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Breaking a Couple: Disulfide Reducing Agents
Sinenhlanhla N. Mthembu,[a, b] Anamika Sharma,[a, b] Fernando Albericio,*[a, c, d] and
Beatriz G. De la Torre*[b]

Cysteine is present in a large number of natural and synthetic
(bio)molecules. Although the thiol side chain of Cys can be in a
free form, in most cases it forms a disulfide bond either with a
second Cys (bridge) or with another thiol, as in the case of
protecting groups. Efficient reduction of these disulfide bridges

is a requirement for many applications of Cys-containing
molecules in the fields of chemistry and biochemistry. Here we
review reducing methods for disulfide bonds, taking into
consideration the solubility of the substrates when selecting the
appropriate reducing reagent.

1. Introduction

Peptides and proteins are formed by amino acids linked mainly
by amide (peptide) and disulfide bonds. Although the latter are
much less frequent, they confer unique physical and chemical
assets to these biomolecules. The disulfide bonds are formed by
the linkage of cysteine residues through their side chains.
Interestingly, in spite of its key role, cysteine is one of the least
abundant amino acids (Figure 1A) in all organisms, yet is a
highly conserved residue in the functional sites of proteins.[1]

However, not all cysteine residues in living organisms are found
in protein sequences as this amino acid is also one of the
constituents of glutathione, the main redox regulator in cells.
Indeed, high concentrations of glutathione are found in
prokaryotic and eukaryotic cells. Glutathione is a triamino acid
peptide with the unusual link between the amino group of
cysteine and the γ-carboxylate of Glu (Figure 1B).

Glutathione is the predominant representative of the so-
called low-molecular-weight (LMW) thiols. The members of this
family of molecules act as redox buffers to protect cells against
reactive oxygen species and nitrogen species, as well as
electrophilic species, and even some antibiotics, etc.[2] LMW
thiols are structurally diverse, some of them, such as gluta-
thione, cysteine, homocysteine, coenzyme A and lipoic acid, are
common in all organisms; others are organism-specific, such as

mycothiol in actinomycetes, ergothioneine in fungi and
mycobacteria, and bacillithiol in Firmicutes (Figure 2).[3]

The disulfide bridges formed by two cysteine residues upon
oxidation are essential to stabilize the tertiary structure of
proteins and peptides, while at the same time conferring
rigidity.[4] The number of disulfide bonds in a single molecule
can vary, and these bonds can be intra- and inter-molecular.[5]

This can be illustrated by the following examples: 1) human
defensins (HDs), which are antimicrobial peptides (AMPs)
component of the innate immune system,[6] are small proteins
(or large peptides) of up to 35 amino acid residues consisting of
a triple β-sheet structure stabilized by three disulfide bonds
(Figure 3A); 2) insulin is a hormone formed by two peptide
chains linked by two disulfide bridges: chain A of 21 amino acid
residues and chain B of 30 residues. Additionally, insulin has an
intra-molecular disulfide bond in its A chain (Figure 3B); 3)
antibodies are constituted by two heavy chains (Figure 3C, dark
purple) and two light chains (Figure 3C, light purple), which
contain intramolecular disulfide bonds and are linked by
intermolecular disulfide bridges. The disulfide bond structure
present in antibodies is evolutionarily highly conserved. How-
ever, two types of disulfide bridge can be distinguished in
monoclonal antibodies (mAbs), namely the classical bridge,
which is conserved, and the nonclassical bridge, which varies
depending upon the mAb.[7]

Nowadays, mAbs are strategic for pharmaceutical research
and have further extension to clinical research.[8] Disulfide
bridges play a crucial role in the maintenance of mAb structure
and function. However, because of the increasing interest in the
development of antibody-drug conjugates (ADCs), there is a
need for reducing agents able to chemoselectively release
some free thiols in order to allow conjugation without
modification of their functionality.

Furthermore, in addition to ADCs, many drugs on the
market are cysteine-containing peptides. Thus, in the last three
years, the FDA has approved Etelcalcetide for secondary hyper-
parathyroidism, Plecanatide for chronic idiopathic constipation,
and Lu177 DOTA-TATE and Ga 68 DOTA-TOC for PET imaging –
all three containing disulfide bridges. In addition, many other
candidates that are in clinical and preclinical trials have one or
more disulfide bridges.
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The synthesis of multi cysteine-containing peptides may
require the concourse of more than one type of cysteine
protecting group for the purpose of regioselective chemistry.
Examples of these distinct cysteine protecting groups are: 1)
trityl (Trt), methyltrityl (Mtt), methoxytrityl (Mmt), which can be
removed by a low concentration of trifluoroacetic acid (TFA); 2)
diphenylmethyl (Dpm), which requires almost neat TFA for
removal; 3) acetoamidomethyl (Acm), which is removed with I2-
or Pd(0)-catalyzed reactions; 4) phenylacetoamidomethyl

(Phacm), which is enzymatically removable; 5) S-4,4’-dimeth-
ylsulfinylbenzhydryl (Msbh), which contains sulfoxide groups
and is a safety-catch protecting group because it is stable to
TFA, and after reduction of the sulfoxides to sulfides, it is a TFA-
removable protecting group; and 6) S-tert-butyl (StBu) and S-
(2,6-dimethoxythiophenol (S-Dmp), which are removed by
reducing agents. If StBu/S-Dmp are used in combination with
other kinds of protecting groups in a regioselective manner,
StBu/S-Dmp should be removed first. If not, their removal in the
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Figure 1. A) The abundance of cysteine in different organisms. B) Structure of glutathione.
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presence of other disulfide bridges leads to the reduction of
this disulfide bridge too. Removal of StBu/S-Dmp is recom-
mended while the peptide is still anchored to the resin. In this
regard, the solid-phase reaction facilitates the removal of the
excess of reducing agents and also allows the use of acid-labile
protecting groups, which are removed during the global
deprotection and cleavage of the peptide from the resin. In this
context, it is important to have access to reducing agents
compatible with organic solvents, which are the most suitable
solvents for a broad range of solid supports used in SPPS.

During the last several decades, disulfide reducing agents
have been widely used in many molecular biology protocols to
stabilize free sulfhydryl groups and/or to reduce disulfide bonds

in proteins and peptides. In the present review, we have
classified the most widely used disulfide reducing agents into
two groups on the basis of their chemical nature. One group is
formed by thiol derivatives, which include monothiols and
dithiols, while the second is formed by phosphine derivatives.

2. Reducers Based on Thiols

Thiols allow easy and specific reduction of disulfide bonds and
are therefore the most widely used reagents for this purpose.
The reaction is essentially a disulfide exchange achieved by
means of a SN2 nucleophilic substitution (Figure 4A).[9] This

Figure 2. Naturally occurring LMW thiols.

Figure 3. Inter- and intramolecular disulfide bridges. A) Human defensins, B) insulin and C) monoclonal antibody.
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reaction, although simple, is limited by several factors. First, the
thiol of the reducing agent must be deprotonated, thereby
leading to the thiolate, which is a much better nucleophile.
Thus, the process requires base catalysis and is pH dependent.
The pKa of the thiol will be pivotal for the success of the
reaction. For instance, at physiological pH,■■the more acidic
the thiol is, that is, the lower the pKa, the higher the amount of
thiolate generated OK?■■ (Figure 4B).[10]

Once the thiolate (R1� S
� ) is present in the reaction media,

the nucleophilic attack occurs on the most electrophilic sulfur
on the disulfide, in other words, on the least acidic thiol in the
mixed disulfide. The most acidic thiol is then is released. In the
scheme shown in Figure 4A pKa(R

2� SH)>pK’a(R
3� SH).[11]

In addition, as in any SN2 mechanism reaction, two more
factors, namely steric hindrance and the solvent, affect the
reaction rate and success of the process. Regarding the former,

the disulfide must be as unhindered as possible, since the
reaction becomes difficult when a tertiary thiol is part of it. With
respect to the solvent, aprotic polar solvents work better
because hydrogen bonding with the thiolate are not possible.

In general, there are two main drawbacks to the use of
thiols as reducing agents. First, they have to be removed from
the media when the sulfhydryl released is to be quantified or is
to be involved in further reactions. Second, they are foul-
smelling and toxic.

2.1. Monothiol

Monothiols have been widely used for the reduction of disulfide
bonds and to keep sulfhydryl groups in their form. Among the
most used monothiols in the laboratory it worth mention
glutathione, the reducer by excellence of the living organisms,
cysteine and lipoic acid. However, β-mercaptoethanol (β-ME)[12]

is unquestionably the monothiol most extensively used. The
presence of the hydroxyl group confers several advantages to
this molecule. In this regard, this group makes the molecule
water-soluble, reduces the thiol pKa (9.6) one-unit with respect
to ethanethiol (10.6), thereby favoring thiolate formation, and
lowers volatility. However, β-ME is still foul-smelling.

As mentioned above, the thiol-disulfide interchange is
regulated by several equilibria. When monothiols are used as
reducing agent, at least two molecules of monothiol are needed
to drive the reaction to completion. However, to ensure that
the reaction does not stop in the formation of the mixed
disulfide (Scheme 1, blue-red molecule), a large excess of the
reductive thiol[13] (Scheme 1, red) should be used. In this
scenario, equilibria [1] and [2] are pushed to generate the two
desired free thiols (Scheme 1, blue).

In the case of β-ME, reductions are usually carried out in
high molar excesses to ensure completion of the reaction. It
should be noted that β-ME is an inexpensive chemical and the
only byproduct of this process is the oxidized β-ME, however,
its disadvantage is the high toxicity.[14]

Figure 4. A) Schematic representation of the disulfide exchange reaction. B)
Effect of pKa on the formation of thiolate anion.

Scheme 1. Set of equilibrium reactions during disulfide-thiol interchange.
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2.2. Dithiol

The first revolutionary introduction of a new reductive thiol was
in 1963 by Cleland.[15] He designed a diol molecule that adopted
a stable cyclic structure in its oxidized form. To this end, Cleland
synthesized two epimers of 1,4-dimercaptobutane-2,3-diol,
known as dithiothreitol (DTT) and dithioerythritol (DTE; Fig-
ure 5).

Compared with β-ME, reduction using DTT or DTE was
faster. In addition, because these compounds are solid, they are
less odorous. Of DTT and DTE, the former is widely accepted as
a reducing agent in the field of chemistry and biochemistry,
mainly due to its ease of synthesis.[15] The stability of the cyclic
six-membered oxidized product formed drives the shift in the
equilibrium forward, thereby avoiding the use of excess
reducing agent and thus contrasting with β-ME.

The high stability of cyclic oxidized DTT implies that the
reduction does not render the mixed disulfide species
(Scheme 1). However, DTT has two limitations: 1) as a reducing
agent, it is nonfunctional below pH 7 because the pKa of the
two thiol groups are 9.2 and 10.1, respectively, and 2) it is
unstable in solution, having a very short half-life.[16] For instance,
its half-life is around 10 h at pH 7.5 but drops to 1.4 h at pH 8.5.
Therefore, DTT solutions should be freshly prepared.

Owing to the limitations of DTT, the past few decades have
witnessed efforts to identify a potential reducing agent based
on a similar strategy and characterized by the capacity to
reduce disulfides efficiently in neutral pH and with a reducing
potential in the range of DTT. In this regard, special mention is
given to Whitesides’ group, who developed several such agents.
Their candidates are based on the idea that dithiols prone to
forming cyclic monomeric disulfides, with between five- to
eight-member rings, are likely to possess high reduction
potentials, and the presence of electron-withdrawing groups
will help to lower the thiol pKa. Those authors reported N,N’-
dimethyl-N,N’-bis(mercaptoacetyl)hydrazine (DMH),[17] meso-2,5-
dimercapto-N,N,N’,N’-tetramethyladipamide (meso-DTA)[18] and
bis(2-mercaptoethyl) sulfone (BMS;[19] Figure 6). However, the
use of these reducing agents has not been extended in the field
of chemistry and biochemistry.

More recently, Raines and co-workers have also worked on
the use and development of disulfide reducing agents. The
most significant one is (2S)-2-amino-1,4-dimercaptobutane
(DTBA), derived from aspartic acid (Figure 7).[20] The pKa value of
the sulfhydryl groups in DTBA are one unit lower than in DTT,
thereby making it a better reductant at lower pH. In addition,
although the disulfide reduction potential of DTBA is slightly
less that of DTT, in general, it is faster. The weakness of DTBA

Figure 5. Reduced and oxidized structure of DTT and DTE.

Figure 6. Reduced and oxidized structure of DMH meso-DTA and BMS.

Figure 7. Reduced and oxidized structure of DTBA and BMMP.
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lies in the same point as its strength, namely the presence of
the amino group. As DTBA is protonated at physiological pH, its
reduction ability is affected by unfavorable electrostatic inter-
actions in the case of the cationic active sites of enzymes. To
overcome this drawback, they designed another reducing
agent, 2,3-bis(mercaptomethyl)pyrazine (BMMP; Figure 7).[21]

This molecule showed lower thiol pKa values than the previous
one and can therefore reduce disulfide bonds over a wider pH
range.

The reducing agents discussed so far were developed for
the reduction of proteins and peptides in aqueous media.
However, an important niche to be addressed is the reduction
of disulfide bridges supported in solid-phase, mainly as
protecting groups of cysteine-containing peptides. In this case,
the scenario differs considerably because the reducing agent
should be soluble in organic solvents, compatible with the solid
support, and non-malodorous, nontoxic, and stable to air
oxidation, etc. With this in mind, our group followed a strategy
to convert one of the water soluble reducing reagents already
described into one that is soluble in organic solvents. As in case
of DTBA, we prepared the new reducing agent starting from
aspartic acid, but we introduced nonpolar electron-withdrawing
moieties in the amino function. Under this premise, we

obtained 2-(dibenzylamino)butane-1,4-dithiol (DABDT;[22] Fig-
ure 8), which showed good solubility in a wide range of organic
solvents, higher stability to air oxidation than DTT in solution,
and good reducing ability in solution and solid-phase.

3. Reducers Based on Phosphines

Tertiary phosphines have long been known as disulfide
reductants. Triphenyl phosphine[23] was the first to be evaluated.
Although it was able to reduce aromatic disulfides, it failed to
reduce aliphatic disulfides because of its low nucleophilicity.
When triphenyl phosphine was substituted by the more
nucleophilic tributyl phosphine,[24] all kinds of disulfide bonds
could be reduced.[25]

The nucleophilicity of the phosphine in the reduction
process is crucial since, as in the case of thiol-based reducing
agents, the reaction involves a SN2 mechanism. The reaction
proceeds with initial nucleophilic attack of the phosphorus on
one of the sulfurs of the S� -S bond, with the formation of
thiophosphonium carbocation and the release of the first
sulfhydryl. This step is reaction rate-determining. The
phosphonium ion then undergoes hydrolysis to afford the
phosphine oxide and the second sulfhydryl (Scheme 2).[26] This
second step only occurs in the presence of water, but once it
happens the process is irreversible because of the stability of
the phosphine oxide formed.[27] This irreversibility avoids the
need for excess reagent, thereby making phosphines a better
choice than thiols as disulfide reducers.[26b]

Although there are several reports on the application of
tributyl phosphine to reduce disulfides,[25,28] the use of this
agent was never extended because of its poor water solubility
and, being a liquid, its high volatility makes it highly toxic with
unpleasant smell. In addition, its tendency to undergo rapid air

Figure 8. Reduced and oxidized structure of DABDT.

Scheme 2. Mechanism of disulfide reduction by phosphines. i) Formation of thiophosphonium cation, and ii) hydrolysis of the cationic intermediate to form
the phosphine oxide.
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oxidation limits its application as a common disulfide reducing
agent.

Among water-soluble tertiary phosphines, tris-
(hydroxymethyl) phosphine (THMP) and tris-(2-carboxyethyl)
phosphine (TCEP; Figure 9) were slightly used in the past.[29] The
former has several drawbacks. It is an odorous liquid and could
generate byproducts such as formaldehyde during protein
reduction.[25a] Instead, the second was not widely adopted
because its elevated cost and lack of commercial availability.
However, since 1991, when Whitesides and co-workers[30]

introduced an easy synthetic procedure, TCEP became commer-
cially available as hydrochloride (TCEP·HCl).

TCEP·HCl has multiple advantages over other disulfide
reducing agents. It is a crystalline solid, non-volatile, odorless,
and water-soluble, and it is not susceptible to oxidation and
can therefore be manipulated in air. From the reactivity point of
view, it has a greater reducing capacity than DTT, the reduction
reaction is faster, and it can be run in a wide pH range. Thus,
the properties of TCEP led to it become one of the most
extensively used disulfide reducing agents.

In addition to TCEP, the reducing ability of tris(3-hydrox-
ypropyl)phosphine (THPP; Figure 9) has been demonstrated.[31]

THPP has similar properties to TCEP and the advantage of being
efficient not only in aqueous media but also in buffered
aqueous-organic media. Moreover, THPP shows higher resist-
ance to air oxidation than TCEP, a property that makes it a
friendly reducer in open laboratory conditions.[31b]

Despite all the advantages of phosphine-based reducing
agents mentioned above, they cannot be considered universal
reducing agents. When their use became more common, they
were considered to be innocuous for further conjugation of the
released sulfhydryl. Nevertheless, it has been demonstrated that
TCEP and THPP can react with the maleimide linker (by Michael
addition)[32] and iodoacetamide (by bimolecular nucleophilic
substitution, SN2)

[33] both commonly used in thiol-based bio-
conjugation. In case of maleimide, TCEP produces a stable ylene
adduct that is unreactive to thiols, whereas THPP makes the
maleimide unreactive by reduction to succinimide (Fig-
ure 10).[34]

Therefore, to eliminate these side reactions, it is advisable to
remove the reducing agent before conjugation. These agents
can be removed using various approaches, including dialysis,
immobilized TCEP resin, and column chromatography. However,
all these methods have limitations.[35] Recent advances involve
the quenching of excess TCEP and THPP by either treatment
with 4-azidobenzoic acid or water-soluble PEG-azides by
Staudinger reaction, hence circumventing the purification step
in maleimide-based bioconjugations.[36]

In addition of the previous side-reactions, TCEP could also
modified cysteine-containing peptides. Thus, non-desired desul-
furization of cysteine generating the alanine residue has been
observed during native chemical ligation (NCL) and during the
sample preparation (denaturalization) for protein character-

Figure 9. Commercially available phosphine-based disulfide reducers.

Figure 10. Side reaction with phosphine-based reducers with maleimides.
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ization by mass spectrometry.[37] In the later, it has been also
described cleavage generating protein fragments.[38]

4. Miscellaneous

A wide range of other reducing agents have also been
evaluated for the reduction of disulfide bridges.[23,39] These
methods, however, find application mainly for organic disulfides
and have limited application in cysteine disulfide reduction.
Furthermore, these methods have prolonged reaction times,
higher temperatures and even reflux, dry conditions and
sometimes they are inefficient towards sterically hindered
disulfides, thereby limiting their applicability in peptide/protein
chemistry.[39] Some of those that have been used in the
reduction of the disulfide in proteins are shown in Table 1.

5. Concluding Remarks

The oxidation and reduction of cysteine-containing biomole-
cules play a key role in a broad range of scientific fields, from
understanding biochemical pathways to drug discovery. As
these biomolecules show great diversity, there is no universal
reducing agent available. An appropriate reducing agent should
be selected for each particular case. In general, dithiol reducing
agents, whose oxidized form is a cycle, are the most useful. DTT
and DTBA are suitable for aqueous solvents. The recently
described DABDT, which is compatible with organic solvents, is
appropriate for protected peptides anchored to the resin.
Phosphine-based reducing agents are indicated for releasing
free thiols that are to be further conjugated to other molecules.
Phosphine interferes less with the next reaction than thiols.

Acknowledgements

This work was funded in part by the following: the National
Research Foundation (NRF) and the University of KwaZulu-Natal,
MINECO, (RTI2018-093831-B-100), and the Generalitat de Catalu-
nya (2017 SGR 1439) (Spain).

Conflict of Interest

The authors declare no conflict of interest.

Keywords: Cysteine · cystine · disulfide bridges · reducing
agents · solid-phase peptide synthesis

[1] S. M. Marino, V. N. Gladyshev, J. Mol. Biol. 2010, 404, 902–916.
[2] G. Roos, J. Messens, Free Radical Biol. Medic. 2011, 51, 314–326.
[3] K. V. Laer, C. J. Hamilton, J. Messens, Antioxid. Redox Signaling 2013, 18,

1642–1653.
[4] M. V. Trivedi, J. S. Laurence, T. J. Siahaan, Curr. Protein Pept. Sci. 2009, 10,

614–625.
[5] J. L. Arolas, F. X. Aviles, J.-Y. Chang, S. Ventura, Trends Biochem. Sci.

2006, 31, 292–301.
[6] R. I. Lehrer, T. Ganz, M. E. Selsted, Cell 1991, 64, 229–230.
[7] a) H. Liu, K. May, in mAbs, Vol. 4, Taylor & Francis, 2012, pp. 17–23; b) Y.

Hagihara, D. Saerens, Biochim. Biophys. Acta Proteins Proteomics 2014,
1844, 2016–2023.

[8] J. Jay, B. Bray, Y. Qi, E. Igbinigie, H. Wu, J. Li, G. Ren, Antibodies 2018, 7,
18.

[9] a) R. Singh, G. M. Whitesides, in Sulphur-Containing Functional Groups,
Wiley, Chichester, 1993, pp. 633–658; b) P. A. Fernandes, M. J. Ramos,
Chem. Eur. J. 2004, 10, 257–266; c) R. D. Bach, O. Dmitrenko, C. Thorpe,
J. Org. Chem. 2008, 73, 12–21.

[10] R. E. Benesch, R. Benesch, J. Am. Chem. Soc. 1955, 77, 5877–5881.
[11] R. Freter, E. R. Pohl, J. M. Wilson, D. J. Hupe, J. Org. Chem. 1979, 44,

1771–1774.
[12] H. S. Olcott, Science 1942, 96, 454–454.
[13] G. T. Hermanson, in Bioconjugate Techniques, 3rd ed. (Ed.: G. T.

Hermanson), Academic Press, Boston, 2013, pp. 127–228.
[14] https://echa.europa.eu/registration-dossier/-/registered-dossier/2206/1.
[15] W. W. Cleland, Biochemistry 1964, 3, 480–482.
[16] R. Stevens, L. Stevens, N. Price, Biochem. Educ. 1983, 11, 70–70.
[17] R. Singh, G. M. Whitesides, J. Org. Chem. 1991, 56, 2332–2337.
[18] W. J. Lees, R. Singh, G. M. Whitesides, J. Org. Chem. 1991, 56, 7328–7331.
[19] G. V. Lamoureux, G. M. Whitesides, J. Org. Chem. 1993, 58, 633–641.
[20] J. C. Lukesh III, M. J. Palte, R. T. Raines, J. Am. Chem. Soc. 2012, 134,

4057–4059.
[21] J. C. Lukesh III, K. K. Wallin, R. T. Raines, Chem. Commun. 2014, 50, 9591–

9594.
[22] S. N. Mthembu, A. Sharma, F. Albericio, B. G. De la Torre, Org. Lett. 2019,

21, 10111–10114.
[23] R. E. Humphrey, J. M. Hawkins, Anal. Chem. 1964, 36, 1812–1814.
[24] R. E. Humphrey, J. L. Potter, Anal. Chem. 1965, 37, 164–165.
[25] a) B. Sweetman, J. Maclaren, Aust. J. Chem. 1966, 19, 2347–2354; b) U. T.

Rüegg, J. Rudinger, in Methods Enzymol., Vol. 47, Academic Press 1977,
pp. 111–116; c) T. L. Kirley, Anal. Biochem. 1989, 180, 231–236.

[26] a) L. E. Overman, D. Matzinger, E. M. O’Connor, J. D. Overman, J. Am.
Chem. Soc. 1974, 96, 6081–6089; b) L. E. Overman, S. T. Petty, J. Org.
Chem. 1975, 40, 2779–2782; c) L. E. Overman, E. M. O’Connor, J. Am.
Chem. Soc. 1976, 98, 771–775.

[27] O. Dmitrenko, C. Thorpe, R. D. Bach, J. Org. Chem. 2007, 72, 8298–8307.
[28] a) U. T. Rüegg, J. Rudinger, Isr. J. Chem. 1974, 12, 391–401; b) J. T. Ayers,

S. R. Anderson, Synthetic Comm. 1999, 29, 351–358.
[29] M. Levison, A. Josephson, D. Kirschenbaum, Experientia 1969, 25, 126–

127.
[30] J. A. Burns, J. C. Butler, J. Moran, G. M. Whitesides, J. Org. Chem. 1991,

56, 2648–2650.
[31] a) C. Krettler, C. G. Bevans, C. Reinhart, M. Watzka, J. Oldenburg, Anal.

Biochem. 2015, 474, 89–94; b) J. McNulty, V. Krishnamoorthy, D.
Amoroso, M. Moser, Bioorg. Med.l Chem. Lett. 2015, 25, 4114–4117.

[32] E. B. Getz, M. Xiao, T. Chakrabarty, R. Cooke, P. R. Selvin, Anal. Biochem.
1999, 273, 73–80.

[33] a) J. Paulech, N. Solis, S. J. Cordwell, Biochim. Biophys. Acta Proteins
Proteomics 2013, 1834, 372–379; b) S. Suttapitugsakul, H. Xiao, J.
Smeekens, R. Wu, Molec. BioSystems 2017, 13, 2574–2582.

[34] T. Kantner, A. G. Watts, Bioconjugate Chem. 2016, 27, 2400–2406.
[35] D. E. Shafer, J. K. Inman, A. Lees, Anal. Biochem. 2000, 282, 161–164.
[36] a) M. Henkel, N. Röckendorf, A. Frey, Bioconjugate Chem. 2016, 27,

2260–2265; b) T. Kantner, B. Alkhawaja, A. G. Watts, ACS Omega 2017, 2,
5785–5791.

[37] a) H. Rohde, J. Schmalisch, Z. Harpaz, F. Diezmann, O. Seitz, Chem-
BioChem, 2011, 12, 1396–1400; b) Z. Wang, T. Rejtar, Z. S. Zhou, B. L.
Karger, Rapid Commun. Mass Spectrom. 2010, 24, 267–275.

[38] P. Liu, B. W. O’Mara, B. M. Warrack, W. Wu, Y. Huang, Y. Zhang, R. Zhao,
M. Lin, M. S. Ackerman, P. K. Hocknell, G. Chen, L. Tao, S. Rieble, J. Wang,

Table 1. Other methods for disulfide reduction.

Reagents Comments Ref.

1 Na/liq. NH3 stoichiometric amount required for reduction
of disulfide bridges

[40]

2 Zn/H+ or
Sn/H+

eliminates work up for purification [41]

3 NaBH4 eliminates excess usage of reducing agent [42]

4 electrochemical
reduction

reduction of disulfide bridges present in
proteins

[43]

ChemBioChem
Minireviews
doi.org/10.1002/cbic.202000092

8ChemBioChem 2020, 21, 1–10 www.chembiochem.org © 2020 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

These are not the final page numbers! ��

Wiley VCH Donnerstag, 09.04.2020

2099 / 164356 [S. 8/10] 1

https://doi.org/10.1016/j.jmb.2010.09.027
https://doi.org/10.1016/j.freeradbiomed.2011.04.031
https://doi.org/10.1016/j.tibs.2006.03.005
https://doi.org/10.1016/j.tibs.2006.03.005
https://doi.org/10.1016/0092-8674(91)90632-9
https://doi.org/10.1016/j.bbapap.2014.07.005
https://doi.org/10.1016/j.bbapap.2014.07.005
https://doi.org/10.3390/antib7020018
https://doi.org/10.3390/antib7020018
https://doi.org/10.1002/chem.200305343
https://doi.org/10.1021/jo702051f
https://doi.org/10.1021/ja01627a030
https://doi.org/10.1021/jo01325a005
https://doi.org/10.1021/jo01325a005
https://doi.org/10.1126/science.96.2498.454
https://doi.org/10.1021/bi00892a002
https://doi.org/10.1016/0307-4412(83)90048-1
https://doi.org/10.1021/jo00007a018
https://doi.org/10.1021/jo00026a026
https://doi.org/10.1021/jo00055a015
https://doi.org/10.1021/ja211931f
https://doi.org/10.1021/ja211931f
https://doi.org/10.1021/acs.orglett.9b04106
https://doi.org/10.1021/acs.orglett.9b04106
https://doi.org/10.1021/ac60215a035
https://doi.org/10.1021/ac60220a049
https://doi.org/10.1071/CH9662347
https://doi.org/10.1016/0003-2697(89)90422-3
https://doi.org/10.1021/ja00826a021
https://doi.org/10.1021/ja00826a021
https://doi.org/10.1021/jo00907a016
https://doi.org/10.1021/jo00907a016
https://doi.org/10.1021/ja00419a022
https://doi.org/10.1021/ja00419a022
https://doi.org/10.1021/jo071271w
https://doi.org/10.1080/00397919908085777
https://doi.org/10.1007/BF01899076
https://doi.org/10.1007/BF01899076
https://doi.org/10.1021/jo00008a014
https://doi.org/10.1021/jo00008a014
https://doi.org/10.1016/j.ab.2014.12.004
https://doi.org/10.1016/j.ab.2014.12.004
https://doi.org/10.1016/j.bmcl.2015.08.027
https://doi.org/10.1006/abio.1999.4203
https://doi.org/10.1006/abio.1999.4203
https://doi.org/10.1016/j.bbapap.2012.08.002
https://doi.org/10.1016/j.bbapap.2012.08.002
https://doi.org/10.1039/C7MB00393E
https://doi.org/10.1021/acs.bioconjchem.6b00375
https://doi.org/10.1006/abio.2000.4609
https://doi.org/10.1021/acs.bioconjchem.6b00371
https://doi.org/10.1021/acs.bioconjchem.6b00371
https://doi.org/10.1021/acsomega.7b01094
https://doi.org/10.1021/acsomega.7b01094
https://doi.org/10.1002/cbic.201100179
https://doi.org/10.1002/cbic.201100179
https://doi.org/10.1002/rcm.4383
https://doi.org/10.1016/j.jasms.2010.01.016
Albericio
Sticky Note
40, 41, 42, 43 are superscripts.  Would be possible to have them "normal text"? then the size will be more convenient.  Thus 1, 2, 3, 4 from the first column and 40, 41, 42, 43 from the fourth column will have the same size

Albericio
Sticky Note
de la Torre



1

2

3

4

5

6

7

8

9

10

11

12

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

30

31

32

33

34

35

36

37

38

39

40

41

42

43

44

45

46

47

48

49

50

51

52

53

54

55

56

57

D. B. Wang-Iverson, A. A. Tymiak, M. J. Grace, R. J. Russell, J. Am. Soc.
Mass Spectrom. 2010, 21, 837–844.

[39] J. R. Winther, C. Thorpe, Biochim. Biophys. Acta Gen. Subj. 2014, 1840,
838–846.

[40] V. d. Vigneaud, L. F. Audrieth, H. S. Loring, J. Am. Chem. Soc. 1930, 52,
4500–4504.

[41] a) I. M. Kolthoff, D. R. May, P. Morgan, H. A. Laitinen, A. S. O’Brien, Ind.
Eng. Chem. Anal. Ed. 1946, 18, 442–444; b) M. Erlandsson, M. Hällbrink,
Int. J. Peptide Res. Therap. 2005, 11, 261–265.

[42] W. D. Brown, Biochim. Bioph. Acta 1960, 44, 365–367.

[43] a) R. Cecil, P. D. Weitzman, Biochem. J. 1964, 93, 1–11; b) S. J. Leach, A.
Meschers, O. A. Swanepoel, Biochemistry 1965, 4, 23–27; c) Y. Zhang, W.
Cui, H. Zhang, H. D. Dewald, H. Chen, Anal. Chem. 2012, 84, 3838–3842.

Manuscript received: February 16, 2020
Revised manuscript received: March 19, 2020
Accepted manuscript online: March 20, 2020
Version of record online: ■■■, ■■■■

ChemBioChem
Minireviews
doi.org/10.1002/cbic.202000092

9ChemBioChem 2020, 21, 1–10 www.chembiochem.org © 2020 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

These are not the final page numbers! ��

Wiley VCH Donnerstag, 09.04.2020

2099 / 164356 [S. 9/10] 1

https://doi.org/10.1016/j.jasms.2010.01.016
https://doi.org/10.1016/j.jasms.2010.01.016
https://doi.org/10.1016/j.bbagen.2013.03.031
https://doi.org/10.1016/j.bbagen.2013.03.031
https://doi.org/10.1021/ja01374a047
https://doi.org/10.1021/ja01374a047
https://doi.org/10.1021/i560155a013
https://doi.org/10.1021/i560155a013
https://doi.org/10.1007/s10989-005-8113-1
https://doi.org/10.1042/bj0930001
https://doi.org/10.1021/bi00877a005
https://doi.org/10.1021/ac300106y
https://doi.org/10.1021/ac300106y


1

2

3

4

5

6

7

8

9

10

11

12

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

30

31

32

33

34

35

36

37

38

39

40

41

42

43

44

45

46

47

48

49

50

51

52

53

54

55

56

57

MINIREVIEWS

Breaking bridges: The efficient
reduction of disulfide bridges
between two cysteine residues or a
cysteine and a protecting group is a
requirement for many applications of
cysteine-containing molecules in the
fields of chemistry and biochemistry.

S. N. Mthembu, Dr. A. Sharma, Prof. F.
Albericio*, B. G. De la Torre*

1 – 10

Breaking a Couple: Disulfide
Reducing Agents

Breaking a couple: disulfide reducing agents (@FAlbericio, de la Torre @UKZN, @UniBarcelona)

Share your work on social media! ChemBioChem has added Twitter as a means to promote your article.

Twitter is an online microblogging service that enables its users to send and read short messages and media,

known as tweets. Please check the pre-written tweet in the galley proofs for accuracy. If you, your team, or

institution have a Twitter account, please include its handle @username. Please use hashtags only for the

most important keywords, such as #catalysis, #nanoparticles, or #proteindesign. The ToC picture and a link

to your article will be added automatically, so the tweet text must not exceed 250 characters. This tweet

will be posted on the journal's Twitter account (follow us @ChemBioChem) upon publication of your

article in its final (possibly unpaginated) form. We recommend you to re-tweet it to alert more researchers

about your publication, or to point it out to your institution's social media team.

ORCID (Open Researcher and Contributor ID)

Please check that the ORCID identifiers listed below are correct. We encourage all authors to provide an ORCID
identifier for each coauthor. ORCID is a registry that provides researchers with a unique digital identifier. Some funding
agencies recommend or even require the inclusion of ORCID IDs in all published articles, and authors should consult
their funding agency guidelines for details. Registration is easy and free; for further information, see http://orcid.org/.

Sinenhlanhla N. Mthembu
Dr. Anamika Sharma
Prof. Fernando Albericio
Beatriz G. De la Torre http://orcid.org/0000-0001-8521-9172

Wiley VCH Donnerstag, 09.04.2020

2099 / 164356 [S. 10/10] 1

http://orcid.org/
Albericio
Sticky Note
http://orcid.org/0000-0002-8946-0462

Albericio
Sticky Note
Prof. Beatriz G. de la Torre.......

Albericio
Sticky Note
Dr. Anamika Sharma http://orcid.org/0000-0003-1282-5838

Albericio
Sticky Note
Prof. Beatriz G. de la Torre




