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ABSTRACT: The dynamics of the reduced form of the blue copper protein pseudoazurin from Alcaligenes
faecalis S-6 was investigated using 15N relaxation measurements with a focus on the dynamics of the
micro- to millisecond time scale. Different types of conformational exchange processes are observed in
the protein on this time scale. At low pH, the protonation of the C-terminal copper-ligated histidine,
His81, is observed. A comparison of the exchange rates in the presence and absence of added buffers
shows that the protonation is the rate-limiting step at low buffer concentrations. This finding agrees with
previous observations for other blue copper proteins, e.g., amicyanin and plastocyanin. However, in contrast
to plastocyanin but similar to amicyanin, a second conformational exchange between different conformations
of the protonated copper site is observed at low pH, most likely triggered by the protonation of His81.
This process has been further characterized using CPMG dispersion methods and is found to occur with
a rate of a few thousands per second. Finally, micro- to millisecond motions are observed in one of the
loop regions and in the R-helical regions. These motions are unaffected by pH and are unrelated to the
conformational changes in the active site of pseudoazurin.

Pseudoazurin (PAZ)1 belongs to the family of blue copper
proteins. It functions as an electron donor for the copper-
dependent nitrite reductase (NIR). The copper ion in the
active site of PAZ is ligated by the side chains of His40,
His81, Met86, and Cys89, assuming a distorted tetrahedral
configuration (1). The copper binding imidazole group of
His81 protrudes through the hydrophobic interface that binds
to the NIR where it is thought to facilitate the electron
transfer to NIR.

In reduced PAZ, His81 becomes protonated under acidic
conditions and dissociates from the Cu(I) ion (2). As a
consequence of this, the configuration of the Cu(I) ion
changes from distorted tetrahedral to trigonal planar (1, 3)
and the protein becomes inactive (2). Similar acid transi-

tions have been observed for other blue copper proteins,
including amicyanin (4, 5), stellacyanins (6), mavicyanin
(7), and plastocyanin (PCu) (3, 8). For both amicyanin
and PCu, it has been found that the acid transition occurs
on the microsecond time scale (5, 9), and it has been
suggested that this transition may regulate the biologic
activity of these proteins (10, 11). Therefore, information
about the dynamics and kinetics of the acid transition may
provide insight into the function of the copper site in blue
copper proteins.

Here, we study the dynamics of PAZ from Alcaligenes
faecalis (Af) S-6 to gain insight into the dynamics of the
active site. Previously, 15N NMR relaxation studies in
combination with chemical shift analyses (12) have proved
to be an efficient approach to studying the mechanism of
the protonation of C-terminal copper-binding histidine in
PCu, which is a close relative of pseudoazurin. Here, we
apply the same approach to pseudoazurin from A. faecalis
S-6 in investigating the dynamics on the microsecond time
scale of His81 and the copper site of the protein. The
studies show many similarities with PCu. However,
striking differences are also revealed. These include an
additional conformational exchange process at the copper
site or in its vicinity at low pH, which is not observed in
PCu, yet a similar conformational exchange has been
observed for amicyanin (5). Thus, even though all three
proteins function as electron transporters, the detailed
molecular mechanism that leads to the function may vary
among the proteins.
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MATERIALS AND METHODS

Protein Preparation. 15N-labeled pseudoazurin from A.
faecalis S-6 was produced and purified as previously
described (13).

NMR Samples. All NMR samples contained 0.5 mM 15N-
labeled Af PAZ, 100 mM NaCl, and a 10% D2O/90% H2O
mixture. Approximately 1 mM sodium ascorbate was added
to reduce oxidized PAZ and maintain it in the reduced form.
The pH was adjusted by adding small amounts of 1.0 M
NaOH and HCl. All samples used in the relaxation measure-
ments were sealed under a N2 atmosphere. For the CPMG
dispersion experiments, a sample with 20 mM phosphate and
20 mM acetate buffer was used. All other buffered PAZ
solutions contained 10 mM phosphate and 10 mM deuterated
acetate buffer. The mixed acetate/phosphate buffer was
chosen to ensure pH stability over a broad range of pH
values. The nonbuffered PAZ solutions were obtained by
exchanging buffered PAZ solutions into a 100 mM NaCl
solution.

NMR Experiments. NMR chemical shift titration experi-
ments on 15N-labeled Af PAZ were carried out on a Varian
Inova 500 spectrometer operating at a magnetic field strength
of 11.7 T, corresponding to a 1H frequency of 499.97 MHz
and a 15N frequency of 50.67 MHz. The spectrometer was
equipped with a highly sensitive cold probe. The pH
dependence of the 15N chemical shifts of the backbone amide
groups was determined from a series of 15N HSQC spectra
recorded at 19 different pH values, using a standard gradient
and a sensitivity-enhancing pulse sequence (14). The sweep
widths in the 1H and 15N dimensions were 10000 and 2400
Hz, respectively; 1024 and 160 complex data points were
acquired in the two dimensions, respectively. The resonance
assignment of reduced Af PAZ has been published previously
(15).

NMR relaxation experiments with [15N]PAZ were carried
out on a Varian Inova 800 spectrometer operating at a
magnetic field strength of 18.7 T, corresponding to a 1H
frequency of 799.51 MHz and a 15N frequency of 81.02
MHz. The spectrometer was equipped with a highly sensitive
cold probe. Standard HSQC-based R1 and R2 experiments,
as described by Farrow et al. (16), were conducted. Eight
scans were acquired for each FID, using sweep widths of
11990 and 3400 Hz in the 1H and 15N dimensions, respec-
tively; there were 2048 and 180 complex data points in the
two dimensions, respectively. Each R1 experiment consisted
of eight spectra with different relaxation delays ranging from
0.01 to 1.9 s, while the R2 experiments consisted of 11 spectra
with relaxation delays ranging from 0.0 to 176 ms. In the
15N R2 experiments, a CPMG pulse was applied to the
protons and the 15N nuclei (16). The interpulse delay in
the CPMG pulse was 8 ms for 1H and 1 ms for 15N.

15N CT-CPMG experiments (17) were carried out at 11.7
T at five different temperatures from 5 to 25 °C. Constant
time relaxation delays of 24, 24, 30, 48, and 60 ms were
used at 5, 10, 15, 20, and 25 °C, respectively. There were
70 and 1024 complex data points in the 15N and 1H
dimensions, respectively, recorded with 32 scans per FID
for 18 CPMG field strengths, νcpmg, ranging from 40 to 1250
Hz. No measures were taken to compensate for sample
heating by the CPMG pulse train; however, flat CPMG
dispersion profiles were obtained for the majority of reso-

nances, indicating that sample heating does not introduce
any major artifacts.

Model-Free Analysis. Standard model-free calculations
were carried out as previously described (18) using 15N R2,
R1, and {1H}-15N NOE data obtained at 800 MHz.

Chemical Shift Analysis. The pH dependencies of the 15N
and 1H chemical shifts of the backbone amide groups of PAZ
were analyzed as previously described (12). Chemical shift
titration curves were fitted to the observed chemical shifts,
δobs (see Figure 2) using the equation

δobs ) δ0 +∑
i)1

N ∆δi

1+ 10pH-pKai
(1)

where N (0, 1, 2, or 3) is the number of titrating residues
which affects the chemical shift of a given residue, ∆δi is
the chemical shift change associated with pKai, and δ0 is the
chemical shift of the deprotonated state with respect to all
N titrating residues. Equation 1 assumes that all titrations
are independent of each other.

Determination of Exchange Rates. The exchange rate
constant, kex, for the exchange between protonated and
deprotonated His81 was determined from 15N exchange
contributions, Rex, which in turn were derived from the 15N
R2 and R1 relaxation rates. The exchange contribution, Rex,
was determined from the R2 and R1 relaxation rates as
previously described (12, 19), using the approximation

Rex )R2 -R1〈R2

R1
〉+∆i (2)

where ∆i is a correction term, which compensates for errors
introducedbypicosecondtonanosecondinternaldynamics(12,19).
The ∆i was calculated from the model-free parameters
obtained above at pH 6, assuming that the picosecond to
nanosecond dynamics is independent of pH. The Rex con-
tributions arising from protonation and deprotonation of
His81 were analyzed according to a two-site exchange:

PH+aD+H+ (3)

where PH+ and D refer to the protonated and deprotonated
forms, respectively. The exchange rate constant, kex, was
obtained using the fast exchange equation

FIGURE 1: Model-free parameters of Af PAZ at 25 °C and pH 6 in
the presence of 10 mM acetate buffer and 10 mM phosphate buffer:
(A) generalized order parameters, S2, vs the amino acid sequence
and (B) exchange contributions, Rex, at a magnetic field strength
of 18.7 T.
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Rex )∆δ2aex (4)

aex ) γ2B0
2pPpD

1
kex

[1-
4νcpmg

kex
tanh( kex

4νcpmg
)] (5)

pPpD ) (2+ 10pH-pKa + 10pKa-pH)-1 (6)

where ∆δ is the chemical shift difference between the His81
protonated form, A, and the deprotonated form, B, aex is the
exchange factor, and pP and pD are the populations of P and
D, respectively. Furthermore, B0 is the magnetic field
strength, γ the gyromagnetic ratio, and νcpmg the radio
frequency field strength of the CPMG pulse train applied
on 15N nuclei in the R2 experiment. ∆δ and pKa were
obtained from the chemical shift titration. Hence, eq 4 can
be solved with respect to kex. A detailed description of the
used method has been described previously (12).

Fitting of CPMG Dispersion CurVes. CPMG dispersion
curves were fitted numerically using the modified Bloch-
McConnel equations for a two-site exchange process (20).

RESULTS

Model-Free Analysis of PAZ. 15N R2, R1, and {1H}-15N
NOE values were obtained for all previously assigned non-
proline PAZ residues (15) at a magnetic field strenght of
18.7 T and at 25 °C and pH 6.0 in the presence of 10 mM
acetate buffer and 10 mM phosphate buffer. Assuming
isotropic rotational diffusion, the calculation resulted in a
rotational correlation time of 7.17 ns, in good agreement with
the molecular mass of PAZ. Calculations that were conducted
using an anisotropic axially symmetric diffusion tensor did
not improve the fit significantly compared to the isotropic
model, according to F testing. Model-free parameters, S2,
Rex, and τi, were therefore obtained using the isotropic
rotational diffusion model. Order parameters, S2, and ex-
change contributions, Rex, are shown in Figure 1. The average
order parameter is 0.82 excluding the C-terminus from the
average. Exchange contributions were obtained for 32
residues and indicate the presence of micro- to millisecond
conformational exchange processes in PAZ. As shown below,
some of the Rex contributions are associated with the
protonation of His81. However, at pH 6, most of the larger

exchange contributions arise from other processes unrelated
to His81 and the copper site of PAZ.

pH Dependance of the Amide Chemical Shifts. To char-
acterize the pH-dependent micro- to millisecond dynamics
of His81 by 15N relaxation, we first determined the titration
shifts, ∆δ, of the backbone amide nitrogen chemical shifts
independently (12) (see eq 4). To that end, a series of HSQC
spectra were recorded at different pH values. Most signals
in the 15N HSQC spectrum have significant pH-dependent
chemical shifts (see Figure 2). The titration shifts were
obtained from chemical shift titration curves obtained for
all residues in PAZ. Titration curves of the Cu ligands and
His6 are shown in Figure 3. The effects from protonation of
the two titratable histidines, His6 and His81, can clearly be
observed on the amide chemical shifts. The pKa values
obtained for His6 and His81 were 7.15 ( 0.01 and 4.71 (
0.02, respectively, in agreement with previous studies (21).
In addition, chemical shift changes caused by the titration
of carboxylate groups are observed. Several of the carboxy-
late groups titrate in the same pH region as His81. Therefore,
there is some uncertainty about the extent to which the
observed chemical shift changes are caused by the titration
of His81 or of carboxylate groups. In PCu, it was found that
carboxylate titration has a substantially smaller effect on the
chemical shifts, presumably because they are more solvent-
exposed compared to the histidines (22). Moreover, the
distributions of carboxylate groups in PAZ and PCu are very
different. Still, if the chemical shift changes associated with
a pKa value of 4.5-4.9 are compared with the corresponding
chemical shift changes in PCu, the values are remarkably
similar for the C-terminal copper binding loop (see Figure
4). Therefore, the chemical shift changes observed close to
His81 can be affected only slightly by the titration of
carboxylate groups, and we conclude that the chemical shift
changes observed here are indeed caused primarily by the
His81 titration.

pH-Dependent Micro- to Millisecond Dynamics in PAZ.
The R2 and R1 relaxation rates were determined for all
backbone 15N atoms in PAZ that were observed in the 15N
HSQC spectrum. The rates were obtained at a field strength
of 18.7 T using a buffered sample. At each pH value, the

FIGURE 2: Excerpt of the 500 MHz HSQC spectrum of pseudoazurin at different pH values. The base level of the spectra at pH 4.8 and 4.2
is lowered by a factor 2.5 compared to the other spectra.

52 Biochemistry, Vol. 48, No. 1, 2009 Hass et al.
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Rex contributions were estimated from the R2 and R1 rates
using eq 2, where the ∆i corrections were calculated from
themodel-freeparametersofPAZasdetailedpreviously(12,19).
The obtained Rex estimates were used to evaluate the pH-
dependent micro- to millisecond dynamics in PAZ (see
Figure 5). It was found that the majority of residues in PAZ
have no significant Rex contributions (Rex < 0.5 s- 1). Also
the R2/R1 ratios of these residues are independent of pH,
which indicates that the changes in pH do not lead to
formation of oligomers that could complicate the analysis.

As in PCu, most residues close to the Cu(I) site exhibit pH-
dependent exchange contributions. However, in contrast to the
case for PCu, no linear correlation is observed between |∆δprot|
and �Rex as shown in Figure 6. Also unlike the case for PCu,
the pH dependence of Rex is not the same for all residues as

illustrated in panels A and C of Figure 5 (for comparison with
PCu, see Figure 5 of ref 12). Thus, for many residues, Rex

increases with a decrease in pH, and also at pH values below
the pKa value of His81. Only for a few residues does Rex

have a maximum when the pH is close to this pKa. Taken
together, this indicates that the exchange of His81 cannot
be a simple two-site exchange process. A minimal model
consistent with the observations requires at least one
conformation in which His81 is deprotonated and two
conformations in which His81 is protonated, as shown below.

FIGURE 3: Chemical shift titration curves of the four copper-ligating
residues and His6: (A) backbone 15N titration curves and (B)
backbone amide 1H titration curves. The chemical shift, δ0,
corresponds to the fully deprotonated state.

FIGURE 4: Comparison of the backbone 15N chemical shift changes
in the two copper-binding loops upon protonation of the C-terminal
copper binding histidine in PAZ (b) (this work) and PCu (O) (12).
Asterisks mark the copper-binding residues. The amino acid
sequences of the copper binding loops of PAZ and PCu are given
below and above the plot, respectively.

FIGURE 5: (A) pH dependencies of Rex contributions in PAZ. The
Rex values were obtained at a field strength of 18.7 T using a
buffered sample (10 mM acetate and 10 mM phosphate buffer).
For each residue, the Rex contributions are scaled by their average
values over the pH interval from 4 to 8. (B) Average value of the
scaled Rex values shown in panel A. The error bars represent the
standard deviation of the scaled Rex values. (C) pH dependence of
Rex for three residues, V16, V42, and T79, close to the copper site
and His81 in PAZ.

FIGURE 6: Square root of the pH-dependent Rex contributions in
PAZ vs the chemical shift change, ∆δprot, upon protonation of His81.
The PAZ samples contained 10 mM acetate and 10 mM phosphate
buffer. The Rex values were obtained at a field strength of 18.7 T
using a buffered sample. Plots are shown for six different pH values
at 25 °C. The dashed lines represent the upper limit for exchange
contributions caused by the protonation-deprotonation equilibrium
(see the text). Data points representing residues that clearly contain
an additional Rex contribution are labeled by the residue number.

Dynamics of Pseudoazurin Biochemistry, Vol. 48, No. 1, 2009 53
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Analyzing the Rex Data Using a Simplified Three-Site
Exchange Model. To analyze the pH-dependent exchange
contribution, we approximate the multisite exchange process
by two independent two-site processes. The first process is
the exchange between two His81-protonated conformations
(AH+ and BH+, eq 7 below) of the metal site of PAZ, and
the second process is the exchange between the protonated
conformations and deprotonated His81 (C, eq 7 below). In
this model, the observed exchange contribution, Rex, is the
sum of the exchange contributions from the individual two-
site exchange processes.

[AH+

vV

BH+ ]aC+H+ (7)

and

Rex ≈ aAB∆δAB
2 + aprot∆δprot

2 (8)

where the exchange factors aAB and aprot are assumed to be
independent of chemical shifts and depend on the chemical
rate constants. Furthermore, ∆δAB is the difference between
the chemical shifts of the two protonated forms, AH+ and
BH+, and ∆δprot is difference between the chemical shifts
of the deprotonated form and the population average of AH+

and BH+. This approximation simplifies the analysis and
allows us to estimate the time scale of the processes. A
similar approach in which a multisite exchange process is
reduced to a sum of two effective two-site exchange
processes has previously been employed by Malmendal et
al. (23) and Grey et al. (20). In our study, a numerical
simulation of the Bloch-McConnell equations of the full
three-site exchange process confirmed that the approximated
model is successful in describing qualitatively the overall
behavior of Rex as function of pH, buffer concentration, or
CPMG frequency. However, the simulations also show that
only for certain ranges of the parameters can the two-site
approximation account quantitatively for the exchange
contributions caused by the three-site process. Therefore, rate
constants and chemical shifts obtained using this simplified
model are effective, apparent values and should be interpreted
with care.

Buffer-Dependent Exchange in PAZ. Buffers will enhance
the rate of exchange between protonated and deprotonated
His81, if the rate of interconversion is limited by the proton
transfer. This was observed for the corresponding histidine
residue in PCu (9) and in amicyanin (5). Thus, the difference,
∆Rex, between the Rex contributions obtained for PAZ in the
presence and absence of buffer will be an increase in the
exchange contribution associated with the protonation-
deprotonation equilibrium, according to the approximation
(eq 8). Since the rotational correlation time remains un-
changed upon the removal of buffer, other contributions to
the experimental R2 rate are unaffected by the buffer.
Therefore, ∆Rex was obtained directly as the difference in
R2; that is, ∆Rex ) R2

nb - R2
b, where R2

nb and R2
b are the R2

rates in the absence and presence of buffer, respectively.
Significant ∆Rex values are observed for many residues.

The most conspicuous characteristic of the ∆Rex values is
that they correlate with the chemical shift differences, ∆δ,
as shown in Figure 7. Furthermore, the slope reaches a
maximum value at a pH close to the pKa value of His81.

These characteristics of the ∆Rex values parallel those of the
exchange contributions caused by a two-site exchange
process between a protonated and deprotonated form (12, 24)
and support the notion that the two-site model (see eq 8) is
indeed reasonable in this case and, thus, the effect from the
protonation equilibrium can be separated from the equilib-
rium between different protonated forms of His81.

The slopes obtained from the fits in Figure 7 are given by
�∆aprot, where ∆aprot ) aprot

nb - aprot
b , and aprot

nb and aprot
b are

the aprot values in the absence and presence of buffer,
respectively. The factor aprot

b was estimated at pH 4.7, 5.1,
5.6, and 6.0 using only the third of the data, which correspond
to the smallest Rex/∆δprot

2 values (see Figure 6). According
to eq 8, these residues are those most likely to be affected
only by the protonation equilibrium. Still they may contain
small contributions from the exchange between AH+ and
BH+, and therefore, the obtained aprot

b values are upper
estimates. In particular at a pH below the pKa of His81, where
Rex contributions arising from the interconversion between
AH+ and BH+ are largest (see eq 7), the estimates of aprot

b

are unreliable. Therefore, at the two lowest pH values (pH
4.1 and 4.4), aprot

b was extrapolated from the values obtained
at the higher pH, assuming a pH-independent exchange rate,
kprot. Possible errors in the estimates of aprot

b will, however, have
little effect on the estimates of aprot

nb because the aprot
b values are

small compared to the aprot
nb values (Figure 8A and Table 1).

Finally, the exchange rates, kprot, in the absence and presence
of buffer were calculated from the aprot

nb and aprot
b values,

respectively, using eq 5. The obtained exchange rates, kprot, in
the absence of buffer range from 10000 to 40000 s-1 in the
investigated pH range from pH 6 to 4 (see Figure 8B). In the
presence of buffer, much faster kprot rates that range from 110000
to 160000 s-1 are obtained (see Table 1).

FIGURE 7: Square root of the difference in R2 rates in PAZ in the
presence of 10 mM acetate and 10 mM phosphate buffer and in
the absence of buffer vs ∆δprot. Plots are shown for three different
pH values. Dashed lines represent the least-squares linear fit.

FIGURE 8: (A) Exchange factor aprot for the protonation of His81 in
PAZ vs pH in the presence of 10 mM acetate and 10 mM phosphate
buffer (2) and in the absence of buffer (b). The solid line represents
the best fit to aprot in the presence of buffer assuming a pH-
independent exchange rate. The dotted line is the fit to aprot in the
absence of buffer assuming a pH-independent exchange rate. (B)
kprot values obtained from the aprot values in the absence of buffer
for PAZ (b) and the corresponding values previously obtained for
WT PCu (0) and the PCu H61N mutant (O) (9).

54 Biochemistry, Vol. 48, No. 1, 2009 Hass et al.
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Buffer-Independent Exchange at the Cu(I) Site of PAZ.
Buffer-independent exchange processes in PAZ were studied
at pH 5.1 using 15N CPMG dispersion experiments at five
different temperatures from 5 to 25 °C in the presence of 20
mM phosphate buffer and 20 mM acetate buffer. At this high
buffer concentration, the protonation is expected to be
sufficiently fast to eliminate the buffer-dependent Rex con-
tributions arising directly from the protonation of His81. Still,
at a magnetic field strength of 11.7 T, large CPMG
dispersions are observed for several residues in the active
site. However, residues like His81 and Met86, which exhibit
the largest chemical shift changes upon protonation of His81,
show no or very little dispersion. Thus, the buffer-dependent
component of Rex is efficiently quenched. According to the
two-site model (eq 7), the process becomes effectively a two-
site exchange process. Therefore, the CPMG dispersion
profiles were analyzed using a two-site model, analogous to
eqs 4 and 5, where the parameters ∆δ, pPpD, and kex are
substituted with the effective parameters ∆δeff, (pApB)eff, and
kex

eff, respectively.
At 25 °C, the dispersion curves observed for residues close

to the active site are linear, indicating that the exchange rate
is several thousands per second and that only two parameters
can be obtained from the dispersion curves. At lower
temperatures, the flattening of the dispersion curves at high
CPMG frequencies becomes observable, and in this case,
three parameters can be obtained. However, the effective R2

rate depends on four parameters, namely, R2
0, kex

eff, (pApB)eff,
and |∆δeff|, and all four parameters can be obtained only if
the exchange process is in the slow exchange regime.
However, even at the lowest temperature, none of the
obtained dispersion profiles clearly indicate that the process
has crossed the coalescence point (i.e., kex ) ∆ω) for any
nucleus and entered the slow exchange regime. This implies
that the chemical shift difference cannot be obtained in a
manner independent of the populations. Residues with well-
resolved dispersion profiles at all temperatures, e.g., Thr79,
are clearly in the fast exchange regime at all temperatures.
This puts a limit on how skewed populations pA and pB can
be. Thus, we find that the equilibrium constant KAB ()pB/
pA) must be in the range of 0.1-10. Since the populations
could not be determined more accurately, KAB was arbitrarily
set to 1.0 at 5 °C in the following global analysis of the
CPMG dispersion curves. To account for the temperature
dependence of the population, KAB was set to ln(KAB) )
-∆H°/R[(T0 - T)/(T0T)], where T0 ) 278 K. Here, ∆H°
does not have a straightforward physical interpretation. Also,
it should be noted that the exchange process is “diluted” by
the presence of the His81-deprotonated state, which at the

applied pH is 72% populated. To account for this dilution
in the framework of the two-site model, the effective product
of populations (eq 5) was set to (pApB)eff ) (pA + pC)pB.
Furthermore, the analysis assumes that ∆δ and the
observed pKa value are independent of the temperature.
Finally, the exchange rate is assumed to follow the Eyring
equation [kex

eff ) kT/h exp(∆Sq/R) exp(-∆Hq)/RT].

On the basis of these assumptions, the dispersion curves
of Lys38, Val42, Asn63, Tyr64, Lys77, Cys78, Thr79, and
Gly85 at five different temperatures were fitted globally to
the two-site model. The parameters optimized in the fit are
the activation parameters ∆Sq and ∆Hq, one effective
parameter, ∆H°, accounting for the temperature dependence
of the population, the chemical shift difference, |∆δeff|, for
each residue, and the R0

2 rate for each dispersion curve, 51
parameters in total. The fit (see Figure 9) shows that the
dispersion profiles of all eight residues are consistent with
this simple two-site model. The effective activation param-
eters obtained from the fit, ∆Hq and ∆Sq, are 30 kJ/mol and
-73 J mol-1 K-1, respectively, and ∆H° is 45 kJ/mol. The
exchange rates that can be calculated from the apparent
activation parameters range from ∼1500 s-1 at 5 °C to
∼4000 s-1 at 25 °C. Although the order of magnitude of
the rate constants is reliable, it should be noted that the rate
constants are apparent rate constants obtained from fitting a
two-state model. Only to the extent that the two-site model
(eqs 7 and 8) is applicable do the rate constants correspond
to the interconversion between conformations AH+ and BH+.
As noted above, the dispersion profiles do not deviate
significantly from the fast exchange approximation and do,
therefore, not allow a reliable separation of the effective
chemical shift difference, |∆δeff|, from the populations.
Consequently, only the product Φeff [)∆δeff

2(pApB)eff] (see
Figure 9) can be determined. The residues with the largest
Φeff values are Asn41, Val42, Asn63, Tyr64, Lys77, Cys78,
Thr79, and Gly85. The Φeff value is a qualitative measure
of the exchange between sites AH+ and BH+; the larger the
Φeff value, the more likely it is that |∆δAB| is large, and
residues with large |∆δAB| values are likely to be those
involved in the conformational exchange between sites AH+

and BH+. A more rigorous interpretation is not possible
because the two-site approximations may not be valid for
all residues, and ∆δeff may not only reflect the difference in
chemical shift between the two protonated sites, AH+ and
BH+, but also depend on the chemical shift of the deproto-
nated state, C. Even if the populations of AH+ and BH+

were known, it would not be possible to disentangle the
chemical shifts of all three sites unless the sign of the
chemical shift difference ∆δAB can be determined (25). As
long as the sign remains unknown, the |∆δAB| value of each
nucleus can assume one of two possible values. These two
solutions can be substantially different in cases where the
two-site approximation does not apply. Whether the two-
site approximation applies can only be accessed if all rate
constants and chemical shifts in the three-site system are
known. This ambiguity could be resolved by determining
the sign of |∆δAB| (26), which, in principle, could be done
under conditions where sites AH+ and BH+ are the only
significantly populated sites, that is, at low pH (pH <4)
where His81 is fully protonated. This would enable a
complete analysis of the dispersion data using the three-site

Table 1: Exchange Factors and Exchange Rates Associated with the
Protonation of His81 in the Presence and Absence of Buffer at Different
pH Values

pH
aprot

b

(s-1 ppm-2)
∆aprot

(s-1 ppm-2)
aprot

nb

(s-1 ppm-2)
kprot

b

(s-1)
kprot

nb

(s-1)

4.1 0.30a 0.85 1.15 137000a 34000
4.4 0.41a 2.34 2.75 137000a 18700
4.7 0.51 3.67 4.18 125000 13350
5.1 0.32 3.94 4.26 163000 9700
5.6 0.18 ndb ndb 140000 ndb

6.0 0.11 0.70 0.81 110000 12700
a Extrapolated values assuming kex is independent of pH. b Not

determined.
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model; unfortunately, the protein is not stable under the
highly acidic conditions required for such an analysis.

pH-Independent Micro- to Milliscond Dynamics in PAZ.
As shown by the Rex terms obtained from a series of R2 and
R1 experiments at different pH values, the exchange contri-
butions for several residues are independent of pH in the
observed pH range. Residues with pH-independent Rex values
of >1 s-1 are Ser44, Met48, Ile49, Gly52, Glu62, Ala97,
Leu99, Ile102, and Ala120. Figure 10A shows the distribu-
tion of the residues on the structure. It is seen that the residues
are mainly found in loop regions and in the nonsolvent
exposed parts of the R-helices, whereas pH-independent
exchange contributions are not observed for residues in the

�-sheet core of the protein. Large CPMG dispersions are
also observed for residues Ser44, Met48, and Ile49, and
similar kex values were obtained for all three residues using
the two-site model. However, the kex rates are ∼2 times
smaller than the kex rates found in the proximity of the copper
site. Therefore, these residues are involved in a different
process, which is also apparent from the fact that this process
is independent of pH and buffer concentration.

DISCUSSION

Pico- to Nanosecond Dynamics of Pseudoazurin. The
dynamics on the pico- to nanosecond time scale of the

FIGURE 9: CPMG dispersion profiles (top panels) at different temperatures [5 (green), 10 (blue), 15 (cyan), 20 (magenta), and 25 °C (red)]
of residues in the proximity of the copper site in PAZ. The dispersion curves were obtained at 11.7 T and pH 5.1 in the presence of 20 mM
phosphate buffer and 20 mM acetate buffer to ensure that the protonation of His81 did not contribute directly to the dispersion. The lines
represent a global fit. The bottom left panel shows the amplitudes of the CPMG dispersion profiles [Φeff ) ∆δeff

2(pApB)eff] at 5 °C vs the
amino acid sequence of PAZ. Filled bars represent residues with unambiguous dispersion profiles, and empty bars represent data that are
more tentative. Filled circles (b) mark residues with the largest Rex/∆δprot

2 ratios of >10 s-1 ppm-2, and empty circles (O) mark residues
with Rex/∆δprot

2 ratios between 2 and 10 s-1ppm-2. Asterisks mark the four copper ligands. The bottom right panel shows the effective
exchange rates back-calculated from the fitted activation parameters vs temperature.

FIGURE 10: (A) Residues with Rex contributions that are independent of pH: red for Rex > 1 s-1 and orange for 0.5 s-1 < Rex < 1 s-1. (B) Residues
affected by the protonation of His81 as indicated by residues with buffer-dependent Rex values and large ∆δprot values: red for ∆δprot > 1.5 ppm
and orange for 0.5 ppm < |∆δprot| < 1.5 ppm. (C) Residues affected by the exchange between different protonated forms of His81 as indicated
by residues with significant pH-dependent but buffer-independent Rex contributions. These residues are characterized by large Φeff [)∆δeff

2(pApB)eff]
values at 5 °C determined by CPMG dispersion: red for Φeff > 0.3 ppm2 and orange for 0.03 ppm2 < Φeff < 0.3 ppm2.
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backbone of pseudoazurin resembles that of other blue copper
proteins, such as azurin (27), plastocyanin (18, 28), and
rusticyanin (29), which all are highly rigid molecules on this
time scale. Thus, for almost all residues, the order parameters
are ∼0.8, indicating that it is a highly rigid molecule, with
little dynamics even in the loop regions. Only the residues
at the termini and residue Ser95 have order parameters of
<0.7.

Micro- to Millisecond Dynamics of Pseudoazurin. Whereas
the backbone of PAZ is rigid on the pico- to nanosecond
time scale, there are a variety of dynamics processes on the
micro- to millisecond time scale which influence the 15N R2

rates. Thus, at 18.7 T, many residues are affected by
conformational exchange on the micro- to millisecond time
scale as indicated by the Rex terms. The origins of the Rex

terms vary among the residues; however, the exchange
contributions of PAZ can be separated into three groups (see
Figure 10). (i) The first group consists of exchange contribu-
tions that are independent of pH (see Figure 10A). (ii) The
second group includes exchange contributions that depend
on the buffer concentration (see Figure 10B). These contri-
butions stem from the protonation equilibrium of His81 and
are observed for residues with large ∆δprot values. (iii) The
third group consists of exchange contributions that are pH-
dependent but buffer-independent (see Figure 10C). These
contributions are observed for residues with large values of
∆δAB (see eq 8) and enhanced Rex/∆δprot

2 ratios and are
caused by a yet unidentified exchange process within the
active site of Af PAZ, a process that appears to be triggered
by the protonation of His81. Residues in the third group also
exhibit large CPMG dispersions at high buffer concentrations.
Some residues with pH-independent motions (the first group)
also exhibit CPMG dispersion, while others, like Gly52, do
not. This suggests that there are several pH-independent
exchange processes in PAZ.

Kinetics of the Protonation of His81. The exchange rates
observed here for the exchange between the protonated and
deprotonated His81 in PAZ are very similar to those
measured for the corresponding process in PCu, suggesting
that the protonation process is similar in the two proteins.
Like in PCu, kprot depends on pH and buffer concentration.
This shows that the rate of protonation is limited by proton
transfer at low buffer concentrations. Protonation requires
that the imidazole ring first dissociate from the Cu(I) ion
and then rotate ∼180° around the C�-Cγ bond, making the
Nδ1 atom surface exposed and thereby accessible to buffer
ions. Inevitably, the rate of dissociation and rotation of the
imidazole group must be equal to or faster than the fastest
observed rate of exchange between protonated and depro-
tonated His81. Like in PCu (9), the exchange rates cannot
be explained exclusively by specific acid-base catalysis (i.e.,
the protonation and deprotonation by the water solvent) in
the case where no buffer is added, because this would give
rise to unreasonably large second-order constants, close to
or beyond the equivalent rate constants for protonation of
free imidazole, a process known to be diffusion-limited (30).
The PCu studies (9) suggest that the copper binding slows
the proton transfer by 2-3 orders of magnitude, since the
copper binding prevents the histidine from becoming pro-
tonated. Thus, realistic second-order rate constants for
specific acid-base catalysis should be at least 2 orders of
magnitude below the protonation-deprotonation rates of free

imidazole which are 2 × 1010 M-1 s-1. Possible explanations
for the fast protonation and deprotonation may include the
small amount of buffer remaining after dialysis or impurities
from small amounts of denatured and hydrolyzed protein that
contribute to the protonation rate.

Dynamics of His81-Protonated PAZ. An additional con-
formational exchange in the active site of PAZ occurs when
His81 becomes protonated. According to the CPMG disper-
sion profiles this process is slower than the protonation
equilibrium even at low buffer concentrations. This exchange
is not observed in PCu, yet in amicyanin, an exchange
process on a similar time scale has been reported (5). In the
study of amicyanin, the authors suggested that the additional
exchange may be an exchange between different orientations
of the protonated imidazole ring. The same could be the case
in PAZ. Such a rearrangement could be triggered by the
binding of other ligands, such as a water molecule, which
replace the imidazole group of His81. Although buffer
molecules may also transiently bind to the Cu(I) ion, they
cannot be responsible for the relaxation enhancements
because the effect is also observed after the removal of
buffers. However, the conformational exchange may also be
a rearrangement of other residues proximal to the copper
site. It is noteworthy that the residues in PAZ that are most
affected by this process are Cys78 and residues Asn41,
Val42, Lys77, and Thr79, all of which are close to the
cysteine, whereas the backbone 15N of His81 is only slightly
affected. This could suggest that the observed conformational
exchange is not a rearrangement of the protonated His81 side
chain. The change from a tetrahedral to a planar trigonal
geometry of the copper site triggered by the protonation of
His81 may result in a rearrangement in the second coordina-
tion sphere. Structural changes in the second coordination
sphere have been shown to cause sizable effects on the redox
properties and pKa value of copper sites in blue copper
proteins (31, 32). Such changes would most likely also effect
the 15N chemical shifts of residues in the proximity of the
copper site and could explain the exchange broadening.
Conformational fluctuations on the micro- to millisecond time
scale are also observed near the Cu(I) site of azurin where
the C-terminal histidine of azurin does not protonate (33, 34).
In azurin, this dynamics is likely to be associated with
conformational changes of a histidine side chain, His35, in
the vicinity of the copper site, a residue that is absent in
PAZ and amicyanin. In PAZ, as judged from the residues
with the largest relaxation effects, we speculate the rear-
rangement could involve Cys78 and its hydrogen bonding
interactions with Asn41.
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free parameters, and plots showing additional CPMG disper-
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sion profiles of AV PAZ. This material is available free of
charge via the Internet at http://pubs.acs.org.
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