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An albumin unfolding and refolding cycle induced
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Given the intimate connection between the structure and function of biological macromolecules, the

ability to temporally control their unfolding–refolding process enables temporal regulation over specific

functionalities, potentially applicable in innovative domains, including the construction of protein-based

actuators or programmable catalysis and drug release in complex biotechnological processes. We show

here how a temporally controlled protein unfolding–refolding cycle can be coupled in time with pro-

grammed pH sequences achieved through the spontaneous decomposition of an activated carboxylic

acid. Specifically, we illustrate this process at the molecular level using albumin, the most prevalent

protein found in plasma, for which a temporary shift from native to unfolded forms is promoted using

nitroacetic acid, able to undergo base-catalysed decarboxylation when solubilized in water solution. As

detected by small angle X-ray scattering and intrinsic tryptophan fluorescence, starting from the protein

in its native form, the acid addition triggers unfolding to a partially denatured state and a subsequent

time-tunable pH rise with gradual refolding that recapitulates the intermediate steps detected at the same

pH values by static acidification, fitting within a framework of full reversibility of the structural changes as a

function of the protein protonation state. At the end of the pH jump, the native structure is fully recovered,

making this method a chemical tool to achieve a complete protein conformational sequence pro-

grammed in the timeframe of minutes without further intervention.

Introduction

Temporal control of supramolecular processes, such as self-
assembly, host–guest interactions, operation of molecular
machines or phase separation by means of chemical
stimuli,1–7 is one of the hottest topics in the recent litera-
ture. The main reason for this can be found in the aspira-
tion to reproduce in the laboratory the most typical feature
of every biosystem, which consumes a chemical species to
maintain a functional state different from the resting one.
Control over the stimulus supply (amount and procedure)
translates into temporal control of the system properties.
We demonstrate here that a temporally controlled protein
unfolding–refolding cycle can be accomplished by exploiting

a decarboxylation-based method to control the pH. In the
light of the close relationship between the structure and
properties of biological macromolecules, the method would
allow temporal control over specific functionalities exploita-
ble in possible applications from protein-based actuators8

to programmable biocatalytic systems. The process was
demonstrated for albumin, the most abundant protein in
plasma. Knowing the ability of this protein to reversibly
switch among different conformations by varying pH, a
system was designed which was able to perform a tempor-
ary transition from native to unfolded forms and gradually
refold through a time-tuneable pH cycle.

We and others have indeed shown that simple reagents can
be employed to finely control the pH of a water solution over
time.10,11 The consumption of such reagents allows comp-
lementary pHlow–pHhigh–pHlow

12–14 or pHhigh–pHlow–

pHhigh
15–19 sequences, whose amplitude and duration can be

regulated at will. Since the properties of many biotic and
abiotic systems in water solution depend on pH, the above pro-
grammable pH sequences can be used to have time control
over such properties. In other words, the above reagents allow
the system under investigation to pass from the resting state A
to a different state B during the first pH variation and to come
back from state B to state A during the second pH variation.
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Such a process is affected by the reactivity of the stimulus
employed and its concentration and can be often modulated
with the addition of enzymes13,20,21 or other additives.
Generally, the system persists in state B as long as the stimulus
is present and finally comes back to its resting state A when
the stimulus is exhausted.

In particular, we used nitroacetic acid (NAA, 1), an activated
carboxylic acid22–24 able to undergo base-catalysed decarboxyl-
ation, as a stimulus to achieve pHhigh–pHlow–pHhigh sequences.
The latter were exploited to drive the operation of host–guest
systems15 and DNA based molecular devices.16 The addition of
acid 1 to a water solution results in an instantaneous lowering
of the pH due to the dissociation of 1 to 1− and H+. Then, the
resulting carboxylate 1− slowly loses carbon dioxide, giving the
nitronate anion 2− which eventually acts as a base, increasing
the pH to the final value (Fig. 1a).

Among biomolecules, proteins are the most sensitive ones
to pH variations due to the presence of acidic and basic func-
tions in the lateral chains of the aminoacidic core, which
affect the protonation state of the protein and hence its
conformation.

It is known that the tertiary structure of human serum
albumin (HSA), a protein that under physiological conditions
(pH = 7.1–7.5) is found in its folded native (N) form, is highly
affected by pH variations.25 According to the widely accepted
Foster’s model,26,27 lowering the pH to 4.3 induces the protein
transition to a partially open conformation identified as the F
(“fast migrating”) form, stable up to a pH value as low as 2.7.

Moreover, the F form can experience a second transition to the
E (“expanded”) form at even lower pH (Fig. 1b), in which the
protein further loses secondary and tertiary structures and
expands to a highly flexible chain of its subdomains, which
locally maintain a high degree of native folding, together with
the covalent disulfide bonds.

Taking advantage of the in situ production of acid due to
the hydrolysis of glucono-δ-lactone, we have previously studied
the unfolding process of HSA by means of fluorescence spec-
troscopy and small angle X-ray scattering (SAXS), enabling con-
tinuous monitoring of the protein structure in solution as a
function of a smooth pH decrease.28 This approach has
allowed the deconvolution of structural models for the main
conformational components of the protein under acidic con-
ditions, highlighting the intermediately unfolded confor-
mation represented by the F-form, which never reached 100%
at low ionic strength and in the absence of ligands. It has also
provided interesting insights into the role of fatty acid binding
within the high affinity sites in the stabilization of the native
tertiary structure, so that lower pH values are required to
trigger the acid transition towards partially unfolded
conformations.29

Here we show a complementary approach for easily moni-
toring over time the conformational changes of HSA. Starting
from the protein in its native form, we employed nitroacetic
acid 1 to achieve a fast acidification of the solution upon dis-
solution, with the consequent denaturation of the protein, fol-
lowed by a slow increase in the pH without further interven-
tion, which enables full protein refolding with a predictable
time dependence. This method allows for a whole protein con-
formational cycle to be realized by the addition of a single
reagent, prompting us to study in detail the refolding process
by SAXS (Fig. 1c), verifying the reversibility and identifying the
main structural components.

Results and discussion
pH vs. time profiles of albumin solutions induced by
nitroacetic acid

We initially carried out a series of experiments to assess the
extent to which it is possible to control the duration and entity
of a pHhigh–pHlow–pHhigh cycle induced by the addition of acid
1 in albumin solutions (0.055 mM HSA), prepared in 5.0 mM
Tris HCl and 150 mM NaCl at 25 °C. The initial pH is always
set at 8.1, and then different amounts of 1 are added while
monitoring the pH variation over time (Fig. 2a). Increasing the
initial acid concentration has three effects on the pH profile.
First, the larger the amount of 1 added, the larger the initial
pH jump and the lower the pHlow value reached at the end of
the first jump. Second, the lower the value of pHlow, the slower
the following pH ramp, which translates into a longer duration
of the pH cycle. Third, the value of pHhigh finally reached by
the system slightly decreases with increased initial concen-
tration of 1 since a larger amount of carbon dioxide, in equili-
brium with carbonic acid, is liberated during the reaction.15

Fig. 1 (a) Transient variation of the pH of a water solution due to the
decarboxylation of acid 1. (b) Different conformations assumed by HSA
in response to pH variation as a function of the protonation state (titra-
tion curve adapted from the original work of Tanford9). (c) The transient
pH variation due to the addition of 1 causes programmed HSA confor-
mational changes (unfolding–refolding).
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On increasing the concentration of 1 from 5.0 to 80 mM, we
indeed observed a decrease of both the pHlow and pHhigh

values and a temporal expansion (longer duration) of the
acidic transient state.

By comparing the pH versus time profiles obtained with the
same concentration of 1 and under the same buffer con-
ditions, with and without HSA, it is evident that the presence
of the protein affects the pH cycle, neutralizing part of the
added 1 and consequently causing a less pronounced acid
excess, resulting in an earlier pHlow–pHhigh jump. For example,
the pH versus time trend obtained with 20 mM of 1 reasonably
agrees with the profile obtained with 50 mM added acid and
0.055 mM of protein (Fig. 2b). Assuming that a similar pH rise
over time implies a similar initial molar ratio between 1 and
the base, 68 extra base equivalents per protein molecule can
be estimated. This is a reasonable number considering that

the HSA sequence has 98 total aspartate and glutamate resi-
dues that act as weak bases.

Shift of albumin fluorescence spectra during the pH jump

Upon evaluating the influence of HSA on pH cycles triggered
by 1, we focused on the protein conformational transitions
upon pH variations over time. With this aim, we initially
resorted to fluorescence spectroscopy, monitoring the emis-
sion of the only tryptophan residue present in the protein
(Trp214) by using excitation at λexc = 295 nm. Indeed, this is
considered a diagnostic probe to study the tertiary structure of
HSA since its emission is sensitive to the local polarity around
the cleft where the fluorescent residue is located (Fig. S1†). In
its native state (pH > 4.3), the emission shows a maximum
(λmax) at 340 nm. After the addition of 20 mM 1, the emission
spectra are blue shifted (λmax = 330 nm), as expected when the
protein is in its acid form and the fluorophore is found in a
less polar local environment.30,31 As the decarboxylation of 1
takes place, the fluorescence emission starts to move back to
the original position, strongly suggesting that the protein
recovers the native form at less acidic pH (Fig. 3b). Notably, fol-
lowing λmax as a function of pH, a midpoint around pH 4.4 is
observed, above which the transition to the native confor-
mation is known to occur (Fig. 3c). Therefore, the presence of
nitroacetic acid 1 and nitromethane 2 does not seem to affect
the conformational stability of HSA and its intrinsic pH refold-
ing behaviour.

Following albumin refolding over time using small angle X-ray
scattering

To provide more insights into the conformational cycles
experienced by HSA under the action of 1, we used SAXS,
which is sensitive to electron density inhomogeneities at

Fig. 2 (a) pH monitoring of a 5.0 mM Tris HCl solution over time after
the addition of an increasing amount of 1 in the presence of 0.055 mM
HSA (150 mM NaCl and T = 25 °C). Reference pH values for albumin acid
isomerisations are reported as yellow (<4.5) and red (<3) bands. (b)
Comparison of the transient pH variations induced by 1 observed in the
absence and presence of ∼3 mg mL−1 (0.055 mM) HSA.

Fig. 3 (a) Fluorescence spectra of HSA (0.055 mM) after the addition of 20 mM 1 as a function of time, as indicated by the colour bar (T = 25 °C).
The emission spectrum of the initial stock solution is reported as a black line. (b) Plot of the measured pH value (top panel) and the position of the
fluorescence emission maximum (λmax, lower panel) as a function of time. (c) Plot of the maximum fluorescence intensity (Fmax) and of λmax as a
function of pH, according to a concomitant pH–time calibration. The λmax vs. pH profile was fitted using a sigmoid function

λmax ¼ λ0 þ Δλ

1þ pHmidpoint

pH

� �n

0
BBB@

1
CCCA and the midpoint was found to be pHmidpoint = 4.4.
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the 1–100 nm scale, and for dilute samples of biological
macromolecules, SAXS provides information about their
average size, shape, and folding state directly in
solution.32–36

Since the conformation of HSA well and reversibly responds
to such pH variations, a clear change of the SAXS profiles as a
function of time was detected (Fig. S3† and Fig. 4a, b and c).
The clarity of the collected data is due to the simple protocol
allowing continuous monitoring of the same sample, not
needing preparation of a series of samples at different pH
values and thus removing a source of variability. The transition
is more clearly observed when showing the data in the Kratky
plot representation (I·q2 vs. q),∥ which emphasizes the differ-
ence between a fully folded state, whose scattering profile

follows in the high q regime the law expected for sharp inter-
faces (1/q4), and flexible states, which rather tend to follow the
polymer statistics (1/q2). In addition, the presence of maxima
in this representation is easily detected and their position pro-
vides information about the size of folded portions of the
studied macromolecules, shifting to larger q values when
smaller compact entities prevail within a flexible state, over a
larger fully globular structure.37,38 In this case, we used the
subtended area under the Kratky plot as an index of protein
refolding. This quantity, if calculated up to the isosbestic
point among the curves and normalized by the native value,
grows towards 1.0 when the protein refolds (Fig. 4c bottom
panel). A clear indication of reversibility is also denoted by the
overlap between the data collected for the refolded samples at
the end of the pHlow–pHhigh jump and those of the initial
stock solutions (Fig. S3†).

The radius of gyration (Rg) obtained from the initial
slope of the SAXS profile, according to a Guinier fit, is an
immediate indication of the overall size of the protein mole-

Fig. 4 (a) SAXS profiles obtained as a function of time for albumin initially acidified with 50 mM 1. The inset reports the pair distance distribution
functions P(r) obtained by indirect Fourier inversion, whose corresponding fits to the SAXS data are shown as black lines. (b) Kratky plot representa-

tion of the SAXS data, with indication of the subtended area Σ ¼ Σ
q¼0:1�1 nm�1

I qð Þq2

� �
for the first collected data, used as an index of refolding com-

pared to the final native state at the end of the pHlow–pHhigh jump (Σ/Σn). In the inset, the data are shown as Guinier plots following the linear law
Ln(I(q)) = Ln(I(0)) − (Rg

2/3)q2 in the low q region, from which the radius of gyration (Rg) and the intensity extrapolated at zero angle (I(0)) proportional
to the average particle mass can be obtained. (c) Relevant parameters obtained from the SAXS data as a function of time after initial acidification
with different concentrations of acid 1: Rg, I(0) and the index of refolding (Σ/Σn). (d) The same parameters as in (b) are reported as a function of pH
according to calibrations with off-line pH vs. time measurements. The values from HCl static acidifications (empty triangles) and the initial protein
solution (black squares) are reported for comparison.

∥ I is the background subtracted scattered intensity and q is the reciprocal space
scattering vector modulus q = 4π sin θ/λ, where 2θ is the scattering angle and λ is
the X-ray wavelength.
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cules and is observed to decrease as a function of time
(Fig. 4c top panel).

Both parameters indicate the increasing presence of par-
tially unfolded and extended states upon increasing the con-
centration of 1 and that the recovery to the native size and
folding state occurs with different time delays, as expected
from the pH measurements. Therefore, using different acid
amounts allows for tuning, in the range of 1 to 20 minutes,
the time after which the protein begins to refold from an
initially non-native state.

Reversibility and structural components of albumin acid
denaturation

By converting the time scale to a pH scale, we would expect to
observe superimposable trends of the protein size and
folding index for different acid concentrations, if they are
representative of an “instantaneous” equilibrium state,
according to the slow rate of pH variation – minutes –

compared to the fast acid unfolding and refolding – below

seconds – reported for albumin.39 This assumption is
found to be approximately verified, except for a deviation
observed at the highest 1 concentration (Fig. 4d, yellow
trace). This is likely due to an incorrect evaluation of the
pH value corresponding to the SAXS data. Off-line pH
measurements indeed have limitations to deduce what
occurs at the sample position during SAXS collection,
especially at high 1 concentration and therefore high CO2

release. Possibly, due to a faster nucleation of bubbles
favoured by flow, moving meniscus and capillary interfaces
(Fig. S4†), the pH can rise faster, and the protein refolds
accordingly. With knowledge of the reversible nature of
albumin acid transitions,26 we conclude that the protein
folding state seems a better indicator of the local pH than
the off-line electrode measurements.

The apparent molecular mass obtained by assuming a
fixed partial specific volume of 0.735 cm3 g−1 (ref. 40)
shows a maximum during the pH rise towards neutrality
around pH 3–3.5 (Fig. 5a, middle panel), possibly indicat-

Fig. 5 (a) Refolding trends as detected using SAXS parameters (Rg, I(0) and the index of refolding (Σ/Σn)) for different albumin preparations acidified
with 40 mM and 60 or 80 mM (data points for pH < 2) acid 1: defatted HSA (purple), defatted HSA with double concentration of Tris HCl buffer (red),
fatted BSA (cyan), and fatted HSA (black). All solutions contain NaCl 0.15 M. (b) Collection of SAXS data in Kratky plot representation for the fatted
HSA sample shown as coloured dots according to the assigned pH, and data fit (black lines) as a linear combination of three components, shown in
(c), weighted by the volume fractions reported in the inset. The first two components come from applying a component analysis to the dataset,
while the third component was added to consider a fully expanded conformation, as measured in the absence of added NaCl and at pH < 1.6 (HCl >
40 mM). (d) Description of the selected SAXS profiles of fatted HSA (red is component 3 of panel (c), dark orange is 5 minutes after the addition of
80 mM acid 1, and light orange and blue are respectively 7.5 min and 5 h after the addition of 40 mM acid 1) according to an ensemble of models
obtained by assuming that the unfolded albumin structure is composed of structured helical loops connected by random linkers. In the distribution
of Rg values, the black line represents the overall pool of generated conformers, while the coloured areas show the optimized selection of confor-
mers to fit the SAXS data as shown in a lateral panel. A representative conformer is shown for the non-native states, while for the refolded albumin, a
fit of the data with the crystal structure46 is shown as a dashed line.
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ing that upon moving towards the isoelectric point,41

when electrostatic repulsions decrease, an increasing popu-
lation of weak oligomers could transiently exist.** To
further test whether the protein conformation detected by
SAXS measurements during the time-dependent refolding
is indeed an “instantaneous” equilibrium corresponding to
a certain average protonation state, we prepared control
samples by static acidification of the same HSA solution
via the addition of known amounts of a strong acid (HCl,
as reported in ESI Table S2†). The comparison between
the SAXS profiles of the control samples brought to con-
stant acidic pH values and those accessed at the same pH
values in the time-dependent pH jump show that they
substantially overlap (Fig. S5†), suggesting that the 1 de-
carboxylation-coupled refolding recapitulates the same equi-
librium average conformations that take place in static
samples.

We also followed time-dependent pH jumps by SAXS
carried out with different albumin preparations from com-
mercially purified products (Fig. 5, defatted HSA in Tris
HCl 5 mM (HdT5), defatted HSA with double the concen-
tration of Tris HCl buffer (HdT10), fatted bovine serum
albumin BSA (BfT5), and fatted HSA (HfT5)). The general
refolding trends as a function of pH are essentially
unchanged for the human protein, except for a systematic
shift of Rg to smaller values for the preparation not
deprived of bound fatty acid molecules (“fatted”), probably
due to an intrinsically smaller number of dimers and oligo-
mers in the lyophilized starting product.†† For the HfT5
preparation indeed, the starting stock solution of native
protein can be satisfyingly described by means of the
monomeric albumin crystal structure (Fig. 5d). We therefore
focus on this dataset to reach a more detailed structural
interpretation of the refolding process, in terms of the
minimum possible conformational states involved and pre-
viously proposed structural components.

The set of SAXS data collected during the 1-triggered
unfolding and time-dependent refolding could be described
reasonably well in terms of just two SAXS profiles, a fully
folded component and a partially unfolded one (Fig. S6b†),
while a third, further expanded component could marginally

contribute at pH < 2 (Fig. 5b and c).‡‡ The optimized concen-
tration profiles of these three structural components suggest
that the mid-point of the transition between the partially
unfolded and the native form as observed in these SAXS refold-
ing experiments is located close to pH 3 (Fig. 5b). This should
be compared to the component-based interpretation of pre-
viously collected unfolding trends with glucono-δ-lactone
time-dependent acidification (in the absence of added salts),
where a similar intermediately unfolded component, ascribed
to the “F form” of the literature, seemed to reach a maximum
around pH 4, while already coexisting with further expanded
conformations clearly detected for pH lower than 3. Such a
difference could be ascribed to the low ionic strength in the
unfolding experiments, implying a reduced screening of the
intra-chain electrostatic repulsions and an emphasized popu-
lation of extended conformations, despite the nominal pH
value measured with the electrode being the same.42

The overall folding state of albumin could be visualized by
applying an ensemble optimization method to fit selected
SAXS profiles and by considering a particular conformer found
to be highly contributing and recurrent in repeated optimiz-
ation experiments (Fig. 5d). The further extended component,
not detected in these pH jumps due to the requirement for
stronger inter-subdomain repulsions, can be described by
including a relevant portion of models with Rg values above
5 nm, and shows an even higher level of flexibility (wider Rg
distribution) compared to the reference random pool gener-
ated using the compact helical loop-flexible linker assumption.
The SAXS profile with the lowest degree of folding accessed
with the highest concentration of 1 (nominal pH 1.9) suggests
an albumin conformation with a larger globular core involving
the close-packed central subdomains and higher orientation
flexibility for the N-terminal and C-terminal loops. Such a low-
pH state substantially coincides with the main non-native com-
ponent detected along the refolding path, which, together with
an increasing fraction of native structures, allows for the sim-
plest interpretation as a coexistence of the two main confor-
mations in varying amounts (native and partially unfolded).
The inspection of models that fit the SAXS data at higher pH
upon refolding (e.g. at pH 3) could give an alternative view to
this simplified assumption and suggest the involvement of

**According to the relationships ISAXS(0)(cm
−1) = MM(kDa)c(mg cm−3)(Δρm(cm

g−1))2/NA and Δρm(cm g−1) = (ρm(el. g
−1) − ρsolv(el. cm

−3) ν̃(cm3 g−1))rTh(cm el.−1),
complementary explanations for the observed behaviour of ISAXS(0) could be
related to a non-monotonic variation of the X-ray scattering contrast (Δρm (cm
g−1)) as a function of pH due to changes in protein specific volume (ν̃), ion or
water binding (impacting the actual chemical composition and therefore the
electrons per mass (ρm)).
††The presence of such oligomeric species in an amount usually below 20% of
the overall protein mass affects the average SAXS profile especially in the lower q
region, and the estimated Rg (when above 2.8 nm under native conditions) and
maximum size (when above 9 nm) are particularly sensitive parameters signal-
ling their existence. However, the overall refolding trend as a function of pH is
not affected by the co-existence of a small fraction of albumin dimers,43 which
can undergo comparable conformational transitions to monomers, as seen for
example for the structural response of albumin upon oxidation using sodium
hypochlorite.44

‡‡Considering the previous knowledge of the maximum degree of albumin
expansion detected by SAXS upon acidification below pH 2.7, with Rg values
above 4.5 nm and Kratky plots skewed to larger q values with a lower subtended
area in the q range <1 nm−1,28,29,43,45 we tested if such an expanded component
could be included to describe the refolding process in combination with the
native form. This was not the case (Fig. S6c†), and to reach satisfactory agree-
ment, the second component could not be assigned to a state in which the
protein is fully expanded as allowed by its local disulfide bonds but had to
provide for an intermediate state with the bimodal Kratky plot and an Rg value
of around 3.8 nm, which could be rather ascribed to the putative F-form. If the
SAXS profile of a further expanded conformation is artificially included as an
additional third component, it can just help in describing the data collected at
the lowest pH, but it is not appreciably contributing, as already pointed out by
the goodness of fit of a two-component model.
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possible conformers with a lower degree of separation of the
terminal loops.

When correlating the results of SAXS and fluorescence from
separate measurements using the unified pH scale (Fig. S8†), a
clear asynchrony is detected between the two probes. The
sharp shift of the tryptophan fluorescence spectrum back to
the native position (accompanied by a more gradual change of
the emission intensity) is completed only when the protein
fully recovers the SAXS profile of the original native solution
(pH > 4.7) and the mid-point of the transition observed
through fluorescence corresponds to a global protein folding,
which is already more than 90% similar to that of the native
state. The discrepancy has to do with the multi-domain nature
of albumin and the different sensitivity of the two techniques
to global and local changes of the protein structure: while the
SAXS signal mainly detects the earlier refolding and terminal
domain recompaction taking place around pH 3, it is much
less sensitive to the local re-adjustments within the central
protein domain, where tryptophan is located. Here the fluo-
rescent probe experiences a less polar environment compared
to the native state irrespective of the variable degree of unfold-
ing of the terminal domains, until a final local rearrangement
restores the native polarity of its site in the central domain
cleft characteristic of the native conformation. Such asynchro-
nicity had already been observed more robustly with simul-
taneous detection of SAXS and fluorescence emission during
time-dependent acid-induced unfolding (rather than refolding
as realized here) of the same sample,28 and it contributes to a
clear understanding of the multi-step nature of albumin’s iso-
merisations at acidic pH.31

Conclusions

We showed that an activated carboxylic acid, namely nitroace-
tic acid 1, can be used as a chemical stimulus to control the
conformation of human serum albumin. Fluorescence and
SAXS data allow us to monitor over time the structural tran-
sitions experienced by the protein in response to the transient
pH change triggered by acid 1. This method enables the pH to
change in situ with predictable kinetics, without the addition
of further external reactants or salts and without the need for
dialysis or dilution protocols, allowing us to simply monitor
the initial unfolding and time-dependent refolding event of
the same protein sample in an automated experimental
modality, well suited for synchrotron SAXS setups.

Starting from a native protein sample, the acid 1 addition
triggers the unfolding to a partially denatured state of albumin
ascribed mainly to the “F” form, and the gradual time-depen-
dent refolding can be described as an increase of the native
fraction, which reaches 100% when the pH climbs back to 5,
allowing for a full protein conformational cycle. The final state
at the end of the pHhigh–pHlow–pHhigh cycle is indistinguish-
able from the initial starting state, and the intermediate steps
of the refolding kinetics recapitulate both the inverse process
of unfolding upon acidification28 and the average protein con-

formations detected at the same pH values by static acidifica-
tion with HCl, showing that neither acid 1 nor its byproduct
affects the conformational transition or the stability of the
protein, fitting within a framework of full reversibility of the
structural changes as a function of the protein protonation
state. Such reversibility, appreciated through various methods
since very early works (e.g. ref. 26), has now been clearly shown
in time-programmed refolding experiments of the same
sample without further intervention.

A whole conformational cycle (native–unfolded–native) can
therefore be driven and temporally controlled by the single
addition of a simple reagent. Together with other systems
used to transiently control the pH, our protocol based on the
use of acid 1 can be helpful in the study of pH responsive
structural transitions of macromolecules. The biological origin
of proteins, their high structural sensitivity towards pH and
the intimate link between their structure and functions make
these results particularly interesting for the development of
pioneering and sustainable applications, from protein-driven
actuators in robotics to customizable catalysis and drug deliv-
ery in advanced biotechnologies.
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