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Abstract: Chronic kidney disease (CKD), which is globally on the rise, has become an urgent
challenge from the perspective of public health, given its risk factors such as end-stage renal failure,
cardiovascular diseases, and infections. The pathophysiology of CKD, including dialysis patients, is
deeply associated with enhanced oxidative stress in both the kidneys and the entire body. Therefore,
the introduction of a safe and widely applicable antioxidant therapy is expected as a measure against
CKD. Electrolyzed hydrogen water (EHW) generated through the electrolysis of water has been
confirmed to possess chemical antioxidant capabilities. In Japan, devices producing this water
have become popular for household drinking water. In CKD model experiments conducted to date,
drinking EHW has been shown to suppress the progression of kidney damage related to hypertension.
Furthermore, clinical studies have reported that systemic oxidative stress in patients undergoing
dialysis treatment using EHW is suppressed, leading to a reduction in the incidence of cardiovascular
complications. In the future, considering EHW as one of the comprehensive measures against CKD
holds significant importance. The medical utility of EHW is believed to be substantial, and further
investigation is warranted.
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1. Introduction
1.1. Historical Background of Electrolyzed Hydrogen Water

“Electrolyzed hydrogen water” (EHW) refers to the water generated on the cathode
side during the electrolysis of water. Chemically, it is characterized as weakly alkaline
(with a pH of 9.0 or higher but lower than 10.0) and contains hydrogen molecules (Hj). The
concentration of Hj varies depending on the model of the generator, but it can be adjusted
arbitrarily to 100-1300 ppb immediately after generation by adjusting the electrolysis
intensity and water flow rate. The generator of this water is called an “electrolyzed
water generator”, also known as a water ionizer. In Japan, it received medical device
approval from the former Ministry of Health and Welfare in 1945 as a home drinking water
generator. Furthermore, it has undergone double-blind trials, confirming its effectiveness
in improving gastrointestinal symptoms such as abdominal discomfort, fullness, diarrhea,
and constipation, i.e., significant global improvement of abdominal symptoms in the group
with EHW as compared with the control [1]. Currently, approximately 200,000 units of
this device are manufactured and sold annually in Japan, and the consumption of EHW is
assumed to be incorporated into daily life at a certain level [2].
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1.2. Cross over with Hydrogen Medicine

In the scientific exploration of EHW, Shirahata et al. first demonstrated its antioxidant
capability in 1997 [3]. The chemical characteristics of this water include its ability to
suppress the generation of superoxide anions and promote the decomposition of hydrogen
peroxide. It has been shown to inhibit the production of reactive oxygen species and exhibits
catalase-like activity and biological effects such as suppression of apoptosis via oxidative
stress [4] and the extension of the lifespan of nematodes through its antioxidant action [5].
Regarding the mechanism of this antioxidative effect, Shirahata and others suggested
that the mechanism of this antioxidative effect involves factors such as the influence of
nano-sized platinum particles released from the electrodes used in electrolysis [5,6] as well
as changes in water molecules due to the electrolysis of water. However, many details of
the precise mechanism remain unclear.

In 2007, Ohsawa et al. reported that inhalation of H, suppresses the expansion of
cerebral infarcts caused by brain artery clamping, suggesting the involvement of direct
hydroxyl radical elimination by H; [7]. This triggered the development of hydrogen
medicine, and various organ-protective effects from the antioxidant and anti-inflammatory
effects of Hy have been confirmed in animal experiments [8]. In this context, the mechanism
of the biological effects of EHW is now assumed to involve Hj [9].

Currently, research on the application of H, for human disease prevention and treat-
ment is underway [10]. In this sense, the situation in Japan, where electrolyzed hydrogen
water generators are already in use among the general public, is intriguing. When consider-
ing real-world medical applications, we believe that the potential medical significance of
EHW in preventing disease onset and suppressing exacerbation in the pre-symptomatic
state, as well as in preventive healthcare, is significant. Cross-sectional comparative studies
targeting healthy individuals have been conducted [11], reporting significantly lower ox-
idative stress values in the blood of daily EHW consumers compared to non-consumers, as
well as significantly lower levels of blood urea nitrogen, a kidney function indicators.

This paper summarizes the latest findings on the biological effects of H, and discusses
the medical significance of applying EHW to chronic kidney disease (CKD) and dialysis
therapy, which are critical concerns to public health.

2. Latest Insights into H, Biology Research—Brief Summary

H; has been demonstrated to possess anti-inflammatory, antioxidant, and anti- endo-
plasmic reticulum (ER) stress properties, and its involvement in the regulation of apoptosis,
autophagy, and pyroptosis has been elucidated [12-18]. In this regard, H can be considered
a unique molecule that influences fundamental biological responses. Although mecha-
nisms for the multifaceted effects of H, have been proposed, the fundamental processes
still remain unclear. Ohsawa et al. suggested the possibility of H, directly scavenging
hydroxyl radicals [7]; however, subsequent studies revealed the effectiveness of H, pre-
conditioning in organ protection. As this phenomenon cannot be solely explained as due
to chemical reactions of Hy, it is speculated that H, may impact the body’s inflammatory
and antioxidant systems, activating the body’s defense mechanisms [11]. In this context,
recent attention has been drawn to the relationship between Hj, the redox system in the
body, and the mitochondria [14-16].

Nuclear factor—erythroid 2-related factor 2 (Nrf2) and Kelch-like ECH-associated
protein 1 (Keapl) serve as the master regulators of cellular redox in the body [19,20]
(Figure 1a). Keap1 is present in the cytoplasm and functions as a stress sensor, serving as an
enzyme that contributes to the degradation of Nrf2; i.e., in non-stressed cellular conditions,
Nrf2 is sequestered by Keapl and degraded by the ubiquitin-proteasome system. When
cells are exposed to stimuli such as electrophilic substances, reactive oxygen species,
or endoplasmic reticulum stress, Nrf2 is released from Keapl inhibition and becomes
activated as transcription factor to induce expression of antioxidant response element
(ARE)/electrophile responsive element (EpRE) of genes, which include over 200 genes,
including major antioxidant and anti-inflammatory molecules.
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Figure 1. (a) Stress-sensing mechanisms of the Keap1-Nrf2 system. Abbreviations: Nrf2, nuclear
factor—erythroid 2-related factor 2; Keap1, Kelch-like ECH-associated protein 1; Ub, ubiquitin; -SH,
thiol; ARE, antioxidant response element; EpRE, electrophile responsive element. (b) Mechanisms
underlying the manifestation of biological effects of electrolyzed hydrogen water (hypothesis). Ab-
breviations: H,O, water; OH, hydroxyl radical; H, hydrogen radical; -SH, thiol; -S-S-, disulfide.

Accumulated reports from animal experiments indicate that H, administration en-
hances Nrf2 expression [21-27]. However, Nrf2 expression is supposed to be triggered
by oxidative stress stimuli. From this perspective, there is a possibility that H, induces a
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so-called hormesis phenomenon [28]. Indeed, the potential of H, to induce mild oxidative
stress has been reported [28-30], and activation of antioxidant systems via oxidative stim-
ulation cannot be denied. This is analogous to the body’s response to exercise [31]. We
will outline our hypothesis regarding the mechanism of H; to activate Nrf2 (Figure 1b).
The core of the matter lies in the fact demonstrated by Ohsawa et al. [7], who reported
that Hy directly scavenges hydroxyl radicals in the form of electrophilic hydrogen radicals
(H:-H — H+H, H + OH — H,0). However, in general, a single electrophile could have both
protective and toxic effects on cells. It is known that electrophiles react with nucleophiles,
including protein thiols (-SH), such as those found in reduced glutathione (GSH) or guanine
bases in DNA [32]. Each of them has an unshared pair of electrons, and the reaction of
an electrophile with the -SH of a cysteine residue results in alkylation [33], leading to the
decrease of the reductive capacity of cells, i.e., depletion of GSH. If we consider this phe-
nomenon in terms of hydrogen radicals, theoretically it is possible that hydrogen radicals
could react with GSH, resulting in a reduced reductive capacity of cells. Hydrogen radicals
may also react with the -SH of cysteine residues in Keap1, leading to the generation of Hp
and modification of the cysteine residue of Keap1 (disulfide reaction, -S-S-), which may
trigger the activation of Nrf2 action. However, the responses of electrophiles are generally
characterized by dose-response [34]; therefore, different doses of H, and accompanying
levels of hydrogen radicals may induce different responses. At present, the fate of hydrogen
radicals in cells is completely unknown and requires further investigation.

Mitochondria, the energy production mechanism, are the major source of reactive
oxygen species in cells. It is assumed that the small molecule Hj is easily distributed within
cells, and therefore, it is expected to be directly involved with mitochondria. It has been
demonstrated that H, supplementation is related to the preservation and maintenance of
mitochondria [35,36]. The proposed mechanism suggests that H, captures excess reactive
oxygen species in mitochondria, preserving them from oxidative stress damag, and ul-
timately exhibiting organ protection effects [14-16]. Recently, a connection between the
gut microbiota and mitochondrial function has been suggested [37-40]. H, is involved
in preserving mitochondrial function, while the gut microbiota serves as a source of Hp
production in the body [41]. Future investigations are expected to explore whether H, acts
as a missing link between the gut microbiota and mitochondrial function.

In recent reports, it has been revealed that the consumption of hydrogen-rich water
can have an impact on the intestinal microbiota [42]. In this context, the intriguing point is
whether externally adding H, may enhance the interconnection between the gut microbiota
and mitochondria within the body, potentially amplifying the anti-stress effects in the
living organism.

In summary, recent findings have been summarized, but many aspects of the fun-
damental mechanisms and starting points of H,’s actions on cells and the body remain
unknown. However, considering that no adverse effects of H, on the body have been
confirmed, the clinical application of H; has become a realistic challenge. Within this
context, establishing methods of H, administration that can demonstrate the effectiveness
of Hy, taking into account the characteristics of the disease, is considered a challenge.

3. Oxidative Stress in CKD and Dialysis Therapy
3.1. Oxidative Stress and Inflammation as Fundamental Pathophysiology of CKD (Figure 2)

CKD is a state of decreased glomerular filtration rate or high albuminuria. The
prevalence of CKD being a risk factor for cardiovascular complications and progression to
end-stage renal failure is increasing globally, driven by the spread of lifestyle diseases and
aging, accounting for 15-20% of adults globally [43]. CKD presents an urgent challenge to
public health. The major contributors to the onset and exacerbation of CKD are lifestyle
diseases such as hypertension, diabetes, and obesity. Therefore, comprehensive lifestyle
management, including blood pressure control, obesity correction, and exercise habits, is
crucial in CKD prevention. On the other hand, one clinically significant factor affecting
CKD progression is the occurrence of episodes of acute kidney injury (AKI) during the
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course of the disease [44]. The central pathology of this condition is renal ischemia. Even
after the patient recovers from AKI, the subsequent progression of CKD is accelerated.
Hence, avoiding factors that induce or worsen renal ischemia, such as drugs, infections, and
dehydration, or implementing renal protective measures during ischemia, becomes crucial.
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Figure 2. Decline of kidney function (above) and systemic enhancement of oxidative stress and
microinflammation during the clinical course of chronic kidney disease (below). Oxidative stress
within the kidneys promotes renal damage [45,46]. Bold arrows indicate episodes of ischemia,
inflammation in the kidney, and exposure to nephrotoxic agents. As renal function declines, systemic
oxidative stress increases [47]. Abbreviations: CKD, chronic kidney disease; AKI, acute kidney injury;
NOS, nitric oxide synthase; Nrf2, nuclear factor-erythroid 2-related factor 2; ADMA, asymmetric
dimethylarginine; FGF23, fibroblast growth factor 23.

The progression of CKD is fundamentally associated with inflammation and fibrosis
in renal interstitial tissues, and oxidative stress is believed to play a substantial role in this
process [45,46]. For example, in CKD, the expression of Nrf2 in the kidneys is decreased,
leading to increased oxidative stress and involvement in inflammation within the kid-
neys [48]. On the other hand, oxidative stress has been implicated in the pathophysiology
of kidney damage in hypertension model rats, and antioxidants have been confirmed to be
effective in suppressing kidney damage [49,50]. Given these facts and the extremely high
prevalence of hypertension among CKD patients [51], oxidative stress is believed to play a
central role in CKD progression.

In real-world, clinically available medications such as angiotensin receptor blockers
(RAS inhibitors), which inhibit the activation of NADPH oxidase with angiotensin II, are
assumed to be involved in their reno-protective mechanism [52]. Regarding the suppressive
effect of SGLT2 inhibitor on CKD progression, one of the mechanisms is the suppression of
enhanced glycolysis in the proximal tubule cells, which generate oxidative substances such
as methylglyoxal [53]. Furthermore, the clinical significance of oxidative stress in kidney
damage is suggested by the improvement of renal function in diabetic kidney disease with
bardoxolone methyl, an Nrf2 activator [54].

On the other hand, a characteristic feature of enhanced oxidative stress in CKD is
that it is not only localized in the kidneys; systemic enhancement has also been identi-
fied, which is assumed to be related to an increased risk of cardiovascular disease and
infection [47]. Indoxyl sulfate, p-cresol, and methylglyoxal, which accumulate in the body
due to decreased kidney function, are oxidative uremic toxins. Indoxyl sulfate enhances
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NEF-kB expression and inhibits Nrf2 expression [55], p-cresol increases NADPH oxidase
expression [56], and methylglyoxal enhances oxidative stress through chemical reactions
with HyO, [57]. Phosphate levels increase in the blood due to decreased kidney function,
and this is associated with increased FGF23 and decreased klotho, both of which are related
to increased oxidative stress [58].

3.2. Complications of Hemodialysis Therapy and Oxidative Stress/Inflammation (Figure 3)

Patients undergoing hemodialysis have a poorer life prognosis compared to the gen-
eral population due to complications such as cardiovascular disease and infections. It
has been noted that oxidative stress and microinflammation in the body are elevated in
dialysis patients, and this degree of elevation is closely related to life prognosis [47]. The
causes of increased oxidative stress in hemodialysis patients include factors related to
patients’ medical background, including uremic state existing since the pre-dialysis period;
hemodialysis-related oxidative factors, such as the presence of endotoxins in dialysis fluid;
and biocompatibility of dialysis equipment and materials [59]. Regarding biocompatibility,
although various types of dialyzers have been developed, challenges still exist. White
blood cell stimulation and complement activation occur upon contact between dialysis
equipment and blood, and with these, myeloperoxidase (MPO) released from neutrophils
can produce powerful prooxidative substances, such as hypochlorous acid in the presence
of hydrogen peroxide. Therefore, bio-incompatibility during dialysis can serve as a trigger
for exacerbating biologically oxidative stress and inflammation. Indeed, MPO levels in
blood increase with hemodialysis, and MPO is a significant risk factor for patient progno-
sis [60]. The mechanisms of MPO release from neutrophils during dialysis could include
physiological degranulation, passive cell rupture, and active reactions, such as apoptosis-
induced necrosis, and NETosis. However, there are not sufficient data to determine which
mechanism is significant. At present, there are insufficient data on dialysis equipment and
systems that can suppress an increase of MPO.
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Figure 3. Enhancement of oxidative stress and microinflammation in patients on hemodialysis.
Dialysis removes antioxidant substances [47]. On the other hand, the bio-incompatible dialysis
membrane stimulates monocytes, platelets, complement, and neutrophils [59]. Abbreviations: HD,
hemodialysis; MPO, myeloperoxidase.

4. H2 Intervention for CKD and Hemodialysis

Given the multifaceted involvement of oxidative stress in various pathologies, antioxi-
dant therapy is considered extremely significant. However, the expected results are not
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always obtained in interventions employing antioxidants, including for CKD [61]. Reactive
oxygen species are a double-edged sword, having both detrimental effects on the body
and being crucial for the body’s defense. In this sense, excessive oxidative stress should be
suppressed, but the degree of suppression should be at a level that does not compromise the
benefits of reactive oxygen species to the body [15]. To date, while many preclinical studies
using Hj have confirmed organ-protective effects and correction of metabolic abnormalities
through its antioxidant and anti-inflammatory effects [12-18], no severe side effects of Hp
loading have been observed. Therefore, the clinical application of antioxidant therapy with
H; is considered a realistic challenge. The following summarizes the research on CKD and
dialysis-related topics.

4.1. Pre-Clinical Studies of Hy in CKD Models

The reno-protective effects of H, have been reported in various models of kidney
diseases [62,63] via Hp administration through drinking water, intraperitoneal administra-
tion, and inhalation. These studies involve acute models such as acute kidney injury via
ischemia-reperfusion of renal artery clamp [64-74], allograft rejection [75,76], drug-induced
nephrotoxicity [77,78], renal calculi [79,80], and renal fibrosis via ureteral ligation [81-83].

However, reports on CKD are limited [21,84,85] (Table 1).

Table 1. Effect of Hy water ad libitum drinking for CKD model rats.

CKD Model H; Load Intervention Observation Main Findings Oxidative Stress Marker
No striking differences in
o s BP among 3 groups. Kidney: fewer nitrotyrosine,
ﬁldr hbltugl drl:}k:lng Lower in EHW than DW  malondialdehyde, and ED1
e(ip E%OVG gh()) ps and FW in cardiac cells in EHW than FW.
Dahl salt-sensitive rat E;IW ?EIC . N/A remodeling, Heart: less
(4 weeks old) 0.49 m. /i') (fed by low 48 weeks glomerular sclerosis malondialdehyde in EW
[21] DW (HZ‘ 0 0g03 /L) sodium diet) with tubulointerstitial than FW, significantly
FW .(HZ'mg fibrosis in the kidney, and higher Nrf2, and lower
<0.001 ./L) increased cardiomyocyte =~ NADPH oxidase expression
UL me diameter with interstitial in EHW than FW.
fibrosis in the heart.
Lowered reactive oxygen
species formation;
upregulated the activities of
superoxide
. L No striking differences in dismutase, glutathlone
Ad libitum drinking BP betweon two eroups peroxidase,
Spontaneous in respective groups Lower lomer%l lar ps- glutathione-S-epoxide
hypertensive rat (n =72 each) Ver g . transferase, and catalase,
N/A 12 weeks sclerosis score and higher
(8 weeks old) HW (Hj: and suppressed NADPH
renal blood flow and . .
[84] 0.8-1.3mg/L) - . oxidase in HW.
hicl glomerular filtration rate D d
vehcie in HW than vehicle. . epresse .
pro-inflammatory cytokine
expression in HW.
Protective effect on
mitochondrial function
in HW.
Ad libitum drinking 6 weeks of pre- Lower mRNA expression of
in respective groups . . conditioning . NADPH oxidase 4 in heart
Dahl salt-sensitive rat (n=18in EW, 17 in Umlatelr/allzkldney followed by Contralate}:‘al l:dney and in HW.
(7 weeks old) FW) intervention eart: . Smaller number of ED-1
(fed a low less glomerular adhesion, L.
1851 EHW (Hy: sodium diet) and 1 week cardiac fibrosis in EHW. positive
0.35mg/L) post ’ cells and nitrotyrosine in
FW (Hy: 0.0 mg/L) observation kidney and heart in EHW.

Abbreviations: CKD, chronic kidney disease; EHW, electrolyzed hydrogen water; DW, degassed electrolyzed
hydrogen water; FW, filtered water; HW, hydrogen water; I/R, ischemia/reperfusion.

In a study of spontaneously hypertensive rats, the effects of drinking hydrogen water
(1.2 mg/L) freely for 3 months under salt reduction were investigated [84]. The results
showed no difference in the onset of high blood pressure compared to the control group.
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However, histologically, kidney damage was suppressed, and a significant increase in
antioxidant substances and a significant decrease in proinflammatory substances were
confirmed in rats on hydrogen water compared to the control group. Although hydrogen
water drinking did not suppress the onset of hypertension itself, it was suggested that H;
could inhibit the process of oxidative kidney damage associated with hypertension.

In Dahl salt-sensitive rats, which exhibit high blood pressure, kidney damage, and
cardiac hypertrophy in response to salt loading [21], the effects of drinking EHW (0.4 mg/L)
freely for 12 months under salt reduction were investigated. The results showed delayed
onset of high blood pressure, and histologically, kidney damage and myocardial hyper-
trophy were suppressed compared to the control group. In the hydrogen water-drinking
group, Nrf2 expression in cardiac tissues was enhanced, suggesting increased resistance to
oxidative stress in the body.

It is known that episodes of renal ischemia in CKD accelerate the progression of
subsequent kidney damage. This pathophysiology is thought to involve not only localized
renal ischemia but also the induction of inflammation in non-ischemic areas initiated by
localized renal ischemia [86]. In experiments using Dahl salt-sensitive rats raised drinking
EHW freely, the effects of contralateral kidney effects following unilateral renal ischemia
were investigated [85]. The degree of renal tissue damage in the EHW drinking group was
significantly lower than that in the control group, and oxidative stress in the same site was
suppressed compared to the control group.

Summarizing these considerations, free drinking of hydrogen-containing water sug-
gests a suppression of renal tissue damage in a model of hypertensive rats. The mechanism
is presumed to be related to the alleviation of renal stress due to microcirculatory changes
in the kidneys, which are mediated through systemic hypertension, as hydrogen-containing
water did not directly suppress the onset of hypertension itself [21,84]. On the other hand,
inhalation of Hy has been reported to ameliorate hypertension, implying involvement
of changes in the balance of the sympathetic and parasympathetic nervous systems [87].
Considering the reported ability of parasympathetic nerve stimulation to suppress acute
renal injury [88], it may be possible to hypothesize an influence of H; on the autonomic
nervous system balance in the mechanism of inhibiting renal injury in CKD rats.

4.2. Clinical Studies of H) Intervention in Related to CKD Pathologies

Up to now, no intervention studies with H, have been reported in CKD patients.
However, regarding CKD risk factors, such as diabetes mellitus (DM), metabolic syndrome,
and hypertension, six clinical trials were reported to explore the potentials of Hy [89].
Among them, three studies may indicate the potential reno-protective effect, i.e., decreased
oxidative stress marker and/or increased antioxidants in urine, by drinking hydrogen-rich
water. Kajiyama et al. [90] conducted a double-blind cross-over trial of drinking 900 mL/d
of hydrogen-rich pure water (1.2 mg/L) for 8 weeks in 30 patients with type 2 DM and
6 with impaired glucose intolerance. Intake of hydrogen-rich water was associated with
significant decreases in urinary 8-isoprostanes, and there was a trend of decreased serum
oxidized LDL and increased plasma levels of extracellular superoxide dismutase, which
may indicate the amelioration of decreased oxidative stress in the body including the
kidneys. Ogawa et al. [91] conducted a double-blind trial in which type 2 diabetes patients
were given EHW for free consumption (1.5~2.0 L/day) for three months (23 patients on
EHW, 20 on filtered water), and they found significant improvements in insulin resistance
in those with high insulin resistance, and an amelioration of enhanced serum d-ROM,
an oxidative stress marker, in the EHW group. In a secondary analysis of this study,
drinking EHW significantly increased eGFR at 3 months as compared to the basal level, and
significantly decreased the change in urinary 8-OHdG excretion (ng/mgCr), an oxidative
stress marker (oral presentation by Ogawa et al. at the 62nd annual meeting of the Japanese
Society of Nephrology, Nagoya, 2019). Nakao et al. [92] performed an open-label one-arm
pilot study of drinking HRW (~1 mmol Hj/day) for 8 weeks in 20 subjects with metabolic
syndrome, and they reported a significant increase of SOD in urine; a significant decrease of
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TBARS, an oxidative stress marker in urine; and a significant decrease of serum creatinine
levels, which indicate the reno-protective action of drinking HRW.

Regarding the impact of Hy on hypertension, Liu et al. [93] examined the effect of a
mixture of Hy—oxygen (O;) gas inhalation on middle-aged and elderly hypertensive patients
for four hours daily over a two-week period (20 cases with the H, + O, gas, 29 with placebo
air). As a result, the group inhaling the mixed gas showed a significant reduction in brachial
systolic blood pressure and nighttime blood pressure measured via ambulatory blood
pressure monitoring (ABPM). This effect was more pronounced in the elderly. Additionally,
levels of angiotensin I and a certain aldosterone value were significantly decreased. The
improvement of BP control accompanying decreased levels of plasma angiotensin II and
aldosterone may well indicate the risk reduction for kidney damage.

Given that diabetes and hypertension are deeply involved in the progression of CKD,
measures to correct these conditions are expected to contribute to the management of
CKD. In clinical studies, the administration of hydrogen-containing water was within the
scope of daily life without causing inconvenience, suggesting the potential for societal
implementation. It is anticipated that future research will involve long-term investigations
of a larger number of cases.

In addition, as mentioned in the introduction, the improvement in gastrointestinal
symptoms (such as constipation) through the consumption of EHW has been confirmed [1,9].
Constipation is a risk factor for the presence of CKD [94], and it is hypothesized that this may
be influenced by substances, such as indoxyl sulfate, produced within the intestinal tract [95].
It should be considered whether the improvement of constipation through the consumption
of EHW affects the pathophysiology related to CKD progression, and this is an aspect that
should be investigated in the future.

4.3. Clinical Studies Using EHW for Hemodialysis

The clinical application of hydrogen-rich water, specifically in hemodialysis, has been
a focus of investigation. The initial report by Huang et al. demonstrated a reduction in
inflammatory markers in hemodialysis using electrolyzed water [96,97]. Furthermore,
it was reported that ERW enhances dissociation of indoxyl sulfate from albumin as an
underlying mechanism [98]. However, widespread recognition of this treatment system did
not occur. Subsequently, Nakayama et al. focused on the Hy concentration in electrolyzed
dialysis fluid and proposed a treatment system based on this feature, leading to increased
recognition of the system [99]. Currently, in Japan, it is estimated that over 30 facilities have
introduced the hemodialysis system, with over 3000 treated patients. Table 2 summarizes
these reports [30,100-106].

Table 2. Clinical trials of chronic HD employing electrolyzed hydrogen water.

Year (Ref.) Study Design H, Level-of HD Num'ber of Duration Outcome
Solution Patients
2009 [100] Single-arm ~99.0 ppb 8 1 month Significant decrease of
& PP methylguanidine
BP reduction before and after HD
2010 [101] Single-arm 49 ppb (average) 21 6 months Decrease of plasma MCP-1 and
MPO (3rd tertile group)
Significant elevation in serum
12 in EHD reduced albumin fraction pre- and
2016 [102] Parallel-arm 47-196 ppb 38 in CHD 7 months post-HD in EW-HD
No differences between EHD (post)
and healthy subjects
140 in EHD Reduction of anti-hypertensive
2017 [103] Parallel-arm 30-80 ppb 12 months agents and subjective symptoms

122 in CHD such as fatigue and pruritus
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Table 2. Cont.

Year (Ref.) Study Design H Level.of HD Num.ber of Duration Outcome
Solution Patients
Reduction of post-HD BP in EHD
Hazard ratio of EHD 0.59 for
161 in EHD 3.28 years composite of all-cause mortality
2018 [104] Parallel-arm 30-80 ppb 148 in CHD (average) and non-lethal

cardio-cerebrovascular events after
adjusting for confounding factors

Elevations of plasma MPO and
thioredoxin at post-HD, elevation

2021 [30] Single-arm 41-81 ppb 63 2 months of plasma malondialdehyde at
pre-HD and decrease at post-HD
Decrease of VAS of fatigue
2021 [105] Single-arm 120-163 ppb 95 2 months Decrease of VAS of fatigue
Basal 47 ppb
. : (average) Decrease of plasma MPO pre-HD
2022 [106] Single-arm to 154 ppb 105 2 months Decrease of NRS of fatigue
(average) ppb

Abbreviations: BP, blood pressure; HD, hemodialysis; MCP-1, monocyte chemotactic protein 1; MPO, myeloper-
oxidase; EHD, hemodialysis employing electrolyzed hydrogen water; CHD, conventional hemodialysis; VAS,
visual analogue scale; NRS, numerical rating scale.

In hemodialysis, the dialysis solution required for a standard hemodialysis treatment
exceeds 140 L per person per session. Dialysis solution itself has chemical oxidative stimuli
(bio-incompatibility), but its character is suppressed in the solution created with EHW.
As a result, in hemodialysis using EHW, a decrease in oxidative stress and inflammatory
markers of patients has been confirmed. Furthermore, with long-term continuation of this
treatment, the redox state of patients approaches that of healthy individuals [102].

Next, what does such a change in the internal environment bring clinically? One
is the improvement in the overall prognosis of patients. In a prospective observational
study comparing the outcomes of an EHW treatment group and a conventional dialysis
group, a 41% significantly lower hazard ratio for the composite endpoint (total death,
new stroke, new cardiovascular disease, lower limb amputation) was observed in the
EHW group over a 5-year observation period [104]. Another potential improvement is in
the most important patient-reported outcome, dialysis-related fatigue. Dialysis-related
fatigue is both an inhibitory factor for quality of life and an independent risk factor for life
prognosis. In EHW hemodialysis, the reduction of this dialysis-related fatigue has been
reported in several observational studies [30,103,105,106]. The mechanism may involve
the suppression of oxidative stress stimulation initiated by MPO induced by dialysis [30],
changes in the balance of the sympathetic and parasympathetic nervous systems [105].
The H; concentration in the dialysis solution influenced the patients’ reported outcome,
i.e., more anti-fatigue effects at 150 ppb than an average of 50 ppb [106]. Future studies
applying a novel device, which could simultaneously monitor H, concentration in the
dialysate [107], are expected to investigate the optimal H; levels for the comprehensive
patients” outcome via randomized controlled study.

5. Questions and Challenges of EHW for CKD and Dialysis
5.1. Target Organs of Hy

In animal experiments and clinical studies, promising results have been reported for
the medical application of EHW. The concentration of Hj in drinking water in the study [91]
ranged from 0.35 to 0.49 mg/L (350 to 490 ppb), and in dialysate, it ranged from 30 to
199 ppb [30,100-106]. The former involved effects through intestinal absorption, while
the latter involved direct administration into the blood vessels. When the subjects drank
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EHW, a transient increase in exhaled H, occurred relatively promptly (a few minutes later),
suggesting that the absorption and diffusion of H, into the body after drinking occurs
rapidly, regardless of water absorption. In this case, the effect of H, was expected to extend
across multiple organs. In the latter case, H, that diffused into the blood was transported
directly to the heart and lungs, but at this point, most of the Hy was supposed to be
excreted in exhaled breath [101]. Therefore, there is a possibility that the target organs differ
between oral administration and intravenous administration, as suggested by Xie et al. [42].
However, the exposure of white blood cells in the blood to Hj is common situation in both
cases. Thus, taken together the facts that organ-protective effects have been observed in
animal experiments for ischemia/reperfusion injury [85] and in dialysis patients for the
prevention of cardiovascular disease [104], it might be possible that we see H; as having a
secondary organ-protective effect that influences the reaction of macrophages rather than
directly affecting organs [108,109]. Future investigations are needed to clarify this.

5.2. Amount of Added H,

Hj; is a major byproduct produced by gut bacteria, and microbes able to utilize H;
as an electron donor by their hydrogenases [41]. In a study conducted in the 1960s on
human subjects [110], it was reported that in healthy individuals, H, production in the
colon was around 15 mmol per day under normal conditions and reached over 100 mmol
per day with lactose loading. It has been reported that 30-40% of the produced Hj is
utilized by microbes, with the remaining H; being excreted through breath or flatus [111].
On the other hand, in case of CKD model rats [21,84], the added amount of H; in these
experiments was about 0.1 mg/g body weight, which, when converted for a human weight
of 50 kg, is roughly equivalent to adding approximately 1 mmol of Hy. This level of H; is
equivalent to the amount of H; load in clinical studies conducted on diabetes and metabolic
syndrome. Despite the relatively low exogenous H; load when considering the endogenous
production of H; in healthy individuals, the reason why H; supplementation contributes
to clinical effects remains unclear. Regarding the systemic impact, it is uncertain whether
there are differences between exogenous and endogenous loads of Hj is a factor causing
differences. Further investigations are needed to address these questions.

Nevertheless, considering the potential benefits of H, supplementation, the clinical
application of H, should certainly be pursued. Water ionizers have evolved, and water
ionizers capable of producing dissolved hydrogen concentrations up to 1300 ppm have
been released since 2017. In the case of current electrolysis devices, the amount of EHW
needed for H; intake of 1 mmol varies depending on the model of the ionizer. We think
that it is meaningful to conduct clinical studies in the future that clearly define CKD stage
and underlying diseases.

Regarding HD, the potential increase in costs associated with using EHW is a crucial
aspect that cannot be overlooked. In HD treatment, more than 150 L of water are used per
session per person, and this applies similarly to HD using EHW. During the process of water
electrolysis, the water generated on the cathode side is used, while the water on the anode
side is discarded. The discarded water accounts for about 10% of the total treated water
volume. Consequently, in dialysis systems using EHW, the required water volume is higher
compared to conventional HD systems, resulting in increased treatment costs. In Japan,
reimbursement for dialysis treatment is fixed (approximately 5-6 million yen per person per
year), and since patients are fully exempt from the financial burden, the rise in treatment
costs becomes a burden for medical institutions. In the future, considerations such as
improving equipment performance and reusing discarded water need to be explored.

In conclusion, we discussed the potential antioxidant effects of EHW, attributing them
to the physiological actions of H,. Although the antioxidant mechanisms of H, are complex
and still not fully understood, it is assumed that the activation of Nrf2 plays a central
role. The progression of CKD, characterized by a decline in renal function due to kidney
damage, is associated with increased oxidative stress within the kidneys. Additionally, as
renal function decreases, systemic oxidative stress is enhanced. In HD patients, oxidative
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stress is further intensified during dialysis treatment due to the bio-incompatibility of
dialysis equipment. Those state of increased oxidative stress serves as a risk factor for
cardiovascular disease and susceptibility to infections. Therefore, the establishment of a
long-term and safe antioxidant therapy is anticipated for patients with CKD and those
undergoing HD. In this context, we believe that the medical application of EHW, already
widely used in Japan, could be a significant candidate for this purpose. Whether drinking
EHW can be a safe prophylaxis for CKD is a noteworthy challenge from the perspective of
national health.
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