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ABSTRACT

Histidyl tags of variable length at the carboxy and amino
termini of the ASYQDL sequence have been added. The
hexapeptide has been chosen for its predicted low propensity
to assume a preferred conformation in solution. The NMR
data indicate the presence in solution of different folded
conformations for two histidyl derivatives of the hexapeptide
upon additions of the Ni(II) ion. Thus, presence of four or five
histidines located at the extremities of an unfolded peptide
seems not to be suitable for a structural ordering inducible by
the metal ion to trigger specific biological functions.
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INTRODUCTION

Histidyl tags are routinely used to purify recombinant proteins, due
to the high affinity of the imidazyl ring of histidine towards the Ni(II)
metal ion. The histidine avidity for this metal ion can be exploited to
induce particular folding patterns to specific peptide sequences for a
rationale drug design. This goal is already achieved in various ways, e.g.,
with cystine bridge formation of cyclic analogs or with the covalent
bonding in the sequence of templates and modified amino acids'. The fact
that linear peptides exhibit both a high capability of metal ion com-
plexation® and a low folding propensity® suggests a possible strategy for
the reversible and controllable induction of a particular structure in the
presence of specific ions.

In the present report the high affinity of the histidyl residue towards
the nickel(IT) ion* has been exploited as a possible peptide folding engine.

MATERIALS AND METHODS

The sequencess HHHHASYQDLHHHHand HHHHH
ASY QDLHHH H H, henceforth called respectively Igh4 and Igh5,
were synthesized with a solid phase automatic synthesizer (Syro, Multi-
SynTech, Bochum, Germany) using standard reaction cycles with FMOC
chemistry and DIC/HOBT activation. The FMOC group was cleaved with
a 40% (v/v) piperidine solution in DMF. The peptides were cleaved from
the resin and deblocked using a cleavage cocktail consisting of 88% (v/v)
TFA, 6% phenol, 2% triisopropylsilane and 4% water then purified by
gradient RP-HPLC on a Vydac semi-prep C18 column (1.0 x 25 cm). The
mobile phase solvents were water containing 0.1% (v/v) TFA and me-
thanol. A linear gradient from 0% to 100% of methanol in 30 min was
applied. Peptide identity was confirmed by amino acid analysis using
PICO TAG model 510 (Waters, Milford, MA) and by NMR spectroscopy.
2 mg of each peptide were dissolved in 0.5 ml of DMSO-d¢ and the proton
chemical shifts were referred to the solvent isotopic impurity (2.5 ppm).
The additions of nickel were carried out mixing a solution (1M) of NiCl,
in DMSO-d, up to a peptide:nickel ratio of 1:5. All the '"H NMR spectra
were acquired at 300°K using a Bruker AMX 600 equipped with SGI
workstation.

All the NMR data were processed and analyzed with SwaN-MR
3.4.8°. For each peptide a 1D proton NMR spectrum was recorded using a
spectral width of 10 ppm and 32K data points. For the various peptides
two-dimensional TOCSY experiments with a mixing time of 70 ms were
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carried out to assign the resonances within each spin systems. NOESY
spectra with a mixing time of 120ms were then acquired on the peptide
sample for the sequence specific assignment and the detection of dipolar
couplings. A total of 512 block were collected in t; with 1024 data points
and 64 scans in t,, over a spectral width of 7KHz in both dimensions. A

Table 1. 'H Chemical Shifts (ppm) of Igh4 Measured at 600 MHz in DMSO and at
300°K
Res NH oH BH Others
HI b 4.15 3.09 eHadHa
(b) 4.31) (3.25) (eH a 0H 9.09)
H2 8.91 4.67 a eHadHa
(9.11) (4.68) (3.09, 3.17) (eH 7.44 H 9.00)
H3 8.43 4.57 a eHadHa
(8.86) (4.63) (3.05, 3.14) (eH 7.39 &H 9.00)
H4 8.40 4.59 a eHadHa
(8.53) (4.63) (3.06, 3.15) (eH a 6H 9.00)
AS 8.28 4.34 1.20
(8.31) (4.34) (1.28)
S6 8.18 4.32 3.57
(8.16) (4.32) (3.55, 3.61)
Y7 7.91 4.48 2.71, 2.95 SH 6.99 €H 6.62
(7.93) (4.56) (2.74, 2.97) (6H 6.97 €H 6.62)
Q8 8.22 4.24 1.72, 1.87 vCH 2.10, 2.10
eNH2 7.26, 6.83
(8.16) (4.23) (1.75, 1.88) (YCH 2.13, 2.13)
(eNH2 7.28, 6.84)
D9 8.19 4.57 2.54,2.72 @
(8.23) 4.57) (2.57, 2.75)
L10 7.88 4.20 1.35, 1.43 vH 1.35 8CH3 0.77, 0.84
(7.83) (4.22) (1.38, 1.54) (yH 1.38 3CH3 0.76, 0.82)
HI11 8.14 4.51 a e¢H a dHa
(8.18) (4.57) (3.05, 3.14) (eH 7.33 8H 9.00)
HI2 8.25 4.58 a eHadHa
(8.37) (4.59) (3.01, 3.13) (eH 7.38 6H 9.00)
HI13 8.43 4.56 a eHadHa
(8.57) (4.60) (3.006, 3.15) (eH 7.38 8H 9.00)
H14 8.44 4.50 a eH a Ha
(8.52) (4.53) (3.03, 3.16) (eH 7.28 8H 9.00)

Chemical shifts are given from the DMSO signal at 2.5 ppm; the resonance positions
of the peptide protons in the presence of nickel are given in parenthesis. a:

overlapped signal; b: unassigned signal.
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Table 2. 'H Chemical Shifts (ppm) of Igh5 Measured at 600 MHz in DMSO and at

300°K
Res NH oH fH Others
H1 b 4.18 a ¢eH adH a
b (4.26) (a (eHaodH)a
H2 8.92 4.65 2.97, 3.10 ¢H 7.28 6H 8.97
(9.02) (4.66) (3.04, 3.15) (eH 7.40 6H 8.97)
H3 8.77 4.63 2.95, 3.09 e¢H 7.28 8H
(8.82) (4.62) (3.03, 3.13) (esH a dH 8.97)
H4 8.53 a a eH 7.29 6H a
(8.53) (4.63) (3.01, 3.10) (esH a dH 8.97)
H5 8.44 4.59 3.00, 3.09 ¢H adH a
(8.47) (4.59) (3.02, 3.11) (¢eH a dH 8.97)
A6 8.31 4.32 1.19
(8.29) (4.31) (1.20)
S7 8.20 4.31 3.54
(8.17) (4.30) (3.54, 3.59)
Y8 7.95 4.45 2.68,2.93 6H 6.99 ¢H 6.59
(7.91) (4.46) (2.70, 2.95) (0H 6.97 €H 6.61)
Q9 8.24 4.22 1.72, 1.85 vyCH 2.09, 2.09
eNH2 7.28, 6.81
(8.18) (4.22) (1.74, 1.87) (yCH 2.12, 2.12)
(eNH2 7.26, 6.83)
D10 8.25 4.54 2.52,2.69
(8.22) (4.56) (2.56, 2.71)
L1l 7.87 4.19 1.37, 1.52 vyH 1.37 8CH3 0.75, 0.80
(7.84) (4.19) (1.40, 1.54) (YH 1.40 56CH3 0.76, 0.81)
HI2 8.15 4.51 2.91, 3.06 ¢H 7.26 6H
(8.15) (4.54) (2.97, 3.11) (eH 7.31 8H 8.95)
H13 a a a ¢HaodHa
(8.28) (4.59) (3.00, 3.12) (eH 7.33 8H 8.97)
H14 a a a ¢H adH a
(8.54) (4.59) (3.01, 3.10) (eH a dH 8.97)
HI15 a a a ¢eH adH a
(8.58) (4.59) (3.03, 3.11) (eH a dH 8.97)
H16 8.47 4.51 2.96, 3.10 eH 7.29 6H a
(8.52) (4.50) (3.01, 3.14) (eH 7.31 6H 9.8.97)

See comments of Table 1.
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90-degree shifted sinebell function was applied using 1024 points in the t,
dimension. In the t; dimension the same function was imposed on 512
points with a shift of 90 degrees. Zero filling was applied before the 2D
Fourier transform to end up with a final matrix size of 2048 x 2048 real
points. Interproton distance constraints for structural calculation were
derived from the NOESY experiments. For the temperature dependence
study of chemical shifts, COSY magnitude spectra were recorded. Distance
restraints were defined from NOE intensities using the intra-residue Hg-Hpg
dipolar coupling of the aspartyl residue as a calibration interproton
distance.

A total of 100 structures for each peptide was generated using the
DYANA 1.5 distance geometry protocol® and the experimental constraints,
followed by 10,000 cycles of energy minimization. The conformational
contribution of the metal ion was incorporated in the DYANA calculation
by modifying the software library with the insertion of a histidyl residue
where the Ne is coordinated with a Ni(II) at an internuclear distance of
2A%*. For both peptides, a converged group of 30 refined structures was
identified, on the base of their lowest NOE violations. MOLMOL 2.5.1 was
used as graphic program’.

RESULTS AND DISCUSSION

The 1lggh4 and Iggh5 sequences were submitted to two remote ser-
vers®?, to check for possible intrinsic folding properties of the peptides.
This feature, indeed, could interfere with the efforts of obtaining folded
conformations only due to the addition of histidyl residues at the N and C
termini. In both cases the obtained Chou-Fasman and GOR IV predic-
tions indicated very low probabilities for helices, strands and turns, sug-
gesting an extensive conformational equilibrium in solution for the two
peptides.

Then, a structural study of Iggh4 and Iggh5 was performed with NMR
techniques in DMSO, in the presence and in the absence of the Ni(II) ion.

Table 3. The Temperature Coefficients of NH Protons of the Central Fragment of
lgh4 and 1gh5 (Values Are Given in ppb)

A S Y Q D L
Igh4 4.7 5.7 23 5.7 5.5 48
IghS 3.5 45 1.3 4.2 4.2 3.2

Copyright © Marcel Dekker, Inc. All rights reserved.
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The organic solvent was preferred to water as it ensured suitable peptide
solubility.

As a first remark, the possibility of obtaining NMR spectra of the five
peptides in the presence of the metal ion totally depended on the pH of the
water solution before the peptide lyophilization. In facts, a memory of the
protonation, which was reached in the aqueous medium, is maintained in the
organic solvent. From peptides lyophilized from neutral or basic solutions no
proton resonance can be observed, due to the formation of paramagnetic
complexes with a stable octahedral coordination of the Ni(IT) ion'’. Thus, a pH
equal to 5.5 is the highest reachable one, before the NMR signals dis-
appearance. In these experimental conditions, where the presence of the metal
ion determines only small non-selective broadening of the proton signals, the
conformational changes, due to the formation of diamagnetic metal complexes,
are investigated.

In Tables 1 and 2, the proton chemical shifts of the two peptides, in the
absence and in the presence of the metal ion, are reported. Scalar coupling
constants could not be measured due to the broadening induced by the
presence of Ni(II).

A conformational equilibrium for Igh4 and Igh5 seems to be suggested
by the small chemical shift variations induced by the presence of the metal
ion. The similar temperature coefficients of amide proton chemical shifts
measured for the two peptides, also do not indicate the finite H-bonding
pattern, which should be expected for stable folded structures. As reported
in Table 3, indeed, only for the tyrosyl amide protons some solvent shielding
could be invoked.

Proton NOESY spectra were recorded for the two analogs at
Ni(II)/peptide concentration ratios of 0, 1, 2 and 5. Since the structurally
relevant medium- and long-range Overhauser effects, shown in Fig. 1,
exhibit a linear dependence with the metal concentration, all the discussion of
the NOEs refers to the data measured at the highest [Ni*?]. It should be noted
that this feature implies a rather weak Ni(II) complexation by both peptides
in the selected experimental conditions. However, the fact that many med-
ium-range and several long-range NOEs only in the presence of the metal ion
can be measured, is diagnostic of some induced peptide folding.

The NOE data were used as constraints for the molecular dynamic
calculations. The results can be summarized in the following way: i) ex-
tensive conformational equilibrium may be suggested for the two peptides in
the absence of the metal ion, in agreement with the results of the predictive
methods, ii) the presence in solution of Ni(II) reduces significantly the
conformational space available for 1gh4 and IghS5, but a poor convergence
towards a few predominant structures of is obtained. This finding is most
likely due to the abundance of potential metal ligands in both peptides, i.e. 8

Copyright © Marcel Dekker, Inc. All rights reserved.
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or 10 histidyl residues, which allows many alternative ways of metal
complexation.

ACKNOWLEDGMENTS

NN and PN thank the Italian C.N.R (Progetto Finalizato Biotecno-

logie), MURST (PRINO97 Biologia Strutturale and PRIN98 Peptidi Med-
iatori) and the University of Siena for financial supports.

11.

REFERENCES

De Grado, W.F. Design of Peptides and Proteins. Adv. in Protein
Chem. 1988, 39, 51—68.

Ueda, J.; Ozawa, T.; Miyazaki, M.; Fujiwara, Y. SOD-like Activity of
Complexes of Nickel(II) Ion with some Biologically Important Pep-
tides and Their Novel Reactions with Hydrogen peroxide. Inorg.
Chim. Acta 1993, 214, 29-32.

Huber, C.; Wichtershiuser, G. Peptides by Activation of Amino Acids
with CO on (Ni,Fe)S Surfaces: Implications for the Origin of Life.
Science 1998, 281 (5377), 670—672.

Walsh, C.T.; Orme-Johnson, W.H. Nickel Enzimes. Biochemistry
1987, 26 (16), 4901—4905.

Balacco, G. SwaN-MR a Complete and Expansible NMR Software
for the Machintosh. J. Chem. Inf. Comput. Sci. 1994, 34, 1235—1241.
Guntert, P.; Mumenthaler, C.; Wiithrich, K. Torsion Angle Dynamics
for NMR Structure Calculation with the New Program DYANA. J.
Mol. Biol. 1997, 273 (1), 283—298.

Koradi, R.; Billeter, M.; Wiithrich, K. MOLMOL: A Program for
Display and Analysis of Macromolecular Structures. J. Mol. Graphics
1996, 74, 51-55.
http://www.sdsc.edu/ResTools/biotools/biotools9.html
http://bmerc-www.bu.edu/psa/

Bencini, A.; Gatteschi, D. ESR Spectra of Metal Complexes of the
First Transition Series in Low-Symmetry Environments. In Transition
Metal Chemistry; Dekker: New York, 1982; Vol. 9, 82—112.

Mabbs, F.E.; Collison, D. Electron Paramagnetic Resonance of d
Transition Metal Compounds. In Studies in Inorganic Chemistry;
Elsevier: New York, 1992; Vol. 16, 55-71.

Received October 13, 2000
Accepted August 15, 2001

Copyright © Marcel Dekker, Inc. All rights reserved.

MaRcEL DEKKER, INC. ﬂ
270 Madison Avenue, New York, New York 10016 o



Downl oaded At: 03:09 30 January 2011

Request Permission or Order Reprints|nstantly!

Interested in copying and sharing this article? In most cases, U.S. Copyright
Law requires that you get permission from the article’ s rightsholder before
using copyrighted content.

All information and materials found in this article, including but not limited
to text, trademarks, patents, logos, graphics and images (the "Materials"), are
the copyrighted works and other forms of intellectual property of Marcel
Dekker, Inc., or itslicensors. All rights not expressly granted are reserved.

Get permission to lawfully reproduce and distribute the Materials or order
reprints quickly and painlessly. Simply click on the "Request
Permission/Reprints Here" link below and follow the instructions. Visit the
U.S. Copyright Office for information on Fair Use limitations of U.S,
copyright law. Please refer to The Association of American Publishers
(AAP) website for guidelines on Fair Use in the Classroom.

The Materials are for your personal use only and cannot be reformatted,
reposted, resold or distributed by electronic means or otherwise without
permission from Marcel Dekker, Inc. Marcel Dekker, Inc. grants you the
limited right to display the Materials only on your personal computer or
personal wireless device, and to copy and download single copies of such
Materials provided that any copyright, trademark or other notice appearing
on such Materialsis also retained by, displayed, copied or downloaded as
part of the Materials and is not removed or obscured, and provided you do
not edit, modify, alter or enhance the Materials. Please refer to our Website

User Agreement for more details.

Order now!

Reprints of this article can also be ordered at

http://www.dekker.com/servlet/product/DOI/101081SL 120013137


http://www.copyright.gov/fls/fl102.html
http://www.publishers.org/conference/copyguide.cfm
http://www.dekker.com/misc/useragreement.jsp
http://www.dekker.com/misc/useragreement.jsp
http://s100.copyright.com/AppDispatchServlet?authorPreorderIndicator=N&pdfSource=Dekker&publication=SL&title=HISTIDYL+TAGS+AND+STRUCTURAL+STABILIZATION+OF+LINEAR+PEPTIDES&offerIDValue=18&volumeNum=35&startPage=111&isn=0038-7010&chapterNum=&publicationDate=03%2F04%2F2002&endPage=118&contentID=10.1081%2FSL-120013137&issueNum=1&colorPagesNum=0&pdfStampDate=07%2F28%2F2003+11%3A29%3A11&publisherName=dekker&orderBeanReset=true&author=Ottavia+Spiga%2C+Andrea+Bernini%2C+Maria+Scarselli%2C+Leonardo+Giovannoni%2C+Franco+Laschi%2C+Paolo+Neri%2C+Luisa+Bracci%2C+Luisa+Lozzi%2C+Neri+Niccolai&mac=Ru87dU95xX$AAwzB6bDdCQ--

