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Partially Folded Conformations in the Folding
Pathway of Bovine Carbonic Anhydrase II:
A Fluorescence Spectroscopic Analysis
Natalia A. Bushmarina,[a] Irina M. Kuznetsova,[a] Alexander G. Biktashev,[a]

Konstantin K. Turoverov,*[a] and Vladimir N. Uversky*[b]�

GdmCl-, urea-, and pH-induced unfolding pathways of bovine
carbonic anhydrase II have been analyzed by using changes
induced by different denaturing agents in intensity, anisotropy, life
time, and parameter A value of intrinsic fluorescence as well as
intensity and life time of ANS (ammonium salt of 8-anilinonaph-
thalene-1-sulfonic acid) fluorescence. The formation of several
stable unfolding intermediates, some of which were not observed
previously, has been established. This was further confirmed by

representation of fluorescence data in terms of a ªphase diagramº,
that is, Il1 versus Il2 dependence, where Il1 and Il2 are the
fluorescence intensity values measured at wavelengths l1 and l2 ,
respectively.

Introduction

Carbonic anhydrase (CA, carbonate hydro-lyase, carbonate
dehydratase, EC 4.2.1.1) is a zinc-containing enzyme catalyzing
with high efficiency the reversible hydration of carbon dioxide:

CO2�H2O ÿ! HCO3
ÿ�H�

This reaction, underlying many diverse physiological process-
es in animals, plants, archaebacteria, and eubacteria, may be
effectively inhibited by various substances including different
monovalent anions (for example bisulfite, formate, cyanate,
azide, sulfate, etc.), sulfonamides, phenol, imidazole, triazole, and
specific proteinacous CA inhibitors.[1] CA is an ubiquitous
enzyme found in human, all animals, and photosynthesizing
organisms examined for its presence. It was also discovered in
some non-photosynthetic bacteria.[1]

There are three evolutionary unrelated CA families, designated
as a, b, and g, whose representatives, all being zinc enzymes,
show slight sequence homology.[2] Thus, CA families represent a
good example of convergent evolution of catalytic function.[1] All
known carbonic anhydrases from animals belong to the a-CA
family. a-CA was also found in a few bacteria[2] and in the
unicellular green alga Chlamydomonas reinardtii.[3] However, no
a-CA has been found in higher plants. On the contrary, b-CAs
have been shown to be present in higher plants[4] and in several
bacteria.[2] Only one member of the g-CA family, CA of the
methanogenic archaebacterium Methanosarcina thermophila,
has been isolated to date.[5]

CAs isolated from the same species show a large hetero-
geneity determined both genetically and by ªconformationalº
modifications (for example by deamidation[6] or glycosylation[7] ).

In fact, seven genetically distinct a-CA isozymes, with sequence
length varying from 259 to 312 amino acid residues, have been
identified in mammalians. These isozymes are encoded by genes
located on four different chromosomes.[1] Isozymes have differ-
ent tissue distributions and intracellular locations, being cyto-
plasmic or membrane-bound. For example, human CA I is the
major non-hemoglobin protein of red cells, which is also found
in a number of other tissues, such as the colon, but is not as
widely distributed as CA II,[8] which is the most studied form. CA I
is also less active than CA II.[9] CA II has an exceptionally high CO2

hydration turnover.[9] This isozyme is traditionally purified from
red cells. However, it has a wide tissue distribution and is found
in many different organs and cell types.[8] All CA isozymes are
essentially different with respect to catalytic efficiency and
inhibitor-binding properties.
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There is an essential pharmacological interest in CA
because it was shown that this enzyme is the target
for drugs, such as acetazolamide, methazolamide, dichlor-
phenamide,[1] and the recently developed dorzolamide[10]

for the treatment of glaucoma. This is because carbonic
anhydrase inhibitors, both topical and systemic, lower intra-
ocular pressure by reducing HCO3

ÿ formation in the ciliary
process, thus lowering Na� transport and the flow of aqueous
humor.[11]

The crystal structures of human CA I and II, CA II from the
Indian buffalo, bovine CA III, and a truncated form of murine
CA V have been determined.[12] The overall structures of these
isozymes are very similar. The molecules are nearly spherical with
approximate dimensions of 5�4� 4 nm3. With the exception of
ca. 25 N-terminal amino acid residues, which are loosely
connected to the rest of the molecule, these a-CAs have been
considered as single-domain proteins. The preponderant secon-
dary structure is a ten-stranded, twisted b sheet, which is mostly
antiparallel. A few relatively short helices are located on the
surface of the molecule, and a-CAs have been classified as a/b
proteins.[13]

Thus, a-CAs belong to the class of single-domain proteins with
predominant b structure. It has been shown that these proteins
(and particularly human CA II and bovine CA B, or CA II) are
ideally suited for the investigation of the mechanisms of folding
and unfolding of a polypeptide chain.[14] ± [18] This is especially the
case for bovine carbonic anhydrase II, BCA II, as this protein
contains no cysteine or cystine residues, thus allowing unfolding
studies to focus exclusively on the successive conformational
changes without complications from sulfhydryl oxidation and
disulfide formation. As a result, the equilibrium unfolding of
BCA II induced either by pH,[15] urea,[17] or guanidinium hydro-
chloride (GdmCl)[14, 17, 18] has been intensively studied. It was
shown that the equilibrium unfolding pathway of BCA II is
characterized by the presence of several intermediate states. A
molten-globule state is accumulated at around pH 3.6,[15] or at
neutral pH and room temperature in the presence of moderate
GdmCl concentrations.[14, 17] At low temperatures, GdmCl-in-
duced unfolding of BCA II is characterized by the formation of
two partially folded conformations, the molten-globule state
and its precursor.[18]

In the present study we introduce fluorescence spectroscopic
measurements that further characterize the process of BCA II
unfolding induced by pH, urea, or GdmCl. To this end, changes
induced by different denaturing agents in intrinsic fluorescence
parameters (intensity, maximum position, anisotropy, life time,
and parameter A value) or ANS (ammonium salt of 8-anilino-
naphthalene-1-sulfonic acid) fluorescence parameters (intensity,
maximum position, and life time) are studied. In addition, the
method of ªphase diagramsº is applied to fluorescence data
analysis. The essence of this method is to construct the diagram
Il1 versus Il2 , where Il1 and Il2 are the fluorescence intensity
values measured at wavelengths l1 and l2 , respectively. This
approach allows us to describe the unfolding pathway of BCA II
in much detail and to detect the formation of several stable
unfolding intermediates, some of which have not been observed
previously.

Results and Discussion

GdmCl-induced equilibrium unfolding and refolding of BCA II

GdmCl-induced unfolding: Figures 1 and 2 show that the
fluorescence behavior of BCA II during the GdmCl-induced
equilibrium unfolding or refolding is a complex process. Figure 1
depicts GdmCl dependencies of intrinsic fluorescence intensities

Figure 1. GdmCl-induced changes in BCA II intrinsic fluorescence intensity at l�
320 nm, I320 (A), and l� 365 nm, I365 (B). Fluorescence was excited at 297 nm.
Black circles correspond to the unfolding experiments. Open and gray circles
correspond to the refolding experiments, which were initiated from 6.0 M or 1.2 M

GdmCl, respectively. Protein concentration was 0.1 mg mLÿ1. All measurements
were carried out at 23 8C.

measured at lem� 320 nm (Figure 1 A) and lem�365 nm (Fig-
ure 1 B). One can see that the fluorescence intensities decrease
with an increase in GdmCl concentration in a rather complex
manner. An initial drop of both intensities takes place within an
extremely narrow interval of denaturant concentrations (be-
tween 0 and 0.1 M GdmCl), which is accompanied by a rather
extended plateau followed by a further sigmoidal decrease. The
changes in fluorescence intensity are completed at ca. 2.5 and
ca. 1.0 M GdmCl for I320 and I365 , respectively. This means that
GdmCl-induced unfolding of BCA II (i.e. transition from the
native, N, to the unfolded state, U) is characterized by the
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formation of at least two equilibrium intermediate conforma-
tions, IGdmCl

1 and IGdmCl
2 , which are populated at around 0.1 and

1.0 M GdmCl respectively.
Figure 2 represents GdmCl-induced changes in parameter A,

in the anisotropy of intrinsic fluorescence, and in the intensity of
ANS fluorescence. Figure 2 A shows that between 0 and 0.1 M

GdmCl the parameter A value (A� I320/I365 , which is characteristic
of the shape and position of the fluorescence spectrum[19] )

Figure 2. A : GdmCl-induced changes in the intrinsic fluorescence of BCA II. The
circles represent parameter A [(I320/I365)297] , the triangles the degree of Trp
fluorescence anisotropy (r). Fluorescence was excited at 297 nm, the protein
concentration was 0.1 mg mLÿ1. B: GdmCl-induced changes in ANS fluorescence
intensity in the presence of BCA II. Protein and ANS concentrations were 0.1 and
0.02 mg mLÿ1, respectively. Fluorescence was excited at 350 nm. Black symbols
correspond to the unfolding experiments. Open and gray symbols correspond to
the refolding experiments, which were initiated from 6.0 M or 1.2 M GdmCl,
respectively. All measurements were carried out at 23 8C.

decreases. Soon after, this parameter starts to increase and
reaches a maximum at ca. 1.1 M GdmCl. However, a further
increase in denaturant concentration leads to a pronounced
decrease in the parameter A value, which is finished at ca. 2.5 M

GdmCl. As for the anisotropy of the intrinsic fluorescence, this
parameter gradually increases between 0 and ca. 1.6 M GdmCl. In

the range of 1.6 ± 3.0 M GdmCl, there is an essential decrease in
the anisotropy value, which reflects the unfolding of the protein
(see Figure 2 A). Thus, data on the GdmCl dependence of the
anisotropy reflect an accumulation of the third intermediate,
IGdmCl

3 , maximally populated at around 1.6 M GdmCl. Higher
anisotropy values characteristic of this intermediate may reflect
lower intramolecular mobility of tryptophan residues or protein
association.

Changes in ANS fluorescence intensity are frequently used to
monitor formation of partially folded intermediates during
protein unfolding and refolding.[20] The reason is that the
presence of large solvent-exposed hydrophobic patches is a
general property of a partially folded protein molecule. The
interaction of ANS with such exposed hydrophobic clusters in a
protein is accompanied by a considerable increase in the dye
fluorescence intensity and a pronounced blue shift of the
fluorescence maximum. Figure 2 B shows that an increase in
GdmCl concentration is accompanied by essential changes in
the intensity of ANS fluorescence. One can see that this
parameter reaches a maximal value at 1.5 ± 1.8 M GdmCl,
confirming the appearance of an intermediate IGdmCl

3 containing
the solvent-exposed hydrophobic surfaces.

Figure 3 also confirms the idea that GdmCl-induced unfolding
of BCA II is an exceptionally complex process. This picture was
designed by using the method of ªphase diagramsº elaborated
by Burstein for the analysis of fluorescence data.[21] It has been
shown that such an approach is extremely sensitive to the
accumulation of any intermediate state.[21, 22]

Figure 3 clearly shows that the phase diagram plotted for the
GdmCl-induced unfolding of BCA II consists of three linear parts,
corresponding to 0 ± 0.1, 0.1 ± 1.0 and 1.0 ± 6.0 M GdmCl concen-
tration. This reflects the existence of three independent
transitions: N$ IGdmCl

1 , IGdmCl
1 $ IGdmCl

2 , and IGdmCl
2 $U. Interestingly,

neither studies of parameter A nor representing data on the
GdmCl dependence of intrinsic fluorescence intensity in terms of
a phase diagram allows the detection of the IGdmCl

3 intermediate
(populated at around 1.6 M GdmCl). However, accumulation of
this intermediate is accompanied by an extensive increase in
ANS fluorescence intensity and the pronounced rise of the
intrinsic fluorescence anisotropy (see Figure 2). This illustrates
the importance of the multiparametric approach to the analysis
of conformational transformations in proteins.

The insensitivity of parameter A and phase diagram to the
formation of the IGdmCl

3 intermediate may be explained assuming
that three conformations, IGdmCl

2 , IGdmCl
3 , and U, coexist within 1.0 ±

2.5 M GdmCl. The value of parameter A that characterizes the
shape and position of the fluorescence spectrum for IGdmCl

3 is an
intermediate between those measured for IGdmCl

2 and U (not
shown). This makes IGdmCl

3 ªinvisibleº for approaches dealing with
the characteristics of the intrinsic fluorescence spectrum (pa-
rameter A and phase diagram).

IGdmCl
1 intermediate: Interestingly, a small increase in GdmCl

concentration is already accompanied by measurable changes of
BCA II fluorescence parameters. In fact, our data are consistent
with the appearance of the first intermediate state, IGdmCl

1 , at
around 0.1 M GdmCl, that is, well before a noticeable change of
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Figure 3. Phase diagrams representing unfolding (A) and refolding of BCA II
induced by GdmCl (B). Black circles correspond to the unfolding experiments.
Open and gray circles correspond to the refolding experiments, which were
initiated from 6.0 M or 1.2 M GdmCl, respectively. Concentrations of denaturant are
indicated next to the respective symbol. Each straight line represents an all-or-
none transition between two conformers, denoted as N, IGdmCl

1 , IGdmCl
2 , IGdmCl

3 , and U.

any other structural parameter takes place. The effect of small
denaturant concentrations on the activity of enzymes was
intensively studied over the last decade.[23, 24] It has been
reported that changes in enzyme activity may occur before
essential changes of the enzyme molecule as a whole can be
detected. This observation has been interpreted in terms of the
relative weakness of interactions involved in the stabilization of
enzyme active sites.[24] Our results show for the first time that
activity is not the only enzyme characteristic that may be
affected by low GdmCl concentrations.

Equilibrium unfolding intermediates IGdmCl
2 and IGdmCl

3 : The
nature of the IGdmCl

3 intermediate is certainÐit is the molten-
globule state. Earlier, a combination of several spectroscopic and
hydrodynamic techniques revealed that GdmCl-induced equilib-
rium unfolding of BCA II at room temperature is accompanied by
the formation of the molten-globule state, that is, a compact
denatured intermediate.[14, 17] The molten globule is accumu-
lated at 1.5 ± 1.8 M GdmCl,[14, 17] that is, at denaturant concen-
trations where the appearance of the IGdmCl

3 intermediate was
detected.

Figure 1 shows that a large part of the fluorescence intensity
of the native enzyme is lost around 1.0 M GdmCl, that is, under
conditions favoring accumulation of the IGdmCl

2 intermediate. It
has been demonstrated for the structurally homologous human
CA II that, due to energy transfer and quenching effects, the
quantum yields and lmax vary considerably for the different Trp
residues in the native state, but these differences almost
disappeared upon denaturation and partial unfolding.[16d] How-
ever, it has been established earlier that BCA II possesses native-
like near- and far-UV CD spectra[14b, 18] and even native-like
activity under these denaturing conditions.[14a, 18] This allows us
to assume that significant changes in the fluorescence intensity
in this case could still represent only small conformational
rearrangements, and IGdmCl

2 may be considered as the native-like
intermediate.

To better understand the origin of the equilibrium unfolding
intermediates IGdmCl

2 and IGdmCl
3 , data on BCA II refolding kinetics

may be considered. The refolding kinetics of this protein have
been studied by a variety of methods over a wide time range
(from milliseconds to hours).[25] It has been shown that this
process proceeds through three stages. In the first stage,
solvent-exposed hydrophobic clusters and a compact state of
the polypeptide chain are formed. In the second stage, hydro-
phobic clusters are desolvated and a rigid native-like hydro-
phobic core is formed. During the third stage the native state is
formed.[25] In other words, kinetic data revealed the accumu-
lation of two intermediates, the molten globule and essentially
native-like ones. We are assuming that IGdmCl

3 and IGdmCl
2 inter-

mediates resemble the molten-globule and native-like inter-
mediates observed in the kinetic pathway of BCA II refolding.
The accumulation of the native-like intermediate, IGdmCl

2 , in the
equilibrium unfolding of BCA II is described here for the first
time.

Time-resolved measurements of ANS fluorescence: Figure 4
represents ANS fluorescence decay curves measured for the
native state (Figure 4 A) and the IGdmCl

3 equilibrium intermediate
accumulated at around 1.5 M GdmCl (Figure 4 B). It can be seen
that the longest component of fluorescence decay for the ANS ±
native protein complex is characterized by t� 11.8� 0.5 ns,
whereas in the presence of 1.5 M GdmCl a ca. 1.25-fold increase in
this value is observed (t�13.7� 0.5 ns).

This observation confirms the assumption that IGdmCl
3 is the

compact denatured conformation. It is known that the fluo-
rescence decay of free ANS has an uni-exponential character,
whereas the formation of ANS ± protein complexes yields at least
a double-exponential fluorescence decay.[26] In this case the
shorter lifetime component of the fluorescence decay (t<6 ns)
is characteristic of the dye molecules that interact with the
surface of a protein molecule, while the longer lifetime
component (t>10 ns) refers to the protein-embedded ANS
molecules.[26] The good correlation between changes in the
longest lifetime component and overall conformational changes
of the protein molecule was shown. The value of this parameter
is sensitive to whether ANS interacts either with the native (N) or
with the compact denatured (D) protein molecule (tN�12 ns as
compared with tD�14 ns).[26]
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Equilibrium refolding of BCA II from concentrated GdmCl
solutions: Let us now consider the data concerning the
equilibrium refolding of BCA II from concentrated GdmCl
solutions (6 M GdmCl; see open symbols in Figures 1 ± 3). The
results presented in Figure 2 A may be interpreted in terms of
complete reversibility of BCA II unfolding. However, Figures 1
and 3 clearly show that Trp fluorescence intensities, I365 and I320 ,
are not restored completely upon the decrease in GdmCl
concentration. Moreover, ANS fluorescence intensity in at 1.5 ±
1.8 M GdmCl is lower during refolding (Figure 2 B). This means
that in diluted GdmCl solutions (below 1.0 M) only a relatively
small fraction of BCA II molecules is refolded successfully,
whereas the majority of protein precipitates when BCA II refolds
from 6 M GdmCl. This conclusion is in good agreement with the
recent study of BCA II refolding by quasi-elastic light scatter-
ing.[27] In fact, the efficiency of BCA II refolding from 5 M GdmCl
was strongly dependent on the final denaturant and protein
concentrations. Below 1.0 M GdmCl the majority of the protein
molecules formed large aggregates even though the final
protein concentration was as low as 0.1 mg mLÿ1.[27]

Reversible equilibrium refolding of BCA II from 1.2 M

GdmCl solutions: Interestingly, the situation is com-
pletely different when BCA II refolding is initiated from
moderate GdmCl concentrations, as represented by the
gray symbols in Figures 1 ± 3. These figures represent
data on the equilibrium refolding studies, in which the
process was initiated by dilution of BCA II from a 1.2 M

GdmCl solution. One can see that the first two tran-
sitions, N$ IGdmCl

1 and IGdmCl
1 $ IGdmCl

2 , are completely
reversible in these experiments. This means that con-
trary to the IGdmCl

3 conformer, formation of IGdmCl
1 and IGdmCl

2

intermediates are not accompanied by protein associa-
tion, at least at the BCA II concentrations studied (ca.
0.1 mg mLÿ1).

Urea-induced equilibrium unfolding and refolding of
BCA II

Contrary to the GdmCl-induced unfolding experiments,
we were unable to detect any intermediate during the
unfolding of BCA II by urea (cf. ref. [17]). In fact, we have
established that between 0 and ca. 5.5 M urea the protein
remains in its native state. Further increase in denaturant
concentration (from 5.5 to 6.5 M) leads to the complete
unfolding of the protein, detected by a decrease in the
anisotropy happening simultaneously with the decrease
in the parameter A values (data not shown). Moreover,
there is no characteristic increase in the ANS fluores-
cence intensity within the studied range of urea
concentrations (from 0.0 to 8.0 M). Finally, urea-induced
changes (if any) in all studied fluorescence parameters
were completely reversible (data not shown).

Effect of pH on BCA II fluorescence characteristics

Decrease in pH: The most complex picture was
observed for the pH-induced structural transformations

of BCA II (see Figures 5 ± 7). Figure 5 depicts pH dependencies of
I320 and I365 . One can see that as the pH decreases, both
parameters decrease initially and have a sharp minimum at
around pH 4.2. A further decrease in pH leads to an increase in
fluorescence intensities whose maximal values are around
pH 3.6. Finally, between pH 3.2 and 3.0 there is an additional
decrease in I320 and I365 .

Figure 6 A represents the pH dependencies of parameter A
and of the anisotropy of intrinsic fluorescence. This figure shows
that between pH 6 and 4.5 parameter A is unchanged. As the pH
decreases parameter A reaches a maximum at pH�4.0. There is
a pronounced plateau between pH 4.0 and 3.2, followed by an
decrease in parameter A. This takes place within a narrow pH
interval (from pH 3.2 to 3.0). A further decrease in pH is not
accompanied by changes in the parameter A value. The
anisotropy of intrinsic fluorescence increases between pH 4.5
and 4 and then gradually decreases until it almost reaches the
value for the native state. The effect of pH decrease on ANS
fluorescence intensity is shown in Figure 6 B. One can see that
this parameter has a maximal value at around pH 3.6.

Figure 4. ANS fluorescence decay curves measured for native BCA II (A) and its IGdmCl
3

intermediate (B). The figures represents the excitation lamp profile (curve 1), the
experimental decay curve (curve 2), the best-fit calculated fluorescence decay curve
(curve 3), and the deviation between the experimental and the calculated decay curves
(weighted residuals; curve 4). The protein/ANS molar ratio was 1:20. The protein
concentration was 1.0 mg mLÿ1. The excitation wavelength was 390 nm, the recording
wavelength was 480 nm. All measurements were carried out at 23 8C.
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Figure 5. Changes in BCA II intrinsic fluorescence intensity at l� 320 nm, I320 (A),
and l� 365 nm, I365 (B) induced by changes in pH value. Fluorescence was excited
at 297 nm. Black and open circles correspond to the unfolding and refolding
experiments, respectively. The protein concentration was 0.1 mg mLÿ1. All
measurements were carried out at 23 8C.

Interestingly, data presented in Figures 5 and 6 show that
BCA II is not completely unfolded even at extremely low pH. In
fact, at pH 2.0 parameter A and the anisotropy of intrinsic
fluorescence have native-like values. Moreover, under these
conditions ANS fluorescence intensity is relatively high (ca. 1�2 of
its maximal value).

Intramolecular mobility of tryptophan residues: The mobility
of the tryptophan residues can be estimated from fluorescence
anisotropy measurements. We have established that the tran-
sition of BCA II from the native to the intermediate state is
accompanied by a considerable increase in the fluorescence
anisotropy value r. Such an increase in fluorescence anisotropy
may be due to the decrease in the internal mobility of
tryptophan residues, or/and protein association.

Figure 7 represents Perrin plots (1/r versus T/h dependencies)
for the native (pH 7.5), compact partially folded (pH 3.6), and
completely unfolded BCA II in the presence of 8 M urea. It can be
seen that the slope of 1/r versus T/h dependence for the native
protein is essentially larger than for the partially folded BCA II.
This may reflect the association of partially folded BCA II
molecules. In order to analyse these dependencies in more
detail, the fluorescence decay curves were measured for native
(pH 7.5) and partially folded BCA II (pH 3.6). The fluorescence

Figure 6. A : Changes in intrinsic fluorescence of BCA II induced by changes in pH
value. A� (I320/I365)297 (circles), degree of intrinsic fluorescence anisotropy, r
(triangles). Fluorescence was excited at 297 nm. Protein concentration was
0.1 mg mLÿ1. B: Changes in ANS fluorescence intensity in the presence of BCA II
induced by changes in pH value. Protein and ANS concentrations were 0.1 and
0.02 mg mLÿ1, respectively. Fluorescence was excited at 350 nm. Black and open
symbols correspond to the unfolding and refolding experiments, respectively. All
measurements were carried out at 23 8C.

decay plot of the native protein shows bi-exponential character,
whereas three components are present in the fluorescence
decay plot of partially unfolded BCA II (data not shown). The
mean-square values of the fluorescence life time were deter-
mined to be equal to 4.5 and 3.3 ns for native BCA II and the pH-
3.6 intermediate, respectively. This gives 34 and 70 ns for 1exp ,
the rotational relaxation time. The rotational relaxation time of
the equivalent sphere, 10 , is equal to 46 ns. The rotational
relaxation time of the tryptophan residue intramolecular mobi-
lity (1IMM) was evaluated from Equation (11) (see Materials and
Methods) and found to be about 130 ns. Thus, though there is an
intramolecular mobility of tryptophan residues in native BCA II,
the dependence of 1/r vs. T/h is mainly determined by the overall
rotational motion of the macromolecule. Furthermore, compar-
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Figure 7. Perrin plots (1/r versus T/h dependence) for different conformational
states of BCA II : 1, native protein (pH 7.5) ; 2, pH-3.6 intermediate; 3, completely
unfolded protein in the presence of 8 M urea. The excitation wavelength was
297 nm. The recording wavelength of fluorescence anisotropy was 365 nm. The
solvent viscosity h was varied by changing the water/glycerol ratio. All
measurements were carried out at a protein concentration of 0.5 mg mLÿ1 and a
temperature of 23 8C.

ison of 1exp and 10 shows that the tryptophan residues in native
BCA II participate in the intramolecular mobility on the nano-
second time scale, that these motions are dependent on solvent
viscosity, and also that the pH-3.6 intermediate is a dimer.

Further analysis of Figure 7 shows that the value of the
intercept cut by the Perrin plot on the y axis (1/r '0� for both the
native BCA II and the pH-3.6 intermediate is equal to 8.0� 0.2.
This exceeds the corresponding value for low molecular weight
model compounds, such as N-acetyltryptophan, for which 1/r '0�
5.4�0.2. Therefore, in these two conformations the tryptophan
residues participate in the high-frequency intramolecular mo-
tions whose rotational relaxation time is much shorter than the
lifetime of the excited state.[28] Alternatively, these tryptophan
residues may be involved in the intramolecular mobility on the
nanosecond time scale whose rotational relaxation time does
not depend on solvent viscosity.[29] Finally, the fact that 1/r '0p.f.�
1/r '0native (p.f.�partially folded) indicates that the amplitude of
the high-frequency motions or the rotational relaxation time for
the intramolecular mobility on the nanosecond time scale,
whose rotational relaxation time does not depend on the solvent
viscosity, or both, are comparable in partially folded and native
BCA II.

Reversibility of pH-induced changes in BCA II: Open circles in
Figures 5 and 6 represent results of the experiments on the
equilibrium refolding of BCA II from the acid-unfolded confor-
mation (pH 2.0). These data show that changes in BCA II
fluorescence parameters are reversible only within the pH range
2.0 ± 3.0. A further increase in pH is characterized by an essential

discrepancy in the behavior of all studied parameters. Remark-
ably, there is a large increase in Trp fluorescence anisotropy at
pH 4.5 ± 4.6. All this may be due to the aggregation of partially
folded protein molecules.

Thus, our data on the fluorescence spectroscopic analysis of
BCA II unfolding illustrate the diversity of unfolding pathways for
a given protein at room temperature. In fact, the unfolding
process of BCA II may represent an ªall-or-noneº N$U tran-
sition, as observed for urea-induced unfolding. However, it may
also be more complex and involve accumulation of two (pH-
induced unfolding) or three partially folded intermediates
(GdmCl-induced unfolding). Interestingly, although the unfold-
ing behavior of BCA II has been studied for several decades,[15±18]

the formation of several intermediates, IGdmCl
1 , IGdmCl

2 , and IpH
1 , is

described here for the first time. Obviously, further structural
characterizations of these intermediates and the acid-unfolded
state of BCA II are required.

Materials and Methods

Fluorescence spectroscopic measurements: Fluorescence spectro-
scopic experiments were carried out in spectrofluorimeters with the
steady state and impulse excitation.[30] Fluorescence was excited at
the long-wave absorption edge where the contribution of tyrosine
residues is negligible. Fluorescence intensity was recorded at 320
and 365 nm. The position and form of the fluorescence spectra were
characterized by the parameter A� (I320/I365)297, where I320 and I365 are
fluorescence intensities at lem� 320 and 365 nm, respectively, and
lex�297 nm.[19] In some cases the whole spectrum was recorded.
The values of parameter A and of the fluorescence spectrum were
corrected by the instrument sensitivity. ANS fluorescence was
excited at 390 nm and recorded at 480 nm.

Phase diagram method: The method of phase diagrams was
elaborated by Burstein for fluorescence data analysis.[21] The essence
of this approach is to construct the diagram of Il1 versus Il2 , where Il1

and Il2 are the fluorescence intensity values measured at wave-
lengths l1 and l2 under the different experimental conditions for a
protein undergoing structural transformations. As fluorescence
intensity is the extensive parameter, it will describe any two-
component system by a simple relationship [Eq. (1)] .

I(l) � a1 I1(l)�a2 I2(l) (1)

I1(l) and I2(l) are the fluorescence intensities of the first and second
components, respectively, whereas a1 and a2 are their relative
contents (a1�a2 � 1). Excluding a1 (a1 � 1ÿa2), Equation (1)
could be rewritten as:

I(l) � (1-a2) I1(l)�a2 I2(l) � I1(l)�a2(I2(l)ÿ I1(l)) (2)

It is obvious that a2 may be determined from the fluorescence
intensity measurements at two different wavelengths, l1 and l2

[Eq. (3) and (4)] . Thus

I(l1) � I1(l1)�a2 (I2(l1)ÿ I1(l1)) (3)

I(l2) � I1(l2)�a2 (I2(l2)ÿ I1(l2)) (4)
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and

a2 �
I�l2� ÿ I1�l2�

I2�l2� ÿ I1�l2�
. (5)

This allows determination of the relationship between I(l1) and I(l2)
by substitution of a2 in Eq. (3) with the expression in Eq. (5), yielding
Equation (6),

I(l1) � I1(l1)� I�l2� ÿ I1�l2�
I2�l2� ÿ I1�l2�

(I2(l1)ÿ I1(l1))

� I1(l1)ÿ I2�l1� ÿ I1�l1�
I2�l2� ÿ I1�l2�

I1(l2)� I2�l1� ÿ I1�l1�
I2�l2� ÿ I1�l2�

I(l1)

(6)

or Equation (7),

I(l1) � a�b I(l2) (7),

with a and b defined by Equations (8) and (9).

a � I1(l1)ÿ I2�l1� ÿ I1�l1�
I2�l2� ÿ I1�l2�

I1(l2) (8)

b � I2�l1� ÿ I1�l1�
I2�l2� ÿ I1�l2�

. (9)

When applied to protein unfolding, Equation (7) predicts that the
dependence I(l1) � f(I(l2)) will be linear if changes in protein
environment lead to the all-or-none transition between two different
conformations. On the contrary, the nonlinearity of this function
reflects the sequential character of structural transformations. More-
over, each linear portion of the I(l1) � f(I(l2)) dependence will
describe the individual all-or-non transition.

Analysis of the fluorescence decay: To analyze the decay curves a
special program was elaborated. The fitting routine was based on the
nonlinear least-squares method. Minimization was accomplished
according to Marquardt.[31] P-Terphenyl in ethanol and N-acetyltryp-
tophanamide in water were used as reference compounds.[32]

Experimental data were analyzed with a multiexponential approach
[Eq. (10)] ,

I(t) �
X

i

ai exp(ÿ t/ti) (10),

where ai and ti are amplitude and lifetime of component i,
respectively;

X
i

ai � 1.

Evaluation of intramolecular mobility: The rotational relaxation
time of the intramolecular mobility (1IMM) of tryptophan was
evaluated on the basis of the experimentally determined relaxation
time (1exp) and the calculated value for a rigid macromolecule (10)
according to Equation (11).[33]

1

1exp

� 1

10

� 1

1IMM

(11)

The rotational relaxation time of a rigid sphere with a volume
equivalent to that of a protein is defined by Equation (12)

10 �
3hM

RT

�
1� w

nd

�
(12),

where h is the solvent viscosity, M the molecular weight, R the gas
constant, T the absolute temperature, w the hydration coefficient, nÅ

the specific partial volume, and d the specific solution density. The

limits of the 10 variation due to the molecular ellipticity were
evaluated on the basis of the data given in ref. [29].

The rotational relaxation time 1exp was evaluated on the basis of the
Perrin plot [Eq. (13)] ,

1

r
� 1

r '0

�
1� RT

Vh
hti
�
� 1

r '0

�
1� 3

hti
1exp

�
(13),

where r is the fluorescence anisotropy, r '0 the intercept cut by the
Perrin plot on the y axis, V the effective volume of the protein
macromolecule, and hti the root-mean square value of the
fluorescence lifetimes. The biexponential decay can be expressed
by Equation (14).

hti � a1t2
1 � a2t2

2

a1t1 � a2t2

(14)

Unfolding of BCA II induced by GdmCl and urea: The protein was
dissolved in 50 mM Tris buffer (pH 7.5) for the unfolding experiments.
Small aliquots of this stock solution were added to the reaction
mixture containing the desired concentrations of urea or GdmCl.
Before measurements, these protein solutions were incubated for
40 h at room temperature to reach equilibrium.

Refolding of BCA II induced by GdmCl and urea: Experiments on
the denaturant-induced equilibrium refolding have been performed
as follows. Initially, the protein was dissolved in 50 mM Tris buffer
(pH 7.5) containing 6.0 M (or 1.2 M) GdmCl or 8 M urea. These stock
solutions were incubated for 24 h. Then small aliquots of the stock
solutions were added to the reaction mixture containing the desired
concentrations of GdmCl or urea. The resulting protein solutions
were incubated for 40 h at room temperature to reach equilibrium
prior to measurements.

Unfolding and refolding of BCA II induced by pH changes:
Experiments on the pH-induced unfolding and refolding of BCA II
were performed in 50 mM Gly-HCl (pH range from 2.0 to 3.6, buffer A)
or 100 mM sodium citrate/citric acid (pH range from 3.0 to 6.0,
buffer B) buffer systems. Desired pH values were adjusted by using
0.1 M NaOH or HCl. The protein was dissolved and incubated for 24 h
in buffer A or B for the unfolding or refolding experiments,
respectively. Small aliquots of concentrated protein stock solutions
were added to the reaction mixture having the desired pH value. The
resulting protein solutions were incubated for 40 h at room temper-
ature to reach equilibrium prior to measurements.
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