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Binding of Oxytetracycline to Bovine Serum Albumin:
Spectroscopic and Molecular Modeling Investigations
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The residue of the widely used veterinary drug oxytetracycline (OTC) in the environment (e.g.,
animal food, soils, surface water, and groundwater) is potentially harmful. Knowledge of its binding
to proteins contributes to the understanding of its toxicity in vivo. This work establishes the binding
mode of OTC with bovine serum albumin (BSA) under physiological conditions by spectroscopic
methods and molecular modeling techniques. The inner filter effect was eliminated to get accurate
data (binding parameters). On the basis of the thermodynamic results and site marker competition
experiments, it was considered that OTC binds to site Il (subdomain IlIA) of BSA mainly by
electrostatic interaction. Furthermore, using the BSA model established with CPHmodels, molecular
docking and some other molecular modeling methods were applied to further define that OTC
interacts with the Arg 433, Arg 436, Ala 429, and Pro 516 residues of BSA. In addition, UV—visible
absorption, synchronous fluorescence, and circular dichroism (CD) results showed that the binding
of OTC can cause conformational and some microenvironmental changes of BSA. The work
provides accurate and full basic data for clarifying the binding mechanisms of OTC with BSA in
vivo and is helpful for understanding its effect on protein function during its transportation and
distribution in blood.
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INTRODUCTION

Serum albumin is the most abundant protein (/) in the circu-
latory system of a wide variety of vertebrates (accounting for
52—60% of the total plasma protein) (2, 3). The most important
physiological functions of serum albumin are to maintain the
osmotic pressure and pH of blood and to transport a wide variety
of endogenous and exogenous compounds (/), including drugs
and nutrients, mostly through the formation of noncovalent
complexes at specific binding sites (3). The absorption, distribu-
tion, metabolism, and excretion properties as well as the stability
and toxicity of drugs can be significantly affected as a result of
their binding to serum albumins (4). Moreover, there is evidence
of conformational changes of serum albumin induced by its
interaction with low molecular weight drugs, which may affect
serum albumin’s biological function as the carrier protein (7, 4).
Consequently, investigation of the interaction of drugs including
veterinary drugs to serum albumin is of great importance. As a
kind of serum albumin, bovine serum albumin (BSA) has the
advantages of medical importance, low cost, ready availability,
and unusual ligand-binding properties. Bovine and human serum
albumin tertiary structures are 76% similar, and the results of all
studies are consistent with the fact that human and bovine serum
albumin are homologous proteins (3).
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Oxytetracycline (OTC), the structure of which is shown in the
inset of Figure 1, is widely used for the therapy of infectious
diseases of animals in intensive farming systems and aquaculture
due to its broad-spectrum antibiotic activity (6 —9). Because of its
low bioavailability (10), only a fraction of the ingested OTC is
metabolized in the animals, and the residual OTC is excreted and
released into soils, surface water, and groundwater, bringing
significant environmental problems (/0, /7). The effect of OTC
contamination on human health has aroused worldwide attention
and research on the toxicity of OTC at the whole organism level
(10—12), organ level (13), and cellular level (/4). The interaction
between OTC and serum albumin at the molecular level by using
spectroscopic methods (/5—18) has also been studied, but the
inner filter effect was not considered. For the BSA—OTC system,
the inner filter effect is caused by the absorption of the excitation
and emission wavelengths by OTC and BSA in fluorescence
experiments, which change the intensity of fluorescence spectra
of BSA, affecting the binding parameters calculated from the
fluorescence data. In addition, the binding sites of OTC to BSA
have not previously been identified. These two aspects hinder our
proper and comprehensive understanding of the interaction
between the veterinary drug OTC and BSA in vivo.

In the present work, we simulated the interaction between OTC
and BSA during blood transportation process in vitro under
physiological conditions by spectroscopic and molecular model-
ing methods. The inner filter effect was corrected before we
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Figure 1. Effect of OTC on BSA fluorescence (corrected). Conditions: BSA,
1.0 x 108 mol L™"; OTC/(10 5 mol L"), a, 0; b, 0.2; ¢, 0.4; d, 0.8; ¢,
1.2;1,1.6;9,2;h,2.4;i,2.8;],3.2;k, 3.6;1,4;m, OTC only, 4 x 10 >mol L ";
pH 7.4; T=301K.

estimated the association constants, thermodynamic parameters,
number of binding sites, binding forces, and energy transfer
distance of the interaction between OTC and BSA. The specific
binding site of OTC on BSA was investigated. The effect of OTC
on the microenvironment and conformation of BSA was also
discussed. The study provides accurate and full basic data for
clarifying the binding mechanisms of OTC with serum albumin in
vivo and is helpful for understanding its effect on protein function
during the blood transportation process and its toxicity in vivo.

MATERIALS AND METHODS

Reagents. BSA (Sinopharm Chemical Reagent Co., Ltd.) was dis-
solved in ultrapure water to form a 1.0 x 10~> mol L™ solution and then
stored at 0—4 °C and diluted as required. A stock solution of OTC (1.0 x
107° mol L™") was prepared by dissolving 0.0461 g of OTC (Beijing
Shanglifang Joint Chemical Technology Research Institute) in 100 mL of
water. Hydrochloric acid solution (1:1, 0.5 mL) was used to promote
dissolution. Phenylbutazone (PB), flufenamic acid (FA), and digitoxin
(TCI-GR, Tokyo Chemical Industry Co., Ltd., Japan) were dissolved in
ethanol to form a 1.0 x 107> mol L' solution, which was used to
determine the binding sites of OTC at BSA. A 0.2 mol L™" mixture of
phosphate buffer (mixture of NaH,PO,4-2H,0 and Na,HPO,- 12H,0, pH
7.4) was used to control the pH. Ultrapure water was used throughout the
experiments.

Fluorescence Measurements. All fluorescence spectra were recorded
on an F-4600 spectrofluorometer (Hitachi, Japan). To each of a series of
10 mL test tubes were successively added 1.0 mL of 0.2 mol L™" phosphate
buffer (pH 7.4), 1.0mL of 1.0 x 10~>mol L' BSA, and different amounts
of 1.00 x 10~* mol/L stock solution of OTC. After equilibration for
20 min, the fluorescence spectra were then measured (excitation wavelength
at 278 nm and emission wavelengths of 290—450 nm). The excitation and
emission slit widths were set at 5.0 nm. The scan speed was 1200 nm/min.
Photo multiplier tube (PMT) voltage was 700 V. The synchronous fluores-
cence spectra were measured at Ao, = 250 nm, AL = 15nm,and A4 = 60 nm.

UV—Visible Absorption Measurements. The absorption spectra
were recorded on a UV-2450 spectrophotometer (Shimadzu, Kyoto,
Japan) equipped with 10 mm quartz cells. Slit width was set at 2.0 nm.
The wavelength range was 200—450 nm.

Circular Dichroism (CD) Measurements. CD spectra were collected
from 200 to 260 at 0.2 nm intervals on a JASCO J-810 CD spectrometer
using a quartz cell with a path length of 10 mm. The scanning speed was set
at 200 nm/min. Three scans were made and averaged for each CD spectrum.

Molecular Modeling Study. Docking calculations were carried out
using Docking Server. The MMFF94 force field (/9) was used for energy
minimization of the ligand molecule (OTC) using Docking Server.
Gasteiger partial charges were added to the ligand atoms. Nonpolar
hydrogen atoms were merged, and rotatable bonds were defined.
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Docking calculations were carried out on a BSA protein model, which
was modeled with CPHmodels (20). Essential hydrogen atoms, Kollman
united atom type charges, and solvation parameters were added with the
aid of AutoDock tools (27). Affinity (grid) maps of 20 x 20 x 20 A grid
points and 0.375 A spacing were generated using the Autogrid pro-
gram (27). The AutoDock parameter set- and distance-dependent di-
electric functions were used in the calculation of the van der Waals and
electrostatic terms, respectively.

Docking simulations were performed using the Lamarckian genetic
algorithm (LGA) and the Solis and Wets local search method (22). Initial
positions, orientations, and torsions of the ligand molecules were set
randomly. Each run of the docking experiment was set to terminate after a
maximum of 250,000 energy evaluations. The population size was set to
150. During the search, a translational step of 0.2 A and quaternion and
torsion steps of 5 were applied.

RESULTS AND DISCUSSION

Characterization of the Binding Interaction of OTC with BSA by
Fluorescence Measurements Based on the Elimination of the Inner
Filter Effects. Although there have been some studies on the
interaction between OTC and BSA by fluorescence technique
(15—18), the inner filter effect was not considered. In this study,
we eliminated the inner filter effect for all of the fluorescence and
synchronous fluorescence results to obtain accurate data. To
eliminate the inner filter effects of BSA and OTC, absorbance
measurements were performed at excitation and emission wave-
lengths of the fluorescence measurements. The fluorescence
intensity was corrected using the equation (23)

Feor = oble(AﬁAz)/2 (1)
where F.., and Fg, are the fluorescence intensity corrected and
observed, respectively, and 4; and 4, are the sum of the absor-
bance of BSA and OTC at excitation and emission wavelengths,
respectively.

Influence of OTC Concentration on the BSA Fluorescence
Intensity. The fluorescence of BSA is quenched by OTC as seen
in Figure 1. Furthermore, a small blue shift was observed with
increasing OTC concentration, which suggests that the fluores-
cence chromophore of BSA was placed in a more hydrophobic
environment after the addition of OTC (24).

Quenching mechanisms include static and dynamic quench-
ing (25). To confirm the quenching mechanism, the fluorescence
quenching data were analyzed according to the Stern—Volmer
equation (26)

o 1y Kh[Q) = 14 kgnolQ) 2)

F
where Fy and F are the fluorescence intensities in the absence and
presence of the quencher, respectively. Ksy is the Stern—Volmer
quenching constant, [Q] the concentration of the quencher, &, the
quenching rate constant of the biological macromolecule, and 7,
the fluorescence lifetime in the absence of quencher.

The Stern—Volmer plots before and after correction are shown
in Figure 2a. It can be seen that the plot before correction was not
linear, so the Stern—Volmer equation cannot be used to calculate
Kgy and kg. After correction with eq 1 to remove the inner filter
effect, the plot shows results that agree with the Stern—Volmer
equation (eq 2). The Stern—Volmer plots for the quenching of
BSA by OTC at two different temperatures are shown in
Figure 2b. The quenching type should be single static or dynamic
quenching. Because higher temperature results in larger diffusion
coefficients, the dynamic quenching constants will increase with
increasing temperature. In contrast, increased temperature is
likely to result in decreased stability of complexes, and thus the
static quenching constants are expected to decrease with increasing
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Figure 2. (a) Stern—Volmer plots for the quenching of BSA by OTC at
301 K before and after correction; (b) Stern—Volmer plots for the quench-
ing of BSA by OTC at different temperatures (corrected). Conditions: BSA,
1.0 x 1075 mol L™"; pH 7.4.

temperature (27). The maximum scatter collision quenching
constant of various quenchers with the biopolymer was 2.0 x
10" L mol™'s ~' (4). In this paper, Ksy and kq at two different
temperatures are listed in the Supporting Information, Supple-
mental Table 1. The Kgy values decreased with increasing
temperature, and kq was >2.0 x 10" L mol™"s™". These results
indicate that the quenching was not initiated from dynamic
collision but from the formation of a complex.

Association Constants and Number of Binding Sites. For the
static quenching interaction, when small molecules bind indepen-
dently to a set of equivalent sites on a macromolecule, the binding
constant (K,) and the number of binding sites (1) can be
determined by the equation (5)

(Fo—F)

1
EF

= lgK,+nlg[Q] (3)
where F, F, and [Q] are the same as in eq 2. According to eq 3,
values of nand K, (shown in Table 1) at physiological pH 7.4 were
calculated. The number of binding sites # approximately equals 1,
indicating that there is one binding site in BSA for OTC during
their interaction.

Thermodynamic Parameters and Binding Forces. The acting
forces between small organic molecules and biomolecules include
hydrogen bonds, van der Waals interactions, electrostatic forces,
and hydrophobic interaction forces. If the temperature changes
little, the reaction enthalpy change (AH®) is regarded as a
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Table 1. Binding Constants and Relative Thermodynamic Parameters of the
OTC—BSA System

T K, AR AS° AG°
(K) (x10*Lmol™") n R (kmol™) @mol"K™) (kdmol™")

287 1.79
301 1.21

0.96 0.9981 —23.366
095 099869 20089 11.418 —2352

2Ris the correlation coefficient for the K, values.

constant. The interaction parameters can be calculated on the
basis of the van’t Hoff equation

()G

and thermodynamic equations

AG® = AH°—TAS° = —RT In K, (5)

where (K,); and (K,), are the binding constants at 77 and 7>. R is
the universal gas constant. AG® and AS° are the free-energy
change and the entropy change of the binding reaction, respec-
tively.

If AH <0 and AS <0, van der Waals’ interactions and hydro-
gen bonds play major roles in the binding reaction. If AH >0 and
AS > 0, hydrophobic interactions are dominant. Electrostatic
forces are more important when AH <0 and AS > 0 (27). The
calculated thermodynamic parameters and K, values for the
binding interaction between OTC and BSA are listed in Table 1.
The negative AH® and positive AS® indicated that electrostatic
forces play the major role during the interaction. Because under
the experimental conditions used the pH (7.4) is much greater
than the isoelectric point of BSA (4.7), BSA is negatively charged.
OTCisalso negatively charged at pH 7.4 (28). Although BSA and
OTC™ are both negatively charged, OTC™ can interact with the
positively charged amino acid residues of BSA through electro-
static forces (29). In addition, the negative sign of AG® indicates
the binding of OTC with BSA is spontaneous (27).

Energy Transfer between OTC and BSA. According to the
Forster’s dipole—dipole nonradiative energy transfer theory (30),
energy transfer from one molecule (donor) to another molecule
(acceptor) will happen under the following conditions: (a) the
energy donor can produce fluorescence; (b) the absorption
spectrum of the receptor sufficiently overlaps with the donor’s
fluorescence emission spectrum; (c) the distance between the
donor and the acceptor is <8 nm (37). The following equation
can be used to calculate the efficiency (E) of energy transfer
between the donor and acceptor (32):

F RS

EF = 1——:—
Fo  R§+r9

(6)
Ineq 6, ris the distance between the donor and acceptor and R is
the critical distance when the transfer efficiency is 50%, which can
be calculated by the equation

RS =879 x 107 K*n~*¢J (7)

where K? is the orientation factor related to the geometry of the
donor—acceptor dipole, 7 is the refractive index of the medium, ®
is the fluorescence quantum yield of the donor, and J expresses
the degree of spectral overlap between the donor emission and the
acceptor absorption, which can be calculated by the equation (5)

[ F(R)e(R)A* dA

R AT

®)
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Figure 3. Overlap of the absorption spectra of OTC (a) with fluorescence
emission of BSA (b) (corrected). Conditions: c(OTC) = ¢(BSA) = 1.0 x
10 mol L.

where F(4) is the fluorescence intensity of the donor at wavelength
range A and (1) is the molar absorption coefficient of the acce-
ptor at wavelength A. Here the donor and acceptor were BSA and
OTC, respectively. The overlap of the absorption spectrum of
OTC and the fluorescence emission spectrum of BSA is shown in
Figure 3. J can be evaluated by integrating the spectra in Figure 3
according to eq 8. For BSA, K> = 2/3, n = 1.336, and ® =
0.15 (5). According to eqs 6—8, the following parameters are
obtained: J = 1.480 x 10~"*cm® L mol ™!, Ry = 2.69nm, E =
0.0904, and r = 3.95 nm. The donor (tryptophan residues of the
BSA) to acceptor (OTC) distance was < 8 nm, indicating that the
energy transfer from BSA to OTC occurred with high probability.
However, the most important aspect that should be noted is that
the distance calculated here is actually the average value between
the bound OTC and the two tryptophan residues in BSA (33). The
results were in accordance with conditions of Forster theory of
nonradioactive energy transfer and indicated again a static quench-
ing between OTC and BSA.

In summary, after elimination of the inner filter effect, we obtain
accurate data of the interaction of OTC with BSA including the
quenching rate constant, the association constant, the number of
binding sites, the thermodynamic parameters, and the average
distance between the bound OTC and the two tryptophan residues
in BSA, which is different from previous studies (/5 —18) (seen in
the Supporting Information, Supplemental Table 2).

Identification of the Specific Binding Sites on BSA. Similar to
human serum albumin (HSA), the heart-shaped BSA consists
of three homologous a-helical domains (I—IIT). Each domain
contains two subdomains (A and B) (seen in the Supporting
Information, Supplemental Figure 1). BSA protein model was
modeled with CPHmodels. The principal regions of ligand
binding sites of albumin are located in hydrophobic cavities in
subdomains ITA and ITIA (34). Many ligands bind specifically to
serum albumin, for example, warfarin and phenylbutazone for
site I (subdomain ITA), flufenamic acid (FA) and ibuprofen for
site IT (subdomain IITA), and digitoxin for site III (35). Table 2
shows the changes in fluorescence of OTC bound to BSA on the
addition of other drugs. OTC was not significantly displaced by
phenylbutazone or by digitoxin. However, flufenamic acid
(subdomain IIIA) gave a significant displacement of OTC,
suggesting that OTC’s binding site on BSA is subdomain IITA.
OTC™ can bind with the positively charged amino acid residues of
the subdomain ITIA of BSA through electrostatic forces.

To further define the binding site, considering the nearby
positively charged amino acid residues (Arg, Lys, and His) as a
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Table 2. Effects of Site Probe on the Binding Constant of OTC to BSA

K (without the site probe) K (with PB) K (with FA) K (with Dig)
(10* L mol ™) (10*Lmol™  (10*Lmol™"  (10*L mol™")
1.21 1.20 0.27 1.14

Figure 4. Positive charged amino acid residues (Arg, Lys, and His) of the
subdomain IlIA of BSA viewed from different perspectives.

group (Figure 4), we divide the positively charged amino acid
residues of the subdomain IIIA of BSA into eight groups (1—38)
(Table 3). The surface area (36) and the evolutionary conserva-
tion (37,38) of the group residues, the distance between the group
residues and Trp in BSA, were investigated. For the evolutionary
conservation evaluation, nine grades were assigned. A higher
grade indicates higher conservation of the residues, which in-
creases the likelihood of the region as the binding site (39). The
ideal positively charged amino acid residues that bind with OTC™
should satisfy with the following conditions: (1) sufficient surface
area (40); (2) the distance between residues and the two Trp
residues of BSA should include the calculated 3.95 nm; (3) high
evolutionary conservation scores. According to the conditions,
the excluded items are marked with bold italic in Table 3. It can be
seen from Table 3 that the most likely binding sites are group 1,
followed by group 2, and then group 3.
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Table 3. Accessible Surface Area, Distance between Residues and Trp of BSA, Evolutionary Conservation Scores of the Positive Charged Residues of Subdomain

IlIA of BSA, and Estimated Free Energy of OTC Binding with Possible Binding Sites

distance between residues and Trp of BSA (A)

possible positive charged residues  accessible surface evolutionary conservation  estimated free energy
binding sites of subdomain Il1A area (A% Trp-237 Trp-158 scores of residues of binding (kcal/mol)
1 Arg 433 78.15 30.86 42.33 grade 6 —3.33
Arg 436 54.95 32.68 45.01 grade 5
Lys 437 29.79 30.88 44.06 grade 7
2 Lys 495 68.95 25.31 43.74 grade 2 —2.82
Lys 498 132.59 21.55 4277 grade 7
3 Lys 412 90.97 24.98 42.77 grade 8 —2.91
Lys 463 73.38 2317 34.28 grade 0
Arg 468 45.39 18.55 35.54 grade 4
4 His 487 16.87 24.92 34.28 grade 6 —2.47
Lys 489 193.89 27.96 35.8 grade 3
5 Arg 507 12.60 14.47 38.11 grade 9 —1.90
6 Lys 420 171.24 35.04 42.46 grade 2 —2.03
7 Arg 508 27.40 15.38 37.95 grade8 188.08
8 Arg 451 21.87 28.28 30.51 grade 2 6.15
Lys 455 51.57 25.51 28.84 grade 3
Arg 459 80.19 23.07 29.43 grade 3
Arg 482 65.88 18.95 27.75 grade 5

To confirm the results obtained above, molecule docking was
employed by setting the simulation box to the different likely
binding sites (groups 1—8). The energy-ranked results of each site
are shown in Table 3. Group 1 has the lowest free energy of
binding, confirming the result that OTC™ interacts with group 1.
As shown in Figure 5, there is electrostatic interaction between
Arg 433 and the oxygen atoms at positions 19 and 22. The
electrostatic interaction also exists between Arg 436 and the
oxygen atoms at positions 20 and 23. The carbon atoms at
positions 2, 16, and 17 have hydrophobic interactions with Ala
429, Pro 516, and Pro 516, respectively. Hydrogen bonding and
other forces also exist, but the electrostatic forces play a major
role in the binding of OTC™ to BSA.

Investigation of BSA Conformation Changes. To explore the
effect of OTC on the conformation changes of BSA, UV—vis
absorption spectra, CD, and synchronous fluorescence measure-
ments were performed.

UV—Vis Absorption Spectra Studies. UV—vis absorption
spectroscopy technique can be used to explore the structural
changes of protein and to investigate protein—ligand complex
formation. The UV—vis absorption spectra of BSA in the
presence and absence of OTC are shown in Figure 6. BSA has
two absorption peaks. The strong absorption peak at about
208 nm reflects the framework conformation of the protein (47).
The weak absorption peak at about 279 nm appears to be due to
the aromatic amino acids (Trp, Tyr, and Phe) (42). With gradual
addition of OTC to BSA solution, the intensity of the peak at
208 nm decreases and red shifts and the intensity of the peak at
279 nm also decreases. The results indicate that the interaction
between OTC and BSA leads to the loosening and unfolding of
the protein skeleton and increases the hydrophobicity of the
microenvironment of the aromatic amino acid residues (43).

Synchronous Fluorescence. Synchronous fluorescence spec-
troscopy can give information about the molecular environment
in the vicinity of chromophores. The spectrum is obtained
through the simultaneous scanning of the excitation and emission

Figure 5. (a) Binding mode between OTC™ and BSA; (b) 2D structure of
OTC™ with atom numbers; (¢) binding mode between OTC™ and the
interacting residues of BSA. The atoms of OTC™ are color-coded as
follows: O, red; N, blue; C, gray; H, white. The subdomains of BSA are
color-coded as follows: green, IllA; magenta, IlIB; blue, I1A; yellow, 1B;
gray, IB.

monochromators while maintaining a constant wavelength interval
between them. When the wavelength intervals (A1) are stabi-
lized at 15 or 60 nm, synchronous fluorescence gives the char-
acteristic information of tyrosine residues or tryptophan residues,
respectively (44).
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Figure 7. Synchronous fluorescence spectra of BSA (corrected):
(a) A =15 nm; (b) A4 = 60 nm. Conditions: BSA, 1.0 x 10 % mol L™";
OTC/(10 °molL™"),1,0;2,0.5;3,1;4,15;5,2,6,25;7,3;8,35,9,4;
T=301K.

The synchronous fluorescence spectra of BSA with various
amounts of OTC in Figure 7a show that the emission peaks do not
shift over the investigated concentration range, which indicates
that OTC has little effect on the microenvironment of the tyrosine
residues in BSA. In Figure 7b, the emission maximum of tryptophan
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Figure 8. CD spectra of BSA and BSA—OTC system. Conditions: BSA,
2.0 x 1077 mol L™": molar ratios of OTC to BSA, a, 0:1; b, 1:1; ¢, 2.5:1;
pH7.4; T=301K.

residues shows a slight blue shift (from 278.6 to 277.6 nm), which
indicates that the conformation of BSA was changed such that the
polarity around the tryptophan residues decreased and the hydro-
phobicity was increased (45).

Circular Dichroism. To ascertain the possible influence of
OTC binding on the secondary structure of BSA, CD measure-
ments were performed in the presence of different OTC concen-
trations (Figure 8). The CD spectra of BSA exhibited two negative
bands in the ultraviolet region at about 208 and 222 nm, which is
characteristic of the o-helix of proteins (46). The a-helical
contents of BSA in the absence and presence of OTC were
calculated from eqs 9 and 10:

observed CD (mdeg)

MRE =
Cpnl x 10

©)

In eq 9 Cp is the molar concentration of the protein, n is the
number of amino acid residues (574), and / is the path length of
the cell (1 cm).

. — MRE;s — 4000

a-helix (%) = 33000 4000 % 100 (10)
In eq 10 MRE,g is the observed MRE value at 208 nm, 4000 is
the MRE where the 5-form and random coil conformation cross
at 208 nm, and 33000 is the MRE value of a pure a-helix at 208
nm. With the addition of OTC to BSA (1:1 and 2.5:1), the a-
helicity decreased from 59.56% in free BSA to 57.76 and 55.27%,
respectively. The decrease of o-helix content indicates that the
binding of OTC with BSA induces some conformational changes
in BSA (9), which may affect the physiological functions of BSA.
As mentioned above, the binding of OTC can lead to the
loosening and unfolding of the protein skeleton and increases the
hydrophobicity of the microenvironment of the tryptophan
residues of BSA. The a-helix of the secondary structure of BSA

decreased due to the binding of OTC.

ABBREVIATIONS USED

OTC, oxytetracycline; BSA, bovine serum albumin; PB, phenyl-
butazone; FA, flufenamic acid; CD, circular dichroism.
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