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Abstract: The sequential addition of water molecules to a series of small protonated peptides was studied
by equilibrium experiments using electrospray ionization combined with drift cell techniques. The
experimental data were compared to theoretical structures of selected hydrated species obtained by
molecular mechanics simulations. The sequential water binding energies were measured to be of the order
of 7—15 kcal/mol, with the largest values for the first water molecule adding to either a small nonarginine
containing peptide (e.g., protonated dialanine) or to a larger peptide in a high charge state (e.g., triply
protonated neurotensin). General trends are (a) that the first water molecules are more strongly bound
than the following water molecules, (b) that very small peptides (2—3 residues) bind the first few water
molecules more strongly than larger peptides, (c) that the first few water molecules bind more strongly to
higher charge states than to lower charge states, and (d) that water binds less strongly to a protonated
guanidino group (arginine containing peptides) than to a protonated amino group. Experimental differential
entropies of hydration were found to be of the order of —20 cal/mol/K although values vary from system to
system. At constant experimental conditions the number of water molecules adding to any peptide ion is
strongly dependent on the peptide charge state (with higher charge states adding proportionally more water
molecules) and only weakly dependent on the choice of peptide. For small peptides molecular mechanics
calculations indicate that the first few water molecules add preferentially to the site of protonation until a
complete solvation shell is formed around the charge. Subsequent water molecules add either to water
molecules of the first solvation shell or add to charge remote functional groups of the peptide. In larger
peptides, charge remote sites generally compete more effectively with charge proximate sites even for the
first few water molecules.

Introduction enough to address the issue of specific hydration sites of
biopolymers in solution and in the crystal, respectively. Also
Fourier transform infrared spectroscopyeutron scattering),
and theoretical methotlsncluding molecular mechanics in
combination with NMR and/or X-ray have been used to obtain
information about the location of individual water molecules.
However, nothing can be learned from these methods about the
influence of an individual water molecule on the structure of
'the biomolecule or about the contribution of the water molecule
to the system energetics. Calorimetric techni§uas be used
to evaluate bulk hydration enthalpies, but these methods do not
provide any information about the effect of an individual water
Fnolecule.

Gas-phase spectroscopy methods along with high level ab
initio calculationg provide the most detailed information on

Although opinions about the origin of life may diverge, there
is little doubt that the large abundance of liquid water on our
planet had a profound influence on the evolution of the processes
of life on earth. A liquid medium provides a high molecular
mobility, a condition required for molecules to encounter each
other with a frequency suitable for the processes of metabolism
and synthesis to occur. The characteristic properties of the water
molecule (large dipole moment and ability to act both as an
excellent hydrogen bond donor and acceptor) lead to a strong
preference of water to interact with and dissolve molecules with
functional groups that are polar, acidic, basic, hydrogen bond
donors, and/or hydrogen bond acceptors. As a consequence 0
the strong watersolute interaction the aqueous environment
has a significant influence on the shape (folding) of floppy solute
molecules and on the solute charge distribution (state of - _ - -
protonation of acidic and basic sites). As shape and biological @ ggg_f‘fgf gttﬁﬁ;'?g_s,s,f,g_e-h,ﬁg_Bﬁggﬂj Eéssénqgﬂéé'fggg%'jzgingg_

activity of biomolecules are intimately related, the solvent water (c) Billeter, M. Prog. Nucl. Magn. Reson. Spectrod@95 27, 635. (d)
Gerothanassis, |. FProg. Nucl. Magn. Reson. Spectrod®@94 26, 171.

is an integral part of a functioning biological system. (2) For a recent review, see: Nakasako, G&ll. Mol. Biol. 2001, 47, 767.
i iah- (3) (a) Gerothanassis, I. P.; Vakka, €. Org. Chem.1994 59, 2341. (b)
MOd?m nuclear magnetic resona_'hCGNMR) and _hl_gh Gerothanassis, |. P.; Birlirakis, N.; Karayannis, T.; Sakarellosdaitsiotis, M.;
resolution X-ray crystallograpBytechnigues are sophisticated Sakarellos, C.; Vitoux, B.; Marraud, MEur. J. Biochem1992 210, 693.
(4) For a recent review, see: Byron, O.; Gilbert, REZTur. Opin. Biotech.
. . . 2000 11, 72.
T Present address: SIRCAMS, School of Chemistry, The University of 5) For% recent review see: Makarov, V.; Pettitt, B. M.; Feig,Adc. Chem.
Edinburgh, Joseph Black Building, The King's Buildings, West Mains Road, Res.2002 35, 376.
Edinburgh EH9 3J3J, United Kingdom. (6) For a recent review, see: Graziano,@n. J. Chem2001, 79, 1310.
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molecular structure, but these methods are limited to smaller (ELYENKPRRPYIL, 13 residues) will be briefly discussed but
model systems such as phenyl containing alcohalsiines’ details will be reported elsewhefgThe choice of this set of
and amided? 2-pyridone!! guaninel? and similar moleculés peptides allows us to address issues such as the effect of peptide
with typically one or two water molecules attached. For glycine size, the effect of the charge-carrying group (amine vs guani-
the question of zwitterion formation has been addressed dine), and the effect of peptide charge state on hydration
theoretically as a function of solvent molecules adHelolar properties. In general (and in the application here), peptide ions
solvents such as water strongly stabilize zwitterions, and for formed by electrospray ionization in the positive ion mode are
glycine it is found that at least three (probably more) water found to be singly or multiply protonated species. Small peptides
molecules are required to make the zwitterion more stable than(<5 residues) are typically singly protonated, whereas increas-
the neutral amino acid foraf. ingly higher charge states are preferred for increasingly larger
Computer aided molecular modeling is a powerful technique peptides: bradykinin and LHRH are singly and doubly proto-
to model larger biological systems in solution, and the method nated, neurotensin is singly, doubly, and triply protonated.
can be used to answer certain questions regarding the stepwis
addition of water molecules as well. However, certain important
processes that are known to occur during hydration such as The experimental method is analogous to that previously used by
changes in the charge distribution and particularly proton our group® and by other®->*for measuring equilibrium properties of
transfers are not accounted for by these simple m0|ecu|aravariety'of ion-ligand systems a_nd the_in;trumgntation employed here
modeling methods. On the experimental side, the most promis-has previously bgen desgnbed in deté&iBriefly, |ops are. formed by
ing techniques to study systems with molecular weights in the ESI, trar_msported_ Into a_h|gh vacuum chamber via an ion funnel, and
injected into a drift cell filled with~0.1 to 2.3 Torr of water vapor (no
100-10 000 amu range appear to be mass spectrometry (MS) dditional buffer dded
. gases added). The water pressure (measured by a
based. Fou”er tranSf(_)rm mass Spe(_:trometers h_ave been usegaratron) is limited by the pumping capacity and for cold temperatures
to examine the dynamics of de-hydration of extensively hydrated y the water vapor pressure over ice. lons travel through the cell under
(>100 water molecules) biomolecules formed by electrospray the influence of a weak electric field {80 Vent? at 1 Torr of HO)
ionization (ESI)51617 Other MS experiments include the and quickly equilibrate with water vapor. The cell temperature is
examination of the stepwise hydration of organic amitfes, increased and lowered by electrical heaters and a flow of liquid nitrogen,
amino acid$? and a hand full of peptidé%2! and protein& respectively, and is measured by a Pt-resistor and three thermocouples
under high-pressure equilibrium conditions. in various places in and around the copper cell. The amount of water
The present study, based on this latter approach and supported'ptake is' analyzed in t_he qu_adrupgle mass filter following thg drift
by molecular mechanics studies, is a report on the sequentialce"' Maximum water pickup is achieved a260 K, a compromise
. . . . between low temperature and still reasonable water vapor pressure
hydration of a series of small protonated peptides with up to

lecules. The peptid d in this study focus 13 To:
twenty water mo (_:"Cu es. The peptides use . Int '_s Su_J Y 10CUS * \ass spectra obtained at different drift times-@lms) are identical,
on the small alanine (A) based model peptides di-, tri-

. s oK K penta- confirming that equilibrium is established inside the cell under the
alanine, and some arginine (R) containing penta-peptides sucheongitions used. A potential source of error is water dissociation in
as RAAAA. Somewnhat larger bioactive peptides bradykinin the quadrupole after the drift cell. The effect is minimized by tuning
(RPPGFSPFR, 9 residues), LHRH (Luteinizing hormone releas- the quadrupole bias (controlling the ion kinetic energy) for maximum
ing hormone, EHWSYGLRPG, 10 residues), and neurotensin intensity of hydrated ions. Too much kinetic energy increases dissocia-

%xperimental Section

(7) Forarecentreview, see: Robertson, E. G.; SimonsPhyB. Chem. Chem.
Phys.2001, 3, 1.

(8) (a) Mons, M.; Robertson, E. G.; Simons, JJPPhys. Chem. 200Q 104,
1430. (b) Mons, M.; Robertson, E. G.; Snoek, L. C. Simons, TH&m.
Phys. Lett.1999 310 423.

(9) Hockridge, M. R.; Robertson, E. @. Phys. Chem. A999 103 3618.

(10) (a) Mons, M.; Dimicoli, I.; Tardivel, B.; Piuzzi, F.; Robertson, E. G.;
Simons, J. PJ. Phys. Chem. 2001, 105 969. (b) Robertson, E. @hem.
Phys. Lett.200Q 325 299.

(11) (a) Held, A.; Pratt, D. WJ. Am. Chem. S0d.993 115 9708. (b) Held,
A.; Pratt, D. W.J. Am. Chem. S0d99Q 112 8629. (c) Held, A.; Pratt, D.
W. J. Chem. Physl1992 96, 4869. (d) Held, A.; Champagne, B. B.; Pratt,
D. W. J. Chem. Phys1989 95, 8732.

(12) (a) Piuzzi, F.; Zhao, Q.; Mons, M.; Tardivel, B.; Dimicoli, I. in preparation.
(b) Mourik, T. v.; Benoit, D. M.; Price, S. L.; Clary, D. ®hys. Chem.
Chem. Phys.200Q 2, 1281.

(13) (a) Nakajima, A.; Hirano, M.; Hasumi, R.; Kaya, K.; Watanabe, H.; Carter,
C. C.; Williamson, J. M.; Miller, T. AJ. Phys. Chem. A997 101, 392.
(b) Felker, P. MJ. Phys. Cheml992 96, 7844. (c) Peteanu, L. A. Levy,
D. H. J. Phys. Chem1988 92, 6554.

(14) (a) Jensen, J. H.; Gordon, M. 8.Am. Chem. S0d.995 117, 8159. (b)
Jensen, J. H.; Gordon, M. SAcc. Chem. Res1996 29, 536.

(15) (a) Rodriguez-Cruz, S. E.; Klassen, J. S.; Williams, El.RAm. Soc. Mass
Spectrom1997, 8, 565. (b) Rodriguez-Cruz, S. E.; Klassen, J. S.; Williams,
E. R.;J. Am. Soc. Mass Spectro999 10, 958.

(16) Lee, S. W.; Freivogel, P.; Schindler, T.; Beauchamp, J.lAm. Chem.
S0c.1998 120, 11758.

(17) Zhan, D. L.; Fenn, J. Bint. J. Mass. Spectron2002 219, 1.

(18) Blades, A. T.; Klassen, J. S.; Kebarle,’Am. Chem. Soc1996 118
12 437.

(19) Meot-Ner, M.; Field, F. HJ. Am. Chem. Soc1974 96, 3168.

(20) Klassen, J. S.; Blades, A. T.; Kebarle, P.Phys. Chenml995 99, 15 509.

(21) Kohtani, M.; Jarrold, M. F.J. Am. Chem. So2002 124,11 148.

(22) (a) Woenckhaus, J.; Mao, Y.; Jarrold, M.J.Phys. Chem. B997, 101,
847. (b) Woenckhaus, J.; Hudgins, R. R.; Jarrold, MI.FAm. Chem. Soc.
1997 119 9586.

tion due to collisional activation, and very slow water complexes
undergo unimolecular dissociation. Systematic errors in water pressure
(1%) and temperature~l K) result in a much smaller error of the
thermodynamic quantities presented in the results section than statistical
errors. Stability of pressure and temperature during an experiment
contributes to the statistical error evident in van't Hoff plots. The
relatively narrow temperature range available to carry out the experi-
ments of this study is the major source of statistical errors reported in
the tables below.

All of the samples were purchased from Sigma (St. Louis, MO) and
used without further purification with the exception of the arginine
containing pentapeptides, which were synthesized at the University of
Arizona at Tucsor! Samples were typically sprayed from-d00uM
solution (water: acetonitrile: trifluoroacetic acid, 50%:50%:0.1%) using
a metal coated glass tip in a nano-electrospray arrangetent.

In an attempt to theoretically understand experimental trends, the
hydration process has also been studied by computer simulations using
molecular mechanics methods on small model peptides. For these
studies, the AMBER 6 suite of programs has been employed together
with the standard AMBER force fiel¢f. For the water molecule, the

(23) Barran, P. E.; Wyttenbach, T.; Liu, D.; Bowers, M. T., to be published.

(24) Bushnell, J. E.; Kemper, P. R.; Bowers, M.J.Phys. Chem1993 97,

11 628.

(25) Valentine S. J.; Clemmer, D. H. Am. Chem. Soc1997 119 3558.

(26) Wyttenbach, T.; Kemper, P. R.; Bowers, M. [fit. J. Mass. Spectrom.
2001, 212 13.

(27) Tsaprailis, G.; Somogyi, A.; Nikolaevl, E. N.; Wysocki; V. Ht. J. Mass.

Spectrom200Q 195/196 467.
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TIP3P mode?® is employed with modified charges ¢£0.329 on
hydrogen and-0.658 on oxygen to account for the gas-phase water
dipole moment of 1.85 X Model structures are obtained by a
simulated annealing protocol identical to that previously #éédodel
structures in the lowest-1 kcal/mol energy range are considered
reasonable and analyzed for common features.

Selected structures obtained by molecular mechanics are further
optimized by density functional theory (DFT) methods on the B3LYP/
6-311++G** level using the GAUSSAIN9S8 software packagfeAll

water-binding energies reported here are corrected by the counterpoise

correctiorf® to account for basis set superposition errors (BSSE). Zero

point energies (ZPE) are taken into account for naked and hydrated
CH3NHs*, where frequency calculations on the B3LYP/6-311G**

level are feasible. No attempt was made to calculate frequencies for
the dialanine system. However, in our experience water binding energies
decrease by 23 kcal/mol after ZPE correctio#.

Results

Figure 1 shows mass spectra obtained for the peptide
neurotensin at 260 K and 1.3 torg® pressure. The electrospray
ion source produces charge statet, +2, and+3 of neuro-
tensin, corresponding to the singly, doubly, and triply protonated
peptide. The peak labeled with “0” in Figure 1a corresponds to
the bare peptide ion (MH)*, whereas the most intense peak
“2" corresponds to (M-H)*™+(H20),, an ion with a mass of 36
mass units above (MH)", and peak “7” corresponds to
(M+H)*-(H20). Similar labeling occurs for other charge states.

Because the intensity, of the (M+H)*+(H;0), peak is
proportional to the ion concentration [(MH)*+(H0),], the ratio
In/ln-1 yields the equilibrium constari,

(M + zH*" +(H,0),_, + H,0= (M + zH)*"+(H,0), (1)

L1
n-1 P(H,0)

)

n=

where P(H,0) is the known water pressure. Figure 2 shows
plots ofl/l,—1 versus the water pressure for neurotensin{M
2H)?* at 271 K forn = 1—6. It can be seen that the data are on
a straight line for a given with the slope beingk,. Measuring
Kn as a function of temperature yields the values for the

(28) Case, D. A.; Pearlman, D. A.; Caldwell, J. W.; Cheatham Ill, T. E.; Ross,
W. S.; Simmerling, C. L.; Darden, T. A.; Merz, K. M.; Stanton, R. V.;
Cheng, A. L.; Vincent, J. J.; Crowley, M.; Tsui, V.; Radmer, R. J.; Duan,
Y.; Pitera, J.; Massova, |.; Seibel, G. L.; Singh, U. C.; Weiner, P. K;
Kollman, P. A. 1999 AMBER 6 University of California, San Francisco.

(29) Jorgensen, W. L.; Chandrasekhar, J.; Madura, J. D.; Impey, R. W.; Klein,
M. L J. Chem. Phys1983 79, 926.

(30) (a) Kollman, P. A. private communication, 1996. Kigndbook of Chemistry
and Physics63rd edition, CRC: Boca Raton, 1982983.

(31) Wyttenbach, T.; Helden, G. v.; Bowers, M.J. Am. Chem. Sod 996
118 8355.

(32) Frisch, M. J.; Trucks, G. W.; Schlegel, H. B.; Scuseria, G. E.; Robb, M.
A.; Cheeseman, J. R.; Zakrzewski, V. G.; Montgomery, Jr., J. A.; Stratmann,
R. E.; Burant, J. C.; Dapprich, S.; Millam, J. M.; Daniels, A. D.; Kudin,
K. N.; Strain, M. C.; Farkas, O.; Tomasi, J.; Barone, V.; Cossi, M.; Cammi,
R.; Mennucci, B.; Pomelli, C.; Adamo, C.; Clifford, S.; Ochterski, J.;
Petersson, G. A.; Ayala, P. Y.; Cui, Q.; Morokuma, K.; Malick, D. K.;
Rabuck, A. D.; Raghavachari, K.; Foresman, J. B.; Cioslowski, J.; Ortiz,
J. V.; Baboul, A. G.; Stefanov, B. B.; Liu, G.; Liashenko, A.; Piskorz, P.;
Komaromi, |.; Gomperts, R.; Martin, R. L.; Fox, D. J.; Keith, T.; Al-Laham,
M. A.; Peng, C. Y.; Nanayakkara, A.; Gonzalez, C.; Challacombe, M.;
Gill, P. M. W.; Johnson, B. G.; Chen, W.; Wong, M. W.; Andres, J. L,;
Head-Gordon, M.; Replogle, E. S.; Pople, J. BAUSSIAN98Gaussian,
Inc., Pittsburgh, PA, 1998.

(33) Boys, S. F.; Bernardi, Aviol. Phys 197Q 19, 553.

(34) (a) CHNHs" this work; (b) Zhang, Q.; Carpenter, C. J.; Kemper, P. R.;
Bowers, M. T.J. Am. Chem. So2003 125, 3341-3352.
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Figure 1.

protonated neurotensin recorded after exposure to 1.3 Torr of water vapor
at 260 K. Numbers above the peaks indicate the number of water molecules
added, an asterisk (*) labels peaks due to impurities.

1.6+
®1HO
144 ®2HO
A3HO
1.24 v4Hzo
5 HO .
. 104 4 6 HO . >
&
T 081
~F
0.6 4
*
0.4
0.2
0.0
0.0 02 04 06 08 10 12 14 16 18 20
(HO)/torr

Figure 2. Ratio of peak intensities of the two features corresponding to
neurotensin (charge state?) with n—1 andn water molecules attached,
respectively, as a function of water vapor pressure in the drift cell which is
held at 271 K. The different symbols used for the different values are
indicated in the legend inserted in the figure.

enthalpyAH; and entropyAS; of hydration, using egs 3 and 4
®3)
4

The expected linear relationship betwe&f;, and tempera-
tureT is demonstrated in Figure 3 for the example of neurotensin
(M + 2H)>"+(H,0)n, n = 1 and 2, with the intercept yielding
AH; and the slopé\S;,. Values forAH; andAS;, thus obtained
are summarized in Tables-B for the molecules included in
this study with values ofi in the range of £10. It can be seen
thatAH; values are in the range from7 to —15 kcal/mol and
AS, from —13 to —37 cal/mol/K with on average more

AGS = — RTInK,,

AGE = AH? — TAS,
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Figure 3. AG; of hydration vs temperature for neurotensin in charge state
+2. Squares:n = 1, circles: n = 2.

Table 1. Experimental AH;, AS;, and AG;, Values for the
Sequential (n—1 — n) Hydration of Neurotensin for Various
Charge States

—AH®2 -AS°p -AG°, (298 K)®
charge state n (kcal/mol) (cal/mol/K) (kcal/mol)

+1 1 9.2 21 29
2 9.8 24 2.6

3 9) (20) 2.6

4 9) (23) 2.3

+2 1 10.3 25 2.8
2 8.9 20 3.1

3 9.6 23 2.8

4 9.4 22 2.8

5 8.5 20 2.7

6 (8) (19) 2.6

7 9) (21) 25

+3 1 (14.8) 37) 3.7
2 (11.9) (28) 3.7

3 9.5 20 3.5

4 9.3 21 3.2

5 9.4 21 3.2

6 9.8 24 2.8

7 8.8 20 2.9

8 (20) (24) 2.7

9 9) (22) 2.6

10 9) (21) 2.7

aEstimated error of-0.3 kcal/mol. For numbers in brackets the estimated
error is+1 kcal/mol.P Estimated error of:1 cal/mol/K. For numbers in
brackets the estimated errorigl cal/mol/K. ¢ Estimated error of=0.1 kcal/
mol.

negative values for small values wof although this trend does
not hold rigorously for all molecules.

A more qualitative analysis of Figure 1 indicates that charge

Table 2. Experimental AH;, AS;, and AG; Values for the
Sequential (n—1 — n) Hydration of the Singly Protonated
Peptides Indicated?

-AG®,

-AH®, -AS°, (298 K)
peptide n (kcal/mol) (cal/mol/K) (kcal/mol)
AAA 1 12.3 23.3 54
2 11.3 22.6 4.6

3 8.7 16.8 3.7

4 7.1 13.0 3.2

5 7.6 16.2 2.8

AAAAA 1 10.5 21.3 4.2
2 8.5 17.3 3.3

3 9.0 20.4 2.9

4 8.6 20.6 2.5

RAAAA 1 9.3 20.2 3.3
2 7.8 17.6 2.6

3 7.1 14.8 2.7

AARAA 1 10.2 23.1 3.3
2 8.4 18.3 2.9

Ac-AARAA 1 9.5 20.7 33
2 8.1 17.6 29

AARAA-OCH3 1 9.4 21.2 3.1
2 8.4 17.5 3.2

3 7.6 17.0 2.5

AAAAR-OCH3 1 9.2 20.6 3.1
2 7.8 15.2 3.3

aError levels aret0.3 kcal/mol forAHg, £1 cal/mol/K for AS;, and
+0.1 kcal/mol forAG;.

Table 3. Theoretical Binding Energies E, and Experimental AH;,
AS;, and AG;, Values? for the Sequential (n—1 — n) Hydration of
the Protonated Species Indicated

-E, -E, -AG®,
(MM)P (DFT) —AH®, -AS°, (298 K)
n  (kcal/mol)  (kcal/mol)  (kcallmol)  (cal/mol/K)  (kcal/mol)
n-decylamine 1 13.9 169 14.8 23.1 7.9
2 12.6 13.9 12.1 22.2 5.5
3 11.4 11.9 9.6 18.8 4.0
4 7.8 9.3 7.5 14.2 3.3
5 7.7 6.7 13.0 2.8
Dialanine 1 16.5 192 14.8 247 7.4
2 12.8 13.¢ 10.5 17.9 5.2
3 11.7 8.9 16.8 3.9
4 9.5 7.8 155 3.2
5 8.9 6.8 13.2 29

aError levels aret0.3 kcal/mol forAH®,, +£1 cal/mol/K for AS’,, and
+0.1 kcal/mol for AG;. P Obtained by molecular mechanics (AMBER).
¢ Obtained by DFT on CpNH3™ (B3LYP/6-311+G** including correc-
tions for BSSE and ZPE}.Obtained by DFT (B3LYP/6-31t+G**
including BSSE correction). On the basis of thefSiHis™ results, the ZPE
correction is expected to decrease the values in the table by 1-2 kcal/mol.

state+1 of neurotensin is hydrated to a lesser extend than chargeon the peptide, clearly indicating that the charge is a dominant

state+2, which is in turn less hydrated than charge stag

factor in the hydration process of these peptide ions. This is

The maximum number of water molecules adding to neurotensinalso evident in Figure 4a, wherkG;, (273 K) is plotted as a

(M + H)T, (M + 2H)?*, and (M+ 3H)3*" at 260 K and 1.3 torr
of water vapor is 7, 14, and 20, respectively, if peaks with at

function of the numben of water molecules. For a given value
of n the triply charged ions have generally the largesty|

least 2% intensity are considered. Similar results are obtainedvalues, whereas singly charged ions have the smallest values.

for the other peptides (Table 4):—5 water molecules add to
singly protonated peptides, 34 to doubly protonated pep-
tides.

Discussion

One of the most striking results of this study is that the
maximum numbennax Of water molecules adding to a peptide
ion is~6 for (M + H)™, ~13 for (M + 2H)?*, and~20 for (M
+ 3H)3", respectively (260 K, 1.3 Torr ¥D, see Table 4).
Hence hmaxis roughly proportional to the numbeiof charges

If AG;y is plotted as a function of water molecules added per
charged site (Figure 4b) the data of the different charge states
are now nearly superimposed. Both Figure 4 and Tabte3 1
show that water binding energies generally decrease with
increasing number of water molecules already added, an
observation previously reported for virtually any ionic sysfém.
The result thahyaxis roughly proportional t@ suggests that
the water molecules may form little water clusters around each

(35) Keesee, R. G.; Castleman, A. W., JrPhys. Chem. Ref. Dateb86 15,
1011.
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Table 4. Maximum Number nuax of Water Molecules Adding to
the Corresponding Peptide in Charge State +z at 260 K and 1.3
Torr of Water Vapor Pressure?

peptide +z Nimax Nimax/Z
neurotensin +1 7 7
+2 14 7
+3 20 6.7
LHRH P +1 6 6
+2 13 6.5
bradykininP +1 7 7
+2 13 6.5
AA +1 7 7
AAA +1 7 7
AAAAA +1 7 7
RAAAA +1 6 6
Ac-AARAA +1 5 5
AARAA-OCH3 +1 5 5
AAAAR-OCH3 +1 5 5

a20nly species with>2% intensity are considereBRef 23.

5.0
] O+1
~ 451 & (a) .42
- 1 A+3
g 401 " " &
- i o =
3 1 o & =« & &
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Figure 4. AG°(273 K) of hydration for all the arginine containing peptides
included in this study. (aAG;, vs the numben of water molecules added
to peptides in charge statesl (open circles);+2 (solid squares), an¢t3
(open triangles). (b) Same as (a) butixis normalized by charge state

charge and therefore an (M 3H)*" ion adds as many water
molecules as three (M- H)* ions under identical conditions.
For protonated organic amines such radecylamine this is
obviously a very likely scenario. Water molecules will most
likely bind to the protonated amino group and not at all to the
hydrophobic hydrocarbon tail. In FT-ICR studies of extensively
hydrated species of such molecules, “magic” numbers for the

number of water molecules have been observed, indicating that

the particularly stable water clathrate structures (water micro-
droplets) bound to the protonated amine are preferred struc-
tures® The water binding energies measured for doubly
protonated diamines (e.g., NH(CH)1>—NH3%2") show an
interesting pairwise patternAH; = AH?,,, n =1, 3, 5...,
indicating that then™ water molecule adds to one amine and
the (1) to the othei8

Our molecular mechanics and DFT calculations on
decylamine with up to seven water molecules indicate that the
first three water molecules prefer to make a strong hydrogen
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Figure 5. Low energy model structure of protonatediecylamine hydrated

by seven water molecules obtained by molecular modeling. Water molecules
in the first solvation shell are labeled with “1”, those in the second and
third with “2” and “3”, respectively.

bond to the three hydrogen atoms available atthiHs™ group.

The fourth water molecule binds to one of the first three water
molecules, thus starting a second solvation shelll(&rrange-
ment)36 The fifth H,O molecule adds to any one of the first
four water molecules yielding the nearly iso-energetic arrange-
ments 3-2 (with two HO molecules in the second solvation
shell) and 3-1—1 (with the fourth HO bound to one of the
first three HOs, and the fifth HO bound to the fourth kD).

For the (M+ H)*+(H20); cluster the most typical arrangement
is 3—3—1 (Figure 5). Table 3 indicates that theoretical water
binding energies obtained by molecular mechanics and by DFT
calculations agree reasonably well with each other and with the
experimental values oAH; (within 2—3 kcal/mol). Experi-
mental AH; and AS;, values are in excellent agreement with
literature values reported forpropylamine aneh-hexylamine,
although there are some differencesAf for n > 3.18:3537

For peptides, however, the situation is not as clear-cut.
Peptides contain many hydrophilic groups besides the site(s)
of protonation, and it is not obvious whether hydration will
follow the pattern of organic amines discussed above. Magic
numbers have been observed for hydrated gramicidin S ions in
FT-ICR studies indicating that water clathrate structures might
be forming in this case as wéR.1®Molecular mechanics studies
on hydrated doubly protonated gramicidin S indicate that water
molecules tend to cluster around the two protonated amino
groups, but they also add to a lesser degree Q2 but of 14)
to charge remote sité8 Molecular mechanics calculations on
protonated dialanine with up to seven water molecules carried
out in our lab indicate that hydration occurs preferentially at
the protonated amino group, but once the first solvation shell
is filled the remaining water molecules either start a second
solvation shell or they bind charge remotely to the carboxyl
group or the backbone amide. Water molecules often insert
between a hydrogen bond donor and an acceptor, such as

(36) In the AMBER calculations, the fourth water molecule does one of two
things, which are energetically equally favorable. It either binds to one of
the first three water molecules<{3 arrangement), or it squeezes between
two of the first three water molecules trying to find a place in the first
solvation shell (40 arrangement). In the second scenario, the interaction
between the fourth 0 and the—NH3;" group appears to be mostly
electrostatic, although in some cases, two water molecules appear to be
sharing one of the amino hydrogen atoms for hydrogen bonding. However,
in DFT calculations on CENH3z" (B3LYP/6-311+G**) the 4—-0 ar-
rangement is not a minimum and it converts to-al3arrangement upon
geometry optimization. Hence, the-8 arrangement is most likely an
artifact of the AMBER parametrization used here.

(37) Meot-Ner, M.J. Am. Chem. S0d.984 106, 1265.
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Figure 6. Model structures obtained by molecular mechanics calculations
for (@) (AA + H)*, (b) (AA + H)™-H,0, (c) (AA + H)*+(H20)s, and (d)
(AAAAA + H)*.

between—COOH and—NHs". In the lowest energy (AA+

H)* structure there is a weak hydrogen bond (2.1 A) between
the C- and N-termini (Figure 6a). The first water molecule
always inserts into this hydrogen bond to form>&=0---
H,O---H3N*~ bridge (Figure 6b). By the time five water
molecules are added the structural feate@=0-+-H,O-++HzN "~

is still observed in most structures, but a chain of three water
molecules>C=0-++H,0¢++H50-:+H,0O-:-H3N*~ becomes en-
ergetically just as favorable (Figure 6c).

The molecular mechanics results not only provide information
about the sites of hydration but also about the peptide
conformation as a function of water addition. For completely
dehydrated (AA+ H)™ the dihedral angle about the peptide
bond G,—Cco—N—C, as shown in Figure 6a is0° (cis), but
the structure with a trans configuration which is much more

commonly found in condensed phase peptide structures is within

0.1 kcal/mol. DFT calculations confirm that the cis conformer
is energetically a reasonable structure, and at the B3LYP/
6-311++G** level it is ~1 kcal/mol more stable than the most

stable trans conformer. In both the cis and the trans configura-

AH; and AS, values. The DFT binding energies are not
corrected for zero point energies (ZPE) and are therefore
expected to be too large by-2 kcal/mol3 A correction of
that magnitude brings the DFT and the AMBER result in near
perfect agreement with each other, although both theoretical
methods vyield slightly larger values than experimentally ob-
served. However, a maximum deviation of 2 kcal/mol between
AMBER and experiment is certainly satisfactory and within the
combined error bars of the two methods. Incidentally, experi-
mentalAH; andAS values for dialanine lead tAG; (293 K)
values that are identical (withitr1l kcal/mol) to experimental
AG;(293 K) valuesn = 1 and 2, reported in the literature for
diglycine20

For larger peptides the situation is more complicated because
in these cases the water molecules have to compete with peptide-
internal solvation (self-solvation) of the charged site(s). This is
clearly evident in our molecular mechanics calculations for
singly and doubly protonated bradykinin and LHRH. In these
two cases, the first one or two water molecules have a preference
for adding to a charged site, but for the following water
molecules charge remote water binding sites compete ef-
fectively. Larger peptides are obviously more extensively folded
than smaller peptides, and therefore, large peptides are more
likely to offer ideal (charge remote) hydration sites in surface
crevices where multiple watepeptide hydrogen bonds are
possible. A detailed report of the very interesting and insightful
findings by experiment and theory on the hydration of brady-
kinin and LHRH ions is beyond the scope of this paper and
will be given elsewheré® We simply conclude here that the
formation of water micro-droplets around the charged sites of
larger peptides is an even less likely scenario than in dialanine
discussed above. This is an interesting observation given the
fact that the extent of hydration scales essentially quantitatively
with charge (Table 4).

Said another way, the effect of charge state on peptide
hydration is not simply due to hydrating the charged sites. The
fact that nmax is proportional toz in (M + zH)?*+(H20)n,..,
appears to have multiple origins. Because charge-dipole interac-
tions are relatively long range interactions, the amount of charge
on the peptide probably has a significant influence on the water
peptide binding energy even if the water molecule is not directly

tions, there is a weak hydrogen bond between the C- and bound to any charged site. Furthermore, the degree of unfolding

N-termini. The unusual stability of the cis configuration has
also been found for protonated diglyciffehut it is not found

at all for larger protonated oligoglycin&r oligoalanines (this

work, see below). As the first water molecule is added to (AA
+ H)* the dipeptide always ends up in a trans configuration
with the water molecule inserted into the hydrogen bond
between the N- and C-termini (Figure 6b). These two structural

of peptides correlates strongly with the number of charges on
the peptide®® In the gas-phase, hydrophobic parts of the peptide
tend to be exposed to the surface and therefore unfolding the
peptide increases hydrophilic hydration sites. In addition, our
molecular mechanics simulations indicate that addition of water
to the more compact structures of low charge states induces
conformational changes yielding more open structures with

features (inserted water molecule, trans peptide bond) persist!Ydrophilic parts exposed. The energy cost in this opening up
as more water molecules are added. Structural changes withifP"0Cess due to loss of self-solvation is offset by the energy gain

the (AA + H)* moiety of hydrated species do occur and are
due to changes in the backbone dihedral angl@sdy, whereas
the dihedral angle about the peptide linkage stay80C° (see
e.g., Figure 6c).

Theoretical water binding energies obtained from molecular
mechanics simulations and DFT calculations on the ARN)*-
(H20), system are compiled in Table 3 along with experimental

(38) Wyttenbach T.; Bushnell J. E.; Bowers, M. X.Am. Chem. Sod.998
120, 5098.

due to water solvation.

The contention that the water molecules have to compete with
self-solvation of the charged site is supported by the water
binding energies measured here as a function of peptide size.

(39) The magnitude of correction is estimated on the basis of theNBkt
calculations, where frequency calculations were carried out on the same
level of theory.

(40) Any multiply charged peptide is expected to unfold to some degree due to
Coulomb repulsion. See for example, the recent reviews: (a) Jarrold, M.
F. Annu. Re. Phys. Chem200Q 51, 179-207. (b) Hoaglund-Hyzer, C.

S.; Counterman, A. E.; Clemmer, D. Ehem. Re. 1999 99, 3037-3079.
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Figure 7. AG; vs n for the singly protonated species of the small
oligoalanines AA and AAA (open circles), of AAAAA (stars), of arginine

containing pentapeptides (solid squares), and of the larger peptides

bradykinin, LHRH, and neurotensin§.

Water is most strongly bound to the smaller peptides (Tables
1-3) because the water molecule does not have to displace o

compete with any peptide-internal functional groups bound to
the charged site, a process requiring energy. For instayidg,
for protonated dialanine is-14.8 kcal/mol, whereadH; =
—12.3 and—10.5 kcal/mol for protonated tri- and penta-alanine,
respectively. The trend ihH} is easily rationalized with the
increasing interaction between the protonated N-terminus an

blocked termini suggesting RAAAA is probably not a salt
bridge. The case is not as clear for AARAA, where the first
water is more strongly bound than for the other four peptides
(Table 2). For this, and other reasons, this peptide has been
studied in greater detail experimentally and theoretically with
the results reported elsewhéfdn that paper, one focus is the
induction of salt bridge formation by hydration. It is clear that
in solution AARAA is a salt bridge; the question is how many
water molecules does it take to effect the transition?
Conclusions

The conclusions of the present study on the sequential
hydration of small protonated peptides are the following:

Water binding energies{ AHY) are of the order of 7 to 15
kcal/mol. The larger values correspond to addition of the first

water to small peptides that do not contain arginine. An

exception is thet-3 charge state of neurotensin, a large peptide.
Values near the lower limit are found for adding a water
molecule to a peptide that is already hydrated by several water
molecules. Generally, the binding energy decreases with in-
creasing level of hydration and appears to level off at a value

dof 7—9 kcal/mol.

the rest of the molecule (C-terminus, backbone carbonyl groups) ENtropies of hydrationAS) are typically~—20 cal/mol/K

with increasing chain length (Figure 6, parts a and d). Delo-
calization of part of the charge over the entire peptide might
contribute to the size effect as well. The size effect is also
reflected in theAG;, values plotted as function afin Figure 7
for the singly charged ions. The smallest values|f®&;| are

found for the largest peptides neurotensin, LHRH, and brady-

kinin and the largest values for the smallest peptide dialanine. o : 8 - :
g pressure it is found for any peptide M included in this study

The effect of self-solvation has previously been demonstrate
for simple molecules such as diamines }EH,)NH3z™.2° In
the seriek = 2—12 the AG;_, (293 K) values of hydration
range from—7.8 kcal/mol fork = 2 to —4.9 kcal/mol fork =
1220

Another interesting observation is that arginine-containing

peptides have somewhat smaller water binding energies than

peptides without arginine. This is most clearly evident when
comparing AH; of penta-alanine with any of the arginine
containing penta-peptides with blocked termini (Table 2). For
instance, the\H? value for the first water molecule adding to
(Ac-AARAA + H)* is —9.5 + 0.3 kcal/mol whereas the
corresponding value for (AAAAA+ H)T is —10.5 kcal/mol.
Both molecules feature only one basic site, an amine in AAAAA

and the very basic guanidino group on the arginine side chain

in Ac-AARAA. The fact that water binds less strongly to the
guanidinium group-NH—C(NH,)," than to a protonated amine

but values ranging from-13 to —37 cal/mol/K are observed.
In general ASbecomes less negative as more waters are added
reflecting the greater freedom of motion of theGHadduct as
n increases (Table 3).

The level of hydration at a given temperature (2830 K)
and water vapor pressure is proportional to the level of
protonation of the peptide. At 260 K and 1.3 torr of water

that the rationma/z is 5—7, wherenmaxis the maximum number
of water molecules adding to (M zH)?*.

For larger peptides self-solvation competes with water
solvation of the charge site(s). Hence, charge remote solvation
sites compete with charge solvation sites for water addition. In
addition, water binding energies generally decrease with peptide
size reflecting the competition with self-solvation (e.g. AA,
AAA, and AAAAA, Tables 2 and 3).

Finally, arginine-containing peptides have relatively small
water binding energies. For example, thél] values for the
pentapeptides (Ac-AARAAHF H)* and (AAAAA + H)* are
—9.5+ 0.3 and—10.5+ 0.3 kcal/mol, respectively. When self-
solvation is minimized the effect becomes more dramatic as in
(Arg + H)™ and (AA + H)*, where the bonding energies are
9.3 and 14.8 kcal/mol, respectively.
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