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It has been difficult to obtain directly residue-specific infor-
mation on side chain packing during a fast (ms) protein folding
reaction. Such information is necessary to determine the extent
to which structural changes in different parts of the protein mole-
cule are coupled together in defining the cooperativity of the over-
all folding transition. In this study, structural changes occurring
during the major fast folding reaction of the small protein barstar
have been characterized at the level of individual residue side
chains. A pulsed cysteine labeling methodology has been employed
in conjunction with mass spectrometry. This provides, with ms
temporal resolution, direct information on structure formation at
10 different locations in barstar during its folding. Cysteine resi-
dues located on the surface of native barstar, at four different posi-
tions, remain fully solvent-accessible throughout the folding proc-
ess, indicating the absence of any ephemeral nonnative structure in
which these four cysteine residues get transiently buried. For bur-
ied cysteine residues, the rates of the change in cysteine-thiol acces-
sibility to rapid chemical labeling by the thiol reagent methyl meth-
anethiosulfonate appear to be dependent upon the location of the
cysteine residue in the protein and are different from the rate meas-
ured by the change in tryptophan fluorescence. But the rates vary
over only a 3-fold range. Nevertheless, a comparison of the kinetics
of the change in accessibility of the cysteine 3 thiol with those of the
change in the fluorescence of tryptophan 53, as well as of their
denaturant dependences, indicates that the major folding reaction
comprises more than one step.

To obtain an understanding of the cooperativity of the struc-
tural transitions accompanying the folding of unfolded protein
to its unique native fold has been the central objective of many
protein folding studies (1-4). Many protein folding reactions
have been described as cooperative two-state U = N transi-
tions, implying that native structure forms in a concerted all-
or-none manner, with the formation of one contact facilitating
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the formation of many others (3, 5). There is, however, a grow-
ing body of work suggesting that protein folding/unfolding
transitions may be highly noncooperative and even be gradual
structural transitions (6 —12). For example, time-resolved ani-
sotropy and fluorescence resonance energy transfer experi-
ments, as well as NMR experiments, have shown that structure
is lost incrementally during the denaturant-induced equilib-
rium unfolding of barstar (6, 9, 12). High resolution probes,
such as UV resonance Raman spectroscopy and NMR, indicate
that the equilibrium unfolding of Trp-cage (10), GCN4-like
leucine zipper (7), CHABII (8), and BBL (11) is spatially
decoupled and occurs in many steps. Nearly all evidence for
gradual or multistep folding comes from equilibrium unfolding
studies, where high resolution structural probes can be used
easily. Kinetic evidence is needed (13, 14), especially evidence
that provides structural information at the individual residue
level, but this has been limited so far (15-20). The major ques-
tion that remains unaddressed is whether different regions of a
protein form a structure in a synchronized or in an unsynchro-
nized manner, during the major folding reaction of any protein.

Pulsed cysteine labeling (SX)® provides direct structural infor-
mation on the fate of individual residues during the folding process
and has been shown to be an excellent probe for studying structure
formation during the fast folding/unfolding reactions of several
proteins at the level of individual side chains (21-25). In brief, side
chains located in different parts of the protein structure are
mutated to cysteine, one at a time, and the solvent accessibility of
the individual cysteine thiol group to rapid chemical labeling is
measured at different times of folding. The extent to which a par-
ticular cysteine residue is involved in structure formation at any
time of refolding is reflected by the fraction of molecules in which
the cysteine thiol gets labeled at that time. In this study, the pulsed
SX methodology has been coupled with mass spectrometry for the
first time to explore the cooperativity of the refolding reaction of
barstar.

The folding pathway of the small protein barstar has been
characterized extensively (26 —31), and under strongly stabiliz-
ing conditions it can be represented as follows.

1ms 100 ms 100s
U :’IE ||_ N

SCHEME 1

3 The abbreviations used are: SX, cysteine labeling; MMTS, methyl methane-
thiosulfonate; ESI, electrospray ionization.
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where I represents a highly heterogeneous early intermediate,
consisting of different structural forms, and is shown to be pop-
ulated during the initial few milliseconds of refolding (28, 30,
31). A rapid equilibrium between U and I, is established before
the major structural transition to the late intermediate I;
occurs. I; has also been shown to be a heterogeneous ensemble
of intermediates (32—34). Different members of the I ensemble
are populated in different solvent conditions; hence, the struc-
tural properties of I appear different in different folding con-
ditions (30, 31). The extent of cooperativity present in the major
structural transition (the I to I; structural transition), which
constitutes the fast phase of folding, is poorly understood at the
individual residue level. Barstar offers itself as an interesting
model system for this type of study, because the kinetics of the
fast phase (i.e. of the I to I; transition) are different when mon-
itored using different probes, under some but not all folding
conditions (29, 31).

In this study, the pulsed SX methodology in conjunction with
mass spectrometry has been applied to alibrary of 10 single Cys,
single Trp-containing mutant forms of barstar, in which the
single Cys residue is located at various buried and exposed loca-
tions of the protein. Fig. 1a shows the locations of the single
tryptophan and the cysteine residues so introduced. For each
mutant protein, the accessibility of the individual cysteine thiol
group to a cysteine-specific labeling reagent, methyl methane-
thiosulfonate (MMTS), and the fluorescence of the sole trypto-
phan were measured at different times during the folding proc-
ess. Only a 3-fold dispersion is seen in the site-specific rates of
the fast change in cysteine thiol accessibility during folding, but
a more detailed analysis of the dependence on urea concentra-
tion of the kinetics of the fast folding reaction measured at two
different sites (Cys® and Trp°®) in one of the mutant proteins
suggests that the fast folding reaction comprises more than one
step.

EXPERIMENTAL PROCEDURES
Protein Expression and Purification

The method for the purification of barstar and its mutant
variants has been described in detail previously (36). Ten differ-
ent mutant variants, Cys3, Cys14, Cys25, Cys36, Cys40, Cys42,
Cys62, Cys67, Cys82, and Cys89, each with a single Trp residue
(Trp®?) and a single Cys residue (at the residue position indi-
cated in the name), were generated by site-directed mutagene-
sis (18, 19). Protein purity was checked by mass spectrometry
using a Micromass Q-TOF Ultima mass spectrometer coupled
with an ESI source. The masses determined for Cys3, Cys14,
Cys25, Cys36, Cys40, Cys42, Cys62, Cys67, Cys82, and Cys89
were 10,232, 10,216, 10,232, 10,232, 10,232, 10,202, 10,190,
10,232, 10,246, and 10,216 Da, respectively. These masses indi-
cate that the N-terminal methionine residue remained
uncleaved during the expression of the mutant proteins. Pro-
tein concentrations were determined for all of the above
mutant proteins by measuring the absorbance at 280 nm, using

an extinction coefficient of 10,000 M ' cm ™.

Reagents and Chemicals

Boric acid, EDTA disodium salt, MMTS, 5,5’-dithiobis(2-
nitribenzoic acid), and cysteine'HCl was of ultrapure grade
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from Sigma. Urea (ultrapure grade) was from U. S. Biochemical
Corp. Dithiothreitol (ultrapure grade) was obtained from
Invitrogen, formic acid (GPR grade) was from BDH, and aceto-
nitrile (HPLC grade) was from Qualigens.

Buffers and Solutions

The native buffer used for all of the equilibrium and kinetic
experiments was composed of 200 mm sodium borate and 1 mm
EDTA at pH 9.2. The unfolding buffer was native buffer con-
taining 6 M urea for all the kinetic experiments or 8 M urea for all
of the equilibrium unfolding experiments at pH 9.2. Urea con-
centrations were determined from the measurement of the
refractive index on an Abbe 3L refractometer from Milton Roy.
All buffers and solutions were filtered through 0.22-um filters
and degassed before use. All of the experiments were carried
out at 25 °C.

Preparation of MMTS-labeled Protein

MMTS-labeled protein was prepared by reaction of the pro-
tein in 8 M urea (unfolding buffer) at pH 9.2, with a 100-fold
molar excess of MMTS for ~5 min. The labeling reaction was
quenched by the addition of a 1000-fold molar excess (to the
protein) of cysteine'HCI (in 1% formic acid) to the reaction
mixture. The addition of cysteine-HCl also decreased the pH of
the solution to ~2, which ensured that labeled protein did not
lose any label. Following this, the labeled protein was separated
from cysteine, urea, and other small molecules present in the
reaction mixture by passing the protein through a Hi-Trap
Sephadex G-25 desalting column on an Akta chromatography
system. The extent of labeling was checked by mass spectrom-
etry, and the protein was found to be >95% labeled as judged
from the expected 46-Da increase in the mass of the protein.

Measurement of the Stability of MMTS

The stability of MMTS, the labeling reagent used in this
study, depends upon the pH of the solution in which it is recon-
stituted; hence, its decomposition process imposes a time con-
straint on the use of a MMTS solution after its preparation. The
rate of decomposition of MMTS was measured under various
conditions (i.e. at pH 9.5 and 8, in water at pH 6 * 0.5, and in
aqueous solutions containing 0.6 —2.0 M urea at pH 6.3 = 0.5, as
described earlier) (37). In brief, fresh solutions of dithiothreitol
and 5,5'-dithiobis(2-nitribenzoic acid) were prepared in 20 mm
Tris buffer at pH 8. Dithiothreitol was added to the solution
containing excess 5,5'-dithiobis(2-nitribenzoic acid), and the
concentration of the released TNB?~ ions was determined by
measuring the absorbance at 412 nm, using an extinction coef-
ficient of 14,100 M~ ' cm™". The concentration of MMTS in
solution was determined as a function of time by monitoring
the loss of absorbance of the TNB>™ ions at 412 nm after the
addition of an aliquot of the solution to the reaction mixture
containing dithiothreitol and excess 5,5'-dithiobis(2-nitriben-
zoic acid). MMTS was found to decompose with a time con-
stant of ~4 min at pH 9.5 and ~60 min at pH 8 (data not
shown). It is, however, fairly stable when reconstituted in water
and aqueous solutions containing urea. It was found to decom-
pose less than 5% in 3 h when reconstituted in aqueous solution
containing 2.0 M urea at pH 6.5 = 0.3 (data not shown). For all
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of the pulsed SX experiments, the MMTS solution was recon-
stituted in water containing 0.6 —2.0 M urea at pH 6.3 = 0.5 and
was used within 2 h of its preparation.

Kinetics of Change in Cysteine Accessibility during Refolding

All pulsed SX experiments were carried out using a Biologic
SFM-400 Q/S unit operating in the quenched flow mode. Both
refolding and labeling reactions were performed at pH 9.2 and
25 °C. The protein was unfolded in 6 M urea (unfolding buffer)
for at least 3 h prior to refolding experiments. After a variable
time of refolding, a 4 ms pulse of MMTS label was applied. The
labeling reaction was quenched by the addition of excess cys-
teine in 1% formic acid.

Three different quenched flow programs were used to
achieve the refolding times of 0, 5-23, and >23 ms. For the 0 ms
refolding time point, 30 ul of 140.4 mm MMTS (in water) were
mixed with 330 ul of refolding buffer inside the quenched flow
machine for 5 ms, and the resulting solution was mixed with 40
wl of unfolded protein solution (150 um stock) for 4 ms. The
labeling reaction was quenched with the addition of 103 ul of
410 mwm cysteine'HCI (in 1% formic acid) solution. For refolding
times in the range of 5-23 ms, refolding was initiated by mixing
24 pl of unfolded protein solution (195 um stock) with 208 ul of
refolding buffer at pH 9.2 and 25 °C in various delay loops to
achieve the desired refolding time points, and then the resulting
solution was pulsed with 80 ul of 40.9 mm MMTS solution (in
water containing 0.6 M urea) for 4 ms. The labeling reaction was
quenched with the addition of 80 ul of 410 mm cysteine-HCI (in
1% formic acid) solution. To achieve refolding times greater
than 23 ms, refolding was initiated by mixing 12 ul of unfolded
protein solution (195 um stock) with 104 ul of refolding buffer,
at pH 9.2 and 25 °C in a 90-ul delay loop (total intermixer vol-
ume = 116 ul). After a variable delay time, a pulse consisting of
40 wl of 40.9 mm MMTS (in water containing 0.6 M urea) was
applied for 4 ms. The labeling reaction was quenched with the
addition of 40 ul of 410 mm cysteine-HCI (in 1% formic acid)
solution.

The concentration of protein at the time of labeling was 15
uM in all of the above pulsed SX experiments. The concentra-
tion of MMTS at the time of labeling was 10.5 mM, except in the
experiments where the dependence on MMTS concentration
of the cysteine accessibility-monitored refolding kinetics was
studied. In those experiments, an identical protocol was fol-
lowed except that the calculated amount of MMTS solution
(9.75 m stock solution) was dissolved in water containing 0.6 M
urea, so as to give the desired MMTS concentration at the time
of labeling. The concentration of cysteine-HCI in all of the
above experiments was 10-fold higher than that of MMTS at
the time of quenching.

In the experiments where the dependence on urea concentra-
tion of the cysteine accessibility monitored refolding kinetics was
studied, a protocol identical to that described above was followed,
except that the refolding buffer contained the calculated amount
of urea, so as to give the desired urea concentration at the time of
refolding. Also, the MMTS solution was reconstituted in water
containing the desired urea concentration.

Control experiments were done to ensure that the concen-
trations of MMTS and cysteine'HCl used in the above experi-
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ments were sufficient to fully label the unfolded protein and
quench the labeling reaction, respectively. All of the pulsed SX
experiments were completed within 2 h of the preparation of
MMTS solution.

Processing of Samples for Mass Spectrometry

All samples were processed in an identical manner. Each
sample was desalted on an Akta chromatography system, using
aHi-Trap Sephadex G-25 desalting column. MilliQ water at pH
3 (pH adjusted with formic acid) was used for elution. A control
experiment was performed to ensure that there was no cross-
contamination between two samples during desalting. Five
samples collected at the same time point of refolding, when
desalted one after the other, gave the same composition of
labeled and unlabeled protein (within *+3%), as determined by
mass spectrometry (data not shown).

A high concentration of free cysteine was present in the sam-
ples after the pulsed SX experiments. It was conceivable that
the labeled protein might be reduced if the samples were not
desalted for a long time. The following control experiment was
done to determine the time frame within which the samples had
to be desalted. Samples were collected in duplicate after the
pulsed SX experiments. One set (Set A) was desalted right after
the pulsed SX experiment (within 2 h), and another set (Set B)
was desalted 15 h later. The amount of labeled protein in each
sample of Set B is found to be only 1-2% less than the corre-
sponding sample of Set A. Moreover, no peaks corresponding
to the addition of the cysteine moiety to the unlabeled protein
were observed in any of the mass spectra in any of the above
experiments. To be safe, desalting was completed within 2 h
after the pulsed SX experiments for all samples.

Determination of the Extent of Labeling by ESI-Mass
Spectrometry

The extents of labeling in samples from the pulsed SX exper-
iments were determined using ESI-mass spectrometry. A
Micromass Q-TOF Ultima mass spectrometer coupled with an
ESIsource, which was operated under Mass Lynx software con-
trol, was used. For acquisition of the mass spectra, the capillary
and cone voltages were maintained at 3 kV and 80 V, respec-
tively, the desolvation temperature was set to 150 °C, and the
source temperature was set to 80 °C. Samples collected after
desalting were mixed with acetonitrile (containing 0.2% formic
acid) in a 1:1 ratio and were infused into the mass spectrometer
using a syringe pump (Harvard Apparatus, Holliston, MA) at a
flow rate of 10 ul/min. All of the spectra were collected in the
positive ion mode. The concentration of protein in each
sample was typically 2—3 um, and typically an ion count of
~150 was obtained in a 1 s data acquisition window. Instru-
ment calibration was achieved with a separate injection of
horse heart myoglobin.

Typically, a mass spectrum consisting of a series of multiply
charged peaks corresponding to the masses of the two protein
species (unlabeled and MMTS-labeled protein) was observed in
each 1-sscan. For each sample, the data acquired over 60 s were
averaged. All of the resultant m/z spectra were processed in the
following way using the Mass Lynx version 4.0 software. Back-
ground noise subtraction was done using a second order poly-
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nomial below 30% of the curve with a tolerance value of 0.01,
followed by a two-point smoothening with a Savitzky-Golay
algorithm (supplied with the Mass Lynx software) using a
smoothening window (in channels) of =23. The extent of label-
ing was determined from these smoothened m/z spectra by
calculating the average relative ion intensity of the labeled pro-
tein from the ninth, tenth, and eleventh charged state peaks
(these were the three most intense peaks in the mass spectra).

Fluorescence-monitored Equilibrium and Kinetic Folding
Experiments

Folding was monitored using the change in fluorescence of
Trp®® as a probe. All equilibrium unfolding experiments were
performed on a Fluoromax-3 fluorimeter (Jobin Yvon). The
protein samples were incubated in different concentrations of
urea for at least 3 h prior to the fluorescence measurements.
Identical results were obtained if the time of incubation was
24 h. Excitation of tryptophan fluorescence was carried out at
295 nm, using a slit width of 0.5 nm. Emission was monitored at
320 nm using a slit width of 10 nm. The final protein concen-
trations in equilibrium unfolding experiments were 3—5 uM.

All kinetic experiments were carried out using a Biologic
SEM-4 stopped-flow machine. Proteins were unfolded in 6 M
urea (unfolding buffer) for at least 3 h prior to the refolding
experiments. Refolding was initiated by mixing 30 ul of
unfolded protein with 270 ul of refolding buffer inside the
stopped-flow mixing module. Sample excitation was carried
out at 295 nm, and emission was monitored at 320 nm using an
Oriel bandpass filter with a bandwidth of =10 nm. In all exper-
iments, a mixing dead time of 1.8 ms was achieved by using an
FC-08 cuvette with a path length of 0.8 mm and a total flow rate
of 5 ml/s. The final protein concentrations in fluorescence-
monitored kinetic refolding experiments were 15-25 um. In the
experiments where the dependence of the fluorescence-moni-
tored refolding kinetics on urea concentration was studied, an
identical protocol as above was followed, except that refolding
was initiated by appropriate dilution of refolding buffer, unfold-
ing buffer, and unfolded protein inside the stopped-flow mixing
module, so as to give the final desired urea concentration at the
time of refolding.

Data Analysis

Determination of the Bimolecular Rate Constants for MMTS
Labeling of a Cysteine Thiol in a Protein—The exchange reac-
tion (SX) between a thiol labeling reagent and a protected thiol
group of a protein can be modeled by a Linderstrom-Lang type
of equation (22, 24), which was conceptualized originally to
explain amide-hydrogen exchange phenomena in proteins. The
exchange reaction between a thiol labeling reagent and a pro-
tected thiol group of a protein can be modeled as follows.

kopen kb
Closed(-S-H) == Open(-S-H) ——— Exchanged(-5-5-CH;)
kclosed [MMTS]
SCHEME 2

A cysteine-thiol protected in the protein structure can get
labeled with MMTS only when a structural opening reaction
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(i.e. local or global unfolding) exposes that thiol transiently to
the solvent. In the above scheme, k., and k.4 are the kinetic
rate constants for opening and closing of a cysteine thiol residue
in the closed-to-open reaction, and &, is the second order rate
constant of the reaction of that thiol group with MMTS in the
unfolded protein. Under steady state conditions, the observed
rate constant of exchange of the thiol in the closed state is given

by the following.

Kopen X ky[MMTS]

o kclosed + kb[MMTS] (Eq. 1)

Two limiting cases of Equation 1 exist, depending upon the
relative rates of the closing reaction (k_,..q) and of chemical
exchange from the open unfolded state (k,[MMTS]).

If K josed << k,[MMTS], then the following is true.

kex = kopen (Eq.2)

This is known as the SX1 limit, and under this condition, k_,
measures the rate of structural opening in the closed-to-open
reaction.

On the other hand, if k_..q == k,[MMTS], then the follow-
ing is true.

Kopen X k[MMTS]

ke, = = Kopen X ke[MMTS]  (Eq.3)

kclosed

This is known as the SX2 limit, and under this condition, k_,
measures the equilibrium constant between the closed and
open states. The above two mechanisms can be distinguished,
because the rate of labeling for the SX2 mechanism is depend-
ent on the concentration of MMTS, whereas it is not for the
SX1 mechanism.

Analysis of the Equilibrium Unfolding Data—All equilibrium
unfolding transition curves were analyzed using a two state
N = U model (38). Raw data were converted into fraction
unfolded versus [urea] plots, and the two-state fit to the data
yielded the values for the free energy change for unfolding,
AG,, and the midpoint of the unfolding transition (C,,,).

Analysis of the Fluorescence-monitored Kinetic Data—In each
case, typically six or seven kinetic traces were averaged, and the
resultant traces were fitted to the sum of three exponentials,

A(t) = Aoc - A,:ef)‘“ - A/ei)\lt - Aseil\st (Eq4)

where A(f) and A_, are the observed amplitudes at times ¢ and
infinity, respectively; A; A, and Ag are the apparent rate con-
stants of the fast, intermediate, and slow phases; and A, A, and
Ag are the respective amplitudes.

The relative amplitude of the fast phase was determined
using the following equation,

A
=—"F %100

o = (Eq.5)
F (SU_SN) :

where arepresents the relative amplitude of the fast phase, A
is the observed amplitude of the fast phase in 0.6 M urea, and S;,
and S, are the fluorescence signals of the unfolded protein in
6 M urea and of the native protein in 0.6 M urea, respectively.
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FIGURE 1. Quantitative estimation of the extent of the labeling of a cysteine thiol in barstar. g, the location of Trp®® and the residues that were replaced
by cysteine residues in the single Cys, single Trp-containing mutant proteins are shown in the structure of barstar (Protein Data Bank accession code 1A19),
which has been drawn using the program PyMOL (35). b, MMTS reacts with a solvent-exposed thiol group of a protein, increasing the mass of the protein by
46 Da. ¢, mass spectra (10th charged state) of mixtures of unlabeled and MMTS-labeled Cys82 mutant protein, which had been mixed in the molar ratios
indicated. d, the relative populations of unlabeled ([J) and fully labeled (A) Cys82 molecules in a mixture of the two, determined from the their relative ion
intensities calculated using the ninth, tenth, and eleventh charged states in the mass spectra, scale linearly with the molar ratio with which the labeled and
unlabeled molecules were mixed. d, the error bars represent the S.D. values from three separate experiments.

Analysis of Cysteine Burial-monitored Kinetic Data—The
analysis of the pulsed SX data makes use of earlier observations
that I is populated within a few ms of the commencement of
refolding (18, 26 —31, 34), and that the transition from I; to N is
very slow (26-28, 32—34). Hence, only the I — [; reaction
needs to be considered when folding in the 2—300-ms time win-
dow is studied. Since the cysteine-labeling pulses were applied
only at times in the range of 2-300 ms within the commence-
ment of refolding, only the pulse labeling of I and I; needs to be
considered as shown.

<1ms ks 100s
U le I, N
1 ke 1 ke
IE‘L ||_'|_
SCHEME 3

k,is the rate of burial of any particular cysteine thiol during
the folding transition from I to I;. Protein labeled either as
Iz-L or [; -L will be measured as the MMTS-labeled protein
in the mass spectrum. kz and k; are the apparent, pseudo-
first order rate constants for the labeling of a particular cys-
teine thiol in I and I;, respectively, under the labeling con-
ditions used. The values of k; and k; will depend on the
protection against labeling offered by the structures of I and
I;, respectively. In the strongly stabilizing conditions used to
carry out the folding reaction, all three folding transitions,
U —1I., [ — I, and [; = N, can be assumed to be irrevers-
ible, because the reverse unfolding reactions will be slow in
comparison (26 —28).

If the burial of any particular cysteine thiol occurs in a single
step during the Iy — I, reaction, then the fraction of molecules
that will get labeled by the 4 ms MMTS pulse at different times
of folding, ¢, is given by the following.

A:(t) = ((e7F) X (1 — e7000%e) 4 (1 — g7H1)

X (1 — e %00%)) % 100 (Eq.6)
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The first term on the right-hand side of Equation 6 indicates the
molecules of I that get labeled, and the second term indicates the
molecules of I; that get labeled by the 4 ms labeling pulse.

The relative amplitude of the observed fast phase in the cys-
teine labeling experiments was determined using the equation,

. (A0) — Ax())
GET (S, = SN

where ar is the relative amplitude of the fast phase; A (0) and
Ag(e0) are the values of A /(¢) (in Equation 6) at time 0 and infin-
ity, and S;;and Sy, are the extent of labeling of unfolded protein
in 6 M urea and of native protein in 0.6 M urea, respectively.
Calculation of Reduced Amplitudes—For fluorescence-moni-
tored kinetics, the reduced amplitude («) of the fast phase at any
urea concentration is calculated using the following equation,

(Su— SF))
a=|;——==| X100
<(5u = SN
where S represents the fluorescence signal observed at the end
of the fast phase at that particular urea concentration, and S;,
and S, are the fluorescence signals of the unfolded protein in 6
M urea and of the native protein in 0.6 M urea, respectively.

In the case of cysteine accessibility-monitored kinetics, the
reduced amplitude (') at any urea concentration is calculated
using the following equation,

(Su—S5 ’r))
o =|7o—=~] X100
( (SL— S
where S;.is the extent of labeling observed at the end of the fast
phase at that particular urea concentration, and S;; and S}, are
the extent of labeling of unfolded protein in 6 M urea and of
native protein in 0.6 M urea, respectively.

X 100 (Eq.7)

(Eq.8)

(Eq.9)

RESULTS

ESI-Mass Spectrometry Estimates Quantitatively the Relative
Amounts of Labeled and Unlabeled Proteins in a Mixture of the
Two—Fig. 1b shows the chemical reaction between a solvent-

JOURNAL OF BIOLOGICAL CHEMISTRY 37483

6002 ‘'Lz Arenuer uo S3ONIIDS TVIIDOT0IF HO4 FHLNID T¥YNOILYN ¥e B10°og-mmm woly papeojumod


http://www.jbc.org

ASBMB

The Journal of Biological Chemis

Cooperativity in a Fast Protein Folding Reaction

exposed thiol group of a protein and the cysteine-specific label-
ing reagent, MMTS, which is known to label a solvent-exposed
cysteine thiol very rapidly (22, 37). MMTS transfers one -S-CH,
moiety to the thiol group of the protein and increases the mass
of the protein by 46 Da. An ESI-mass spectrum of a sample
consisting of a mixture of labeled and unlabeled proteins shows
two peaks, 46 Da apart in absolute mass, corresponding to the
masses of the two proteins. In order to estimate the relative
amount of labeled and unlabeled proteins present in a mixture
of the two, the labeled and unlabeled proteins were mixed in
different known ratios and fed into the mass spectrometer. Fig.
1c shows the mass spectra of the five samples in which the
unlabeled and MMTS-labeled Cys82 mutant proteins were
mixed in the molar ratio indicated. Fig. 1d shows that the rela-
tive ion intensities of the labeled and unlabeled proteins pre-
dict, within error limits of 5%, the correct molar ratio in which
the two proteins were mixed. Hence, ESI-mass spectrometry
can be used to estimate quantitatively the relative amounts of
labeled and unlabeled proteins in a mixture of the two.

Establishing the Conditions for Pulsed Cysteine Labeling—In
order to set the conditions to be used for the labeling pulse, it
was necessary to determine how fast MMTS labels a cysteine
thiol in a protein when the thiol is fully exposed to the solvent
(i.e. to know the value of k, in Equation 3). The pseudo-first
order chemical exchange rate constants of the reaction between
MMTS and a cysteine thiol that is fully exposed to solvent were
determined at various concentrations of MMTS, using urea-
unfolded Cys82 (Fig. 2a). These apparent first order rate con-
stants were dependent linearly on the concentration of MMTS
(Fig. 2b), and the slope of the straight line yielded a second order
rate constant for the reaction between MMTS and a cysteine
thiol that is fully exposed to solvent, as in urea-unfolded Cys82,
of 4.8 X 10° M~ 's~ %, at pH 9.2 and 25 °C. Based on this meas-
urement, the concentration of MMTS in the labeling pulse to be
used in the pulsed SX experiments was chosen to be 10.5 mM, so
that a 4 ms pulse would label unfolded protein molecules com-
pletely. This duration of the labeling pulse is more than 10-fold
lower than the time constant of the fast folding reaction.

To determine the extent to which a cysteine thiol is protected
in the native protein and to determine the type of SX mecha-
nism, native state exchange was measured as a function of the
concentration of MMTS. Fig. 2¢ shows the determination of
pseudo-first order chemical exchange rate constants of the
reaction between MMTS and the cysteine thiol of native Cys82
at various concentrations of MMTS at pH 9.2 and 25 °C. The
plot of log k. versus log[MMTS] was linear over the range
0.15-1.5 mM MMTS with a slope of 1.1, which is within error of
the expected value of 1 (data not shown), indicating that SX
occurs mainly by the SX2 mechanism. The extent to which the
native structure protects the thiol group against labeling can
therefore be expressed as the protection factor (Psy = 1/k, ;)
(see Equation 3), where Pgy is given by the ratio of the second
order rate constant of labeling of unfolded protein molecules to
the second order rate constant of labeling of native protein
molecules. Fig. 2d shows the linear dependence of the apparent
first order rate constant of labeling of native Cys82 on the con-
centration of MMTS. The slope of the straight line yields a
second order rate constant of 1.7 X 10° M~ ' s~ !, at pH 9.2 and
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FIGURE 2. Determination of the extent to which native structure protects
against labeling by MMTS at pH 9.2, 25 °C. g, kinetics of labeling of
unfolded Cys82 in 8 M urea by MMTS. 15 um protein in 8 m urea was labeled
with 300 um (), 450 um (O), and 750 um (A) MMTS, and the extent of labeling
was determined at different times of reaction. The solid lines through the data
are least-squares fits to a single exponential equation. b, dependence of the
rate of labeling of unfolded protein (®) on MMTS concentration. The solid
straight line represents a linear fit of the data and yields a value for the bimo-
lecular rate constant of 4.8 X 10° M~ ' s~ . ¢, kinetics of labeling of native
Cys82 by MMTS. 15 um protein in refolding buffer was labeled with 600 (L),
900 (O),and 1500 (A) wm MMTS, and the extent of labeling was determined at
different times of reaction. The solid lines through the data are least-squares
fits to a single exponential equation. d, dependence of the rate of labeling of
native protein (@) on MMTS concentration. The solid straight line represents a
linear fit of the data and yields a value for the bimolecular rate constant of
1.7 X103m s,

25 °C. Hence, the cysteine thiol is ~280 times more protected in
native Cys82 than in the unfolded protein.
Fluorescence-monitored Kinetic and Equilibrium Folding
Transitions—All 10 mutant proteins have been shown to pre-
serve the structure and function of the wild-type protein (18,
19). Fig. 3 shows the Trp®® fluorescence-monitored kinetics of
folding in 0.6 M urea, as well as the equilibrium unfolding tran-
sitions, of all 10 mutant proteins at pH 9.2. All of the mutant
proteins have similar stabilities: the free energy of unfolding is
3.9 + 0.5 kcal mol ™', across the set of mutant proteins. The
midpoints for urea-induced unfolding and the free energies of
unfolding are listed in Table 1. In previous studies, these pro-
teins were shown to have similar stabilities at pH 8, whether
determined from fluorescence measurements as in the current
study (19) or from far-UV circular dichroism measurements (9,
24, 34, 39). The refolding kinetics of the mutant proteins are
also similar. The observed rate constants of the fast phase of
refolding and their relative amplitudes are listed in Table 1 (see
Equations 4 and 5 for the calculation of rate constant and rela-
tive amplitude). For each of these mutant proteins, the kinetics
of refolding in 0.6 M urea show the following features: 1) there is
a 5-15% unobservable burst phase change in fluorescence,
which is complete within the dead time of the mixing instru-
ment; 2) the observable kinetics fit to a sum of three-exponen-
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FIGURE 3. Kinetic and equilibrium folding transitions of the single cysteine-containing variants at pH 9.2. In each panel, the fluorescence-monitored
kinetics of refolding in 0.6 m urea are shown for the mutant variant indicated. Each kinetic trace is normalized to a value of 1 for the fluorescence of the native
protein in 0.6 M urea, and the dashed line represents the relative fluorescence of unfolded protein in 6 m urea. The solid line through the kinetic data represents
a fit to Equation 4. The inset in each panel shows the equilibrium folding transition for the mutant protein variant. The fraction folded is plotted against urea
concentration.

TABLE 1
Thermodynamics and kinetics of refolding of the different mutant variants of barstar

Fluorescence-monitored Cysteine burial-monitored

Single cysteine

Free energy of Midpoint of kinetics kinetics
muﬁ)ﬂt forms unfolding (AG,) unfolding (C,,) - - 2 - - =
of barstar Observed rate” Relative amplitude Observed rate® Relative amplitude
keal mol™* M 5! % st %
Cys3 4.0 £ 0.4 3.3 £0.05 34.0 £ 1.0 85+ 4 52+ 35 78 =2
Cysl4 3.7*0.5 3.1 +0.06 28.5* 1.0 832 No process No process
Cys25 4.0=*0.5 3.3 £0.05 340=*1.0 85*5 No process No process
Cys36 37%03 3.1 £0.03 33505 852 No process No process
Cys40 3.7 £04 3.1 £0.05 300+ 15 80*+5 63 3.0 70 =3
Cys42 3.6 £04 3.0 £0.05 395+ 1.0 75%5 No process No process
Cys62 3.9+03 3.2 = 0.04 35.0 = 1.0 81*+1 34+ 1.0 68+ 5
Cys67 34*0.6 2.8 0.1 34.0 = 1.0 78 £ 4 52 2.0 84+ 2
Cys82 3.8+05 3.2 +0.06 195+ 1.0 83=*3 60 = 4.0 722
Cys89 4.4+ 06 3.6 0.1 475+ 15 85*3 120 = 9.0 94+ 2

“ Determined using Equation 4.
? Determined using Equation 5.
¢ Determined using Equation 6.
¥ Determined using Equation 7.

tials with 75— 85% of the total fluorescence change occurring in
the fast phase of refolding; and 3) the mutant proteins fold with
similar apparent rate constants for the fast phase of refolding
(32 = 3.0 s~ 1). It therefore appears that the folding mechanism
of barstar is conserved among the set of mutant proteins. Con-
sequently, their folding kinetics can be compared directly with
each other. Moreover, the stabilities as well as the folding kinet-
ics of the mutant proteins at pH 9.2 are very similar to those
measured earlier at pH 7 or 8 (18, 19, 26 —31, 34, 40), indicating
that the folding mechanism is the same in the pH range 7-9.2.

Cysteine Accessibility-monitored Refolding Kinetics—Fig. 4
shows the refolding kinetics of the mutant proteins in 0.6 M
urea, as monitored by change in solvent accessibility of the
single thiol group during refolding, along with the measured
solvent accessibilities in the unfolded and native state. In all
cases, solvent accessibility was measured by determining the
extent of labeling by a 4 ms labeling pulse of 10.5 mm MMTS
at pH 9.2.

DECEMBER 28, 2007 «VOLUME 282+NUMBER 52

For the folding of all of the mutant proteins, the extent of
labeling levels off at 300 ms of refolding (Fig. 4). This fast phase
of folding is also complete at 300 ms when monitored by the
change in Trp°? fluorescence (Fig. 3), indicating that I, is com-
pletely formed at this time of folding. Fig. 4 shows that the
protection factor for labeling of a cysteine thiol in [ is position-
specific, as is also seen for N. In the case of Cys62, Cys67, or
Cys89, the protection factor in I} appears to be the same as that
in the native protein; the thiol is labeled to about the same
extent in I; and N. In the case of Cys3, Cys40, and Cys82, the
thiol is labeled to a greater extent in I; than in N. For all of the
other proteins (Cys14, Cys25, Cys36, and Cys42), the thiol is
labeled to the same extent in I;, N, and U.

Equation 6 was used to extract a reliable value for k, the rate
of burial of a cysteine thiol during the I to I; reaction, from the
kinetic data. In using Equation 6 to extract the value of k, any
possible exchange into I as well as I; gets taken into account.
Importantly, any effect of local chemistry, structural heteroge-
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FIGURE 4. Kinetics of the change in cysteine accessibility during refolding in 0.6 m urea at pH 9.2. Fractional labeling (O) is plotted against the time of
application of the labeling pulse after commencement of refolding, for each of the mutant protein variants, as indicated. In each panel, the solid line is a fit of
the labeling data to Equation 6. The values of kj, k;, and k, extracted from the fits are 52, 484, and 37 s~ ' for Cys3; 64, 762, and 104 s~ ' for Cys40; 34, 642, and
3325~ for Cys62; 52, 600, and 99 s~ for Cys67; 60, 553, and 76 for Cys82; and 119, 1425, and 293 s~ ' for Cys89, respectively. The dotted and dashed lines
represent the labeling of unfolded protein in 6 M urea and native protein in 0.6 M urea, respectively. The error bars represent the S.D. values of measurements

from three different experiments.
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ST errors in the determination of the
rates are much smaller (see Table
o 1), the significance of the disper-
sion must be treated with caution
(see “Discussion”).

The site-specific values obtained
for kg, the apparent pseudo-first
order rate constant of labeling of a
particular cysteine thiol in I, vary
over a 3-fold range (see the legend

Cys 3 Cys 40 Cys 62 Cys 67 Cys 82 Cys 89

FIGURE 5. Comparison of the fluorescence and cysteine accessibility-monitored apparent rate constants
of fast refolding in 0.6 M urea at pH 9.2. g, the observed fluorescence-monitored (empty bars) and cysteine
accessibility-monitored (filled bars) refolding rate constants for the indicated mutant proteins. Error bars, S.D.
values from three separate experiments. b, ratio of the cysteine accessibility-monitored rate constant to the
fluorescence-monitored rate constant. Error bars, S.E. values in the determination of ratios.

neity, or local unfolding at a cysteine thiol site, gets reflected in
the values of k. and k; and not in the value of k, (see “Discus-
sion”). Values obtained for k, as well as for k. and k;, the effec-
tive rate constants for labeling of the thiol in Iy and I; during the
4 ms pulse obtained for Cys3, Cys40, Cys62, Cys67, Cys82, and
Cys89, each of which contain the single thiol group at fully or
partially buried locations, as judged from their measured native
state solvent accessibilities, are listed in the legend to Fig. 4. The
observed rate constants and the relative amplitudes (see Equa-
tion 7 for the calculation of relative amplitudes) of the fast
phase of refolding, for each mutant protein, are also listed in
Table 1.

There appears to be a 3-fold dispersion in the rates of
burial of the six cysteine thiols at different structural loca-
tions and in the rate of Trp®® fluorescence change, as the
protein transits from I to I; (Figs.4 and 5). The dispersion in
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Cys 3 Cys 40 Cys 62 Cys 67 Cys 82 Cys 89

to Fig. 4). Possible reasons are that
local chemistry is different at each
site (22) or that folding is carried
outin 0.6 M urea, where thiol label-
ing rates are faster than in 6 M urea
(24). Alternatively, the structure
of Iz may afford different levels of
protection against labeling, within a 3-fold range, to cysteine
thiols at different locations on the protein. Measurement of
the native state solvent accessibility of the cysteine thiol in
Cysl14, Cys25, Cys36, and Cys42 indicates that these cysteine
thiol groups are completely exposed to solvent in the folded
protein (Fig. 4). No transient burial of the cysteine thiol is
observed for any of these mutant proteins during the process
of refolding; the thiol remains fully solvent-accessible
throughout the folding process.

Dependence of Cysteine Accessibility-monitored Refolding
Kinetics on MMTS Concentration—When the strength of
the labeling pulse is increased by increasing the concentra-
tion of MMTS present during labeling from 4-10.5 to 40
mM, for two of the mutant proteins, Cys3 and Cys67, no
effect is seen on the rates of cysteine burial (Fig. 6, 2 and b).
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FIGURE 6. Dependence of the cysteine accessibility-monitored kinetics on MMTS concentration. Folding
was carried out in 0.6 M urea at pH 9.2 and 25 °C. g, Cys3; b, Cys67. In each panel, fractional labeling determined
for three different concentrations of MMTS (4 mm (H), 10.5 mm (O), and 40 mm (V) MMTS) in the labeling pulse
is plotted against the time of application of the labeling pulse after commencement of refolding. The solid line
is a fit of the labeling/refolding data to Equation 6. The relative amplitude of the observed fast phase was
determined using Equation 7. The observed rates (k) and relative amplitudes of the fast phase of refolding for
Cys3are55s ' and 76% for 4 mm MMTS, 52 + 3.5s ' and 78 *+ 2% for 10.5 mm MMTS, and 54 s~ ' and 80% for
40 mm MMTS. The observed rates (k,) and relative amplitudes of the fast phase of refolding for Cys67 are 54 s
and 85% for 4 mm MMTS, 52 = 2 s~ " and 84 = 2% for 10.5 mm MMTS, and 54 s~ ' and 84% for 40 mm MMTS. The
dotted line represents the labeling of unfolded protein in 6 M urea upon incubation with 4, 10.5, and 40 mm
MMTS, respectively, for 4 ms. The dashed and dotted, the short dashed, and the long dashed lines represent the
extent of labeling of native protein in 0.6 m urea, upon incubation with 4, 10.5, and 40 mm MMTS, respectively,
for 4 ms.
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FIGURE 7. Dependence of the refolding kinetics on urea concentration at pH 9.2. g, dependence of the
logarithm of the fast refolding rate constants (A) on urea concentration as monitored by fluorescence ([J) and
by cysteine accessibility (l). The solid straight lines represent a fit of the data to the equation logA = m[urea] +
¢, where m and c are the slope and the intercept of the straight line, respectively. The values of m for the
fluorescence-monitored and the cysteine accessibility-monitored kinetics are —0.45 and —0.57 M~ ", respec-
tively. b, dependence of the reduced amplitudes of the fast phase of refolding on the concentration of urea as
monitored by fluorescence (L) and by cysteine accessibility (l). The continuous lines through the data have
been drawn by inspection only. In each panel, the error bars represent the S.D. values from three separate

experiments.

For Cys3, the thiol in the
unfolded protein is labeled to the
same extent by 4 and 40 mm MMTS
pulses (Fig. 6a). The extents of label-
ing of the thiol in N and I, are also
independent of the concentration of
MMTS in the range of 4—40 mm.
The extent of labeling varies from 4
to7%in N, and from 14 to 18% in I,
as the concentration of MMTS is
increased from 4 to 40 mwm. For
Cys67, the extent of the labeling of
the thiol in N as well as in I
increases as the concentration of
MMTS during labeling is increased
from 4 to 40 mum (Fig. 6b). The same
value is obtained for k, even when
the extents of labeling of I and I,
are varied significantly by changing
the strength of the labeling pulse
(Fig. 6b), again pointing to the
robustness of the cysteine burial
rates that have been obtained in this
study.

Dependence of the Fluorescence-
monitored and Cysteine Accessibility-
monitored Refolding Kinetics on the
Concentration of Urea—Fig. 7a
shows that the linear dependences
on urea concentration of the loga-
rithm of apparent rate constants of
the fast phase of refolding of Cys3
are different when monitored by
both of the probes. The slope of the
linear dependence is more for the
cysteine burial-monitored rates (see
the legend to Fig. 7a). Fig. 7b shows
that the dependence of the reduced
amplitude (see Equations 8 and 9 for
the calculation of reduced ampli-
tudes) of the fast phase of refolding
for Cys3 on urea concentration
when measured by the change in
fluorescence is different from the
dependence of the reduced ampli-
tude measured by the change in cys-
teine accessibility, although the
reduced amplitudes determined

These results not only confirm that MMTS has no direct
effect on the folding process but, importantly, also show that
the kinetic coupling of the folding reaction to a covalent
labeling reaction does not affect the kinetics of cysteine bur-
ial; if it did, then the rate measured for cysteine burial would
be expected to vary as the rate of labeling is varied 10-fold by
varying the concentration of MMTS over a 10-fold range. In
summary, although the rates of cysteine burial (k) measured
by the different probes vary only over a 3-fold range, the
differences are likely to be real.

DECEMBER 28, 2007 «VOLUME 282+NUMBER 52

using both of the probes are identical (~90%) for folding in 0.6
M urea.

DISCUSSION

The use of mass spectrometry, for the first time, for quanti-
fying the extent of pulsed cysteine labeling at different times
during folding overcomes various disadvantages of the assay
used previously (22). It greatly simplifies the processing of sam-
ples after the pulsed SX experiments. Measurements are rela-
tively easy, take very little time, and are highly reproducible;
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