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Abstract

Electrospray Ionization Mass Spectrometry (ESI/MS) has been used to determine the association constants
(Kas) and binding stoichiometries for parent para-Sulphonato-calix[n]arenes and their derivatives with bovine serum
albumin (BSA). K, values were determined by titration experiments using a constant concentration of protein.
K, measurements were carried out in a methanol-formic acid solution. 5,11,17,23—tetra-Sulphonato-calix[4]arene
(1a) and 25-mono-(2-aminoethoxy)-5,11,17,23-tetra-Sulphonato-calix[4]arene (1d) interact strongly with BSA
showing 3 non-equivalent binding sites with Ko; = 7.69 X 10°M™, Kay = 3.85x 10°M™!, K3 = 0.33 x 10°M™!

and Ka; = 1.69 X 10°M™!, Kap = 294 x 10° M, Kas

= 0.60 x 10° M~!, respectively. The strength of the

interactions between the calixarene and BSA is inversely proportional to the size of macrocyclic ring: n = 4 >

n=6>>n=8.

Introduction

The biological activity of calix[n]arene derivatives was
first reported by Cornforth in 1957 [1], however, the
total insolubility of the simple calix[n]arene derivatives
in aqueous solution effectively blocked research in the
field. With the appearance of the para-Sulphonato-
calix[n]arenes in 1984 [2], highly water soluble molecules
became readily available and Atwood, in 1996, dem-
onstrated the activity of various para-Sulphonato-
calix[n]arene derivatives as calcium-dependent chloride
ion channel blockers [3]. Subsequently the biological
activity of the para-Sulphonato-calix[n]arenes has been
extended to include anti-thrombotic behaviour, antiviral
activity, inhibition of Lysyl Oxidase activity [4]. Re-
cently, the interaction between the para-Sulphonato-
calix[n]arenes and the prion protein has been shown to
amplify the detection limits of this protein in Western
Blot immunodetection [5]. Other water soluble ca-
lix[n]arenes have also been demonstrated to possess
biological activity, for example protein surface receptors
based on calix[4]arene with peptide loops attached [6].
Carboxylic acid calix[n]arene derivatives have been used
to solubilize, with retention of catalytic activity, the
cationic protein Cytochrome ¢ in chloroform [7].
Considerable research has been undertaken on the
complexing of amino-acids and small cationic peptides
by the para-Sulphonato-calix[n]arenes, by NMR
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titration, micro-calorimetry and RP-HPLC. As expected
complexing is generally strongest with the basic amino-
acids Lysine ( Lys) and Arginine (Arg) with association
constants in the range of 2003000 M~" [8]. For di- and
tri-peptides of Lys and Arg much stronger binding has
been reported with para-Sulphonato-calix[6]arene [9].

The serum albumins are the most abundant circula-
tory proteins, with serum concentrations of up to 40 g/l.
They are globular proteins, of around 67 kDa mass, and
have an ovoid shape of 4 X 4 X 14 nm. In solution, the
serum albumins are present as homo-dimers [10]. The
biological functions of the serum albumins include fatty
acid transport, with three known binding sites at Arg
116, Lys 350, Lys 474, cation and anion transport, as
well as acting as transporters for certain included drugs.
The protein is covered by patches of both hydrophilic
and hydrophobic zones allowing it to strongly adhere to
surfaces where it then serves as an anchoring layer for
the adhesion of other proteins.

The use of mass spectrometry for the study of the
complexing of small molecules with the serum albumins
has been demonstrated [11]. We recently reported the
use of Electrospray Mass Spectrometry for the obser-
vation of the formation of complexes between the para-
Sulphonato-calix[n]arenes and bovine serum albumin
(BSA) [12], in which we demonstrated that while non-
specific binding of up to 50 molecules of para-Sulpho-
nato-calix[4]arene with BSA occurs in solution, under
ES/MS conditions specific binding occurs. Both, the
high molecular mass of BSA, 67 kDa, and the very low
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solubility of certain of the resulting complexes rule out
the study of serum albumin-calix[r]arene complexes by
other methods. Given the high concentration of the
serum albumins in physiological fluids, for future either
in vivo or for diagnostic applications in physiological
fluids use of the para-Sulphonato-calix[n]arenes, it is of
considerable importance to obtain detailed knowledge
of this complexing. The complexing of the calix[n]arenes
by serum albumins may allow them to circulate freely
and with suitable association constants, the complexes
may act as a reservoir for the controlled release of bio-
active calix[n]arene derivatives. However, very high
association constants could effectively lead to the re-
moval of the calix[n]arenes and inhibit their activity.

Soft Ionisation mass spectrometric methods includ-
ing MALDI and Electropsray Ionisation (ESI) are
particularly well suited to the study of non-covalent
complexes of biomolecules [13] and macrocycle molecule
[14]. Three different strategies exist for the determina-
tion of association constants by ESI [15]; first, the use of
‘melting curves’ involving raising the temperature of the
analyze solution and determination of the percentage of
intact complex present, for example the analysis of
complementary DNA strands [16]. In the second ap-
proach competition experiments, third, direct titration
of a biomolecule with a ligand, or vice versa may be used
[17]. It has been clearly demonstrated by a wide body of
work that the association constants obtained by the
third method are an accurate reflection of those ob-
served in solution. However, care must be taken with
regard to two problems: first that the observed com-
plexes do not result from gas-phase cluster formation or
non-specific solution interactions and second that the
ionization efficiency of the biomolecule and complex
remain constant through the whole concentration range
of the titration experiment. Ensuring that integration of
the total peak intensity remains constant over the range
studied best solves this latter problem.

In this paper we report on the use of ESI titration
experiments to study the complexing of a series of 12
para-Sulphonato-calix[n]arene derivatives, the parent
macrocycles where n = 4, 6 or 8 and their 2-carboxy
methoxy, 2-amido methoxy and 2-amino ethoxy deriv-
atives with BSA. For the para-Sulphonato-calix[4]arene
derivatives three binding sites are observed, while for the
para-Sulphonato-calix[6]arene and para-Sulphonato-
calix[8]arene derivatives only one or two binding sites
are present. The association constants observed are in
the range from 7.46 x 10° M~ to 10° M~'. For three
calix[n]arene derivatives, K is smaller than Kx,.

Experimental
Sample preparation
BSA (fatty acid free) was purchased from Sigma and

used without further purification. The parent para-
Sulphonato-calix[n]arenes and their derivatives were

synthesized according to the literature method [18, 19]
and were purified by RP-HPLC prior to use. The mass
spectra of solutions containing the para-Sulphonato-
calix[n]arene derivatives and BSA were carried out in
CH;0H-H>O mixture (50:50; v/v) with 0.1% of formic
acid. In the titration experiments, the final concentration
of the BSA was retained constant at 5 pmol/ul. To 10 pl
of the BSA solution was added increasing volumes of
the relevant calix[n]arene derivative solution from 0 to
24 pmol/ul, the final volume was adjusted to 0.1 ml. A
mass spectrum of each sample was recorded. A mini-
mum of 15 points was required to obtain the best fit for
calculating the dissociation constant value.

ESI/MS mass spectra

All experiments were performed using a Sciex API 165
quadrupole mass spectrometer, associated with an
Electrospray Ionisation (ESI) source operating in the
positive ion mode. Compounds were introduced by
direct infusion of solutions at 5 ul/min flow rate in a
CH3;0H/H,0 (50/50, v/v) mixture containing 0.1% of
HCOOH. Mass spectra were acquired at 35 V orifice
voltage value. The scan range was set at m/z 900-2300.
Multi-charged ion spectra were deconvolved in the 64-
to 74-kDa mass range with a step-size of 1 Da and 20
iterations were summed to improve the signal to noise
ratio. Deconvolution of the raw mass spectra allows
observation and subsequent integration of peaks arising
from BSA at 66.5 kDa and peaks arising from the
complexes. The area obtained was calculated using the
digitising software UN-SCAN-IT (Silk Scientific. Inc)
and is assumed to represent the quantity of associated
calix[n]arene/protein species formed during the titration
experiment. It is assumed that the ionization response
factors of BSA and the BSA—calix[n]arene complexes are
the same.

Calculation of K4

For the calculation of the K5 values are assumed that
there are n binding sites that are not necessarily equiv-
alent, the association constants are derived as Ko = 1/
Kp, with Kp = dissociation constant :

Kpi = [P][C]/[PC] [1]
Kp, = [PC][C]/[PC] 2]
Kpn = [Pcn—l][c}/[PCn] [3]

where P is the free BSA, C is the free calix[n]arene, PC is
the 1:1 Protein—Calix[n]arene complex, PC, is the 1:2
Protein—Calix[n]arene complex and the equilibrium con-
stants can also describe # non-equivalent binding sites:

K, = [P][C]/[PC] [4]



K, = [P][C*/[PCy)] [5]

where K, = Kp; and K> = Kp; X Kp». FOllOWng the
derivation in van Holde’s Physical Biochemistry [19], the
relationship below is derived :

([P]+[PC]+[PCo]+---[PCy]) /[P]
=[C]"/(KpiKp2...Kpn)+++[C]’ /(Kpi Kp2) +[C]/ Kpi +1
[6]

The intercept will be 1 for a calix[z]arene concentration
of 0. A plot of measured ([P] + [PC] + [PC2] +
-+ [PCn]) / [P] versus added [C] has been fit to a n order
polynomial function [20].

For calculating the association constant, it was as-
sumed that the total signal response for each individual
species was proportional to the concentration of that
species in the gas phase and in solution.

Results and discussion

Among the amino-acid sequence of BSA, a total of 99
basic amino-acids (59 Lys, 23 Arg and 17 His), that
might non-specifically bind to the para-Sulphonato-ca-
lix[n]arenes by electrostatic interactions are present. The
para-Sulphonato-calix[n]arene derivatives used in this
study are given in Figure 1. We have previously shown
by "H-NMR titrations that they all bind strongly (K,
1000-2000 M™") to Lys and Arg, slightly less strongly to
His (K,ss 200-500 M™! for 1a—d, K, 500-2000 M~ for
2a-d and K, 700-2800 M~' for 3a-d), and that the
carboxylic acid derivatives 1b, 2b and 3b also bind
strongly to Asp [17]. Observed association constants
with regard to other aminoacids are generally much
lower.

In Figure 2 are given the raw mass spectra for (a)
BSA alone and (b) BSA in presence of 1b at a 1:3 ratio.
Under the positive mode ionization constants used ions
with charge ranging from 30" to 68" are observed for
BSA alone, an expansion for the range 42" to 47" is
given in 2a;. In the presence of 1b ions in the range 30 " —
68" are observed, in Figure 2b, an expanded view of the
range 45" —47" is given. Species corresponding to both
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the 1:1 BSA-1b and the 1:2 BSA-1b complexes are
clearly seen.

Deconvolution of the raw mass spectra, Figure 3a, b,
allows observation and subsequent integration of peaks
arising from BSA at 66.5 kDa, the 1:1 complex at
67.3 kDa, the 1:2 complex at 68.1 kDa and thel:3
complex at 68.9 kDa.

After integration of the total peak intensities the
values were summed over the total range of para-Sul-
phonato-calix[r]arene derivative concentrations used in
the titration experiments. A small decrease in the sum of
intensities from 1 for BSA alone to 0.95 was observed
for all the derivatives even at the lowest para-Sulpho-
nato-calix[n]arene concentration. However, the sum
then remains constant at 0.95 throughout the range of
concentrations. This small decrease in intensity is asso-
ciated with the disappearance of a small shoulder at
66.5 kDa in the BSA peak. Given this, we consider that
the condition of an equal ionization probability between
BSA and the BSA:para-Sulphonato-calix[n]arene com-
plexes is satisfied.

A typical peak intensity titration curve (BSA-1b) is
given in Figure 4. The intensity of not complexed
BSA diminishes rapidly and effectively disappears into
the experimental background noise at BSA:1b ratio
above 1:5. The peak for the 1:1 complex increases up
to a ratio of 1:3 BSA:1b, is almost constant up to a
ratio of 1:5. For comparison of the binding as a
factor of macrocycle size for 1a, 2a and 3a are given
in Figure 5.

The effective association constants were determined
using following equations: K, = 1/Kp and equation

(6):
([P] + [PC] + [PCy] + - - - [PCn]) /[P]

= [C]"/(Kp1 Kp2Kpn) + - - - [C]*/(Kp1 Kp2)
+ [C]/Kp1 + 1

where the polynomial order was taken from the num-
ber of complexes, and hence the number of binding
sites observed, Figure 6. The observed association
constants, number of binding sites, the polynomial
order and correlation constant are given in Table 1.
The maximum number of binding sites is three, for 1a
and 1d, two for 1b, 1c¢, 2¢ and 2d and one for 2a, 2b
and 3a—d.

SO,H

OR

1a-d (n=4), 2a-d (n=6), 3a-d (n=8)
R= -H (a); -OCH,COOCH (b); -OCH,CONH, (c); -OCH,CH,NH, (d)

Figure 1. Molecular structure of para-Sulphonato-calix[n]arene derivatives.
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Figure 2. View of mass spectra of BSA alone (a) and the complexing of BSA with 1b (b) at molar ratio 1:3 BSA/Calixarene before deconvolution.
View of mass spectra of BSA alone (a;) in the range from 42" to 47" and the complexing of BSA with 1b (b;) in the range from 45" to 47" at
molar ratio 1:3 BSA/Calixarene after deconvolution. At this molar ratio, BSA is present as the uncomplexed form (A) and the complexed forms

with one molecule of 1b (J) and with two molecules of 1b (O).

From Figure 5, it is apparent that the total bind-
ing of the para-Sulphonato-calix[n]arenes to BSA dec-
reases with increasing size of the macrocyclic ring,
4 > 6>> 8. This is reflected in the association con-
stants Ka; 7.69 x 10° M ™!, Kx» 3.85 x 10° M~! and K3

It is thus clear that binding of the para-Sulphonato-
calix[n]arenes to BSA occurs via specific interactions at
particular binding sites and not through non-specific
electrostatic interactions with the 99 basic amino-acids
present on the exterior of BSA.
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Figure 3. View of mass spectra of BSA alone (a) and the complexing of BSA with 1b (b) at molar ratio 1:3 BSA/Calixarene after deconvolution
At this molar ratio, BSA is present as the uncomplexed form (A) and the complexed forms with one molecule of 1b (CJ) and with two molecules of

1b (O).
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Figure 4. Plot of intensity of peaks of BSA versus the increasing concentration of 1b.
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Figure 5. Comparison of uncomplexed BSA in presence of increasing concentration of 1a, 2a and 3a.
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Table 1. Association constants values derived from ES/MS data for
the binding of parent para-Sulphonato-calix[n]arenes and its deriva-
tives to BSA

Kar (X 10°M™) Koo (x 10° M) Kaz (x 10°M7)  R?

la 7.69 3.85 0.33 0.987
1b 1.15 0.87 - 0.973
le 1.72 2.33 - 0.998
1d 1.69 2.94 0.60 0.998
2a 0.40 - - 0.965
2b 0.29 - - 0.972
2¢ 0.48 2.04 - 0.994
2d 2.08 0.48 - 0.940
3a 0.07 - - 0.945
3b 0.26 - - 0.985
3¢ 0.14 - - 0.970
3d 0.19 - - 0.980

0.33 x 10° M~ for 1a, Ka; 0.40 x 10° M~" for 2a and
Kai 0.07 x 10> M~! for 3a. With regard to the para-
Sulphonato-calix[4]arene derivatives, both the parent
molecule 1a and the 2-amino ethoxy derivative 1d
bind to three sites on BSA. The first two interactions
are strong; for la Ka; = 7.69 X 10°M™! and Ka, =
3.85x 10°M™', for 1d Ka = 1.69x 10°M~" and
Ka> = 2.94 x 10° M™!. The third interaction is much
weaker; Ka; = 0.33x 10°M™' for la and Kux; =
0.60 x 10> M~ for 1d. The 2-carboxy methoxy, deriva-
tive 1d and the 2-amido methoxy lc binding to only
two sites, here: Ka; = 1.15x 10°M™! and K, =
0.87 x 10° M~ for 1b, Ka; = 1.72x 10°M™' and
Kas = 2.33 x 10° M™! for 1c. While for 1a and 1b the
second binding constant is lower than the first, for 1c
and 1d the second binding interaction is stronger than
the first.

From the titration curves, see for example Figures 4
and 5, the different binding events are sequential in
nature. First, binding of one calix[n]arene molecule oc-
curs, when there is almost saturation of the binding of
the first molecule, interaction of the second occurs. This
suggests that for 1c and 1d, either cooperative binding at
the same site occurs or that a second stronger binding
site is made available by binding at the first site.

For 1b, 1c and 1d, the K,; values are essentially
the same; this suggests that binding probably occurs at
the same site. Also, Ka» values are similar for all four
Sulphonato-calix[4]arene derivatives, suggesting that
binding again occurs at the same site.

With respect to the para-Sulphonato-calix[6]arene
derivatives 2a and 2b only bind to one site with Ka;
values of 0.40 x 10° M~! and 0.29 x 10° M, respec-
tively. Now, 2¢ and 2d bind to two sites: for 2c
Ka; = 048 x10° M™! and Kxr = 2.04 x 10° M7,
while for 2d Ka; = 2.08 x 10° M™" and Kay = 0.48 x
10° M~". Again, from the titration curves, the binding
process is sequential.

The Ka; values for 2a, 2b and 2c are all very close,
while the K, value of 2d is essentially the same and

closely similar to the K3 values and close to Ka; or Ka»
values observed for 1a and 1d. Similarly, the K5, value
of 2¢ and the K, value of 2d are essentially the same.
This would appear to imply that the para-Sulphonato-
calix[6]arene derivatives bind to the third site of the
para-Sulphonato-calix[4]arene derivatives. For 2¢ and
2d, either the first or second binding site of the para-
Sulphonato-calix[4]arene derivatives is available.

For the para-Sulphonato-calix[8]arene derivatives,
much weaker binding occurs at only one site with Kx;
values of respectively 0.07 x 10° M~', 0.26 x 10°M ™',
0.14 x 10°M~"and 0.19 x 10° M~ for 3a, 3b, 3c and 3d.

It has been established that BSA has three sites for
anionic molecules and in particular for long chain fatty
acids, salicylate, and some sulfonamides [23]. Binding of
these anions involves, as expected, Arginine or Lysine
residues with Lys-474 being implicated in the primary
binding site, Lys-350 in the secondary site and Lys-116 in
the weakest site. The three binding sites of BSA are
present in domains I, II and III in order of increasing
affinity [24]. The results obtained for the para-Sulphonato-
calix[n]arenes in this study are hence in agreement with
previous biochemical studies of anion binding to BSA [23].

Conclusion

In conclusion, we have demonstrated the use of ESI
mass spectrometry for the study of the binding of para-
Sulphonato-calix[n]arene derivatives to the BSA. The
observed association constants are in the range 10*—
10° M™'. As has been previously noted for other organic
anions, three binding sites may be present. The strength
of binding varies inversely with the size of the para-
Sulphonato-calix[r]arenes.

References

1. J.W. Cornforth, P. D’Arcy Hart, G.A. Nicholls, R.J.W. Rees, and
J.A. Stock: Br. J. Pharmacol. 10, 73 (1955).

2. (a) S. Shinkai, K. Araki, K. Tsubaki, A. Takayuki, and M.O.
Takashi: J. Chem. Soc. Perkin Trans. 1, 11, 2297 (1987); (b)
S. Shinkai, S. Mori, K. Tsubaki, T. Sone, and M.O. Takashi:
Tetrahedron Lett. 25, 5315 (1984).

3. J.L. Atwood, R.J. Bridges, R.K. Juneja, and A.K. Singh: US
Patent 5,489,612 (1996).

4. (a) K.M. Hwang, Y.M. Qi, S.Y. Liu, T.C. Lee, W. Choy, and
J. Chen: US Patent 5,409,959 (1995), (b) S.J. Harris: PCT
Int. Appl. (1995)[], (c) E. Aubert-Foucher, A.W. Coleman, and
D.J.S. Hulmes: French patent FR 2782007 (1998).

5. A. Moussa, A.W. Coleman, P. Shahgaldian, E. Da Silva, and
A. Martin: French Patent 02/16383 (2002).

6. Q. Lin and A.D. Hamilton: Comptes Rendus Chimie. 5, 441 (2002).

7. Q. Lin, H.S. Park, Y. Hamuro, C.S. Lee, and A.D. Hamilton:
Biopolym. 47, 285 (1998).

8. (a) N. Douteau-Guével, A.W. Coleman, J.-P. Morel, and
N. Morel-Desrosiers: J. Phys. Org. Chem.11, 693 (1998); (b)
G. Arena, A. Contino, F.G. Gulino, A. Magri, F. Sansone,
D. Sciotto, and R. Ungaro: Tetrahedron Lett. 40, 1597 (1999); (c)
F. Sansone, F. Barboso, A. Casnati, D. Sciotto, and R. Ungaro:
Tetrahedron. Lett. 40, 4741 (1999); (d) N. Douteau-Guével,
A.W. Coleman, J.-P. Morel, and N. Morel-Desrosiers: J. Chem.
Soc., Perkin Trans. 2, 629 (1999); (e) O.1. Kalchenko, F. Perret,



10.

I1.

12.

13.

15.

and A.W. Coleman: J. Chem. Soc. Perkin Trans. 2, 258 (2001); (f)
0O.1. Kalchenko, E. Da Silva, and A.W. Coleman: J. Incl. Phenom.
Macrocycl. Recogn. Chem. 43, 305 (2002).

. N. Douteau-Guével, F. Perret, A.W. Coleman, J.-P. Morel, and N.

Morel-Desrosiers: J. Chem. Soc. Perkin Trans. 2, 524 (2002).

T. Peters Jr. (ed.): All About Albumin, Academic Press, Inc, Lon-
don, UK (1996).

(a) Y. Wang, M. Schubert, A. Ingendoh, and J. Franzen: Rapid
Commun. Mass Spectrom. 14, 12 (2000); (b) J. Roboz, L. Deng, L.
Ma, and J.F. Holland: Rapid Commun. Mass Spectrom. 12, 1319
(1998).

L. Memmi, A. Lazar, A. Brioude, V. Ball, and A.W. Coleman:
Chem. Commun. 23, 2474 (2001).

(a) B. Salih, and R. Zenobi: Anal. Chem. 70, 1536 (1998); (b) S.D.
Friess, J.M. Daniel, R. Hartmann, and R. Zenobi: Int. J. Mass
Spectrom. 219, 269 (2002); (c) S.S. Ray, K. Singh, and P. Balaram:
J. Am. Soc. Mass Spectrom. 12, 428 (2001); (d) S.D. Friess and R.
Zenobi: J. Am. Soc. Mass Spectrom. 12, 810 (2001); (e) T.D.
Veenstra: Biophys. Chem. 79, 63 (1999); (f) J.A. Loo: Mass Spec-
trom. Rev. 16, 1 (1997).

. (a) K. Wang and G.W. Gokel: J. Org. Chem. 61, 4693 (1996); (b)

C.A. Schalley: Mass Spectrom. Rev. 20, 253 2001, (c) M.
Przybylski, and M. O. Glocker, Chem. Int. Angew. Ed. Engl. 35,
806 (1996); (d) M.M. Stone, A.H. Franz, and C.B. Lebrilla: J. Am.
Soc. Mass Spectrom. 13, 964 (2002).

J.M. Daniel, S.D. Friess, S. Rajagopalan, S. Wendt, and R. Zen-
obi: Int. J. Mass. Spectrom. 216, 1 (2002).

18.
19.

20.

21.

22.

23.

24.

59

. (a) X. Cheng, Q. Gao, R.D. Smith, K-.E. Jung, and C. Switzer:

Chem. Commun. 747 (1996); (b) S.A. Hofstadler and R.H. Griffey:
Chem. Rev. 101, 377 (2001).

. H.-K. Lim, Y.L. Hsieh, B. Ganem, and J. Henion: J. Mass

Spectrom. 30, 708 (1995).

E. Da Silva and A.W. Coleman: Tetrahedron 59(37), 7357 (2003).
K. E. Van Holde: Physical Biochemistry, 2nd ed., Prentrice-hall,
Englewood cliffs, NJ (1985).

(a) J. Rebek, Jr.: Acc. Chem. Res. 17, 258 (1984); (b) M.J. Greig,
H. Gaus, L.L. Cummins, H. Sasmor, and R.H. Griffey: J. Am.
Chem. Soc. 117, 10765 (1995); (c) K.A. Sannes-Lowery, R.H.
Griffey, and S.A. Hofstadler: Anal. Biochem. 280, 264 (2000); (d)
N. Carte, F. Legendre, E. Leize, E. Potier, F. Reeder, J.-C.
Chottard, and A. van Dorsselear: Anal. Biochem. 284, 77 (2000);
(e) R.M. Whittal, H.L. Ball, F.E. Cohen, A.L. Burlingame, S.B.
Prusiner, and M.A. Baldwin: Protein Sci. 9, 332 (2000); (f)
T.J.D Jorgensen and P. Roepstorff: Anal. Chem. 70, 4427
(1998).

(a) S. Curry, H. Mandelkow, P. Brick, and N. Franks: Nat. Struct.
Biol. 5, 827 (1998); (b) S. Sugio, A. Kashima, S. Mochizuki, M.
Noda, and K. Kobayashi: Protein Eng. 12, 439 (1999).

J.L. Atwood, L.J. Barbour, M.J. Hardie, and C.L. Raston: Coord.
Chem. Rev. 222, 3 (2001).

T. Peters Jr.: All About Albumin. Biochemistry, Genetics and
Medical Applications, Academic Press, New York (1996).

R.G. Reed: J. Biol. Chem. 261, 15619 (1986).




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /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
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


