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Abstract Changes of the characteristics of intrinsic trypto-
phan fluorescence of the wild type of D-galactose/D-glucose-
binding protein from Escherichia coli (GGBPwt) induced by
D-glucose binding were examined by the intrinsic UV-
fluorescence of proteins, circular dyhroism in the near-UV
region, and acrylamide-induced fluorescence quenching. The
analysis of the different characteristics of GGBPwt and its
mutant form GGBP-W183A together with the analysis of the
microenvironment of tryptophan residues of GGBPwt re-
vealed that Trp 183, which is directly involved in sugar
binding, has the least influence on the provoked by D-
glucose blue shift and increase in the intensity of protein
intrinsic fluorescence in comparison with other tryptophan
residues of GGBP.
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Abbreviations
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protein from Escherichia coli
GGBPwt/
Glc

Complex of GGBPwt with D-glucose

PBP Ligand-binding proteins of the bacterial
periplasm

Introduction

D-Galactose/D-glucose-binding protein from Escherichia coli
(GGBP) belongs to a class of ligand-binding proteins of the
bacterial periplasm (PBP) [1–4]. These bacterial proteins par-
ticipate in an active transport of the soluble molecules (for
example, carbohydrates, amino acids, anions, metal ions, di-
peptides and oligo-peptides, and others) inside a bacterial cell
being a part of ABC transport system [3]. In some cases, these
proteins are involved in chemotaxis toward substrates [5] and
in bacterial quorum sensing [6].

GGBP is able to bind D-glucose and D-galactose with high
affinity. This protein consists of 309 amino acids and has a
typical among PBPs two-domain pattern of polypeptide chain
folding (Fig. 1) [7, 1]. Both of two domains of GGBP have an
α/β topology and are composed of six β-sheets framed by
two or three α-helices from both sides. Protein domains are
linked by hinge region organized by three separate peptide
segments. The ligand-binding site for sugar binding is in the
cleft between the two domains [7–11].

The Trp 183 and Phe 16 amino acid residues of GGBP
ligand-binding site, belonging to different domains of the
protein, form an aromatic pocket of the indole and phenol
rings which incorporate a sugar molecule (Fig. 1) [10, 7]. The
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stacking interactions between these aromatic residues and a
sugar molecule are known to contribute largely to the interac-
tion of the protein with the ligand [10]. Glucose molecule also
forms 13 hydrogen bonds with the polar residues distributed
between the two domains of GGBP [12, 10]. Binding of the
sugar molecule inside the ligand-binding site induces a sub-
stantial reorganization of the spatial structure of the protein [7,
10]. A “collapse” of the domains of GGBP and their rotation
around an axis passing through the 155 and 255 residues of
protein can be observed [7, 8]. Changes of the spatial structure

of GGBP which accompanies glucose binding can be used in
the development of sensitive element of biosensor systems for
glucose detection [13–27, 9, 28–34].

Relevant information about the processes of folding, sta-
bility and influence on these processes of GGBP ligands,
glucose and calcium, was obtained by intrinsic UV fluores-
cence of proteins [35–44]. As it was shown in these studies, a
slight blue shift of the fluorescence spectrum and limited
increase in the tryptophan fluorescence intensity of GGBP
are observed at the transition of GGBP from the open form
(in the absence of ligand) to the closed form (when the sugar
molecule is bound) [36]. The change in intrinsic UV-
fluorescence of GGBP, which accompanies sugar binding,
have been explained by the change of the characteristics of
the microenvironment of Trp 183 which is located in the
active site of the protein [36].

Fluorescent dyes which were used in the construction of
sensitive elements for glucose biosensors were also linked to
GGBP in the vicinity of the active center and consequently in
the vicinity of Trp 183 [13, 20, 26, 21, 34, 25]. However,
while examining binding constant with glucose of one of such
potential sensing element we decided to diminish the value of
binding constant by changing Trp 183 to Ala. Surprisingly, we
found that the response of intrinsic fluorescence of such
mutant form to glucose binding is close to the wild type
protein. Consequently, we decided to elucidate the reasons
of GGPB UV-fluorescence changes on glucose binding. To
identify the tryptophan residues of GGBP which are respon-
sible for the increase of the intensity and the blue shift of the
fluorescence emission spectrum of the protein upon its bind-
ing to D-glucose, we performed the analysis of the microen-
vironment of tryptophan residues of GGBP in its open state
and in complex with glucose.

Materials and Methods

Materials

The wild type of GGBP (GGBPwt) and mutant form GGBP-
W183A were obtained, separated and purified as described
previously [36]. Briefly, pET-11d plasmids (Stratagene, USA)
encoding for GGBPwt and GGBP-W183A mutant were used
to transform E. coli BL21(DE3) cells. The expression of the
proteins was then induced by adding 0.5 mM isopropyl-beta-
D-1-thiogalactopyranoside (IPTG; Nacalai Tesque, Japan).
Bacterial cells were cultured for 24 h at 37 °С. Recombinant
proteins were purified using Ni+-agarose packed in His-
GraviTrap columns (GE Healthcare, USA). Protein purifica-
tion was controlled using denaturing SDS-electrophoresis in
15 % polyacrylamide gel [45].

The experiments were performed in solutions with
0.2 mg/ml protein concentration. For the formation of the

Fig. 1 Spatial structure of GGBPwt in complex with D-glucose. The
tryptophan residues Trp 127, Trp 133, Trp 195 and Trp 284 are shown in
blue. The aromatic rings of Phe 16 (red) and Trp 183 (black) sandwiching
the molecule of bounded D-glucose (green) are drown. The Ca ion
(yellow) is presented as van der Waals sphere. The residues of the Ca-
binding site are shown in yellow, including the loop in the protein’s C-
terminal domain (residues 134–142) andGlu 205. The figure is created on
the basis of PDB data [60] with the file 2FVY.ent [7] using the graphical
software VMD [61] and Raster 3D [62]
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protein–ligand complex, 20 mM of D-glucose was added to
the protein solution. D-glucose (Sigma, USA) was used with-
out further purification. The measurements were made in
20 mM PBS buffer (pH 7.4).

Analysis of Protein 3D Structure

An analysis of the microenvironment of tryptophan residues
of GGBP was done on the basis of PDB data of GGBP in its
open form (2FWO.ent file [7]) and in complex with D-glucose
(2FVY.ent file [7]).

The microenvironment of the tryptophan residue was de-
termined as a set of atoms located some distance less than r0
from the geometrical center of the indole or phenol ring; r0
was taken to be 7 Å [46, 47]. The nearest atom in the micro-
environment to each atom of the indole ring was specified,
and the distance between them was determined. The packing
density of the atoms in a microenvironment was determined as
the part of the microenvironment volume (V0) occupied by the
atoms (d=∑Vi/V0). The volume occupied by each atom (Vi)
was determined according to its van der Waals radius, and
only the part inside the microenvironment was taken into
account. The real values of atom volume are slightly smaller,
as atoms are incorporated in chemical bonds. Nonetheless, it is
found to be not significant for the estimation of microenvi-
ronment packing density of tryptophan residues.

The efficiency of nonradiative energy transfer between any
two tryptophan residues was evaluated as E = 1/(1+(2/3)/
k2(R/R0

6)) [48], where R0 is the average distance between a
randomly orientated donor and acceptor at which E=0.5; R is
the distance between the geometrical centers of the indolic
rings of a donor and an acceptor; and k2 is the factor of mutual
orientation of the donor and the acceptor. The value of k2 is
determined as k2=(cosθ−3cosθAcosθD)2. Here, θ is the angle
between the directions of the emission oscillator of a donor
and the absorption oscillator of an acceptor, θD is the angle
between the emission oscillator and the vector connecting the
geometrical center of the donor, and θA is the angle between
the absorption oscillator and the vector connecting the geo-
metrical center of the acceptor [49]. The value of R0 for Trp-
Trp pair was taken from the literature [50, 51]. All other
parameters were determined according to atoms coordinates
[46, 47, 52–54]. Oscillators were considered to be rigid in all
calculations.

Fluorescence Measurements

The fluorescence experiments were carried out using a Cary
Eclipse spectrofluorimeter (Agilent, Australia). The excitation
wavelength for the UV fluorescence spectra was 297 nm.
Fluorescence lifetimewas measured using a “home built” time
resolved spectrofluorimeter [55]. The measurements were

made at 23 °С with micro-cells (5×5 mm; Hellma, Germany
and 10×10 mm; Starna, Great Britain).

Fluorescence intensity was corrected on the primary inner
filter effect according to approach which we recently proposed
[56]. It is well known that fluorescence intensity is not pro-
portional to the fluorophore concentration. The nonlinearity of
the dependence of the fluorescence intensity on the concen-
tration of a fluorescent substance is caused by the so-called
primary inner filter effect. The reasons for this effect are the
attenuation of the exciting light flux on its path through an
absorbing solution (Beer–Lambert law) and the difference
between the area that is illuminated by the exciting light and
the working area from which the fluorescence light is
gathered.

So, the fluorescence intensity should be always corrected
on primary inner filter effect:

F0 λex;λemð Þ ¼ F λex;λemð Þ=W ;

here, F(λex,λem) is the recorded total fluorescence intensity,W
is a correction factor, which can be calculated asW ¼ 1−10−A

A ,
and A is the absorbance.

In all spectrofluorimeters with vertical slits the area illumi-
nated by the exciting light does not coincide with the working
area fromwhich the fluorescence light is gathered. As a result,
the detected fluorescence intensity is not proportional to the
portion of light absorbed by the solution, and the correction
factor cannot be calculated according to the above equation,
but must be determined experimentally [56]. At the same time
due to horizontal slits in Cary Eclipse spectrofluorimeter the
area illuminated by the exciting light and the working area
fromwhich the fluorescence light is gathered coincide. That is
why this spectrofluorimeter provides the proportionality of the
detected fluorescence intensity to the part of the light absorbed
by the fluorescent solution and consequently correction factor
W can be calculated on the basis of solution absorbance
according to the above equation.

It is usually accepted that in the range of fluorophore small
concentration fluorescence intensity is proportional to the
concentration of fluorescence substance and primary inner
filter is negligibly small. Recently we showed that it is not
so [56]. Indeed, fluorescence is proportional to absorbance (A)
only in one point, when A=0. Even at A=0.1, the deviation
from linearity is 12 %, and at A=0.3, it is 38 %! This data
clearly indicate the necessity of accounting of the primary
inner filter effect.

Stern-Volmer Quenching and Estimating the Bimolecular
Quenching Rates

We used acrylamide-induced fluorescence quenching to eval-
uate the solvent accessibility of the tryptophan residues of the
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protein. The intrinsic protein fluorescence was excited at 297,
and the emission was monitored at 340 nm. The data gener-
ated were corrected based on the solvent signal. The
quenching constant was evaluated using the Stern-Volmer
equation q0/q=1+KSV[Q], where KSV is the Stern-Volmer
quenching constant, Q is the quencher concentration, and the
subscript 0 indicates the absence of a quencher [57]. Conse-

quently, F 0½ �=F ¼ W 0½ �
W 1þ KSV Q½ �ð Þ , where W ¼ 1−10−A

A ,
and A is absorbance [56]. Previous studies have demonstrated
the need to include the ratioW[0]/W if the quencher absorbs at
the excitation wavelength [58, 59]. The bimolecular
quenching rates kq were calculated from KSV and the mean-
square fluorescence lifetime τ using the equation kq=KSV/τ
(M−1s−1) [57].

Circular Dichroism Measurements

The CD spectra were recorded using a Jasco-810 spectropo-
larimeter (Jasco, Japan). Near-UV CD spectra were recorded
in a 10-mm path length cell from 320 nm to 250 nm with a
0.1 nm step size. For the spectra, we recorded 3 scans on
average. The CD spectra for the appropriate buffer solution
were recorded and subtracted from the protein spectra.

Results and Discussion

The tryptophan fluorescence spectrum of GGBPwt is rather
red shifted (λem=338 nm, λex=297 nm, Fig. 2a, Table 1),
which is typical for proteins, which tryptophan residues are
solvent exposed. At interaction of GGBPwt with D-glucose
tryptophan fluorescence spectrum shows 1–2 nm blue shift,
and the intensity of tryptophan fluorescence increases (Fig. 2a,
Table 1). We have analyzed the spatial structure of GGBPwt
[7] in the open form and in complex with D-glucose
(GGBPwt/Glc [7]) for correct interpretation of the spectral
characteristics of the protein and its complex with the ligand.

Among the five tryptophan residues of the protein, four
residues (Trp 127, Trp 133, Trp 183 and Trp 195) are located
in the C-terminal domain, a fifth residue Trp 284 is located in
the N-terminal domain (Fig. 1). It is obvious that the intrinsic
UV fluorescence of GGBPwt should reflect predominantly
conformational rearrangements of the C-terminal domain of
GGBPwt. Tryptophan residues Trp 127 and Trp 195 belong to
the α-helical regions of GGBPwt (5 α-helix, Lys 113 – Ala
128 and 7 α-helix, Asp 184 – Leu 196, respectively). Trp 133
and Trp 183 are a part of the β-turns (T19, Trp 133 – Leu 135
and T22, Ala 181 – Asp 184, respectively). The β-turn T22,
that connects the 7th α-helix (Asp 184 - Leu 196) and the 1th
β-layer (Lys 172 - Thr 180) of the C-terminal domain, places
the Trp 183 residue inside the active site of the protein. Trp

284 belongs to the loop between the 10th α-helix (Asp 257 -
Asp 274) and 6th β-layer of this domain (Lys 289 – Val 291).

To determine the accessibility to a solvent of tryptophan
residues of GGBPwt we estimated the packing density of the
atoms enclosed in the microenvironment of tryptophan resi-
dues of GGBPwt. It was found that the Trp 183, which is
directly involved in the binding of the sugar molecule, has the
highest density of microenvironment compared to other tryp-
tophan residues of GGBPwt (d=0.81, Table S1), even if the
protein is in an open form. At complex formation with glucose
the density of microenvironment of Trp 183 is increased up to
0.90 (Table S1). This may testify that this residue has the most
blue-shifted fluorescence spectrum among the tryptophan res-
idues of the protein and that it is responsible for an increase in
intensity and a small blue shift of the tryptophan fluorescence
of GGBP at the transition of the protein from the open to the
closed form.

The remaining tryptophan residues of GGBPwt have no-
ticeably lower density of the microenvironment and the lowest
density of the environment is revealed for the Trp 133 and Trp
284 (Table S1). At protein interaction with the glucose the
microenvironment density of these residues of GGBPwt is not
altered significantly (Table S1). As it was previously shown
by the intrinsic tryptophan fluorescence and differential scan-
ning calorimetry, the interaction of GGBPwt with D-glucose
resulted in the overall compaction of the protein structure [36,
35]. Probably, significant changes in the spatial structure of
the protein upon complex formation with the ligand do not
affect the protein regions that hold these tryptophan residues.

We analyzed the composition of the microenvironment of
tryptophan residues of GGBPwt in open and closed forms.
The microenvironment of Trp 183 of GGBPwt in an open
form is predominantly polar – the sphere with radius in 7 Å
from the center of the indole ring of Trp 183 contains 14 atoms
of polar residues (including 5 oxygen atoms of the bound
water) and only one atom of nonpolar residue Ala 155
(Table S2). This may result in the formation of a relatively
red-shifted fluorescence spectrum of Trp 183.Moreover, upon
complex formation with glucose the microenvironment of Trp
183 becomes even more polar – in its composition three new
polar groups are added: OH group of Tyr 10, OD1 group of
Asp 14 and OE1 group of Glu 149 (Table S3). At that, the
nitrogen atom NE2 of the His 152 residue and nitrogen atom
NH1 of the Arg 158 residue become closer to the indole ring
of Trp 183 (to 0.44 and 0.16 Å, respectively). The microen-
vironment of Trp 183 of GGBPwt/Glc as that of the free
protein includes the only hydrophobic group of Ala
(Table S3). These data testify that if the fluorescence spectrum
of Trp 183 at complex formation of GGBPwt with the ligand
is changed, it is most probably become red-shifted.

The microenvironment of a single N-terminal residue of
GGBPwt Trp 284 is a polar and most solvent accessible
among the all of the tryptophan residues of the protein. At
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interaction of GGBPwt with D-glucose the polarity of the
microenvironment of Trp 284 is increased by an additional
polar group of a Lys 263 residue and five atoms of bound
water (Tables S1–S3). This indicates that this residue is char-
acterized by red-shifted fluorescence spectrum and it can not
be responsible for the observed change in the spectral charac-
teristics of intrinsic UV fluorescence of GGBPwt at interac-
tion with D-glucose.

The analysis of the microenvironment of Trp 127 and Trp
133 residues of GGBPwt revealed that the efficient
nonradiative energy transfer exists between these tryptophan
residues (Table S4). This allows us to consider Trp 127 and
Trp 133 residues of the protein as a single fluorescent center.
The microenvironment of the Trp 127 residue of GGBPwt
includes only 3 polar group of the protein and 6 atoms of
bound water. An interesting feature of the microenvironment
of this residue is the presence of a maximal amount (15, see
Table S2) of hydrophobic groups in its composition as com-
pared to the residues Trp 183 and Trp 284 of the protein. At
interaction of GGBPwith D-glucose the amount of hydropho-
bic groups in the microenvironment of Trp 127 stays unaltered
(Table S3). One molecule of the bound water leaves the
microenvironment of the Trp 127 of GGBPwt/Glc, and all
polar groups of themicroenvironment move from the center of
the indole ring to a distance of 0.09–0.13 Å. The microenvi-
ronment of the other tryptophan residue Trp 133 of GGBPwt
is composed of a large amount of polar groups at the first

glance, but only three of them are polar groups of the protein,
and it includes a large number of hydrophobic groups
(Tables S2–S3). At protein transition to the D-glucose-bound
state the microenvironment of Trp 133 undergoes slight
changes: it acquires one hydrophobic group CG1 of the Val
206 residue and two molecules of the bound water, which,
however, are located at a substantial distance from the indole
ring (Table S3).

The analysis suggests that residues Trp 127 and Trp 133 of
GGBPwt, as a single fluorescent center, have a hydrophobic
microenvironment, compared with the residues Trp 183 and
Trp 284 of the protein and should have rather blue-shifted
fluorescence spectrum. The microenvironment of the fluores-
cent center in the GGBPwt/Glc complex becomes more hy-
drophobic which should result in the formation of even more
blue-shifted fluorescence spectra for the Trp 127 and Trp 133
residues.

The microenvironment of the Trp 195 residue of GGBPwt
contains five polar groups of the protein, 6 molecules of bound
water and a large number of hydrophobic groups (Table S2).
In the GGBPwt/Glc complex the microenvironment of the Trp
195 residue becomes more hydrophobic: two hydrophobic
groups CB of Leu 146 and CB of Leu 178 are added, while
polar residues are moved from the indole ring to a distance of
0.18–0.68 Å (Table S3).

According to the analysis the increase of fluorescence
intensity and a blue shift of the tryptophan fluorescence of

Fig. 2 Tertiary structure of
GGBPwt (red lines) and its
mutant form GGBP-W183A
(blue lines) in the open state of
proteins (solid lines) and in the
complex with D-glucose (dotted
lines) tested by intrinsic
tryptophan fluorescence (λex=
297 nm; panel a) and near-UV
CD (panel b)

Table 1 The characteristics of intrinsic UV-fluorescence of GGBPwt and GGBP-W183A

Probe λmax, nm
(λex=297 nm)

Parameter A
(λex=297 nm)

r (λex=297 nm,
λem=365 nm)

<τ*>, ns kq, 10
9 M−1 с−1

GGBPwt 338 1.00 0.15 7.03±0.09 0.66±0.02

GGBPwt/Glc 336–337 1.00 0.16 6.96±0.15 0.27±0.02

GGBP-W183A 332–333 1.58 0.13 4.12±0.09 1.68±0.12

GGBP-W183A/Glc 330–331 1.68 0.14 4.04±0.03 1.86±0.10

*The values of fluorescence life times are an average of three experiments
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GGBPwt at the interaction of the protein with the D-glucose
are caused by the change in the characteristics of the micro-
environment of the three tryptophan residues of the protein:
Trp 127, Trp 133 and Trp 195. The Trp 183 residue of
GGBPwt, which at first glance is responsible for the observed
changes at the transition of the protein from the open form to
the closed form, contrary has a red-shifted fluorescence spec-
trum as compared with the spectra of the Trp 127, Trp 133 and
Trp 195 residues, which is additionally red-shifted at the
GGBPwt/Glc complex formation.

For experimental confirmation of the results of the analysis
of the microenvironment of GGBPwt tryptophan residues we
investigated the spectral characteristics of an open and closed
formes of GGBP-W183A mutant protein, which does not
contain the Trp 183 residue.

It should be noted that fluorescent characteristics of
GGBPwt and GGBP-W183A mutant form can be com-
pared only if an amino acid substitution of the Trp 183 for
the alanine residue does not disturb the spatial structure
which is inherent to the wild type protein. The tertiary
structure of both proteins was characterized by recording
the CD spectra in the near-UV region (see Fig. 2b, solid
lines). The CD spectrum in the near-UV region of
GGBPwt has characteristic bands, which are also ob-
served in the CD spectrum in the near-UV region of the
mutant protein GGBP-W183A, although the spectrum of
the latter protein is somewhat less pronounced. D-glucose
binding has the similar effect on both proteins resulting in
an increase of the intensity of the bands in the CD spectra
in the near-UV region for GGBPwt and its mutant form
GGBP-W183A (Fig. 2b, dotted lines). Less pronounced
CD spectrum in the near-UV region of GGBP-W183A,
containing all characteristic for GGBPwt bands indicates
that although the mutant protein possesses the less com-
pact structure compared to the wild type protein, GGBP-
W183A preserves the overall spatial structure typical of
the wild type protein. The D-glucose binding promotes
overall compaction of the spatial structure of the wild type
protein and GGBP-W183A mutant.

More detailed characterization of the properties of trypto-
phan residues of GGBPwt and GGBP-W183Awas carried out
by analysis of the accessibility of tryptophan residues of these
proteins to quenching of the intrinsic fluorescence by acryl-
amide. The value of the bimolecular constant of quenching of
tryptophan fluorescence of GGBPwt (0.66±0.02 * 109 M−1

с−1) is lower than the corresponding value for GGBP-W183A
(1.68±0.12 * 109M−1 с−1) which indicates that the tryptophan
residues of the mutant protein GGBP-W183A are more sol-
vent accessible compared to the residues of GGBPwt. The
formation of the complex with D-glucose leads to the increase
of shielding of tryptophan residues of GGBPwt (kq=0.27±
0.02 * 109 M−1 с−1) and influences insignificantly on the
accessibility to the solvent of tryptophan residues of GGBP-

W183A (kq=1.86±0.10* 109 M−1 с−1). These data indirectly
confirm that spatial structure of GGBP-W183A is less com-
pact as compared with the wild-type protein, as also shown by
the CD in the near-UV region (see Fig. 2b). Conversely, we
assume that the increase in the value the bimolecular constant
of quenching of tryptophan fluorescence for GGBP-W183A
is mainly determined by the absence in its structure of Trp
183, which has the greatest density of the microenvironment,
both in the protein open form and in its complex with D-
glucose (Table S1).

It is worth noting that GGBP-W183A has the lower value
of fluorescence anisotropy (r=0.13) as compared to GGBPwt
(r=0.15, Table 1). This indicates that tryptophan residues Trp
127, Trp 133, Trp 195 и Trp 284 are more flexible meaning
that they are in less dense microenvironment as compared
with Trp 183. These data are in good agreement with the
analysis of spatial structure of GGBPwt (Table S1).

These experiments corroborate that the spatial structure of
GGBPwt does not undergo noticeable alteration at the intro-
duction of substitution of the amino acid Trp 183 for alanine
and revealed differences in the spectral characteristics of
GGBPwt and GGBP-W183A (Table 1) are caused by the
absence of Trp 183 in the mutant protein.

We compare the fluorescent characteristics of GGBPwt
and its mutant form GGBP-W183A. The fluorescence
spectrum of GGBP-W183A positioned at 332–333 is 5–
6 nm blue-shifted relatively the fluorescence spectrum of
GGBPwt (Fig. 2a, Table 1). The D-glucose binding with
GGBP-W183A produces a small blue shift of the trypto-
phan fluorescence spectrum and a moderate increase in
the fluorescence intensity of the protein which is less
pronounced as compared to the wild type protein
(Fig. 2a, Table 1). We suppose that the lower amplitude
of the change of the fluorescence intensity of GGBP-
W183A comparing to GGBPwt at the transition of the
proteins from the open form to the closed form is defined
by the less compact spatial structure of the mutant protein
GGBP-W183A [35].

The obtained data confirm the finding which has been done
on the basis of the analysis of the spatial structure of GGBPwt
that the tryptophan residues Trp 127, Trp 133 and Trp 195
have the more blue-shifted fluorescence spectra as compared
to the spectrum of Trp 183. Having high polar microenviron-
ment both in the free protein and in the complex of the protein
with glucose, Trp 183 does not contribute for the observed
changes of the spectral characteristics of GGBPwt at its inter-
action with the ligand.
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