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Abstract We measured fluorescence lifetimes and fluores-
cence spectra (excitation and emission) of tryptophan
residues of α1-acid glycoprotein (three Trp residues) and
β-lactoglobulin (two Trp residues) in absence and presence
of 450 μM progesterone. Progesterone binds only to α1-
acid glycoprotein. In absence of progesterone, each of the
two proteins displays three fluorescence lifetimes. Addition
of progesterone induces a partial inhibition of the So →

1La

transition without affecting fluorescence lifetimes. The
same experiments performed in presence of denatured
proteins in 6 M guanidine show that addition of progester-
one inhibits partially the So →

1La transition and its peak is
15 nm shifted to the red compared to that obtained for
native proteins. However, the So →

1Lb transition position
peak is not affected by protein denaturation. Thus, the
tertiary structure of the protein plays an important role by
modulating the tryptophan electronic transitions. Fluores-
cence emission decay recorded in absence and presence of
progesterone yields three fluorescence lifetimes whether
proteins are denatured or not. Thus, protein tertiary
structure is not responsible for the presence of three
fluorescence lifetimes. These characterize tryptophan sub-
structures reached at the excited states and which popula-
tion (pre-exponential values) depend on the tryptophan
residues interaction with their microenvironment(s) and
thus on the global conformation of the protein.
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Introduction

Tryptophan absorbs with two transitions So →
1La and So →

1Lb. In polar solvents, 1La has lower energy than 1Lb and
emission is supposed to be observed from this lower state
[1], although experiments demonstrating this assumption
have never been showed. Recently, performing fluorescence
excitation spectra on free tryptophan in solution (ethanol or
buffer) we showed that high concentrations of progesterone
abolish completely the So →

1La transition [2]. The hormone
absorbs between 220 and 280 with a peak around 250 nm,
while its absorption is equal to zero beyond 280 nm. Thus,
progesterone absorbs at the same wavelengths as So →

1La

transition, while its absorption is negligible in the So →
1Lb

transition domain. Nevertheless, presence of progesterone
did not modify tryptophan fluorescence lifetimes, as if they
do not depend directly on the two tryptophan transitions.
This filter effect of high progesterone concentrations,
observed on tryptophan free in solution, occurs independent-
ly of any binding process since progesterone does not bind to
free tryptophan in solution.

Since tryptophan fluorescence observables are used to
study proteins structure and dynamics and interaction of
macromolecules with different ligands [3–6], it was
interesting to find out whether proteins structure play a
role in the two tryptophan transitions So →

1La and So →
1Lb. Thus, fluorescence excitation spectra and lifetimes
measurements were performed on α1-acid glycoprotein
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and bovine β-lactoglobulin in absence and presence of
high concentrations of progesterone. Both proteins belong
to the lipocalin family proteins characterized by the
presence of a calyx (identical eight antiparallel β strands)
[7]. Nevertheless, progesterone binds specifically to α1-
acid glycoprotein only.

α1-Acid glycoprotein (orosomucoid) is a small acute-
phase glycoprotein (Mr=41,000) that is negatively charged
at physiological pH. It consists of a chain of 183 amino
acids [8] contains 40% carbohydrate by weight and has up
to 16 sialic acid residues (10–14% by weight) [9]. Five
heteropolysaccharide groups are linked via an N-glycosidic
bond to the asparaginyl residues of the protein [10]. The N-
terminal fragment of α1-acid glycoprotein adopts a spatial
conformation so that a pocket in contact with the buffer is
induced [11–13]. A number of activities of possible
significance have been described for α1-acid glycoprotein
such as, the ability to bind different drugs such as warfarin
[14] and the β-drug adrenergic blocker, propranolol [15] and
certain steroid hormones such as progesterone [9]. Many of
these activities have been shown to be dependent on the

glycoforms of α1-acid glycoprotein [16]. α1-Acid glyco-
protein contains three Trp residues, one residue, Trp-160, is
at the surface of the protein [9, 10, 17], a second tryptophan
Trp-122 residue is partially buried in the protein matrix and
the third residue Trp-25 is in a hydrophobic environment in
the pocket [17, 18]. The three Trp residues contribute to the
fluorescence of α1-acid glycoprotein [18]. Progesterone-
binding site is within the pocket near Trp-25 residue [17].

β-Lactoglobulin is a small protein of 162 amino acid
residues [18] (Mr =18,400) which tertiary structure possesses
a pocket (calyx) where hydrophobic ligands can easily bind
[7]. It normally exists as a dimer, each monomer is formed
by 162 amino acids, with one free cysteine and two
disulphide bridges [19]. Tertiary structure of the protein
varies with the pH. For example, at pH 2, β-lactoglobulin is
in a native monomeric state and at pH 12, it is denatured. At
some pH such as pH 7.5, mixture of both monomeric and
dimeric forms could be find [20]. β-lactoglobulin contains
two tryptophan residues, one (Trp-19) is surrounded by a
hydrophobic environment and the second (Trp-61) in a
hydrophilic one [21]. Only Trp 19 residue contributes to the
protein fluorescence. β-Lactoglobulin can bind fatty acids
[22] and different hydrophobic molecules [23–25].

Results obtained in the present work show that addition
of progesterone to the proteins solutions inhibits partially
So → 1La transition, to the difference of the experiments
performed on tryptophan free in solution where So → 1La

transition was completely abolished. However, in both
cases, none of the decay parameters (fluorescence lifetimes
and their pre-exponential values) was affected. Experiments
performed in 6 M guanidine solution indicate that emission
decay of tryptophan residues within the proteins are still
analyzed with three lifetimes in absence and presence of
progesterone. Also, the So →

1La transition is partly inhibited
and its peak is 15 nm shifted to the red compared to that
obtained for the native proteins. However, the So → 1Lb
transition position peak is not affected by protein denaturation.
Therefore, protein structure plays an important role in the
So →

1La transition modulation, i.e., the So →
1La transition

is sensitive to structural modification occurring within proteins.

Materials and Methods

L-Tryptophan was from Sigma and was used as received.
The fluorophore was dissolved in deionised water.
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Fig. 1 Absorption spectra of 250 μM progesterone on 0.4 cm
pathlength in presence of L-Trp dissolved in Tris pH 2, pH 7.5, pH
11 (a–c), in ethanol (f), in presence of 10 μM β-lactoglobulin (e) and
of 3.6 μM α1- acid glycoprotein (d)

Table 1 Values of the molar extinction coefficient of progesterone calculated at 245 nm in the different media

Solution pH 2 pH 7.5 pH 11 Ethanol α1-acid
glycoprotein

β-lactoglobulin

ε (mM−1 cm−1) 6.516 6.268 6.444 4.784 6.452 5.608
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α1-Acid glycoprotein was purified as already described
[26]. Its concentration was determined spectrophotometri-
cally using an extinction coefficient of 29.7 mM−1 cm−1 at
278 nm [27]. Bovine β-lactoglobulin was from Sigma. Its
concentration was determined spectrophotometrically at
278 nm, "278nm ¼ 17:6� 103 M�1 cm�1 [28]. Progesterone
(from Sigma) was dissolved in spectroscopic grade EtOH
from Fluka. Two stock solutions (100 and 50 mM ) were
prepared. The stock volume added to the proteins solutions
was 5 μL, inducing final concentrations in the cuvette
around 500 or 250 μM, respectively.

Absorbance data were obtained with a Varian DMS-
100S spectrophotometer using 1-cm pathlength cuvettes.

Fluorescence spectra were recorded with a Perkin-Elmer
LS-5B spectrofluorometer. Bandwidths used for the excitation
and the emission were 10 nm. The quartz cuvettes had optical
pathlengths equal to 1 and 0.4 cm for the emission and
excitation wavelengths, respectively. Fluorescence spectra
were corrected for the background intensities of the buffer
solution. Observed fluorescence intensities were first corrected
for the dilution, then corrections were made for the absorption
at the excitation and emission wavelengths as already
described [29, 30]. Finally, fluorescence spectra were
corrected for the background intensities of the buffer solution.

Fluorescence lifetime measurements were obtained with a
Horiba Jobin Yvon FluoroMax-4-P, (Horiba-Jobin Yvon,
Longjumeau, France) using the time correlated single photon
counting method. A Ludox solution was used as scatter.
Excitation was performed at 296 nm with a nanoLED and

emission was observed at 330 nm for the proteins in the
native state and at 350 nm in 6 M guanidine solution.

Each fluorescence decay was analyzed with one, two,
three and four lifetimes and then values of #2 were
compared in order to determine the best fit. A minimal
value of #2 indicates the best fit. A #2 value that
approaches 1 indicates a good fit [29, 31–33].

All experiments were performed at 20 °C in 10 mM
phosphate buffer pH 7 or in 10 mM Tris buffer pH 7.5.

Results

Figure 1 displays absorption spectra of 250 μM progester-
one in presence of L-Trp dissolved in Tris pH 2, pH 7.5, pH
11 (a–c), in ethanol (f), in presence of 10 μM β-
lactoglobulin (e) and in presence of 3.6 μM α1-acid
glycoprotein (d). Spectra were recorded with 0.4 cm
pathlength. Optical density of progesterone in presence of
α1-acid glycoprotein is identical to that observed in
presence of L-Trp dissolved in the polar solvents. Table 1
displays the values of the molar extinction coefficient of
progesterone calculated at 245 nm in the different media.

Figure 2 displays normalized fluorescence emission
spectra of 10 μM β-lactoglobulin and 3.6 μM α1-acid
glycoprotein in the absence and presence of 250 μM

300 320 340 360 380 400 420
0.0

0.2

0.4

0.6

0.8

1.0

N
or

m
al

iz
ed

 fl
uo

re
sc

en
ce

 in
te

ns
ity

 

Wavelength (nm)

a b c

d
e f

Fig. 3 Normalized fluorescence emission spectra of β-lactoglobulin
in phosphate buffer, at pH 2 (a and d), pH 11 (b and e) and in 6 M
guanidine pH 7.8 (c and f), in absence (a, b and c) and presence of
250 μM progesterone (d, e and f). Intensity decrease in presence of
progesterone is identical whether the protein is in the native
monomeric state (pH 2), in the perturbed monomeric state (pH 11)
and in the totally denatured state (in 6 M guanidine)
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Fig. 2 Fluorescence emission spectra of 3.6 μM α1- acid glycoprotein
(a and c) and of 10 μM β-lactoglobulin (b and d) in absence (a and b)
and presence of 250 μM progesterone (c and d). 1ex=295 nm Spectra of
the two proteins recorded in absence of progesterone are normalized
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progesterone. The results clearly indicate that addition of
progesterone induces identical decrease in the fluorescence
intensity spectra of both protein solutions. Progesterone
does not bind to β-lactoglobulin and thus this decrease is
simply the result of high progesterone concentration which
binds non-specifically to the proteins. Identical results were
obtained when experiments were performed on β-
lactoglobulin dissolved in pH 2 (native monomer form),
pH 11 (partly denatured monomer form) buffers, and in
6 M guanidine solution (Fig. 3), showing that binding of
progesterone to β-lactoglobulin is not specific. Decrease of
the fluorescence intensity is the same for the three protein
states and thus results from the presence of high progester-
one concentration added to the protein solutions and not
necessarily to specific binding (see also discussion).

Tryptophan absorbs with two transitions So → 1La and
So → 1La [1]. Recently, by performing fluorescence
excitation spectra on free tryptophan in solution (ethanol
or buffer), we showed that high progesterone concentra-
tions abolish completely the So → 1La transition, without
any modification in the fluorescence decay parameters
(lifetimes and pre-exponentials) [2]. Also, our data did not
allow us to find direct correlation between tryptophan

fluorescence lifetimes and the two transitions. But what about
tryptophans in proteins: i.e., does the structure surrounding the
fluorophore affect any of the two tryptophan transitions? Also,
how are affected fluorescence lifetimes?

Figure 4 displays fluorescence excitation spectra of β-
lactoglobulin in phosphate buffer, at pH 2 (a, d and g), pH 11
(b, e and h) and in 6M guanidine pH 7.8 (c, f and i), in absence
(a to c) and presence of 250 μM progesterone (d to i).
Addition of progesterone yields spectra d, e and f (So →

1Lb

transitions). So → 1La transition spectra are the difference
between spectra in absence (a, b and c) and presence of
progesterone (d, e and f).

The data show that addition of progesterone to the β-
lactoglobulin solutions does not abolish So →

1La transition
completely as it is the case for free tryptophan in solution
[2]. Thus, protein structure plays important role in main-
taining partially the So →

1La transition.
Figure 4 indicates that in the three protein states, So →

1Lb transitions display a maximum at 290 nm and show
equal intensities (spectra d, e and f). However, So → 1La

transition in the phosphate buffer displays a peak equal to
265 nm. The position of the peak is identical to that
observed when tryptophan was dissolved in ethanol [2].
When the protein is dissolved in 6 M guanidine solution,
position of the So → 1La transition peak shifts to 280 nm,
accompanied with a decrease in its fluorescence intensity
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Fig. 5 Fluorescence excitation spectrum of β-lactoglobulin in Tris
buffer, pH 7.5 (black lines), α1- acid glycoprotein in Tris buffer pH
7.5 (red lines), β-lactoglobulin in 6 M guanidine (green lines) and α1-
acid glycoprotein in 6 M guanidine (blue line). So–- > 1Lb transition
(dashed spectra) has a peak equal to 285 nm (native) and 288 nm
(denatured protein). So–- > 1La transition (dotted spectra) has a peak
equal to 265 nm (native) and 280 nm (denatured protein)
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Fig. 4 Fluorescence excitation spectra of β-lactoglobulin in phos-
phate buffer, at pH 2 (a, d and g), pH 11 (b, e and h) and in 6 M
guanidine pH 7.8 (c, f and i), in absence (a, b and c) and presence of
250 μM progesterone (d to i). Addition of progesterone yields spectra
d, e and f (So →

1Lb transitions). So →
1La transition spectra are the

difference between spectra in absence (a, b and c) and those obtained
in presence of progesterone (d, e and f). So →

1La transition (spectra
g, h and i) has a peak equal to 280 or 265 nm and So →

1Lb transition
(spectra d, e and f) has a peak equal to 290 nm. In presence of
guanidine, the So → 1La transition is perturbed compared to that
observed at pH 2 and 11
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compared to that obtained in phosphate buffer. Thus, in
presence of guanidine, the So →

1La transition is perturbed
compared to that observed at pH 2 and 11. This
phenomenon is clearly related to the strong structural
modification of the protein (see also discussion). To the
difference of α1-acid glycoprotein, β-Lactoglobulin does

not bind progesterone; therefore we compared data obtained
on β-lactoglobulin to those obtained with the glycoprotein.

Figure 5 displays fluorescence excitation spectrum of
β-lactoglobulin in Tris-buffer buffer, pH 7.5 (black
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Fig. 9 Fluorescence lifetimes pre-exponential values of β-
lactoglobulin with emission wavelength in absence (closed symbols)
and presence (open symbols) of 450 μM progesterone. 1ex=296 nm.
Here, only α1 and α3 are displayed for clarity reason
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Fig. 8 Fluorescence lifetimes pre-exponential values of α1-acid
glycoprotein with emission wavelength in absence (closed symbols)
and presence (open symbols) of 250 μM progesterone. 1ex=296 nm.
Here, only α2 and α3 are displayed for clarity reason
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Fig. 7 Fluorescence lifetimes values of β-lactoglobulin with emission
wavelength in absence (closed symbols) and presence (open symbols)
of 450 μM progesterone. 1ex=296 nm
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Fig. 6 Fluorescence lifetimes values of α1-acid glycoprotein with
emission wavelength in absence (closed symbols) and presence (open
symbols) of 250 μM progesterone. 1ex=296 nm
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lines), α1-acid glycoprotein in Tris- buffer pH 7.5 (red
lines), of β-lactoglobulin in 6 M guanidine (green lines)
and of α1-acid glycoprotein in 6 M guanidine (blue line).
The results show that in both proteins, So—> 1Lb

transition (dashed spectra) has a peak equal to 285 nm
(native) and 288 nm (denatured). Thus, the shift in the
peak is not significant between the two states. Moreover,
intensity of the So—> 1Lb transition in both states is not
modified. Thus, So—> 1Lb transition of tryptophan does
not depend on the protein structure. However, this is not
the case for the So—> 1La transition. In fact, Fig. 5 shows
that So—> 1La transition (dotted spectra) has a peak equal
to 265 nm (native) and 280 nm (denatured protein).
Therefore, this transition is clearly dependent on the
protein structure and mainly the tertiary structure. Since
experiments obtained with α1- acid glycoprotein are
identical to those obtained with β-lactoglobulin, then
there is no correlation between progesterone binding on
α1- acid glycoprotein and partial inhibition of the So—>
1La transition.

Figures 6 and 7 display, in the native state, fluorescence
lifetimes variation along the emission wavelengths of α1-
acid glycoprotein and β-lactoglobulin tryptophan residues,
respectively, in absence and presence of high progesterone
concentrations (250 μM with α1- acid glycoprotein and
450 μM with β-lactoglobulin). The data displayed indicate
that binding / presence of progesterone in the protein
solution does not modify any of the fluorescence lifetimes.
Also, pre-exponential values which characterize population
of each fluorescence lifetime are not affected by progester-
one addition to the proteins solutions (Figs. 8 and 9).

Figures 10 and 11 display fluorescence intensity decays
of β-lactoglobulin dissolved in 6 M guanidine solution in
absence (Fig. 10) and presence (Fig. 11) of 450 μM
progesterone. In both cases, intensity decay can be best
analyzed with three fluorescence lifetimes.

In absence of progesterone, fluorescence intensity decay
I(1,t), of β-lactoglobulin can be adequately represented as

I ðl; tÞ ¼ 0:143 e�t=0:41 þ 0:607 e�t=2:017 þ 0:250 e�t=4:462

Fig. 10 Fluorescence intensity decay of 5 μM β-lactoglobulin in 6 M guanidine solution in absence of progesterone. 1ex=296 nm and 1em=350 nm
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where 0.143, 0.607 and 0.25 are the pre-exponential
factors, 0.41, 2.017 and 4.462 ns are the decay times and
1 is the emission wavelength (350 nm) (#2=0.932).

In presence of 450 μM progesterone, fluorescence
intensity decay I(1,t) of β-lactoglobulin can be adequately
represented also by a sum of three exponentials

I ðl; tÞ ¼ 0:147 e�t=0:492 þ 0:647 e�t=2:234 þ 0:206 e�t=5:0

where 0.147, 0.647 and 0.206 are the pre-exponential
factors, 0.492, 2.234 and 5.0 ns are the decay times and 1 is
the emission wavelength (350 nm) (#2=0.979).

The measurements indicate that addition of progesterone
to a denatured solution of β-lactoglobulin does not affect
significantly any of the fluorescence decay parameters
(lifetimes and pre-exponentials). The same results were
obtained for denatured solution of α1- acid glycoprotein in
6 M guanidine (data not shown).

Discussion

Although progesterone concentrations are important in the
fluorescence cuvettes, we added only small volume (5 μl to
the 1 ml protein solutions) of progesterone stock solutions
so that to avoid interference, if any, of added volumes. The
same precautions have been taken when we performed the
same experiments with free tryptophan in solution [2].

The present work shows for the first time the possibility
of resolving the So → 1La and So → 1Lb Transitions of
tryptophan in proteins, directly from the fluorescence
excitation spectrum. To the difference of free tryptophan
in solution, high progesterone concentrations added to
proteins solutions, do not abolish totally the tryptophan
residues So →

1La transition. Thus, proteins structure plays
an important role in the modulation of this transition, i.e., it
plays a role of gap in retaining and organizing excitation
energy, as it is the case for the emission energy [34]. Upon
protein denaturation with 6 M guanidine and thus upon

Fig. 11 Fluorescence intensity decay of 5 μM β-lactoglobulin in 6 M guanidine solution in presence of 450 μM progesterone. 1ex=296 nm and
1em=350 nm
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protein tertiary structure loss, a red shift of 15 nm is
observed in the So →

1La transition. Its peak position moves
from 265 nm in the native state to 280 nm in the denatured
one accompanied with an intensity decrease. However, the
So → 1Lb transition parameters (intensity and position
maximum) are not affected by the protein denaturation.
Thus, only So → 1La transition is sensitive to protein
structural modification. Our results are in good agreement
with earlier studies performed on indole derivatives in
solution and showing that So → 1La transition is highly
sensitive to solvent interactions [35–37]. Nevertheless,
since the present work describes experiments performed
within proteins, it is more judicious to say that So → 1La

transition is highly sensitive to environmental modification.
Also, our data clearly show that So →

1Lb transition is not
sensitive to tryptophan environment modifications. In fact,
proteins denaturation does not induce any modification in
the peak position and intensity of So →

1Lb transition.
Fluorescence lifetimes measured in absence and pres-

ence of progesterone are identical (Figs. 6 and 7) indicating
that they do not depend on any of the two transitions. This
result was also observed on free tryptophan in solution [2]
even in the complete inhibition of the So →

1La transition.
Tryptophan free in water emits with two lifetimes equal to
0.5 and 2.78 ns, these two lifetimes are observed for
tryptophan residues in proteins, whether the macromole-
cules contain one or more Trp residues (this result and Ref.
[2, 3, 38–40]). Thus, these two lifetimes characterize two
substates or substructures of the tryptophan, reached in the
excited state, independently of the environment (solvent
and / or Trp-amino acids interactions). These substructures
differ from an environment to another, modifying the
values of the two lifetimes and of their corresponding
amplitudes (Figs. 6, 7, 8 and 9). Each of both So →

1La and
So → 1Lb transitions can induce the excited state of
tryptophan, then afterward, reorganization of the fluoro-
phore into two (in water) or three (in proteins) structures,
occurs. Therefore, this structural reorganization in the
excited state is independent of the two transitions.

The third lifetime observed in proteins is the result of the
interaction between tryptophan residue(s) and amino acids
environments inducing a third substructure with specific
emission decay parameters. The fact that denatured proteins
fluorescence decay can be analysed with three fluorescence
lifetimes too, indicates the absence of any correlation
between protein tertiary structure and the three fluorescence
lifetimes presence. However, protein denaturation modifies
the values of fluorescence decay parameters as the result of
the new interaction between the fluorophore with its
environment. For β-lactoglobulin and α1-acid glycoprotein,
these modifications are not very important (the present
work). However, upon denaturation of human serum
albumin, fluorescence lifetimes of the only tryptophan

decrease significantly [40]. Protein denaturation induces
important modification in the So →

1La transition parameters
(peak position and intensity) without affecting the So →

1Lb
transition. Nevertheless, since three fluorescence lifetimes are
still observed in the denatured state, there is no direct relation
between So → 1La transition and fluorescence decay
parameters. Excitation of tryptophan molecules induces an
excited state where fluorophore molecules retain two or
different conformations different from those observed in the
ground state. These conformations in the excited states will
yield specific fluorescence decay parameters which values
depend on the state of the protein. Also, nature of the protein
influences the values of the tryptophan decay parameters [34].

Results described in the present work are obtained on α1-
acid glycoprotein where progesterone can bind and on β-
lactoglobulin where progesterone binding is not specific.
Thus, progesterone effect observed is not the result of
specific binding of the hormone to the proteins. Also, we
obtained the same data on Cyclophilin B (results not shown).
Therefore, the positions of the So → 1La and So → 1Lb
transitions do not vary with the type of globular protein.

In conclusion, this work puts into evidence that protein
structure plays important role in the modulation of the So →
1La transition. This simply results from the fact that excited
electrons are part of the fluorophore making their transition
dependent on the fluorophore structure itself and on the
surrounding amino acids. Measured lifetimes are the
consequence of one or both transition states, which yield a
reorganization of the tryptophan in the excited state into two
or three interrelated structures.

References

1. Valeur B, Weber G (1977) Resolution of the fluorescence
excitation spectrum of indole into the 1La and 1Lb excitation
bands. Photochem Photobiol 25:441–444

2. Albani JR (2009) Fluorescence lifetimes of tryptophan: structural
origin and relation with So → 1Lb and So → 1La transitions. J
Fluoresc 19:1061–1071

3. Kmiecik D, Albani JR (2010) Effect of 1-aminoanthracene (1-AMA)
binding on the structure of three lipocalin proteins, the dimeric β-
lactoglobulin, the dimeric odorant binding protein and the mono-
meric α1—acid glycoprotein. Fluorescence spectra and lifetimes
studies. J Fluoresc (In press)

4. Chaudhuri A, Haldar S, Chattopadhyay A (2010) Organization
and dynamics of tryptophans in the molten globule state of bovine
α-lactalbumin utilizing wavelength-selective fluorescence ap-
proach: comparisons with native and denatured states. Biochem
Biophys Res Commun B R C 394:1082–1086

5. Pfefferkorn CM, Lee JC (2010) Tryptophan probes at the alpha-
synuclein and membrane interface. J Phys Chem B 114:4615–
4622

6. Chambers E., Hoey EM., Trudgett A., Fairweather I., Timson, DJ
(2010) Binding of serum albumin to the anthelmintic drugs
albendazole, triclabendazole and their sulphoxides. Vet Parasitol (In
press)

130 J Fluoresc (2011) 21:1301–13098



7. Brownlow S, Morais Cabral JH, Cooper R, Flower RD, Yewdall
SJ, Polikarpov I, CT NA, Sawyer L (1995) Bovine β-
lactoglobulin at 1.8Å resolution—still an enigmatic lipocalin.
Structure 5:481–495

8. Dente L, Pizza MG, Metspalu A, Cortese R (1987) Structure and
expression of the genes coding for human alpha 1-acid glycopro-
tein. EMBO J 6:2289–2296

9. Kute T, Westphal U (1976) Steroid-protein interactions. XXXIV.
Chemical modification of alpha1-acid glycoprotein for character-
ization of the progesterone binding site. Biochim Biophys Acta
420:195–213

10. Schmid K, Kaufmann H, Isemura S, Bauer F, Emura J, Motoyama
T, Ishiguro M, Nanno S (1973) Structure of α1 -acid glycoprotein.
The complete amino acid sequence, multiple amino acid sub-
stitutions, and homology with the immunoglobulins. Biochemistry
12:2711–2724

11. Albani JR (1999) New insights in the conformation of α1-acid
glycoprotein (orosomucoid). Quenching resolved emission anisotropy
studies. Spectrochim Acta Part A 55:2353–2360

12. De Ceukeleire M, Albani JR (2002) Interaction between carbohy-
drate residues of α1- acid glycoprotein (orosomucoid) and proges-
terone. A fluorescence study. Carbohydr Res 337:1405–1410

13. Albani JR (2004) Tertiary structure of human α1-acid glycoprotein
(orosomucoid). Straightforward fluorescence experiments revealing
the presence of a binding pocket. Carbohydr Res 339:607–612

14. Urien S, Bree F, Testa B, Tillement JP (1993) pH-dependence of
warfarin binding to α1- acid glycoprotein (orosomucoid). Bio-
chem J 289:767–770

15. Sager G, Nilsen OG, Jackobsen S (1979) Variable binding of
propranolol in human serum. Biochem Pharmacol 28:905–911

16. Chiu KM, Mortensen RF, Osmand AP, Gewurz H (1977)
Interactions of alpha1-acid glycoprotein with the immune system.
I. Purification and effects upon lymphocyte responsiveness.
Immunology 32:997–1005

17. Albani JR (2006) Progesterone binding to the tryptophan residues
of human α1-acid glycoprotein. Carbohydr Res 341:2557–2564

18. Albani JR (2001) Effect of binding of calcofluor white on the
carbohydrate residues of α1-acid glycoprotein (orosomucoid) on
the structure and dynamics of the protein moiety. A fluorescence
study. Carbohydr Res 334:141–151

19. Liu HC, Chen WL, Mao SJT (2007) Antioxidant nature of bovine
milk β-lactoglobulin. J Dairy Sci 90:547–555

20. Grosclaude J, Mahe MF, Mercier JC, Bonnemaire J, Tessier JH
(1976) Polymorphisme des lactoproteines de bovine nepalais. Ann
Génét Sél Anim 8:461–479

21. Invernizzi G, AmalikovaMS, Brocca S, Lotti M,Molinari H, Grandori
R (2006) Comparison of bovine and porcine beta-lactoglobulin: a
mass spectrometric analysis. J Mass Spectrom 41:717–727

22. Ya M, Sakurai K, Kalidas C, Batt C, Goto Y (2003) Reversible
unfolding of bovine β-lactoglobulin mutants without a free thiol
group. J Biol Chem 278:47009–47015

23. Perez MD, Diaz de Villegas MC, Sanchez L, Aranda P, Ena JM,
Calvo M (1989) Interaction of fatty acids with b-lactoglobulin and
albumin from ruminant milk. Biochem J 106:1094–1097

24. Spector AA, Fletcher JE (1970) Binding of long chain fatty acids
to β-lactoglobulin. Lipids 5:403–411

25. Farrell HM, Behe MJ, Enyeart JA (1987) Binding of p-nitro-
phenol phosphate and other aromatic-compounds to beta-
lactoglobulin. J Dairy Sci 70:252–258

26. Plancke Y, Dautrevaux M, Biserte G (1978) Human serum
hemopexin: direct evidence for change of its isoelectric point
upon heme binding. A new serum protein fractionation. Biochimie
60:171–175

27. Albani JR (1992) Motions studies of the human α1-acid
glycoprotein (orosomucoid) followed by red-edge excitation
spectra and polarization of 2-p-toluidinylnaphthalene-6-sulfonate
(TNS) and of tryptophan residues. Biophys Chem 44:129–137

28. Pace CN, Vajdos F, Fee L, Grimsley G, Gray T (1995) How to
measure and predict the molar absorption coefficient of a protein.
Protein Sci 4:2411–2423

29. Lakowicz JR (1999) Principles of fluorescence spectroscopy.
Kluwer Academic/Plenum, New York

30. Albani JR (2007) Principles and applications of fluorescence
spectroscopy. Blackwell, London

31. Badea MG, Brand L (1971) Time-resolved fluorescence measure-
ments. Methods Enzymol 61:378–425

32. Yguerabide J (1972) Nanosecond fluorescence spectroscopy of
macromolecules. Methods Enzymol 26:498–578

33. Albani JR (2009) Fluorescence origin of 6, p-toluidinylnaphthalene-
2-sulfonate (TNS) bound to proteins. J Fluoresc 19:399–408

34. Albani JR (2007) New insights in the interpretation of tryptophan
fluorescence. J Fluoresc 17:406–417

35. Albinsson B, Kubista M, Norden B, Thulstrup EW (1989) Near-
ultraviolet electronic transitions of the tryptophan chromophore:
linear dichroism, fluorescence anisotropy, and magnetic circular
dichroism spectra of some indole derivatives. J Phys Chem
93:6646–6654

36. Maki I, Nishimoto K, Sugiyama M, Hiratsuka H, Tanizaki Y
(1981) Polarized absorption spectra of indole and benzimidazole.
Bull Chem Soc Jpn 54:8–12

37. Yamamoto Y, Tanaka J (1972) Polarized absorption spectra of
crystals of indole and its related compounds. Bull Chem Soc Jpn
45:1362–1366

38. Tayeh N, Rungassamy T, Albani JR (2009) Fluorescence spectral
resolution of tryptophan residues in bovine and human serum
albumins. J Pharm Biomed Anal 50:109–116

39. Amiri M, Jankeje K, Albani JR (2010) Characterization of human
serum albumin forms with pH. Fluorescence lifetime studies. J
Pharm Biomed Anal 51:1097–1102

40. Amiri M, Jankeje K, Albani JR (2010) Origin of fluorescence
lifetimes in human serum albumin. Studies on native and
denatured protein. J Fluoresc. Sous Presse

J Fluoresc (2011) 21:1301–1309 1309


	Relation...
	Abstract
	Introduction
	Materials and Methods
	Results
	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


