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Abstract: Serum albumin is the most abundant circulating protein in mammals including humans. It
has three isoforms according to the redox state of the free cysteine residue at position 34, named as
mercaptalbumin (reduced albumin), non-mercaptalbumin-1 and -2 (oxidized albumin), respectively.
The serum albumin redox state has long been viewed as a biomarker of systemic oxidative stress, as
the redox state shifts to a more oxidized state in response to the severity of the pathological condition
in various diseases such as liver diseases and renal failures. However, recent ex vivo studies revealed
oxidized albumin per se could aggravate the pathological conditions. Furthermore, the possibility of
the serum albumin redox state as a sensitive protein nutrition biomarker has also been demonstrated
in a series of animal studies. A paradigm shift is thus ongoing in the research field of the serum
albumin. This article provides an updated overview of analytical techniques for serum albumin
redox state and its association with human health, focusing on recent findings.

Keywords: albumin; biomarker; oxidative stress; serum albumin redox state

1. Introduction

Albumin (ALB) is the most abundant protein in serum, which has a molecular weight
of approx. 66 kDa and is normally present at 35–45 g/L (approx. 0.6 mM) [1]. It is
exclusively synthesized in the liver, before being secreted into the circulation [2]. Human
serum ALB consists of a single polypeptide chain of 585 amino acid residues, and has
a total of 35 cysteine (Cys) residues. The 34 Cys residues are involved in formation of
17 intramolecular disulfide bridges, contributing to its heart-shaped tertiary structure
(Figure 1). The remaining single Cys residue at position 34 (Cys34) is free and redox-active.
The primary role of ALB in the circulation is to provide colloidal osmotic pressure. As ALB
is quite abundant in serum and relatively lower molecular weight, this protein contributes
to approx. 80% of total colloidal osmotic pressure [3]. Conversely, ALB synthesis in
liver is responsive to colloidal osmotic pressure; hepatic ALB gene expression receives a
feedback regulation by colloidal osmotic pressure, thereby maintaining its homeostasis [4,5].
Collectively, serum ALB is thus a key molecule for the homeostasis of colloidal osmotic
pressure. Another important role of serum ALB is to carry various kinds of endogenous and
exogenous ligands. The ligands include endogenous compounds such as long-chain fatty
acids, bilirubin, metal ions (zinc, copper, calcium, etc.), and exogenous drug substances
such as warfarin and ibuprofen [6]. The presence of multiple ligand binding pockets and
its long half-life in the circulation (approx. 15 days) makes this protein as an attractive
vehicle for novel drug delivery systems. Furthermore, serum ALB is involved in the redox
homeostasis in the circulation [7]. Whereas small thiols Cys and glutathione (GSH) are
the major antioxidants contributing to intracellular redox homeostasis, the most abundant
thiol in plasma is the Cys34 residue in ALB, which exerts anti-oxidative activity and
circumvent systemic oxidative stress. The Cys34 residue scavenges multiple reactive
oxygen and nitrogen species such as hydrogen peroxide (H2O2), peroxynitrite (ONOO−),
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superoxide (O2
−), and hypochlorous acid (HOCl) [7,8]. Lastly, serum ALB level has been

used classically as a biomarker of protein nutritional status, with the level < 35 g/L defined
as hypoalbuminemia, but low serum ALB level is currently viewed more as a risk factor
and a predictor of morbidity/mortality regardless of the implicated diseases [1].
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as homocysteine (HCys) and GSH albeit to a lesser extent, called human non-mercaptal-
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fonic acid, called HNA-2 (2) (Figure 2). In healthy young subjects, HMA accounts for 70–
80%, HNA-1 for 20–30%, and HNA-2 for 2–5% of total ALB, respectively [10]. Reduced 
and oxidized forms of ALB are different in physical properties. Colloidal osmotic pressure 
was increased by ALB oxidation in vitro using HOCl, and colloidal osmotic pressure was 
higher than predicted from serum ALB levels in chronic kidney disease patients [3]. Bind-
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inylation on Cys34) [11]. Binding affinities for lipid mediators also differs between re-
duced and oxidized serum ALB isoforms; proatherosclerotic lipids such as lysophospha-
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while anti-atherosclerotic mediators derived from eicosapentaenoic acid and docosahex-
aenoic acid possess higher affinities for reduced ALB isoform [12]. Furthermore, ALB ox-
idation (the increased HNA-1 level) was accompanied by decreased anti-oxidative activ-
ity as measured by a total radical-trapping antioxidant parameter assay [13]. The oxida-
tion of biological components such as proteins, lipids, carbohydrates and DNA proceeds 
when anti-oxidative potential is attenuated. This leads to impaired intracellular signaling, 
cellular dysfunction, etc., ultimately contributing to the pathogenesis of various kinds of 
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Figure 1. Amino acid sequence of human serum albumin (ALB). Human serum ALB, which is
presented in the single-letter amino acid code, consists of a polypeptide chain of 585 amino acid
residues including 35 cysteine (Cys) residues. Thirty-four of Cys residues form disulfide bridges,
while the remaining single Cys residue at position 34 is free and redox-active. Cysteinylation, homo-
cysteinylation, sulfinylation on Cys34 and glycosylation on lysine residue at position 233 (Lys233)
and Lys525 have been confirmed [9].

The thiol group of Cys34 residue is redox-active as described above, and the redox state
grants the heterogeneity of serum ALB isoforms. They can be separated chromatographi-
cally: (i) the free thiol form called human mercaptalbumin (HMA); (ii) a mixed disulfide
with a small thiol compound such as Cys and cysteinylglycine (CysGly), as well as homo-
cysteine (HCys) and GSH albeit to a lesser extent, called human non-mercaptalbumin1
(HNA-1); and (iii) the higher oxidized form of cysteine residue as sulfinic or sulfonic acid,
called HNA-2 (2) (Figure 2). In healthy young subjects, HMA accounts for 70–80%, HNA-1
for 20–30%, and HNA-2 for 2–5% of total ALB, respectively [10]. Reduced and oxidized
forms of ALB are different in physical properties. Colloidal osmotic pressure was increased
by ALB oxidation in vitro using HOCl, and colloidal osmotic pressure was higher than
predicted from serum ALB levels in chronic kidney disease patients [3]. Binding affinities
for endogenous ligands, bilirubin and tryptophan, as well as exogenous drug substances,
warfarin and diazepam, are decreased in proportion to ALB oxidation (cysteinylation
on Cys34) [11]. Binding affinities for lipid mediators also differs between reduced and
oxidized serum ALB isoforms; proatherosclerotic lipids such as lysophosphatidylcholine
and lysophosphatidic acid have higher affinities for oxidized ALB isoform, while anti-
atherosclerotic mediators derived from eicosapentaenoic acid and docosahexaenoic acid
possess higher affinities for reduced ALB isoform [12]. Furthermore, ALB oxidation (the
increased HNA-1 level) was accompanied by decreased anti-oxidative activity as measured
by a total radical-trapping antioxidant parameter assay [13]. The oxidation of biological
components such as proteins, lipids, carbohydrates and DNA proceeds when anti-oxidative
potential is attenuated. This leads to impaired intracellular signaling, cellular dysfunction,
etc., ultimately contributing to the pathogenesis of various kinds of diseases including
liver diseases, renal failure, diabetes mellitus, atherosclerosis, cardiovascular diseases,
cancer and infertility [14]. Serum ALB redox state has extensively been investigated in
the association with various kinds of diseases and some kinds of physiological conditions.
Increases in oxidized ALB have been observed in patients with liver disease, renal fail-
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ures, diabetes mellitus, and hypertension, in subjects after strenuous exercise, and in aged
population [11,15–18]; all of these have exclusively been viewed as the manifestation of
oxidative stress. However, several recent ex vivo studies have indicated that oxidized
ALB per se could aggravate these pathological conditions [15,19–24]. Furthermore, it has
recently become evident that ALB redox state can be a novel biomarker that sensitively
reflects protein nutritional status [25,26]. Thus, a paradigm shift is ongoing in the research
field of serum ALB.
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Figure 2. Pathway for human serum albumin (ALB) redox state. (1) The free thiol group in cysteine
residue at position 34 (Cys34) of human serum mercaptalbumin (HMA) receives a disulfide exchange
reaction with low molecular weight disulfides consisting of cysteine (Cys), cysteinylglycine (CysGly),
homocysteine (HCys) and/or glutathione (GSH), to form a mixed disulfide on Cys34. The result-
ing oxidized ALB is designated as human non-mercaptalbumin-1 (HNA-1). (2) Alternatively, the
Cys34 reacts with several reactive oxygen and nitrogen species such as hydrogen peroxide (H2O2),
peroxynitrite (ONOO−), superoxide (O2

−), or hypochlorous acid (HOCl), and is initially oxidized to
sulfenic acid. (3) Sulfenic acid reacts with cysteine and other thiols to form HNA-1. (4) On the other
hand, sulfenic acid is further oxidized by reactive oxygen species to sulfinic and sulfonic acid. These
oxidized ALB isoforms are designated as HNA-2.

The article provides an update of the studies on serum ALB redox state. Recent
advances in analytical chemistry of ALB redox state are also discussed.

2. Analytical Chemistry of Serum ALB Redox State

ALB isoforms have been conventionally separated by high-performance liquid chro-
matography (HPLC) systems and detected spectrometrically or colorimetrically. The recent
advent of high-resolution mass spectrometry (MS) technology has made it possible to
characterize the chemical structures of post-translational modifications in oxidized ALB.
For clinical settings that are not equipped with these instruments, colorimetric assays have
been proposed for determining serum ALB redox state.

2.1. HPLC Analysis

Era et al. established a basis for HPLC analysis of serum ALB redox state in hu-
mans [27], which was then revised by Hayashi et al. [28]. It adopts an anion-exchange
column having diethylaminoethyl (DEAE) as a functional group with a 40 min gradient of
increasing EtOH concentration in the solvent of 0.4 M Na2SO4 and 0.05 M CH3COONa
(pH 4.85). This system has also been modified to separate rat ALB isoforms by modulating
the gradient condition, although the separation of NA-1 and NA-2 is less evident in rats
compared with human counterparts [29]. Recently, Yasuoka et al. developed a rapid HPLC
system that enables the separation ALB isoforms in 9 min [30–32]. This system adopts
an in-house column of anion-exchange gel prepared from polyvinyl alcohol cross-linked
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gel reacted with diethylamine, with two eluents of 25 mM phosphoric acid buffer con-
taining 60 mM sodium sulfate (pH 6.0) and 250 mM magnesium chloride solution. Still,
it may be kept in mind that this system focuses on the separation of HMA from HNAs,
and the separation of HNA-1 and HNA-2 is less evident compared with the system by
Hayashi et al. [28].

For the detection of serum ALB isoforms in HPLC systems, the fluorescence emis-
sion of a tryptophan residue at position 214 in human serum ALB (340 nm for emission
and 280 nm for excitation) is more frequently used compared with measurement of UV
absorbance at 215 nm derived from peptide bonds in the protein. The UV absorbance at
215 nm involves an interference with the separation of HMA and HNA-1 by uric acid [33],
which is a critical obstacle especially for the determination of serum ALB redox state in
chronic kidney disease (CKD) patients [34]. Ueyama et al. proposed an HPLC system for ad-
dressing this issue [33]; the method employed a post-column derivatization in which serum
ALB is reacted with bromocresol green (BCG), thereby circumventing the interference
by uric acid. On the other hand, detection by fluorescence emission is also accompanied
by a drawback in the case of advanced liver disease patients. Namely, an increase in
serum bilirubin level in these patients causes an increase in bilirubin-bound HMA, which
would attenuate fluorescence emission by HMA [35]. Other methods for determining
serum albumin redox state include quantification of thiol group by Ellman’s assay using
5,5-dithiobis-2-nitrobenzoic acid (DTNB) [36], and measurement of carbonylated protein
using 2,4-dinitrophenylhydrazine (DNPH) [37].

Some improvements have been made on HPLC systems for serum ALB redox state
analysis. However, while the use of HPLC systems are enough to determine the ratios
of reduced and oxidized serum ALB isoforms, they are not able to characterize chemical
structures of the post-translational modifications in oxidized ALB isoforms.

2.2. MS Analysis of Intact ALB

The use of MS techniques has been applied to the characterization of post-translational
modifications in serum ALB. One of the most common methods for analyzing serum ALB
is to analyze ALB in intact forms and observe the “mass shift” between the reduced and
oxidized ALB isoforms, there by deducing the post-translational modifications. Matrix-
assisted laser desorption/ionization time-of-flight mass spectrometry (MALDI-TOF MS)
is a typical method for analyzing intact proteins, where proteins are ionized mainly as
positively and singly charged ions. Specifically, the application of MALDI-TOF-MS anal-
ysis to serum ALB appears to be limited presumably due to its insufficient resolution.
Nakashima et al. examined serum ALB redox state in hyperlipidemic patients using
MALDI-TOF-MS [9]. It was found that the molecular mass of oxidized ALB was increased
by approx. 200 Da in comparison with reduced ALB, implicating post-translational mod-
ifications of serum ALB by low molecular weight compounds. However, the mass shift
was not accurate enough to deduce the chemical structure, and the authors used another
MS technique to complement it. Compared with MALDI-TOF-MS, electrospray ionization-
TOF-MS in combination with LC (LC-ESI-TOF-MS) is more frequently selected for serum
ALB analysis. Spectra derived from ALB are observed as a series of multiply charged
positive ions with the charge state ranges depending on experimental conditions. Typically,
serum ALB is detected as spectra with charge states +15–60 (i.e., with m/z 1000–4000), and
“deconvolution” of the spectra is executed in order to obtain the molecular weight. Judging
from the mass shifts from the reduced ALB, post-translational modifications in serum ALB
have been deduced as N-terminal loss of asparagil-alanine residue (−186), C-terminal of
leucine residue (−113), cysteinylation (+119), homocysteinylation (+133), glycation (+162),
and sulfinylation/sulfonylation (+32/+48) [21,38–45]. However, the “observed mass” of
reduced ALB has been frequently different from its “theoretical mass (66,438 kDa)” by
approx. 1–5 Da, despite the fact that this observed mass needs to be used as a reference
for calculating mass shifts. Besides, chemical structures of post-translational modifications
in serum ALB have been deduced even though their observed mass shifts were found
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to be different from the theoretical ones by 1–2 Da. Thus, these deviations considerably
cast doubt on the accuracy of post-translational modifications of serum ALB estimated
by this MS technique. Furthermore, this MS technique cannot indicate the positions of
post-translational modifications in serum ALB, warranting alternative techniques that
compensate for these drawbacks.

Bottom-up proteomics is a method that enables site-specific identification of post-
translational modifications in proteins. Protein samples are digested using sequence-
grade digestive enzymes such as trypsin and serine protease Glu-C, and the resulting
peptides are applied to LC-MS/MS analysis. Spectral data obtained are then analyzed in
a database-dependent manner in order to identify amino acid sequences of the resulting
peptides, post-translational modifications in the amino acid sequences, and the positions
of post-translational modifications in the sequences [46]. In this technique, spectra of
peptides of ~5–20 amino acid residues are generally detected with charge state +2–4,
and assignment of the spectra to peptide sequence are made with the match tolerance
typically set to ~10 ppm. This makes it possible to identify site-specific identification of
post-translational modifications in proteins of interest with high credibility. However,
this MS technique has been less used in comparison with the analysis of intact serum
ALB. It may be because bottom-up proteomics normally employs reductions of disulfide
bonds in proteins, followed by alkylation of thiol residues, for decomposing the tertiary
structures and improving digestion efficiency. These procedures are not applicable to
serum ALB redox state; a mixed disulfide on Cys34 with low molecular weight thiols is one
of the major targets of serum ALB modifications, and a treatment with a reducing agent
is not compatible with the mixed disulfide analysis. Some studies performed enzymatic
digestion of serum ALB under non-reducing condition simply in the same procedure as
reducing condition but devoid of a reducing agent [39,45], while Nakashima et al. adopted
a protease enhancer for improving enzymatic digestion efficiency under non-reducing
condition [9]. Cysteinylation, homocysteinylation, sulfinylation on Cys34, and glycation on
a lysine residue at position 233 (Lys233) and Lys525 have been observed in these bottom-up
proteomics (Figure 1). Notably, the study by Nakashima et al. reported cysteinylation
and homocysteinylation on Cys residues other than Cys34 in serum ALB [9], despite the
fact that these Cys residues are considered involved in the formation of intramolecular
disulfide bridges [2]. The authors speculated that disulfide bond shuffling could take place
in Cys residues other than Cys34 through thiol/disulfide interchange reactions in human
serum ALB, as observed in the bovine counterpart [47], and the Cys residues normally
involved in disulfide bridges might react with small thiol compounds. On the other hand,
Grigoryan et al. dared the standard proteomic analysis (i.e., using a reducing agent) on
serum ALB, focusing on sulfinylation/sulfonylation, and ignoring the mixed disulfide on
Cys34 [48]. They confirmed sulfinylation and sulfonylation on Cys34, and even unraveled
a mass shift corresponding to “addition of one oxygen atom and loss of two hydrogen
atoms”, which was deduced as a sulfinamide formed by intramolecular reaction between
Cys34 and the adjacent glutamine at position 33.

Bottom-up proteomics of serum ALB is thus quite informative, and could be more
widely used in the field of ALB research. Still, when considering the incompatibility of
the use of reducing agents with the analyses of mixed disulfides on Cys34, the addition
of other analytical methods that complement bottom-up proteomics would be more de-
sirable. Brioschi et al. analyzed small thiol compounds originally bound to serum ALB
as mixed disulfides [13]. These compounds were released by treating serum ALB with a
reducing agent tris(2-carboxyethyl)phosphine, and they were then derivatized with 4-[2-
(dimethylamino)ethylaminosulfonyl]-7-chloro-2,1,3-benzoxadiazole (DAABD-Cl). This
derivatization provides positively charged ions that are sensitively detected in LC-MS
analysis, as well as gives a specific fragment ion (m/z = 72.2) in the parental ion scan
mode [49]. These authors substantiated cysteinylation and homocysteinylation in oxidized
serum ALB, which was initially confirmed by bottom-up proteomics. It may be noted,
however, that these bottom-up proteomics analyze enzymatically digested serum ALB,
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and they may be less efficient for determine the ratios of reduced and oxidized serum
ALB isoforms.

2.3. In Vitro Preparation of Model Oxidized Forms of Serum ALB

Chemical reactions involved in the formation of oxidized forms of serum ALB have
been well documented by several literatures [50,51] (Figure 1). For the formation of HNA-1,
i.e., mixed disulfides between Cys34 in serum ALB and lower molecular weight thiols, two
reaction pathways have been postulated. The first one is the disulfide exchange reaction
between the thiol residues of Cys34 in HMA and low molecular weight disulfides consisting
of Cys, CysGly, HCys or GSH, to form a mixed disulfide on Cys34. The second one is
mediated by oxidation of Cys34 to sulfenic acid by reactive oxygen species such as H2O2,
ONOO−, O2

−, and HOCl, and the resulting sulfenic acid is subsequently reacted with a
low molecular weight free thiol to form a mixed disulfide. Sulfinic acid is alternatively
oxidized further to sulfinic or sulfonic acid, i.e., the generation of HNA-2.

Taking these pathways into consideration, several research groups attempted the
chemical generation of these serum ALB isoforms as experimental standards for HPLC and
LC-MS analyses. Era et al. examined these as early as in 1988 [27]; they treated commercially
obtained human serum ALB with cystine or glutathione disulfide (GSSG), and confirmed
an increase in HNA-1 level by HPLC. They also treated GSH to human serum ALB, and
found an increase in HMA level, indicating a reverse/reducing reaction where a mix
disulfide on Cys34 of HNA-1 was converted to a free thiol residue (formation of HMA).
This research group conducted similar experiments in rat serum ALB [29]; Hayashi et al.
treated serum ALB with GSH, GSSG, and peroxide (H2O2), and demonstrated increases
in MA, NA-1, NA-2 levels, respectively. Recent studies also demonstrated these chemical
reactions, and the resulting ALB isoforms were analyzed by LC-MS. Leblanc et al. treated
human serum ALB with CysGly and H2O2, and indicated increased levels of a mixed
disulfide with CysGly and sulfinylation on Cys34 [45]. Ohashi et al. treated commercially
obtained human serum ALB with cysteine and showed an increase in HMA level [52].
Notably, the increased HMA level was maintained as long as for 24 h when the low
molecular weight fraction was removed by dialysis before the incubation, whereas the
HMA level decreased and HNA-1 level increased again when the incubation was made
without dialysis. Thus, serum ALB redox state is susceptible to oxidation by low molecular
weight thiols surrounding serum ALB after blood has been drawn.

2.4. Stabilization of Serum ALB Redox State

Measurement of serum ALB redox is of biological significance in the context of various
pathological and physiological conditions, as is discussed later in this review. However,
serum ALB redox state is highly susceptible to storage conditions. Namely. serum ALB
redox state is stable so long as serum samples are stored at approx. −80 ◦C, but ALB
oxidation proceeds spontaneously at >−30 ◦C and the oxidation intensifies as the storage
temperature increases [10]. Low molecular weight compounds surrounding serum ALB
are likely responsible for the instability as described above [52]. This is a serious problem
for securing the credibility of ALB redox state analysis. Kubota et al. investigated the opti-
mized condition for stabilizing ALB redox state in heparin plasma obtained from healthy
volunteers [53]. It was found that ALB redox state was stable at 10 ◦C at least for 24 h when
plasma was diluted to ≥50-fold with 50 mM sodium phosphate buffer (pH 6.0), an eluent
buffer for HPLC analysis. The stability of plasma ALB redox state was also confirmed
when it was diluted to 100-fold with 50 mM sodium phosphate buffer with the range of
pH 4.0–9.0; ALB redox state was stable for as long as 48 h when the pH was adjusted
to 4.0–7.0. These authors also found that the use of sodium citrate as an anti-coagulant,
but not heparin, contributed to the stability of plasma ALB redox state. Namely, addition
of 0.5 M sodium citrate to whole blood in a ratio of 1:9 stabilized the plasma ALB redox
state for as long as 72 h when stored in the form of whole blood at 4 ◦C. This observation
was then supported by a study by Yasukawa et al. [31]. Namely, among the five kinds of
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anti-coagulants tested, the use of sodium citrate was the most effective to the prevention of
plasma ALB oxidation at 4 ◦C. Sodium citrate was especially effective when it was added in
a final concentration ≥70 mM with the pH 5.0–6.0. Collectively, serum/plasma ALB redox
state can be stabilized by diluting the samples with appropriate buffers with appropriate
dilution factors, and/or the use of sodium citrate as an anticoagulant for obtaining plasma.

2.5. Colorimetric Determination of Serum ALB Redox State

Two kinds of colorimetric methods have been commonly used, i.e., the bromocresol
purple (BCP) method and the BCG method for measurement of serum ALB concentra-
tion [54]. The BCP method has been less used compared with the BCG method, as the
binding affinities are different between reduced and oxidized serum ALB isoforms, leading
to considerable uncertainties and biases in serum ALB level determination. Muramoto et al.
developed a modified BCP method [55], where the difference in binding affinities was re-
solved through facilitating conversion of reduced ALB to oxidized ALB by adding sodium
dodecyl sulfate and 5,5′-dithiobis(2-nitrobenzoic acid) to the BCP reagent. A recent study
by Yoshihiro et al. is notable as they applied the modified BCP method to the determination
of serum ALB redox state [56]. Namely, serum samples are reacted with BCP both in the
presence and absence of sodium dodecyl sulfate and 5,5′-dithiobis(2-nitrobenzoic acid)
under a condition where BCP sensitively reacts with oxidized ALB. Serum ALB redox state
is expressed by the ratio of OD600 in the presence and absence of the above reagents. On
the other hand, the BCG method also has several defectives. Namely, BCG cross-reacts
with other serum proteins such as globulin [54], which could cause the overestimation
of serum ALB levels. Besides, the binding affinities of BCG to serum ALB is attenuated
when ALB is carbonylated or glycoxidized [57], which would also hamper the accurate
determination of serum ALB level in some types of patients. Still, Michelis et al. leveraged
the latter shortcoming of BCG, and developed a colorimetric method for determining the
degree of ALB oxidation, termed “ALB detection index” [57]. This index is expressed as
the ratio of serum ALB level determined by BCG to the one determined by OD280 or ELISA.
The ALB detection index has been adopted in some clinical studies [3,19,22]. Although
these colorimetric methods are less accurate and informative in quantification compared
with HPLC and LC-MS methods, they are simple, rapid, and sufficiently reliable in many
clinical settings.

Characteristics of colorimetric methods are compared with those of HPLC and LC-MS
methods, which is summarized in Table 1.

Table 1. Analytic methods for serum albumin (ALB) redox state.

Method Strengths Weaknesses

HPLC Sperior to quantify ALB isoforms Cannot determine post-translational
modifications

LC-MS Sperior to characterize
post-translational modifications Less quantitative

Colorimetric Simple and rapid Less accurate and informative
HPLC, high-performance liquid chromatography; and LC-MS, liquid chromatography coupled with mass
spectrometry.

3. Serum ALB Redox State in Pathological Conditions

As mentioned above, serum ALB redox state has extensively been focused on in the
context of oxidative stress induced by various diseases such as liver diseases, renal failures,
diabetes mellitus, etc. Recent clinical studies have further substantiated the relationship
between serum ALB redox state and the severity of these diseases. Some of these studies
have even elucidated that increased oxidized serum ALB in the diseases could be involved
in the progression of the symptoms. Serum ALB redox state in pathological conditions is
summarized in Table 2.
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3.1. Liver Diseases

The relationship between liver diseases and serum ALB redox state has well been
documented for the last few decades. Serum ALB redox state was shifted to a more ox-
idized state in patients with liver cirrhosis [11,21,23,43,58], and acute-on-chronic liver
failure (ACLF) [35,59–61]. ALB oxidation increased as the pathological severity pro-
gressed [11,21,35,58,61], which has been viewed as a manifestation of oxidative stress
caused by excessive iron storage or hepatosteatosis. An increase in the HNA-1 level was
generally observed [11,21,23,35,43,58,60–63], whereas the increased level of HNA-2 level
was also found [21,23,35,59,61,63], especially in patients with ACLF [59,61]. Branched-chain
amino acids (BCAAs) are provided to cirrhotic patients for relieving the hypoalbumine-
mia [64], and the oral BCAA supplementation has also alleviated the oxidized shift of
serum ALB [58,62]. This can be interpreted as meanings that 1) BCAAs are deficient in liver
patients and the supplementation would contribute to an increase in the substances for ALB
synthesis, and 2) de novo ALB synthesis (i.e., influx of reduced ALB) would be increased
by BCAA supplementation through the stimulation mammalian target rapamycin (mTOR)
signaling pathway [2]. Reversal of serum ALB redox state to a more reduced state has also
been proved to restore anti-oxidative activity and ligand binding activity of ALB impaired
by oxidation [58]. It is quite notable serum ALB oxidation per se could be a factor that
aggravates pathological status in liver diseases. The ALB fraction obtained from the serum
of patients affected by severe alcoholic hepatitis, characterized by a prominent increase
in HNA-2, strongly induced a respiratory burst of neutrophils obtained from healthy sub-
jects [21]. Similar to this, HNA-1 (but not HNA-2), fractioned from the serums of healthy
subjects, caused a “cytokine storm” in leucocytes obtained from health volunteers and
cirrhotic patients [23]. Collectively, the oxidized shift of serum ALB redox state, initiated
by oxidative stress in liver diseases, would not only impair physicochemical properties
of ALB, but exacerbate vascular oxidative stress and inflammation through a neutrophil
oxidative burst and a cytokine storm.

3.2. Renal Failures

Similar to liver diseases, serum ALB redox has been investigated well in the context of
chronic kidney diseases (CKDs). Increases in HNA levels have been reported in these pa-
tients [11,15,19,32,42]. Most of these studies attended to the sum of oxidized ALB isoforms
(i.e., HNA-1 + HNA-2), as determined by HPLC or colorimetric methods [15,19,32,65–71].
Still, some studies employed LC-MS/MS and indicated that an increase in cysteinylated
ALB level was prominent in CKD patients [11,42]. The oxidized ALB levels paralleled
the loss of renal function [32,67–70], and “oxidative” uremic toxin has been considered
responsible for the ALB oxidation [34,72]. Hemodialysis treatment reversed the serum
ALB redox state to a more reduced state [42,65]; reducing agents in dialysis membranes
might be involved in the reversal, remaining an open question. As seen in studies of
liver diseases, serum ALB obtained from CKD patients induced neutrophil oxidative
burst [15,19]. As cardiovascular diseases (CVDs) are the common complications in CKD
patients, oxidative stress aggravated by oxidized ALB-induced neutrophil respiratory
burst might be responsible for the complication. Similarly, an ex vivo study by Pasterk
et al. demonstrated that oxidized serum ALB isolated from end stage renal disease patients
promoted platelet aggregation [20]. Magzal et al. demonstrated that serum ALB fraction ob-
tained from hemodialysis patients facilitated the secretion of a pro-inflammatory cytokine
IL-6 in human umbilical endothelial cells (HUVEC), and the secretion was attenuated
by the reduction of ALB with dithiothreitol (DTT) [22]. Furthermore, according to the
study Lim et al., HNA level was a positive predictor of CVD mortality in hemodialysis
patients [73]. Thus, oxidative stress in CKD patients increases serum ALB oxidation, which
would elicit neutrophil respiratory burst, platelet aggregation, and endothelial inflam-
mation, thereby worsening the pathological conditions and complicating cardiovascular
diseases. Finally, a recent study by Fujii et al., 2019 is notable as it demonstrated the
association between serum ALB redox state and renal function in community-dwelling
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general population without CKD or its pretreatment [74], suggesting that serum ALB redox
state would be even useful as an indicator of renal function in broad population.

3.3. Diabetes Mellitus

An increase in oxidized serum ALB level has also been observed in diabetes melli-
tus [11,19,32,75,76], but it has been less investigated compared with liver diseases and
renal failures. Still, a recent study by Fukuhara et al. is notable as they demonstrated that
serum HNA ratio was negatively correlated with the activities of daily living in diabetic
older adults [76], suggesting that serum ALB redox would even reflect the quality of life in
patients with diabetes mellitus.

3.4. Cardiovascular Diseases

The association between serum ALB redox state and CVDs have been discussed as
complications of renal failures as discussed above [73]. Besides, Brioschi et al. reported
significant increases in cysteinylation and homocysteinylation on serum ALB in heart
failure patients compared with the health controls [13]. These authors further showed
that the levels of these modifications were negatively correlated with oxygen consumption
(VO2), an objective measure for the cardiopulmonary exercise capacity, indicating the
potential association between serum ALB redox state and the severity of CVDs, as seen
in the case of liver and kidney diseases. Notably, a recent study by Fujii et al., 2018
demonstrated the association between serum ALB redox state and the atherosclerotic
indices of carotid intima-media thickness and plaque formation, despite the fact that only
one third of the participants were diagnosed as hypertension [16].

3.5. Other Diseases

As discussed above, most of the studies on serum ALB redox state have been con-
ducted in its association with major oxidative stress-related diseases such as liver diseases,
renal failures, and diabetes mellitus. The following studies may therefore be outstanding
because of their scientific uniquity. Bar-Or et al. found an increase in an cysteinylated
plasma ALB in pregnant females diagnosed with fetal growth restriction (FGR) during
pregnancy, compared with uncomplicated controls [38]. The authors viewed this as the
manifestation of sustained oxidative stress resulting from ischemia, which is one of the
etiological factors for FGR. A recent study by Inoue et al. investigated the role of ALB
oxidation in cancer metastasis [24]. They revealed that serum ALB oxidation facilitated
the generation neutrophil extracellular trap (NET) by neutrophil (termed NETosis) in cell
assays and animal models, which promoted pulmonary cancer metastasis in animal models.
These observations were further substantiated by a cohort study on patients with head and
neck squamous cell carcinomas, reporting that patients with higher oxidized ALB levels
had higher plasma NET levels as well as higher incidences pulmonary cancer metastasis.
Another recent study by Ueno et al. showed that oxidized serum ALB increased in idio-
pathic and genetic Parkinson’s diseases [77]. These authors attributed this to accelerated
aging-induced oxidative stress in these patients.

Biological fluids other than serum/plasma have also been applied to the analyses of
the ALB redox state. Hayashi et al. examined the ALB redox state in aqueous humors
of patients with senile cataract using HPLC [28], and it was found that ALB redox state
was markedly shifted to a more oxidized state in the aqueous humors compared with
their serums, their serums, implicating the local oxidative stress in the eyes. Boisvert
et al. employed a LC-MS analysis to determine the post-translational modifications of ALB
in amniotic fluids of pregnant female with gestational diabetes mellitus (GDM) [78]. It
was found that the Cys residues in ALB were significantly cysteinylated or tended to be
oxidized to sulfonic acid in pregnant female with GDM compared with non-GDM control,
which can be viewed as a manifestation of systemic oxidative stress due to hyperglycemia
in GDM patients. Costa et al. analyzed cerebrospinal fluids of Alzheimer’s diseases
(AD) patients using HPLC and LC-MS, and found that both HNA-1 and HNA-2 were
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increased in cerebrospinal fluids as well as plasmas of AD patients compared with healthy
controls [79]. Notably, a principal component analysis revealed that the difference between
AD patients and healthy controls was more marked in cerebrospinal fluids than in plasma,
implicating the involvement of oxidative stress in the brain region in the progression of AD.

Table 2. Serum albumin (ALB) redox state in pathological conditions.

Condition Method Post-Translational Modification References

Liver Diseases LC-MS Increase in Cys-, CysGly-, -SO2H, and -SO3H [11,21,23,43]
HPLC, Western blotting Increase in HNA-1 and/or HNA-2 [35,58–61,63]

HPLC Decrease in HNA-1 and/or HNA-2 by BCAA
supplementation [58,62]

Renal Failures LC-MS Increase in Cys- [11]
HPLC, CD spectrum Increas in HNA-1 and/or HNA-2 [15,32,65–67,70,71,73,74]

LC-MS Increase in Cys- and Glyc- [42]
HPLC Decrease in HMA [69]

Diabetes Mellitus LC-MS Increase in Cys- [11]
HPLC Increase in HNA [32,75,76]

Cardiovascular Diseases HPLC Increase in HNA [16,73]
LC-MS/MS Increase in Cys- and HCys- [13]

Fetal growth restriction LC-MS Increase in Cys- [38]
Parkinson’s Diseases HPLC Increase in HNA [77]

Alzheimer’s diseases (AD) HPLC, LC-MS Increase in HNA-1 and HNA-2
Increase in Cys- and -SO2H [79]

CD, Circular Dichroism; Cys, cysteine; CysGly, cysteinylglycine; Glyc, glycocidation; HCys, homocysteine; HMA, human mercaptalbumin;
and HNA, human non-mercaptalbumin.

Coronavirus disease 2019 (COVID-19) is an epidemic infection currently involving
millions of people around the world, and some of the patients suffered from cytokine
storm [80]. Based on the observations that oxidized shifts of serum ALB in various diseases
are generally accompanied by decreases in serum ALB levels in various diseases, as well as
a recent report that decreases in serum ALB level was frequently seen in many COVID-19
patients [81], Rahmani-Kukia et al. proposed the possibility that cytokine storm seen
in COVID-19 patients could be attributed increased serum ALB oxidation [82], as seen
in liver diseases [23]. While this decrease in ALB level is normally considered as acute
inflammatory response, the above hypothesis may be worthy of being investigated and
warrant clinical reports

4. Serum ALB Redox State in Response Physiological Conditions

Although most of the investigations on serum ALB redox state focused on its as-
sociations with various kinds of oxidative stress-related diseases as above, serum ALB
redox state has also been affected by non-pathological factors such as aging and exercise.
Furthermore, it has become evident that nutritional factors would modulate serum ALB
redox state via ALB turnover rate. Serum ALB redox state in physiological conditions is
summarized in Table 3.

4.1. Aging

Serum free thiols and protein thiols are converted to disulfides with aging [83]. Specifi-
cally, Era et al. reported the comparison of serum ALB redox state in young and old subjects
(18–24 vs. 60–90 years of age) using HPLC as early as in 1995 [17]. It was found that HMA
ratio was obviously higher in the old subjects compared with young subjects. Oettl et al.
also presented in their review article that both HNA-1 and HNA-2 ratio increased with
aging (ranging approx. 10–100 years of age) [10]. Similarly, Rossi et al. reported increases
in cysteinylation and homocysteinylation of plasma proteins with aging in healthy subjects
aged 20–93 [84]. Increases in HNA ratios with aging have been further confirmed in recent
studies on patients and healthy controls [32,77]. The rationale for these observations has
been attributed to oxidative stress accelerated by aging.



Antioxidants 2021, 10, 503 11 of 16

4.2. Exercise Training

As mentioned in previous review articles, the number of studies on the relationship
between serum ALB redox state and exercise training has been limited as of today [2,10].
Imai et al. first reported oxidized shift of serum ALB redox state after exercise training
(Kendo, a Japanese martial art fencing) in university elite athletes [18]. It was found
that both HNA-1 and HNA-2 ratios increased significantly after the 5-day training camp
compared with the baseline, indicating that serum ALB oxidation would be facilitated by
reactive oxygen species generated by exercise training. This research group subsequently
investigated the effect of a dietary antioxidant supplement, propolis (plant resins collected
by honey bee), on oxidized shift of serum ALB redox state in an exercise program similar to
the previous one [85]. Propolis intake during the exercise training alleviated the oxidized
shift of serum ALB redox state after the exercise training, suggestion its effectiveness as a
dietary antioxidant supplementation. Lamprecht et al. also investigated serum ALB redox
state in Austrian policemen of a special anti-terrorism force after performing on a cycle
ergometer at 70–80% VO2max [86]. It was found that HNA-1, but not HNA-2, increased
after the exercise training, and the increases were exercise-intensity dependent manner.
This research group also examined the effects of dietary antioxidant supplementation,
i.e., providing the subjects with encapsulated juice powder concentrate for 4–28 weeks
before the exercise training [87]. However, this dietary supplementation had no effect
on oxidized shift of serum ALB redox state after exercise training. A recent study by
Ashikawa et al. is notable as they elucidated a positive correlation between serum HMA
ratio and exercise capacity, as evaluated by 6-min walk distance, in women aged ≥75
years [88]. This observation would substantiate the association between oxidative stress
and frailty [89].

Table 3. Serum albumin (ALB) redox state in physiological conditions.

Condition Method Post-translational Modification References

Aging HPLC Increase in HNA-1 and/or HNA-2 [10,17,32,77]
HPLC Increase in Cys- and HCys- * [83,84]

Exercise Training HPLC Increase in HNA-1 and/or HNA-2 [18,86,88]
Protein

undernutrition HPLC Increase in HNA-1 [25,26,90–93]

* Thiols binding to total plasma proteins. Cys, cysteine; HCys, homocysteine; and HNA, human non-
mercaptalbumin.

4.3. Nutrition

As extensively discussed so far, serum ALB redox state has long been viewed as an
oxidative stress marker. However, a series of recent animal studies have demonstrated that
nutritional factors also modulate ALB redox state. Plasma ALB redox state shifted to a
more oxidized state in rats fed a low-protein diet [25,26,90–93]. This shift was mediated by
decreased ALB turnover including hepatic ALB synthesis rate [91], and was independent of
oxidative stress as examined by plasma thiobarbituric acid reactive substance (TBARS) and
advanced oxidation protein product (AOPP) concentration [26,91]. ALB redox state was
also responsive to amino acid balance in diet [92,93]. Furthermore, plasma ALB redox state
responded to a low-protein diet ingestion more sensitively compared with plasma ALB
concentrations, a conventional protein nutrition biomarker [25,26]. Thus, ALB redox state
would reflect the quality and quantity of dietary protein ingestion, and could be useful as a
novel and sensitive protein nutrition biomarker. Clinical studies are essentially warranted
to verify this notion.

5. Conclusions

Serum ALB redox state is getting much more attention, and the biological interpre-
tation of serum ALB redox state has thus changed significantly over the past decade
(Figure 3). Specifically, the finding that oxidized serum ALB per se can be an aggravating
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factor for various diseases could lead to a conception for novel drug discovery. The useful-
ness of serum ALB redox state as a protein nutrition biomarker is not elucidated in humans,
but is worthy of clinical investigation, especially targeting potentially protein-deficient
generation such as older adults. Further progress of analytical techniques will support and
boost the research field of serum ALB redox state.

Antioxidants 2021, 10, x FOR PEER REVIEW 12 of 16 
 

(TBARS) and advanced oxidation protein product (AOPP) concentration [26,91]. ALB re-
dox state was also responsive to amino acid balance in diet [92,93]. Furthermore, plasma 
ALB redox state responded to a low-protein diet ingestion more sensitively compared 
with plasma ALB concentrations, a conventional protein nutrition biomarker [25,26]. 
Thus, ALB redox state would reflect the quality and quantity of dietary protein ingestion, 
and could be useful as a novel and sensitive protein nutrition biomarker. Clinical studies 
are essentially warranted to verify this notion. 

Table 3. Serum albumin (ALB) redox state in physiological conditions. 

Condition Method  Post-translational Modification References 
Aging HPLC Increase in HNA-1 and/or HNA-2 [10,17,32,77]  

 HPLC Increase in Cys- and HCys- * [83,84] 
Exercise Training HPLC Increase in HNA-1 and/or HNA-2 [18,86,88] 

Protein undernutrition HPLC Increase in HNA-1 [25,26,90–93] 
* Thiols binding to total plasma proteins. Cys, cysteine; HCys, homocysteine; and HNA, human non-mercaptalbumin. 

5. Conclusions 
Serum ALB redox state is getting much more attention, and the biological interpreta-

tion of serum ALB redox state has thus changed significantly over the past decade (Figure 
3). Specifically, the finding that oxidized serum ALB per se can be an aggravating factor 
for various diseases could lead to a conception for novel drug discovery. The usefulness 
of serum ALB redox state as a protein nutrition biomarker is not elucidated in humans, 
but is worthy of clinical investigation, especially targeting potentially protein-deficient 
generation such as older adults. Further progress of analytical techniques will support 
and boost the research field of serum ALB redox state. 

 
Figure 3. Pathological/physiological conditions associated with the serum albumin redox state. 
Increased oxidized albumin (ALB) has been observed in pathological and physiological condi-
tions. Some recent studies have suggested that oxidized serum ALB isoforms per se could be in-
volved in the progression of these diseases (dashed arrow). Furthermore, it has become evident 
that serum ALB redox state is also associated with protein nutritional status. 

Author Contributions: Y.W. conceived the review. F.T. and Y.W. searched for literatures and se-
lected studies for citations. All the authors (F.T., Y.W., S.K. and K.M.) wrote the manuscript. All 
authors have read and agreed to the published version of the manuscript. 

Funding: This research received no external funding. 

Acknowledgments: Publication of this article was funded by Morinaga Milk Industry, Co., Ltd. 

Conflicts of Interest: All the authors are employees of Morinaga Milk Industry, Co., Ltd. 

Figure 3. Pathological/physiological conditions associated with the serum albumin redox state.
Increased oxidized albumin (ALB) has been observed in pathological and physiological conditions.
Some recent studies have suggested that oxidized serum ALB isoforms per se could be involved in
the progression of these diseases (dashed arrow). Furthermore, it has become evident that serum
ALB redox state is also associated with protein nutritional status.

Author Contributions: Y.W. conceived the review. F.T. and Y.W. searched for literatures and selected
studies for citations. All the authors (F.T., Y.W., S.K. and K.M.) wrote the manuscript. All authors
have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Acknowledgments: Publication of this article was funded by Morinaga Milk Industry, Co., Ltd.

Conflicts of Interest: All the authors are employees of Morinaga Milk Industry, Co., Ltd.

References
1. Gatta, A.; Verardo, A.; Bolognesi, M. Hypoalbuminemia. Intern. Emerg. Med. 2012, 7, 193–199. [CrossRef]
2. Wada, Y.; Takeda, Y.; Kuwahata, M. Potential Role of Amino Acid/Protein Nutrition and Exercise in Serum Albumin Redox State.

Nutrients 2018, 10, 17. [CrossRef]
3. Michelis, R.; Sela, S.; Zeitun, T.; Geron, R.; Kristal, B. Unexpected Normal Colloid Osmotic Pressure in Clinical States with Low

Serum Albumin. PLoS ONE 2016, 11, e0159839. [CrossRef]
4. Pietrangelo, A.; Pandurò, A.; Chowdhury, J.R.; Shafritz, D.A. Albumin gene expression is down-regulated by albumin or

macromolecule infusion in the rat. J. Clin. Investig. 1992, 89, 1755–1760. [CrossRef] [PubMed]
5. Yamauchi, A.; Fukuhara, Y.; Yamamoto, S.; Yano, F.; Takenaka, M.; Imai, E.; Noguchi, T.; Tanaka, T.; Kamada, T.; Ueda, N. Oncotic

pressure regulates gene transcriptions of albumin and apolipoprotein B in cultured rat hepatoma cells. Am. J. Physiol. Cell Physiol.
1992, 263, C397–C404. [CrossRef]

6. Hoogenboezem, E.N.; Duvall, C.L. Harnessing albumin as a carrier for cancer therapies. Adv. Drug Deliv. Rev. 2018, 130,
73–89. [CrossRef]

7. Anraku, M.; Chuang, V.T.G.; Maruyama, T.; Otagiri, M. Redox properties of serum albumin. Biochim. Biophys. Acta Gen. Subj.
2013, 1830, 5465–5472. [CrossRef] [PubMed]

8. Roche, M.; Rondeau, P.; Singh, N.R.; Tarnus, E.; Bourdon, E. The antioxidant properties of serum albumin. FEBS Lett. 2008, 582,
1783–1787. [CrossRef]

9. Nakashima, F.; Shibata, T.; Kamiya, K.; Yoshitake, J.; Kikuchi, R.; Matsushita, T.; Ishii, I.; Giménez-Bastida, J.A.; Schneider, C.;
Uchida, K. Structural and functional insights into S-thiolation of human serum albumins. Sci. Rep. 2018, 8, 932. [CrossRef]

10. Oettl, K.; Marsche, G. Redox State of Human Serum Albumin in Terms of Cysteine-34 in Health and Disease. Methods Enzymol.
2010, 474, 181–195. [CrossRef] [PubMed]

http://doi.org/10.1007/s11739-012-0802-0
http://doi.org/10.3390/nu10010017
http://doi.org/10.1371/journal.pone.0159839
http://doi.org/10.1172/JCI115778
http://www.ncbi.nlm.nih.gov/pubmed/1601985
http://doi.org/10.1152/ajpcell.1992.263.2.C397
http://doi.org/10.1016/j.addr.2018.07.011
http://doi.org/10.1016/j.bbagen.2013.04.036
http://www.ncbi.nlm.nih.gov/pubmed/23644037
http://doi.org/10.1016/j.febslet.2008.04.057
http://doi.org/10.1038/s41598-018-19610-9
http://doi.org/10.1016/s0076-6879(10)74011-8
http://www.ncbi.nlm.nih.gov/pubmed/20609911


Antioxidants 2021, 10, 503 13 of 16

11. Nagumo, K.; Tanaka, M.; Chuang, V.T.G.; Setoyama, H.; Watanabe, H.; Yamada, N.; Kubota, K.; Tanaka, M.; Matsushita, K.;
Yoshida, A.; et al. Cys34-Cysteinylated Human Serum Albumin Is a Sensitive Plasma Marker in Oxidative Stress-Related Chronic
Diseases. PLoS ONE 2014, 9, e85216. [CrossRef] [PubMed]

12. Kurano, M.; Yasukawa, K.; Ikeda, H.; Aoki, J.; Yatomi, Y. Redox state of albumin affects its lipid mediator binding characteristics.
Free Radic. Res. 2019, 53, 892–900. [CrossRef]

13. Brioschi, M.; Gianazza, E.; Mallia, A.; Zoanni, B.; Altomare, A.; Fernandez, A.M.; Agostoni, P.; Aldini, G.; Banfi, C. S-Thiolation
Targets Albumin in Heart Failure. Antioxidants 2020, 9, 763. [CrossRef]

14. Vona, R.; Pallotta, L.; Cappelletti, M.; Severi, C.; Matarrese, P. The Impact of Oxidative Stress in Human Pathology: Focus on
Gastrointestinal Disorders. Antioxidants 2021, 10, 201. [CrossRef] [PubMed]

15. Mera, K.; Anraku, M.; Kitamura, K.; Nakajou, K.; Maruyama, T.; Otagiri, M. The structure and function of oxidized albumin
in hemodialysis patients: Its role in elevated oxidative stress via neutrophil burst. Biochem. Biophys. Res. Commun. 2005, 334,
1322–1328. [CrossRef]

16. Fujii, R.; Ueyama, J.; Aoi, A.; Ichino, N.; Osakabe, K.; Sugimoto, K.; Suzuki, K.; Hamajima, N.; Wakai, K.; Kondo, T. Oxidized
human serum albumin as a possible correlation factor for atherosclerosis in a rural Japanese population: The results of the
Yakumo Study. Environ. Health Prev. Med. 2018, 23, 1–7. [CrossRef]

17. Era, S.; Kazuo, K.; Imai, H.; Nakamura, K.; Hayashi, T.; Sogami, M. Age-related change in redox state of human serum albumin.
Biochim. Biophys. Acta Protein Struct. Mol. Enzym. 1995, 1247, 12–16. [CrossRef]

18. Imai, H.; Hayashi, T.; Negawa, T.; Nakamura, K.; Tomida, M.; Koda, K.; Tajima, T.; Koda, Y.; Suda, K.; Era, S. Strenuous
Exercise-Induced Change in Redox State of Human Serum Albumin during Intensive Kendo Training. Jpn. J. Physiol. 2002, 52,
135–140. [CrossRef]

19. Michelis, R.; Kristal, B.; Zeitun, T.; Shapiro, G.; Fridman, Y.; Geron, R.; Sela, S. Albumin oxidation leads to neutrophil activation
in vitro and inaccurate measurement of serum albumin in patients with diabetic nephropathy. Free. Radic. Biol. Med. 2013, 60,
49–55. [CrossRef]

20. Pasterk, L.; Lemesch, S.; Leber, B.; Trieb, M.; Curcic, S.; Stadlbauer, V.; Schuligoi, R.; Schicho, R.; Heinemann, A.; Marsche, G.
Oxidized plasma albumin promotes platelet-endothelial crosstalk and endothelial tissue factor expression. Sci. Rep. 2016, 6,
22104. [CrossRef] [PubMed]

21. Das, S.; Maras, J.S.; Hussain, S.; Sharma, S.; David, P.; Sukriti, S.; Shasthry, S.M.; Maiwall, R.; Trehanpati, N.; Singh, T.P.;
et al. Hyperoxidized albumin modulates neutrophils to induce oxidative stress and inflammation in severe alcoholic hepatitis.
Hepatology 2017, 65, 631–646. [CrossRef] [PubMed]

22. Magzal, F.; Sela, S.; Szuchman-Sapir, A.; Tamir, S.; Michelis, R.; Kristal, B. In-vivo oxidized albumin– a pro-inflammatory agent in
hypoalbuminemia. PLOS ONE 2017, 12, e0177799. [CrossRef] [PubMed]

23. Alcaraz-Quiles, J.; Casulleras, M.; Oettl, K.; Titos, E.; Flores-Costa, R.; Duran-Güell, M.; López-Vicario, C.; Pavesi, M.; Stauber,
R.E.; Arroyo, V.; et al. Oxidized Albumin Triggers a Cytokine Storm in Leukocytes Through P38 Mitogen-Activated Protein
Kinase: Role in Systemic Inflammation in Decompensated Cirrhosis. Hepatology 2018, 68, 1937–1952. [CrossRef]

24. Inoue, M.; Nakashima, R.; Enomoto, M.; Koike, Y.; Zhao, X.; Yip, K.; Huang, S.H.; Waldron, J.N.; Ikura, M.; Liu, F.-F.; et al. Plasma
redox imbalance caused by albumin oxidation promotes lung-predominant NETosis and pulmonary cancer metastasis. Nat.
Commun. 2018, 9, 5116. [CrossRef]

25. Wada, Y.; Komatsu, Y.; Izumi, H.; Shimizu, T.; Takeda, Y.; Kuwahata, M. Increased Ratio of Non-mercaptalbumin-1 Among Total
Plasma Albumin Demonstrates Potential Protein Undernutrition in Adult Rats. Front. Nutr. 2018, 5. [CrossRef]

26. Wada, Y.; Izumi, H.; Shimizu, T.; Takeda, Y. A More Oxidized Plasma Albumin Redox State and Lower Plasma HDL Particle
Number Reflect Low-Protein Diet Ingestion in Adult Rats. J. Nutr. 2019. [CrossRef]

27. Era, S.; Hamaguchi, T.; Sogami, M.; Kuwata, K.; Suzuki, E.; Miura, K.; Kawai, K.; Kitazawa, Y.; Okabe, H.; Noma, A.; et al.
Further studies on the resolution of human mercapt- and nonmercaptalbumin and on human serum albumin in the elderly by
high-performance liquid chromatography. Int. J. Pept. Protein Res. 1988, 31, 435–442. [CrossRef]

28. Hayashi, T.; Era, S.; Kawai, K.; Imai, H.; Nakamura, K.; Onda, E.; Yoh, M. Observation for redox state of human serum and
aqueous humor albumin from patients with senile cataract. Pathophysiology 2000, 6, 237–243. [CrossRef]

29. Hayashi, T.; Suda, K.; Imai, H.; Era, S. Simple and sensitive high-performance liquid chromatographic method for the investigation
of dynamic changes in the redox state of rat serum albumin. J. Chromatogr. B 2002, 772, 139–146. [CrossRef]

30. Yasukawa, K.; Shimosawa, T.; Okubo, S.; Yatomi, Y. A simple, rapid and validated high-performance liquid chromatography
method suitable for clinical measurements of human mercaptalbumin and non-mercaptalbumin. Ann. Clin. Biochem. Int. J. Lab.
Med. 2018, 55, 121–127. [CrossRef] [PubMed]

31. Yasukawa, K.; Sato, M.; Nojiri, T.; Yoshikawa, N.; Morita, K.; Kai, M.; Oike, Y.; Yamazaki, T.; Ikeda, H.; Yatomi, Y. Establishment
of a stable sampling method to assay mercaptoalbumin/non-mercaptoalbumin and reference ranges. Pract. Lab. Med. 2019, 17,
e00132. [CrossRef] [PubMed]

32. Kobayashi, Y.; Suzuki, R.; Yasukawa, K.; Oba, K.; Yamauchi, T.; Yatomi, Y.; Kadowaki, T. Oxidized albumin in blood reflects the
severity of multiple vascular complications in diabetes mellitus. Metab. Open 2020, 6, 100032. [CrossRef]

33. Ueyama, J.; Ishikawa, Y.; Kondo, T.; Motoyama, M.; Matsumoto, H.; Matsushita, T. A revised method for determination of serum
mercaptalbumin and non-mercaptalbumin by high-performance liquid chromatography coupled with postcolumn bromocresol
green reaction. Ann. Clin. Biochem. Int. J. Lab. Med. 2015, 52, 144–150. [CrossRef]

http://doi.org/10.1371/journal.pone.0085216
http://www.ncbi.nlm.nih.gov/pubmed/24416365
http://doi.org/10.1080/10715762.2019.1641603
http://doi.org/10.3390/antiox9080763
http://doi.org/10.3390/antiox10020201
http://www.ncbi.nlm.nih.gov/pubmed/33573222
http://doi.org/10.1016/j.bbrc.2005.07.035
http://doi.org/10.1186/s12199-017-0690-z
http://doi.org/10.1016/0167-4838(94)00166-E
http://doi.org/10.2170/jjphysiol.52.135
http://doi.org/10.1016/j.freeradbiomed.2013.02.005
http://doi.org/10.1038/srep22104
http://www.ncbi.nlm.nih.gov/pubmed/26905525
http://doi.org/10.1002/hep.28897
http://www.ncbi.nlm.nih.gov/pubmed/27775820
http://doi.org/10.1371/journal.pone.0177799
http://www.ncbi.nlm.nih.gov/pubmed/28542419
http://doi.org/10.1002/hep.30135
http://doi.org/10.1038/s41467-018-07550-x
http://doi.org/10.3389/fnut.2018.00064
http://doi.org/10.1093/jn/nxz223
http://doi.org/10.1111/j.1399-3011.1988.tb00900.x
http://doi.org/10.1016/S0928-4680(99)00022-X
http://doi.org/10.1016/S1570-0232(02)00068-5
http://doi.org/10.1177/0004563217693257
http://www.ncbi.nlm.nih.gov/pubmed/28114791
http://doi.org/10.1016/j.plabm.2019.e00132
http://www.ncbi.nlm.nih.gov/pubmed/31649984
http://doi.org/10.1016/j.metop.2020.100032
http://doi.org/10.1177/0004563214531930


Antioxidants 2021, 10, 503 14 of 16

34. Terawaki, H.; Nakayama, K.; Matsuyama, Y.; Nakayama, M.; Sato, T.; Hosoya, T.; Era, S.; Ito, S. Dialyzable Uremic Solutes
Contribute to Enhanced Oxidation of Serum Albumin in Regular Hemodialysis Patients. Blood Purif. 2007, 25, 274–279. [CrossRef]

35. Oettl, K.; Stadlbauer, V.; Petter, F.; Greilberger, J.; Putz-Bankuti, C.; Hallström, S.; Lackner, C.; Stauber, R.E. Oxidative damage of
albumin in advanced liver disease. Biochim. Biophys. Acta Mol. Basis Dis. 2008, 1782, 469–473. [CrossRef] [PubMed]

36. Ellman, G.L. Tissue sulfhydryl groups. Arch. Biochem. Biophys. 1959, 82, 70–77. [CrossRef]
37. Bollineni, R.C.; Fedorova, M.; Hoffmann, R. Identification of carbonylated peptides by tandem mass spectrometry using a

precursor ion-like scan in negative ion mode. J. Proteom. 2011, 74, 2351–2359. [CrossRef]
38. Bar-Or, D.; Heyborne, K.D.; Bar-Or, R.; Rael, L.T.; Winkler, J.V.; Navot, D. Cysteinylation of maternal plasma albumin and its

association with intrauterine growth restriction. Prenat. Diagn. 2005, 25, 245–249. [CrossRef]
39. Kawakami, A.; Kubota, K.; Yamada, N.; Tagami, U.; Takehana, K.; Sonaka, I.; Suzuki, E.; Hirayama, K. Identification and

characterization of oxidized human serum albumin: A slight structural change impairs its ligand-binding and antioxidant
functions. FEBS J. 2006, 273, 3346–3357. [CrossRef]

40. Funk, W.E.; Li, H.; Iavarone, A.T.; Williams, E.R.; Riby, J.; Rappaport, S.M. Enrichment of cysteinyl adducts of human serum
albumin. Anal. Biochem. 2010, 400, 61–68. [CrossRef]

41. Naldi, M.; Giannone, F.; Baldassarre, M.; Domenicali, M.; Caraceni, P.; Bernardi, M.; Bertucci, C. A Fast and Validated Mass
Spectrometry Method for the Evaluation of Human Serum Albumin Structural Modifications in the Clinical Field. Eur. J. Mass
Spectrom. 2013, 19, 491–496. [CrossRef] [PubMed]

42. Regazzoni, L.; Del Vecchio, L.; Altomare, A.; Yeum, K.-J.; Cusi, D.; Locatelli, F.; Carini, M.; Aldini, G. Human serum albumin
cysteinylation is increased in end stage renal disease patients and reduced by hemodialysis: Mass spectrometry studies. Free.
Radic. Res. 2013, 47, 172–180. [CrossRef]

43. Domenicali, M.; Baldassarre, M.; Giannone, F.A.; Naldi, M.; Mastroroberto, M.; Biselli, M.; Laggetta, M.; Patrono, D.; Bertucci, C.;
Bernardi, M.; et al. Posttranscriptional changes of serum albumin: Clinical and prognostic significance in hospitalized patients
with cirrhosis. Hepatology 2014, 60, 1851–1860. [CrossRef]

44. Baldassarre, M.; Domenicali, M.; Naldi, M.; Laggetta, M.; Giannone, F.A.; Biselli, M.; Patrono, D.; Bertucci, C.; Bernardi, M.;
Caraceni, P. Albumin Homodimers in Patients with Cirrhosis: Clinical and Prognostic Relevance of a Novel Identified Structural
Alteration of the Molecule. Sci. Rep. 2016, 6, 35987. [CrossRef]

45. Leblanc, Y.; Bihoreau, N.; Chevreux, G. Characterization of Human Serum Albumin isoforms by ion exchange chromatography
coupled on-line to native mass spectrometry. J. Chromatogr. B 2018, 1095, 87–93. [CrossRef]

46. Aebersold, R.; Mann, M. Mass spectrometry-based proteomics. Nature 2003, 422, 198–207. [CrossRef]
47. Rombouts, I.; Lagrain, B.; Scherf, K.A.; Lambrecht, M.A.; Koehler, P.; Delcour, J.A. Formation and reshuffling of disulfide bonds in

bovine serum albumin demonstrated using tandem mass spectrometry with collision-induced and electron-transfer dissociation.
Sci. Rep. 2015, 5, 12210. [CrossRef]

48. Grigoryan, H.; Li, H.; Iavarone, A.T.; Williams, E.R.; Rappaport, S.M. Cys34 Adducts of Reactive Oxygen Species in Human
Serum Albumin. Chem. Res. Toxicol. 2012, 25, 1633–1642. [CrossRef]

49. Masuda, M.; Toriumi, C.; Santa, T.; Imai, K. Fluorogenic Derivatization Reagents Suitable for Isolation and Identification of
Cysteine-Containing Proteins Utilizing High-Performance Liquid Chromatography−Tandem Mass Spectrometry. Anal. Chem.
2004, 76, 728–735. [CrossRef] [PubMed]

50. Turell, L.; Radi, R.; Alvarez, B. The thiol pool in human plasma: The central contribution of albumin to redox processes. Free
Radic. Biol. Med. 2013, 65, 244–253. [CrossRef]

51. Bocedi, A.; Cattani, G.; Stella, L.; Massoud, R.; Ricci, G. Thiol disulfide exchange reactions in human serum albumin: The apparent
paradox of the redox transitions of Cys34. FEBS J. 2018, 285, 3225–3237. [CrossRef]

52. Ohashi, A.; Nakai, S.; Yamada, S.; Kato, M.; Hasegawa, M. A Method for Stabilizing the Proportion of the Reduced Form of
Albumin During Cell-Free and Concentrated Ascites Reinfusion Therapy in Patients with Malignant Ascites. Ther. Apher. Dial.
2019, 23, 242–247. [CrossRef] [PubMed]

53. Kubota, K.; Nakayama, A.; Takehana, K.; Kawakami, A.; Yamada, N.; Suzuki, E.-I. A Simple Stabilization Method of Reduced
Albumin in Blood and Plasma for the Reduced/Oxidized Albumin Ratio Measurement. Int. J. Biomed. Sci. 2009, 5, 293–301.

54. Kumar, D.; Banerjee, D. Methods of albumin estimation in clinical biochemistry: Past, present, and future. Clin. Chim. Acta 2017,
469, 150–160. [CrossRef]

55. Muramoto, Y.; Matsushita, M.; Irino, T. Reduction of reaction differences between human mercaptalbumin and human nonmer-
captalbumin measured by the bromcresol purple method. Clin. Chim. Acta 1999, 289, 69–78. [CrossRef]

56. Yoshihiro, S.; Ishigaki, T.; Ookurano, H.; Yoshitomi, F.; Hotta, T.; Kang, D.; Hokazono, E.; Kayamori, Y. New colorimetric method
with bromocresol purple for estimating the redox state of human serum albumin. J. Clin. Biochem. Nutr. 2020, 67, 257–262.
[CrossRef] [PubMed]

57. Michelis, R.; Kristal, B.; Snitkovsky, T.; Sela, S. Oxidative modifications impair albumin quantification. Biochem. Biophys. Res.
Commun. 2010, 401, 137–142. [CrossRef]

58. Setoyama, H.; Tanaka, M.; Nagumo, K.; Naoe, H.; Watanabe, T.; Yoshimaru, Y.; Tateyama, M.; Sasaki, M.; Watanabe, H.; Otagiri,
M.; et al. Oral branched-chain amino acid granules improve structure and function of human serum albumin in cirrhotic patients.
J. Gastroenterol. 2017, 52, 754–765. [CrossRef]

http://doi.org/10.1159/000101986
http://doi.org/10.1016/j.bbadis.2008.04.002
http://www.ncbi.nlm.nih.gov/pubmed/18498776
http://doi.org/10.1016/0003-9861(59)90090-6
http://doi.org/10.1016/j.jprot.2011.05.033
http://doi.org/10.1002/pd.1122
http://doi.org/10.1111/j.1742-4658.2006.05341.x
http://doi.org/10.1016/j.ab.2010.01.006
http://doi.org/10.1255/ejms.1256
http://www.ncbi.nlm.nih.gov/pubmed/24378467
http://doi.org/10.3109/10715762.2012.756139
http://doi.org/10.1002/hep.27322
http://doi.org/10.1038/srep35987
http://doi.org/10.1016/j.jchromb.2018.07.014
http://doi.org/10.1038/nature01511
http://doi.org/10.1038/srep12210
http://doi.org/10.1021/tx300096a
http://doi.org/10.1021/ac034840i
http://www.ncbi.nlm.nih.gov/pubmed/14750869
http://doi.org/10.1016/j.freeradbiomed.2013.05.050
http://doi.org/10.1111/febs.14609
http://doi.org/10.1111/1744-9987.12827
http://www.ncbi.nlm.nih.gov/pubmed/31033167
http://doi.org/10.1016/j.cca.2017.04.007
http://doi.org/10.1016/S0009-8981(99)00158-8
http://doi.org/10.3164/jcbn.20-10
http://www.ncbi.nlm.nih.gov/pubmed/33293766
http://doi.org/10.1016/j.bbrc.2010.09.027
http://doi.org/10.1007/s00535-016-1281-2


Antioxidants 2021, 10, 503 15 of 16

59. Trebicka, J.; Amoros, A.; Pitarch, C.; Titos, E.; Alcaraz-Quiles, J.; Schierwagen, R.; Deulofeu, C.; Fernandez-Gomez, J.; Piano,
S.; Caraceni, P.; et al. Addressing Profiles of Systemic Inflammation Across the Different Clinical Phenotypes of Acutely
Decompensated Cirrhosis. Front. Immunol. 2019, 10, 476. [CrossRef] [PubMed]

60. Oettl, K.; Stadlbauer, V.; Krisper, P.; Stauber, R.E. Effect of Extracorporeal Liver Support by Molecular Adsorbents Recirculating
System and Prometheus on Redox State of Albumin in Acute-on-Chronic Liver Failure. Ther. Apher. Dial. 2009, 13, 431–436.
[CrossRef] [PubMed]

61. Stauber, R.E.; Spindelboeck, W.; Haas, J.; Putz-Bankuti, C.; Stadlbauer, V.; Lackner, C.; Oettl, K. Human Nonmercaptalbumin-2: A
Novel Prognostic Marker in Chronic Liver Failure. Ther. Apher. Dial. 2014, 18, 74–78. [CrossRef] [PubMed]

62. Fukushima, H.; Miwa, Y.; Shiraki, M.; Gomi, I.; Toda, K.; Kuriyama, S.; Nakamura, H.; Wakahara, T.; Era, S.; Moriwaki, H.
Oral branched-chain amino acid supplementation improves the oxidized/reduced albumin ratio in patients with liver cirrhosis.
Hepatol. Res. 2007, 37, 765–770. [CrossRef] [PubMed]

63. Oettl, K.; Birner-Gruenberger, R.; Spindelboeck, W.; Stueger, H.P.; Dorn, L.; Stadlbauer, V.; Putz-Bankuti, C.; Krisper, P.; Graziadei,
I.; Vogel, W.; et al. Oxidative albumin damage in chronic liver failure: Relation to albumin binding capacity, liver dysfunction and
survival. J. Hepatol. 2013, 59, 978–983. [CrossRef] [PubMed]

64. Kurpad, A.V.; Regan, M.M.; Raj, T.; Gnanou, J.V. Branched-Chain Amino Acids: Metabolism, Physiological Function, and
Application: Branched-Chain Amino Acid Requirements in Healthy Adult Human Subjects. J. Nutr. 2006, 136, 256–263. [CrossRef]

65. Soejima, A.; Matsuzawa, N.; Hayashi, T.; Kimura, R.; Ootsuka, T.; Fukuoka, K.; Yamada, A.; Nagasawa, T.; Era, S. Alteration of
Redox State of Human Serum Albumin before and after Hemodialysis. Blood Purif. 2004, 22, 525–529. [CrossRef]

66. Terawaki, H.; Yoshimura, K.; Hasegawa, T.; Matsuyama, Y.; Negawa, T.; Yamada, K.; Matsushima, M.; Nakayama, M.; Hosoya, T.;
Era, S. Oxidative stress is enhanced in correlation with renal dysfunction: Examination with the redox state of albumin. Kidney
Int. 2004, 66, 1988–1993. [CrossRef]

67. Matsuyama, Y.; Terawaki, H.; Terada, T.; Era, S. Albumin thiol oxidation and serum protein carbonyl formation are progressively
enhanced with advancing stages of chronic kidney disease. Clin. Exp. Nephrol. 2009, 13, 308–315. [CrossRef] [PubMed]

68. Klammt, S.; Wojak, H.-J.; Mitzner, S.; Koball, S.; Rychly, J.; Reisinger, E.C.; Mitzner, S. Albumin-binding capacity (ABiC) is reduced
in patients with chronic kidney disease along with an accumulation of protein-bound uraemic toxins. Nephrol. Dial. Transplant.
2012, 27, 2377–2383. [CrossRef] [PubMed]

69. Suzuki, Y.; Suda, K.; Matsuyama, Y.; Era, S.; Soejima, A. Close relationship between redox state of human serum albumin
and serum cysteine levels in non-diabetic CKD patients with various degrees of renal function. Clin. Nephrol. 2014, 82,
320–325. [CrossRef]

70. Nakatani, S.; Yasukawa, K.; Ishimura, E.; Nakatani, A.; Toi, N.; Uedono, H.; Tsuda, A.; Yamada, S.; Ikeda, H.; Mori, K.; et al.
Non-mercaptalbumin, Oxidized Form of Serum Albumin, Significantly Associated with Renal Function and Anemia in Chronic
Kidney Disease Patients. Sci. Rep. 2018, 8, 1–9. [CrossRef]

71. Imafuku, T.; Tanaka, M.; Tokunaga, K.; Miyamura, S.; Kato, H.; Tanaka, S.; Nakano, T.; Hirata, K.; Kadowaki, D.; Maeda, H.; et al.
Effect of Cinacalcet on the Redox Status of Albumin in Secondary Hyperparathyroidism Patients Receiving Hemodialysis. Biol.
Pharm. Bull. 2020, 43, 1583–1590. [CrossRef]

72. Terawaki, H.; Era, S.; Nakayama, M.; Hosoya, T. Decrease in Reduced-Form Albumin Among Chronic Kidney Disease Patients:
New Insights in Cardiovascular Complications. Ther. Apher. Dial. 2011, 15, 156–160. [CrossRef]

73. Lim, P.S.; Jeng, Y.; Wu, M.Y.; Pai, M.-A.; Wu, T.-K.; Liu, C.-S.; Chen, C.H.; Kuo, Y.-C.; Chien, S.-W.; Chen, H.P. Serum Oxidized
Albumin and Cardiovascular Mortality in Normoalbuminemic Hemodialysis Patients: A Cohort Study. PLoS ONE 2013, 8,
e70822. [CrossRef]

74. Fujii, R.; Ueyama, J.; Kanno, T.; Suzuki, K.; Hamajima, N.; Wakai, K.; Hasegawa, Y.; Kondo, T. Human serum albumin redox
state is associated with decreased renal function in a community-dwelling population. Am. J. Physiol. Renal Physiol. 2019, 316,
F214–F218. [CrossRef]

75. Oettl, K.; Reibnegger, G.; Schmut, O. The redox state of human serum albumin in eye diseases with and without complications.
Acta Ophthalmol. 2011, 89, e174–e179. [CrossRef] [PubMed]

76. Fukuhara, S.; Yasukawa, K.; Sato, M.; Ikeda, H.; Inoguchi, Y.; Etoh, T.; Masakado, M.; Umeda, F.; Yatomi, Y.; Yamauchi, T.; et al.
Clinical usefulness of human serum nonmercaptalbumin to mercaptalbumin ratio as a biomarker for diabetic complications and
disability in activities of daily living in elderly patients with diabetes. Metabolism 2020, 103, 153995. [CrossRef] [PubMed]

77. Ueno, S.; Hatano, T.; Okuzumi, A.; Saiki, S.; Oji, Y.; Mori, A.; Koinuma, T.; Fujimaki, M.; Takeshige-Amano, H.; Kondo, A.; et al.
Nonmercaptalbumin as an oxidative stress marker in Parkinson’s and PARK2 disease. Ann. Clin. Transl. Neurol. 2020, 7, 307–317.
[CrossRef] [PubMed]

78. Boisvert, M.R.; Koski, K.G.; Skinner, C.D. Increased Oxidative Modifications of Amniotic Fluid Albumin in Pregnancies Associated
with Gestational Diabetes Mellitus. Anal. Chem. 2010, 82, 1133–1137. [CrossRef] [PubMed]

79. Costa, M.; Horrillo, R.; Ortiz, A.M.; Pérez, A.; Mestre, A.; Ruiz, A.; Boada, M.; Grancha, S. Increased Albumin Oxidation in
Cerebrospinal Fluid and Plasma from Alzheimer’s Disease Patients. J. Alzheimers Dis. 2018, 63, 1395–1404. [CrossRef]

80. Huang, C.; Wang, Y.; Li, X.; Ren, L.; Zhao, J.; Hu, Y.; Zhang, L.; Fan, G.; Xu, J.; Gu, X.; et al. Clinical features of patients infected
with 2019 novel coronavirus in Wuhan, China. Lancet 2020, 395, 497–506. [CrossRef]

http://doi.org/10.3389/fimmu.2019.00476
http://www.ncbi.nlm.nih.gov/pubmed/30941129
http://doi.org/10.1111/j.1744-9987.2009.00762.x
http://www.ncbi.nlm.nih.gov/pubmed/19788461
http://doi.org/10.1111/1744-9987.12024
http://www.ncbi.nlm.nih.gov/pubmed/24499087
http://doi.org/10.1111/j.1872-034X.2007.00123.x
http://www.ncbi.nlm.nih.gov/pubmed/17573945
http://doi.org/10.1016/j.jhep.2013.06.013
http://www.ncbi.nlm.nih.gov/pubmed/23811308
http://doi.org/10.1093/jn/136.1.256S
http://doi.org/10.1159/000082524
http://doi.org/10.1111/j.1523-1755.2004.00969.x
http://doi.org/10.1007/s10157-009-0161-y
http://www.ncbi.nlm.nih.gov/pubmed/19363646
http://doi.org/10.1093/ndt/gfr616
http://www.ncbi.nlm.nih.gov/pubmed/22086973
http://doi.org/10.5414/CN108040
http://doi.org/10.1038/s41598-018-35177-x
http://doi.org/10.1248/bpb.b20-00472
http://doi.org/10.1111/j.1744-9987.2010.00889.x
http://doi.org/10.1371/journal.pone.0070822
http://doi.org/10.1152/ajprenal.00138.2018
http://doi.org/10.1111/j.1755-3768.2009.01824.x
http://www.ncbi.nlm.nih.gov/pubmed/20064117
http://doi.org/10.1016/j.metabol.2019.153995
http://www.ncbi.nlm.nih.gov/pubmed/31672444
http://doi.org/10.1002/acn3.50990
http://www.ncbi.nlm.nih.gov/pubmed/32059082
http://doi.org/10.1021/ac902322w
http://www.ncbi.nlm.nih.gov/pubmed/20063865
http://doi.org/10.3233/JAD-180243
http://doi.org/10.1016/S0140-6736(20)30183-5


Antioxidants 2021, 10, 503 16 of 16

81. Rodriguez-Morales, A.J.; Cardona-Ospina, J.A.; Gutiérrez-Ocampo, E.; Villamizar-Peña, R.; Holguin-Rivera, Y.; Escalera-Antezana,
J.P.; Alvarado-Arnez, L.E.; Bonilla-Aldana, D.K.; Franco-Paredes, C.; Henao-Martinez, A.F.; et al. Clinical, laboratory and imaging
features of COVID-19: A systematic review and meta-analysis. Travel Med. Infect. Dis. 2020, 34, 101623. [CrossRef] [PubMed]

82. Rahmani-Kukia, N.; Abbasi, A.; Pakravan, N.; Hassan, Z.M. Measurement of oxidized albumin: An opportunity for diagnoses or
treatment of COVID-19. Bioorg. Chem. 2020, 105, 104429. [CrossRef]

83. Giustarini, D.; Dalle-Donne, I.; Lorenzini, S.; Milzani, A.; Rossi, R. Age-Related Influence on Thiol, Disulfide, and Protein-Mixed
Disulfide Levels in Human Plasma. J. Gerontol. Ser. A Biol. Sci. Med. Sci. 2006, 61, 1030–1038. [CrossRef] [PubMed]

84. Rossi, R.; Giustarini, D.; Milzani, A.; Dalle-Donne, I. Cysteinylation and homocysteinylation of plasma protein thiols during
ageing of healthy human beings. J. Cell. Mol. Med. 2009, 13, 3131–3140. [CrossRef]

85. Imai, H.; Era, S.; Hayashi, T.; Negawa, T.; Matsuyama, Y. Effect of Propolis Supplementation on the Redox State of Human Serum
Albumin during High-Intensity Kendo Training. Adv. Exerc. Sport. Physiol. 2005, 11, 109–113.

86. Lamprecht, M.; Greilberger, J.F.; Schwaberger, G.; Hofmann, P.; Oettl, K. Single bouts of exercise affect albumin redox state
and carbonyl groups on plasma protein of trained men in a workload-dependent manner. J. Appl. Physiol. 2008, 104,
1611–1617. [CrossRef]

87. Lamprecht, M.; Oettl, K.; Schwaberger, G.; Hofmann, P.; Greilberger, J.F. Protein Modification Responds to Exercise Intensity and
Antioxidant Supplementation. Med. Sci. Sports Exerc. 2009, 41, 155–163. [CrossRef] [PubMed]

88. Ashikawa, H.; Adachi, T.; Ueyama, J.; Yamada, S. Association between redox state of human serum albumin and exercise capacity
in older women: A cross-sectional study. Geriatr. Gerontol. Int. 2020, 20, 256–260. [CrossRef] [PubMed]

89. Soysal, P.; Isik, A.T.; Carvalho, A.F.; Fernandes, B.S.; Solmi, M.; Schofield, P.; Veronese, N.; Stubbs, B. Oxidative stress and frailty:
A systematic review and synthesis of the best evidence. Maturitas 2017, 99, 66–72. [CrossRef]

90. Kuwahata, M.; Hasegawa, M.; Kobayashi, Y.; Wada, Y.; Kido, Y. An oxidized/reduced state of plasma albumin reflects malnutrition
due to an insufficient diet in rats. J. Clin. Biochem. Nutr. 2017, 60, 70–75. [CrossRef] [PubMed]

91. Wada, Y.; Sato, Y.; Miyazaki, K.; Takeda, Y.; Kuwahata, M. The reduced/oxidized state of plasma albumin is modulated by dietary
protein intake partly via albumin synthesis rate in rats. Nutr. Res. 2017, 37, 46–57. [CrossRef] [PubMed]

92. Kuwahata, M.; Kobayashi, Y.; Wada, Y.; Aoi, W.; Kido, Y. Dietary cystine is important to maintain plasma mercaptalbumin levels
in rats fed low-protein diets. Nutr. Res. 2018, 56, 79–89. [CrossRef] [PubMed]

93. Wada, Y.; Xijier; Seto, N.; Komatsu, Y.; Tsuda, M.; Kitamura, Y.; Izumi, H.; Shimizu, T.; Takeda, Y. Plasma Albumin Redox
State Is Responsive to the Amino Acid Balance of Dietary Proteins in Rats Fed a Low Protein Diet. Front. Nutr. 2019, 6.
[CrossRef] [PubMed]

http://doi.org/10.1016/j.tmaid.2020.101623
http://www.ncbi.nlm.nih.gov/pubmed/32179124
http://doi.org/10.1016/j.bioorg.2020.104429
http://doi.org/10.1093/gerona/61.10.1030
http://www.ncbi.nlm.nih.gov/pubmed/17077195
http://doi.org/10.1111/j.1582-4934.2008.00417.x
http://doi.org/10.1152/japplphysiol.01325.2007
http://doi.org/10.1249/MSS.0b013e31818338b7
http://www.ncbi.nlm.nih.gov/pubmed/19092694
http://doi.org/10.1111/ggi.13849
http://www.ncbi.nlm.nih.gov/pubmed/31854142
http://doi.org/10.1016/j.maturitas.2017.01.006
http://doi.org/10.3164/jcbn.16-33
http://www.ncbi.nlm.nih.gov/pubmed/28163385
http://doi.org/10.1016/j.nutres.2016.12.003
http://www.ncbi.nlm.nih.gov/pubmed/28215314
http://doi.org/10.1016/j.nutres.2018.04.019
http://www.ncbi.nlm.nih.gov/pubmed/30055777
http://doi.org/10.3389/fnut.2019.00012
http://www.ncbi.nlm.nih.gov/pubmed/30828577

	Introduction 
	Analytical Chemistry of Serum ALB Redox State 
	HPLC Analysis 
	MS Analysis of Intact ALB 
	In Vitro Preparation of Model Oxidized Forms of Serum ALB 
	Stabilization of Serum ALB Redox State 
	Colorimetric Determination of Serum ALB Redox State 

	Serum ALB Redox State in Pathological Conditions 
	Liver Diseases 
	Renal Failures 
	Diabetes Mellitus 
	Cardiovascular Diseases 
	Other Diseases 

	Serum ALB Redox State in Response Physiological Conditions 
	Aging 
	Exercise Training 
	Nutrition 

	Conclusions 
	References

