurene, and (c) the
electron flow from diphenyl carbazide to dichlorophenolindophenol of Tris-washed chloroplasts was
insensitive. Collectively, these data suggest that the site of action of odoratol is located at the donor
side of PSII. Comparison of chlorophyll a fluorescence induction curves of chloroplasts with
authenticated donor side damage and those obtained from odoratol-treated samples further supports
this interpretation. Comparative analyses using odoratol derivatives indicate that the diol moiety
at positions 23 and 24 of the side chain is an important structural requirement for the inhibitory
activity displayed by odoratol.
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INTRODUCTION

Photosystem II (PSII) is a supramolecular assemblage
anisotropically incorporated into the thylakoid mem-
brane (Debus, 1992). The main function of PSII is to
act as a light-driven water-plastoquinone oxidoreduc-
tase. PSII can be inactivated by several synthetic or
natural compounds. Depending on their targets, these
compounds can be regarded as donor or acceptor side
inhibitors. In oxygen-evolving photosynthetic organ-
isms the oxidation of water is catalyzed by the manga-
nese cluster located in the oxygen-evolving complex
(OEC) at the lumenal side of the thylakoid membrane
(Debus, 1992; Ghanotakis and Yocum, 1990). This
cluster contains four manganese ions and requires Cl-

and Ca2+ as cofactors to function properly (Ghanotakis
et al., 1984; Miyao and Murata, 1985). In the literature
several compounds and treatments have been reported
as OEC inhibitors. For example, depletion of Ca2+ and
Cl- from PSII results in reversible inhibition of oxygen
evolution while the Mn cluster is retained in its site
(Debus, 1992; Homann 1987). Moreover, Tris-washing
of thylakoids (Yamashita and Butler, 1968) and hy-
droxylamine, methylamine, and ammonia treatments
induce significant to full inhibition of oxygen evolution
in isolated chloroplasts (Joliot, 1966; Izawa and Good,
1972). On the other hand, only few natural compounds
have been reported as OEC inhibitors. In this context,
we have previously demonstrated that the natural
products cacalol and ivalin inhibited oxygen evolution

in isolated chloroplasts with I50 (concentration produc-
ing 50% inhibition) values of 30 µM and 2.8 mM,
respectively (Lotina-Hennsen et al., 1991).

While characterizing the effect of naturally occurring
limonoids on several photosynthetic activities, we have
discovered the inhibitory effect of odoratol, a protoli-
monoid isolated from Cedrela odorata (Meliaceae), on
the donor side of PSII of isolated spinach chloroplasts.
In this paper, we discuss the evidence of the inhibitory
properties of odoratol based on two different techniques,
namely oxymetry and chlorophyll a (Chl a) fluorescence
measurements.

MATERIALS AND METHODS

Procedures for the Preparation of Odoratol and Its
Derivatives. Odoratol was obtained from a CHCl3/methanolic
extract (1:1) of C. odorata L. (Meliaceae) wood. The structure
of this natural product was established using spectrometric
and spectroscopic (IR and NMR) methods (Chan et al., 1968).
Odoratol (1) afforded triacetate (2) upon treatment with acetic
anhydride and pyridine. Treatment of odoratol (1) with
acetone and catalytic amounts of hydrochloric acid at room
temperature readily gave the corresponding acetonide (3)
(Figure 1). Derivatives 2 and 3 were also characterized by
spectral and spectroscopic means.

Biological Activities. Chloroplasts were obtained from
spinach leaves (Spinacea oleraceae L.) as described earlier
(Lotina-Hennsen et al., 1987). The chlorophyll concentration
was measured spectrophotometrically as reported (Strain et
al., 1971). Proton uptake was measured as the pH rise
between 8.0 and 8.1 (Dilley, 1972). Photophosphorylation was
measured as proton uptake conditions, in the presence of 1
mM ADP and 3 mM KH2PO4 (Lotina-Hennsen et al., 1987).
KCN (100 µM) was added to inhibit catalase activity. Electron
flows (basal, phosphorylating, and uncoupled) from water to
methyl viologen (MV) were determined according to the
procedures previously described (Lotina-Hennsen et al., 1991).
Partial reactions of the electron transport chain were mea-
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sured using specific inhibitors, 3-(3,4-dichlorophenyl)-1,1-
dimethylurea (DCMU; 10 µM) and 2,5-dibromo-3-methyl-6-
isopropyl-p-benzoquinone (DBMIB; 1 µM), and the following
electron donors and acceptors: silicomolybdate (SiMo; 100 µM);
dichlorophenol indophenol (DCPIP; 100 µM); diphenyl carba-
zide (DPC; 200 µM); diaminodurene (DAD; 100 µM); and MV
(100 µM) (Allen and Holmes, 1986).

To monitor Chl a fluorescence transients, induction aliquots
of dark-adapted chloroplasts containing 15 µg of chlorophyll
were transferred to filter paper by gravity and immediately
dipped in 3 mL of different concentrations of the tested
compounds. Samples were incubated for 5 min in the dark.
Chl a fluorescence induction curves were measured at room
temperature by a portable shutterless apparatus (Plant Ef-
ficiency Analyzer, Hansatech, U.K.) described previously
(Strasser et al., 1995). Excitation was provided by an array
of six light-emitting diodes delivering 600 W‚m-2 of red light
(peak at 650 nm). Samples infiltrated with hydroxylamine
were washed in the dark several times with fresh isolation
buffer before been assayed. Ethylenediaminetetraacetic acid
(EDTA) was present to chelate Mn(II) ions released from the
O2-evolving center. Kinetic analyses of the relative variable
fluorescence were performed by deconvolution of data collected
during the first 2 ms with 10 µs resolution. Deconvolution
analyses were performed with a nonlinear fitting procedure.

RESULTS AND DISCUSSION

Effect of Odoratol on Photosynthetic Activities.
Odoratol (150 µM) inhibited ATP formation and H+-
uptake by 96.3 and 89.9%, respectively (Figure 2) with
I50 of 35 µM. The light-dependent synthesis of ATP and
H+-uptake by illuminated thylakoids might be inhibited
in a number of ways: (a) by uncoupling ATP synthesis
from the electron transport, (b) by blocking the electron
transport, and/or (c) by blocking the phosphorylation
reaction itself. To understand the mechanism by which
odoratol inhibited the photophosphorylation, its effect
on the electron transport chain was investigated. Odo-
ratol (150 µM) inhibited basal, phosphorylating, and
uncoupled electron transports by 87.7, 85.5, and 78.8%,
respectively (Figure 2). Therefore, this protolimonoid
behaves as Hill reaction inhibitors.

To localize the inhibition site of odoratol, its effect on
photosystem I (PSI) and PSII electron transports was
evaluated. PSI activity, measured from DCPIP/H2 to
MV, was insensitive to odoratol. However, the natural
product (150 µM) inhibited the electron flow through
PSII, measured from water to DCPIP, by 86.6% (Figure
3). The pI50 value for PSII inhibition was 4.6. Thus,
the level of activity displayed by odoratol as PSII
inhibitor is comparable with that of good PSII inhibitors,
which possess pI50 values in the range of 6-7 (Bowyer

et al., 1991). To further determine the target of odora-
tol, the partial reactions of PSII were studied: the
uncoupled PSII electron flows (5 mM NH4Cl) from water
to SiMo and from H2O to DAD were inhibited by 88.7
and 90.8%, respectively, at 150 µM. However, the
electron flow from DPC to DCPIP of 0.8 M Tris-washed
chloroplasts was unaffected by odoratol (Figure 3). It
is known that DPC is an electron donor to PSII (Vernon
and Shaw, 1969). This reaction is dependent on the
DPC concentration, the pH of the medium, and the
integrity of the thylakoid membranes. Consequently,
compound 1 behaves as a water-splitting enzyme in-
hibitor. Therefore, odoratol acts at the same target as
cacalol and ivalin do (Lotina-Hennsen et al., 1991;
Bernal-Morales et al., 1994)

To find out the influence of the carbinol groups
present in the molecule of odoratol in the different
photosynthetic activities tested, the effect of two odo-
ratol derivatives (triacetyl derivative 2 and odoratol
acetonide 3) on the same photosynthetic reactions was
also investigated. Compounds 2 and 3 did not show
appreciable activity in comparison to odoratol. On the
other hand, the hydroxyl moiety at position 3 did not
enhance the activity of odoratol (Table 1). Thus, the
two vicinal OH groups at positions 23 and 24 of odoratol

Figure 1. Structures of odoratol (1), triacetylodoratol (2), and
odoratol acetonide (3).

Figure 2. Effect of increasing concentrations of odoratol on
photophosphorylation ([), H+-uptake (b), basal (0), phos-
phorylating (O), and uncoupled (4) electron transports from
water to methyl viologen in intact spinach chloroplasts. Control
rate values for ATP synthesis and H+-uptake were 350 and
280 µmol/(h‚mg of Chl), respectively. Control rate values for
basal, phosphorylating, and uncoupled electron transport were
380, 560, and 840 µequiv e-/(h‚mg of Chl), respectively.

Figure 3. Electron transport through uncoupled photosystem
I (9) and photosystem II (2), from water to SiMo (O), from
water to DAD (0), and from DPC to DCPIP (3) as a function
of increasing concentrations of odoratol. Control rate values
for these electron flows were 910, 980, 250, 650, and 210 µequiv
e-/(h‚mg of Chl), respectively.
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are essential for the displayed inhibitory interaction of
the natural product with the OEC.

Chl a Fluorescence Evidence of the PSII Donor
Side Impairment. Isolated spinach chloroplasts show
a polyphasic fluorescence curve with regular O-J-I-P
sequence of transients similar to those previously
described for several intact organisms (Iglesias-Prieto,
1995; Srivastava et al., 1995). The OJIP sequence
represents the successive reduction of the electron
acceptor pool of PSII (Govindjee, 1995). Chloroplasts
infiltrated with several authenticated PSII inhibitors
show dramatic changes in their fluorescence induction
curves (Figure 4A). Variations in the fluorescence
induction signatures are dependent on the site of action
of the authenticated inhibitors. Inactivation of the PSII
acceptor side after the addition of DCMU resulted in
the loss of the regular OJIP sequence and the formation
of an OJ sequence. Addition of Tris and hydroxylamine,
two well-known donor side inhibitors of PSII (Britt,
1996), resulted in the formation of a faster fluorescence

transient at ∼0.8 ms, followed by reduction in the
fluorescence yield (Figure 4A). This event appears to
be consistent with transient K recently described in
green plants under severe thermal stress (Guissé et al.,
1995). Transient K probably originates from the in-
crease of the lifetime of the P680

+ and Phe- radical pair
due to limitations in the electron supply from the OEC.
Losses of variable fluorescence after 0.8 ms are consis-
tent with the increase in P680

+ lifetime as this radical
is an efficient fluorescence quencher (Krause and Weis,
1984). Comparison of the fluorescence induction curves
of chloroplasts infiltrated with inhibitors of the OEC
(Tris, NH2OH) with those obtained from chloroplasts
exposed to different concentrations of odoratol clearly
shows remarkable similarities (Figure 4). As in the case
of authenticated controls with donor side impairment,
exposure to odoratol resulted in the formation of tran-
sient K, followed by a reduction of variable fluorescence.

Analyses of the changes in relative variable fluores-
cence yield [V(t) ) (Ft - F0)/(Fm - F0)] during the first
2 ms of the induction curve provide us with a detailed
description of the kinetic responses of PSII to different
inhibitors. The rise of V(t) in control chloroplasts
requires two components to be accurately described
(Figure 5A). A fast sigmoidal component with a rate
constant of ∼0.10 ms-1 and a slow exponential one with
a time constant of ∼0.4 ms-1 (Table 2; Figure 5A). In
contrast, in chloroplasts with donor side impairment a
third exponential negative component is required to
describe the loss of V(t) after 0.8 ms. For consistency,
we employed here three components to deconvolute the
initial part of the induction curve (Figure 5A,B). The
exponential phase data reported here were obtained by
the subtraction of the positive and negative components.

Probably, the most dramatic response of the fluores-
cence induction curve to donor side inactivation of PSII
is the increase in the initial rates of photochemistry (dV/
dt0) (Figure 5A,B). Kinetic analyses of induction curves
revealed that acceptor side inactivation of PSII produced
by infiltration with DCMU resulted in increases in the
amplitude of both exponential and sigmoidal compo-
nents without any significant changes in their rate
constants relative to control chloroplasts (Table 2). In

Figure 4. (A) Fluorescence induction curves of control chloroplasts and authenticated samples with acceptor side damage (+DCMU)
and donor side impairment (Tris and hydroxylamine). (B) Chlorophyll fluorescence induction curves of controls and samples
infiltrated with different concentrations of odoratol.

Table 1. Effect of Odoratol and Its Derivatives on
Uncoupled PSII Electron Transport from Water to DAD,
from Water to SiMo, and from DPC to DCPIPa

% inhibition

addition H2O to DAD H2O to SiMo DPC to DCPIP

odoratol
none 0 0 0
10 µM 23.6 18.4 0.7
50 µM 68.4 55.3 1.0
100 µM 80.7 76.6 0.8
150 µM 90.8 88.7 1.2

triacetylodoratol
none 0 0 0
50 µM 4.1 1.7 2.5
100 µM 6.4 5.3 6.4
200 µM 8.1 10.2 12.4
500 µM 9.5 12.5 14.2

odoratol acetonide
none 0 0 0
50 µM 2.5 4.3 3.5
100 µM 8.4 9.4 8.5
200 µM 10.3 13.5 12.4
500 µM 13.4 16.5 15.6
a Control values for these electron flows were 650, 250, and 210

µequiv e-/(h‚mg of Chl), respectively.
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contrast, comparison of the kinetic characteristics of
authenticated samples with donor side damage and
those obtained from control chloroplasts indicates that
the increase in dV/dt0 resulted from a decrease in the
rate constant of the exponential component (Table 2).
The results show no detectable variation in the rate
constants or in the connectivity of the sigmoidal com-
ponents of chloroplasts with donor side damage relative
to controls. Similar to the results obtained for the
authenticated samples, addition of odoratol produces
sequentially similar increases in the rate constant of
the exponential component without variation in the
kinetics of the sigmoidal one.

Concluding Remarks. The analyses of the fluores-
cence signatures of donor side damage of chloroplasts
are consistent with the polarographic evidence pre-
sented here and strongly suggest that the site of action
of odoratol is located at the donor side of PSII. There-
fore, the use of this simple chlorophyll fluorescence
technique probably will have a great potential to screen
a large variety of synthetic and natural compounds with
herbicide potential.

This work is intended to be part of a much larger
survey of the effects of naturally occurring compounds,
including limonoids from the Meliaceae family, on
various plant processes to improve understanding of the
interaction between plants through the so-called alle-
lochemical compounds.

ABBREVIATIONS USED

Chl a, chlorophyll a; DAD, diaminodurene; DBMIB,
2,5-dibromo-3-methyl-6-isopropyl-p-benzoquinone;
DCMU, 3-(3,4-dichlorophenyl)-1,1-dimethylurea; DCPIP,
dichlorophenol indophenol; DPC; diphenyl carbazide;
EDTA, ethylenediaminetetraacetic acid; SiMo, silico-
molybdate; MV, methyl viologen; OEC, oxygen evolving
complex; PSII, photosystem II; PSI, photosystem I.
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