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Abstract: Hypoxia-inducible factor prolyl hydroxylase inhibitors (HIF-PHIs) are a new class of medi-
cations for managing renal anemia in patients with chronic kidney disease (CKD). In addition to their
erythropoietic activity, HIF-PHIs exhibit multifaceted effects on iron and glucose metabolism, mito-
chondrial metabolism, and angiogenesis through the regulation of a wide range of HIF-responsive
gene expressions. However, the systemic biological effects of HIF-PHIs in CKD patients have not been
fully explored. In this prospective, single-center study, we comprehensively investigated changes in
plasma metabolomic profiles following the switch from an erythropoiesis-stimulating agent (ESA)
to an HIF-PHI, daprodustat, in 10 maintenance hemodialysis patients. Plasma metabolites were
measured before and three months after the switch from an ESA to an HIF-PHI. Among 106 indi-
vidual markers detected in plasma, significant changes were found in four compounds (erythrulose,
n-butyrylglycine, threonine, and leucine), and notable but non-significant changes were found in
another five compounds (inositol, phosphoric acid, lyxose, arabinose, and hydroxylamine). Pathway
analysis indicated decreased levels of plasma metabolites, particularly those involved in phos-
phatidylinositol signaling, ascorbate and aldarate metabolism, and inositol phosphate metabolism.
Our results provide detailed insights into the systemic biological effects of HIF-PHIs in hemodialysis
patients and are expected to contribute to an evaluation of the potential side effects that may result
from long-term use of this class of drugs.

Keywords: metabolomic analysis; erythropoiesis-stimulating agents; hypoxia-inducible factor prolyl
hydroxylase inhibitors; pleiotropic effects; hemodialysis; clinical trial

1. Introduction

Hypoxia-inducible factor prolyl hydroxylase inhibitors (HIF-PHIs) are a new class of
oral medications for patients with anemia resulting from chronic kidney disease (CKD) [1].
HIF-PHIs include several drugs, such as daprodustat, roxadustat, and vadadustat, that
have been clinically approved for the treatment of renal anemia in CKD patients; since 2020,
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the erythropoietic effect and safety of these compounds have been investigated in multiple
large-scale Phase 3 randomized clinical trials (RCTs) enrolling CKD patients undergoing
hemodialysis (HD), peritoneal dialysis (PD), or no dialysis [2-13]. In these trials, the
erythropoietic effect was non-inferior to that seen with erythropoiesis-stimulating agents
(ESAs), a conventional class of intravenous (IV) therapeutic agents used for renal anemia
in CKD. The incidence of adverse events, including cardiovascular events, with HIF-PHIs
was similar to that seen with ESAs.

In addition to its erythropoietic effects, the HIF/ prolyl hydroxylase domain oxygen-
sensing pathway plays a critical role in regulating biologic processes essential for cell
survival, including glucose metabolism, mitochondrial metabolism, angiogenesis, and im-
mune responses [14-19]. Thus, activation of the HIF/prolyl hydroxylase domain pathway
by HIF-PHIs has multifaceted effects. Indeed, in some of the clinical trials noted above,
HIF-PHIs exhibited (in addition to effects on maintaining hemoglobin level) pleiotropic
effects of on iron metabolism, such as increases in total iron-binding capacity (TIBC) and
the level of transferrin; furthermore, study subjects were reported to show lowered levels
of total and low-density lipoprotein (LDL) cholesterol during the trial period of about one
year [6,9,13]. However, these diverse effects of HIF-PHIs, both in terms of potential risks
and benefits, have not been fully explored in post-market surveillance, as this type of drug
has only been available in clinical settings for a short period of time.

In the present study, we explored the systemic effect of HIF-PHIs by conducting
a single-center observational study to comprehensively investigate changes in plasma
metabolomic profiles in maintenance HD patients switched from an ESA to an HIF-PHIL
The results detail the biological effects of HIF-PHIs on the human body, especially in
patients with advanced kidney disease. These results also may facilitate evaluation of the
potential harms and benefits that can be expected from the long-term use of the HIF-PHI
class of medications.

2. Results
2.1. Patient Disposition and Characteristics

A total of 110 patients on maintenance HD was screened; after exclusions, 15 patients
were enrolled in the present trial according to the study protocol, as detailed in the Materials
and Methods. Of the 15 enrollees, 10 completed the study (Figure 1). Reasons for study
treatment discontinuation include an adverse event (n = 1), poor medication adherence
(n =3), and loss to follow-up (n = 1).

‘ Screened (n = 110) ‘

Screen failures (n = 95)
Did not meet inclusion/exclusion criteria (n = 90)

v Withdraw consent (n = 5)
‘ Entry (n = 15) ‘

’ Switch from ESA to HIF-PHI (n = 15) ‘

Discontinued Study Treatment by AE (n=1) ‘

————————————————————————————————————————— > Poor medication adherence (n = 3)

Lost to follow up (n=1) ‘

Completed Study (n = 10) |

Figure 1. Participant disposition.
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Participants who completed the study (n = 10) were those who completed the 3-month
treatment after the switch from an ESA to an HIF-PHI. Abbreviations: ESA, erythropoiesis-
stimulating agent; HIF-PHI, hypoxia-inducible factor prolyl hydroxylase inhibitor; AE,
adverse event.

Baseline characteristics of the 10 HD participants who completed the trial are shown
(Table 1). Overall, the participants were all Japanese, with a mean (SD) age of 65.6
(11.3) years and dialysis duration of 5.1 (4.4) years. Hemoglobin level was well con-
trolled (11.1 (1.2) g/dL) with IV or oral iron use in combination with an ESA (darbepoetin
alfa) dose of 41.0 (26.8) mcg per week, as confirmed by blood sampling at the begin-
ning of the week. In addition, iron and inflammatory parameters, including ferritin
(117.1 (117.6) ng/mL), transferrin saturation (TSAT; 28.5 (10.8)%), and C-reactive protein
(CRP; 0.13 (0.17) mg/dL), were adequately controlled among subjects at the study start.

Table 1. Baseline characteristics of the 10 HD participants who completed the trial.

Characteristic n=10
Age, year 65.6 (11.3)
Men, n (%) 9 (90)
Race, n (%)

Asian 10 (100)
Dialysis modality, 1 (%)

Hemodialysis 10 (100)

Hemodiafiltration/hemofiltration 0(0)
Dialysis vintage, year, n (%) 5.1(4.4)
Postdialysis weight, kg 69.4 (15.4)
Postdialysis BP, mmHg

Systolic BP 157.6 (20.3)

Diastolic BP 79.9 (11.4)
Prior ESA dose, darbepoetin alfa, meg/w 41.0 (26.8)
Iron use, 11 (%)

Intravenous iron 6 (60.0)

Oral only 4 (40.0)

No iron therapy 0(0.0)
Hemoglobin, g/dL 11.1 (1.2)
Ferritin, ng/mL 117.1 (117.6)
Serum iron, mcg/dL 73.5(24.1)
TIBC, mcg/dL 270.4 (42.0)
Transferrin saturation, % 28.5 (10.8)
Serum albumin, g/dL 3.7(0.2)
Plasma glucose, mg/dL 116.4 (23.2)
LDL cholesterol, mg/dL 73.1 (15.0)
Triglyceride, mg/dL 80.3 (33.0)
CRP, mg/dL 0.13 (0.17)
History of cardiovascular disease, 1 (%) 3(30.0)
History of stroke, 1 (%) 1 (10.0)
History of myocardial infarction, n (%) 1 (10.0)
History of heart failure, n (%) 1 (10.0)
History of thromboembolic events, 1 (%) 0(0.0)
Smoking history, n (%)

Never smoked 7 (70.0)

Current smoker 3 (30.0)

Former smoker 0(0.0)
Statin use at entry, 1 (%) 6 (60.0)
Aspirin use at entry, n (%) 3 (30.0)
Vitamin K antagonist use at entry, n (%) 0(0.0)
History of diabetes, 1 (%) 6 (60.0)

All parameters are expressed as either the number (percentage) or mean (SD). Abbreviations; BP, Blood pressure;
ESA, erythropoiesis stimulating agent; TIBC, total iron binding capacity; LDL cholesterol, low density lipoprotein
cholesterol; CRP, C reactive protein.
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2.2. Changes in Parameters Following Switching from an ESA to an HIF-PHI

We conducted paired t-tests for the comparison of parameters as assessed before
and 3 months after switching from an ESA to an HIF-PHI; these comparisons were per-
formed for each characteristic measured in the 10 HD participants who completed the
trial. Among the subjects, nominal (not statistically significant) decreases in systolic blood
pressure (BP; £(9) = 1.923, p = 0.074, r = 0.258) and hemoglobin (Hb; #(9) = 1.924, p = 0.086,
r = —0.249) were confirmed. Six of the 10 who were IV iron users did not need to continue
iron therapy by the end of three months of HIF-PHI therapy; the overall fraction of iron
users, including those dosed orally or intravenously, decreased from 100% to 40%, without
any statistically significant decrease in ferritin or TSAT. Other parameters, such as plasma
glucose, LDL cholesterol, triglycerides, and CRP, did not exhibit statistically significant
changes compared to baseline. These findings are shown in Table 2.

Table 2. Characteristics of the 10 HD participants who completed the trial, comparing values before
and 3 months after switching from an ESA to an HIF-PHI.

Characteristic Before (n = 10) After (n = 10) p Value
Postdialysis weight, kg 69.4 (15.4) 68.0 (15.2) 0.168
Postdialysis BP, mmHg

Systolic BP 157.6 (20.3) 143.0 (19.0) 0.086

Diastolic BP 79.9 (11.4) 81.1(15.2) 0.680
Iron use, 1 (%)

Intravenous iron 6 (60.0) 0 (0.0)

Oral only 4 (40.0) 4 (40.0)

No iron therapy 0(0.0) 6 (60.0)
Hemoglobin, g/dL 11.1(1.2) 9.8 (1.3) 0.086
Ferritin, ng/mL 117.1 (117.6) 152.8 (111.2) 0.500
Serum iron, mecg/dL 73.5 (24.1) 85.4 (24.6) 0.110
TIBC, mcg/dL 270.4 (42.0) 267.5 (40.4) 0.856
Transferrin saturation, % 28.5(10.8) 32.5(11.3) 0.308
Serum albumin, g/dL 3.7(0.2) 3.6(0.2) 0.159
Plasma glucose, mg/dL 116.4 (23.2) 121.2 (34.3) 0.603
LDL cholesterol, mg/dL 73.1 (15.0) 69.5 (21.1) 0.649
Triglyceride, mg/dL 80.3 (33.0) 91.9 (53.3) 0.338
CRP, mg/dL 0.13 (0.17) 0.21 (0.29) 0.345

All parameters are expressed as either the number (percentage) or mean (SD). A paired t-test was conducted
for the comparison of each parameter before and after switching from an ESA to an HIF-PHI. Abbreviations;
ESA, erythropoiesis stimulating agent; HIF-PHI, hypoxia-inducible factor prolyl hydroxylase inhibitor; BP,
Blood pressure; TIBC, total iron binding capacity; LDL cholesterol, low density lipoprotein cholesterol; CRP, C
reactive protein.

2.3. Overall Metabolomic Analysis of Serum Samples

The levels of plasma metabolites before and 3 months after switching to an HIF-
PHI were measured using gas chromatography-mass spectrometry (GC-MS) based the
metabolomics approach. An overview of the top 25 enriched metabolite sets that changed
in plasma level after switching to an HIF-PHI is shown in Figure 2. This pathway anal-
ysis revealed statistically significant changes in multiple parameters, especially among
metabolites involved in phosphatidylinositol signaling, ascorbate and aldarate metabolism,
and inositol phosphate metabolism. Tryptophan metabolism, as well as pentose and
glucuronate interconversions, were also affected.

2.4. Specific Compounds Whose Levels Are Potentiated by an HIF-PHI and Are Detected by
Comprehensive Metabolomic Analysis

Among 106 individual metabolites detected by non-targeted metabolomic analysis,
notable changes were found in nine metabolites following the switch to an HIF-PHI. Details
of the changes in each metabolite are shown in Figure 3. Specifically, following the switch
to an HIF-PHI, the levels of threonine, N-butyrylglycine, erythrulose, and leucine were
increased in a statistically significant fashion. The levels of inositol, phosphoric acid, lyxose,
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arabinose, and hydroxylamine were nominally decreased; although these effects fell short
of statistical significance, these metabolites are notable, given that each participates in a
known signaling pathway. A schematic diagram of the crucial pathways altered by a shift
from darbepoetin alfa to daprodustat is shown in Figure 4.

(a) Overview of Enriched Metabolite Sets (top 25) (b) Enrichment Overview (top 25)
Phosphatidylinositol signaling system . Phosphatidylinositol signaling system [ MR
Ascorbate and aldarate metabolism [ ] Ascorbate and aldarate metabolism ([ N NRRRERE
Inositol phosphate metabolism . Inositol phosphate metabolism ([ NNRNDD
Tryptophan metabolism (] Tryptophan metabolism [ MR
Pentose and glucuronate interconversions () Pentose and glucuronate interconversions [ NRMEE
D-Glutamine and D-glutamate metabolism D-Glutamine and D-glutamate metabolism [ NNMERN p-value
Glycolysis / Gluconeogenesis Glycolysis / Gluconeogenesis [ NNMMN
Pyruvate metabolism p-value Pyruvate metabotism NN 6x10?
Glycine, serine and threonine metabolism 0.4 Glycine, serine and threonine metabolism [ NN
Primary bile acid biosynthesis 0.3 Primary bile acid biosynthesis NN
Porphyrin and chlorophyll metabolism I gi Porphyrin and chiorophyll metabolism NN
Glyoxylate and dicarboxylate metabolism 0.0 Glyoxylate and dicarboxylate metabotism (N
Glutathione metabolism Glutathione metabolism [ NN 3x10?
Glycerolipid metabolism Enrichment Ratio Glycerolipid metabolism [ NN
Phenylalanine, tyrosine and tryptophan biosynthesis ® 1.0 Phenylalanine, tyrosine and tryptophan... [N
Aminoacyl-tRNA biosynthesis : ;g yHRN | ——
Synthesis and degradation of ketone bodies . 25 Synthesis and degradation of ketone bodies (NN
it retabla @0 uanote etbotsm [T 4x10*
Tyrosine metabolism Tyrosine metabolism [T
Valine, leucine and isoleucine degradation Valine, leucine and isoleucine degradation [T
Neomycin, kanamycin and gentamicin biosynthesis Neomycin, kanamycin and gentamicin... [T
Starch and sucrose metabolism Starch and sucrose metabolism l:l
Valine, leucine and isoleucine biosynthesis Valine, leucine and isoleucine biosynthesis [ ]
Propanoate metabolism Propanoate metabolism [
beta-Alanine metabolism beta-Alanine metaboism [T
0.50 0.75 i 1.00 T T T T T
-log10 (p-value) 00 05 10 15 20 25 30

Enrichment Ratio

Figure 2. Summary of findings of changes in metabolomic profiles in HD patients following the switch
to a hypoxia-inducible factor prolyl hydroxylase inhibitor. This figure shows changes detected by the
comprehensive investigation of metabolomic profiles following the switch from an erythropoiesis-
stimulating agent (darbepoetin alfa) to a hypoxia-inducible factor prolyl hydroxylase inhibitor
(daprodustat). Significant changes in metabolites of phosphatidylinositol signaling, ascorbate and
aldarate metabolism, and inositol phosphate metabolism were detected by this analysis. (a) Overview
of enriched metabolites sets. Each pathway is shown in order of p value. (b) Enrichment overview.
Each pathway is shown in order of enrichment ratio. Abbreviations: HD, hemodialysis.

Among 106 individual compounds analyzed by comprehensive metabolomic anal-
ysis, statistically significant changes were observed in four compounds (threonine, n-
butyrylglycine, erythrulose, and leucine). Changes in another five metabolites (inositol,
phosphoric acid, lyxose, arabinose, and hydroxylamine) did not reach statistical signifi-
cance, but those changes each involved a signaling pathway. Comparisons were conducted
using two-tailed paired t-tests; p values of less than 0.05 were considered statistically signif-
icant. Abbreviations: ESA, erythropoiesis-stimulating agent; HIF-PHI, hypoxia-inducible
factor prolyl hydroxylase inhibitor.

Phosphatidylinositol signaling, ascorbate and aldarate metabolism, and inositol phos-
phate metabolism were the top hits returned by a pathway analysis of metabolites altered
by a shift to an HIF-PHI. Metabolites that were nominally downregulated by the switch to
an HIF-PHI are indicated in blue. Abbreviations: I(1)P, 1D-myo-inositol 1-monophosphate;
I(3)P, 1D-myo-inositol 3-monophosphate; I(4)P, 1D-myo-inositol 4-monophosphate; 1(1,4)P»,
1D-myo-inositol. 1,4-biphosphate; 1(3,4)P;, 1D-myo-inositol. 3,4-biphosphate; I(1,3,4)P3,
1D-myo-inositol 1,3,4-trisphosphate; I(1,4,5)P3, 1D-myo-inositol 1,4,5-trisphosphate; PI3K,
phosphatidylinositol; Akt (synonymous with protein kinase B), a class of kinases originally
identified in an AKR mouse thymoma.
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Figure 3. Nine metabolites whose levels were notably altered by a shift from an erythropoiesis-
stimulating agent (darbepoetin alfa) to a hypoxia-inducible factor prolyl hydroxylase inhibitor
(daprodustat).
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[ Phosphatidylinositol signaling system ]

1(1,3,4,5)P,
1(1,3,4)P; 1(1,4,5)P,
PI3K-Akt signaling 1(3,4)P, 1(1,4)P,
pathway
I(1)P
I(3)P 1(4)P
Calcium signaling (3) (4)
pathway
Acetyl-CoA—> | TCA cycle
»> Inositol
UDP- UDP- I Glyceraldehyde [Glycolysis/ _ ]
glucose_’ glucuronate<_> D-Glucuronate 1P «— Glucuronate -3p Gluconeogenesis

Citrate cycle L-Gulonolactone «— Glucurone

[Ascorbate and aldarate metabolism]

Figure 4. Schematic diagram of the pathways altered by a shift from an erythropoiesis-stimulating
agent (darbepoetin alfa) to a hypoxia-inducible factor prolyl hydroxylase inhibitor (daprodustat).

3. Discussion

In the present study, a comprehensive and non-targeted metabolomic analysis demon-
strated that switching from an ESA (darbepoetin alfa) to an HIF-PHI (daprodustat) is
associated with changes in the levels of several plasma metabolites. Notably, these altered
metabolites included compounds involved in phosphatidylinositol signaling, ascorbate
and aldarate metabolism, and inositol phosphate metabolism, resulting in decreases in
the accumulation of inositol and glucuronate, in HD patients. Additionally, we confirmed
that daprodustat was non-inferior to darbepoetin alfa in its erythropoietic effect in HD
patients during the observation period. Our results provide detailed insights into the
systemic biological effects of HIF-PHIs in HD patients and are expected to contribute to
characterization of the potential side effects that may result from the long-term use of
HIF-PHIs.

Our results showed that the plasma level of inositol was nominally decreased fol-
lowing the switch to an HIF-PHI. Inositol is a carbocyclic sugar polyalcohol and plays an
important role in many physiological processes, especially those influencing the metabolism
of glucose and lipids, as well as metabolism in skeletal muscle [20,21]. For example, inositol
mediates cell signal transduction and is involved in 10 important pathways, including
galactose metabolism, ascorbate and aldarate metabolism, streptomycin biosynthesis, inosi-
tol phosphate metabolism, the biosynthesis of secondary metabolites, microbial metabolism
in diverse environments, the biosynthesis of nucleotide sugars, ATP-binding cassette (ABC)
transporters, and phosphatidylinositol signaling (https:/ /www.genome.jp/kegg/pathway.
html, accessed on 20 July 2023). In fact, decreased levels of inositol have been reported
in clinically important conditions such as diabetes, insulin resistance, and metabolic syn-
drome; indeed, inositol supplementation in animal models has been shown to improve
overall physiological performance and to stabilize bone metabolism [22-24]. Maintenance
of a sufficient inositol level is critical to the resynthesis of the phosphoinositides known
to contribute to efficient intracellular signal transduction and the maintenance of such
signaling [25-27]. The human kidney has been estimated to synthesize 4 g of inositol per
day [26]. In combination with our results, these findings suggest that nominal depletion
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of inositol in HD patients following the shift to an HIF-PHI may mediate the long-term
effects of dosing with this class of compounds. These changes are expected to have im-
portant effects on glucose, lipid, and skeletal muscle metabolism, as well as on overall
physiological performance.

The plasma level of glucuronate also was nominally decreased after switching to dapro-
dustat. Both inositol and glucuronate participate in each of three major signaling pathways
identified in the present work, including phosphatidylinositol signaling, ascorbate and al-
darate metabolism, and inositol phosphate metabolism, Presumably, the widespread effects
of switching to daprodustat reflect changes in the levels of multiple cellular metabolites
and not just the depletion of inositol and glucuronate. Regarding phosphatidylinositol
signaling, downregulation of this system is thought to contribute to the dysfunction of
skeletal muscle and deterioration of kidney function, primarily via the loss of function
of phosphoinositide phosphatases [28-30]. Less is known about the effects of changes in
ascorbate and aldarate metabolism, given that this pathway has been investigated only
in animal models. Downregulation of this system is associated with decreases in total
antioxidant capacity and increases in the level of malondialdehyde (MDA), a major marker
of lipid peroxidation [31]. Regarding inositol phosphate metabolism, this pathway has been
shown to affect insulin resistance and sensitivity [32]. This observation may be especially
relevant, given that correlations have been reported between CKD and insulin resistance,
although the causal nature of this interaction remains unclear [33-35].

Four metabolites exhibited statistically significant changes following the switch to an
HIE-PHI, including threonine, N-butyrylglycine, erythrulose and leucine. We conjecture
that comprehensive metabolomic analysis would indicate that changes in these parameters
are associated with relatively small effects on the respective metabolic pathways. However,
the effects of these metabolites on renal function, especially in patients with CKD, remain
unknown. Further research will be needed to clarify the pathological significance of changes
in these metabolites.

In the present study, although the HIF-PHI (daprodustat) was non-inferior compared
to the ESA (darbepoetin alfa) in terms of erythropoietic effect during the observation
period, the hemoglobin level was nominally lower following the switch. We hypothesize
that this effect was due to the prior use of a relatively high dose (exceeding 40 mcg per
week) of darbepoetin in the study subjects. In most cases, patients were initiated on a
relatively low dose (2 or 4 mg per day) of daprodustat, consistent with the recommendations
of the medical package insert. In addition, no obvious effects on iron metabolism, nor
abnormalities in lipids, were observed following the switch, consistent with the results of
previous RCTs of HIF-PHIs [2-13]. None of the subjects who originally required IV iron
continued its use after the switch to daprodustat, and ferritin and TSAT were maintained
in the study participants; these results presumably reflect an improved efficiency of iron
utilization following the switch.

This study also has the aspects of a pilot study, which include clarifying the clinical
significance of an HIF-PHI, which was detected by exploratory metabolomic analysis;
the calculation of an estimated sample size of this point; feasibility assessment based on
patients’ selection and dropout rate; and consideration for the possibility of protocol mod-
ification. It was calculated that a minimum sample size of 27 participants was required
to clarify significant decrease in inositol level that affected changes in three pathways
(phosphatidylinositol signaling, ascorbate and aldarate metabolism, and inositol phosphate
metabolism) [36,37]. Here, we applied a power (1-beta error probability) of 0.8, the alpha
error probability was 0.05. For the used data, the mean of difference = 0.75, the SD of differ-
ence = 1.22, and the dropout rate was 30%. As to feasibility of future studies, 110 patients
were screened, but the actual number of entries was relatively small (n = 15); therefore,
we think the inclusion criteria need to be relaxed to allow more patients to participate.
Furthermore, in order to avoid a temporary decrease in hemoglobin after switching to an
HIF-PHI, we recognized a necessity of starting treatment from a one-step-higher dose and
advancing the timing of the dose increase of daprodustat. Although the formal components
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or methodological definition of a pilot study have not been established [38,39], this was not
only a small-sample-size and exploratory study, but also included an estimate of the sample
size, feasibility assessment, and consideration for the possibility for protocol modifications
to achieve improved quality and efficiency in future large-scale study, so we think this
clinical investigation was useful for this pilot study.

Our study has a several methodological limitations. First, the small sample size was
a main limiting factor in this study and may have contributed to our failure to reach
statistical significance for several of the metabolites (e.g., inositol and glucuronate) when
comparing values before and after the switch to daprodustat. Furthermore, this work
was a single-center study, lacked a control group, enrolled only Japanese subjects, and
employed a medication (daprodustat) that has been clinically available for only a short
time. Further trials will be needed to fully assess the effects of shifting patients from an
ESA to an HIF-PHI, including the possible occurrence of long-term adverse events.

In the present study with hemodialysis patients, a comprehensive and non-targeted
metabolomic analysis demonstrated that switching from an ESA to an HIF-PHI is associated
with changes in phosphatidylinositol signaling, ascorbate and aldarate metabolism, and
inositol phosphate metabolism. Previous studies have shown that HIF-PHIs can be admin-
istered orally and have an anemia-improving effect that is non-inferior to ESA. In addition,
studies have shown that HIF-PHIs as improves iron and lipid metabolism and has the
ability to raise hemoglobin levels in patients with chronic inflammation [40]. And, based
on our findings, we further need to pay attention to changes in insulin resistance, glucose
metabolism, skeletal muscle metabolism, and renal function when we start HIF-PHIs. Also,
we need to conduct long-term and large-scale clinical trials to verify whether these effects
are clinically significance.

4. Materials and Methods
4.1. Study Design

This exploratory pilot study was a single-center interventional study conducted at St.
Luke’s International Hospital in 10 patients with CKD and anemia who were maintained on
HD. Pleiotropic effects other than the erythropoietic effect (e.g., effects on glucose and lipid
metabolism, and on inflammation status) were investigated comprehensively following a
switch from an ESA to an HIF-PHI (daprodustat). The treatment period on daprodustat
was set at three months, and non-targeted and comprehensive metabolomic analysis was
performed using blood samples collected after the completion of the study protocol.

The study objective and primary endpoint was to compare the effects of a change
from darbepoetin to daprodustat on the metabolomic profiles of HD-dependent patients
during a 3-month period. Secondary endpoints included the following: mean change
in hemoglobin from baseline; average monthly IV iron dose per participant: safety and
tolerability (including incidence and severity of adverse events); reasons for the discontinu-
ation of daprodustat; changes in blood pressure and heart rate; changes in iron parameters
such as ferritin, TSAT, and IV iron dose; and changes in lipid and glucose parameters
(triglycerides, LDL cholesterol, and plasma glucose).

Eligible participants were adults with anemia of CKD who were being maintained on
HD and were receiving an ESA. Specifically, the inclusion criteria were as follows: (1) male
or female, minimum 18 years of age; (2) not pregnant and not breastfeeding; (3) use of an
ESA for at least 8 weeks prior to screening and continuing until trial initiation; (4) receiving
three-times-weekly outpatient HD for at least 90 days; (5) hemoglobin at screening in the
range of 10.0-12.0 g/dL; and (6) capable of giving signed informed consent. Exclusion
criteria included the following: (1) ferritin < 100 ng/mL or TSAT < 20%; (2) anemia other
than anemia of CKD (e.g., bone marrow aplasia or gastrointestinal bleeding); (3) active
infection; (4) history of malignancy within the preceding 2 years; (5) myocardial infarction,
acute coronary syndrome, stroke, or transient ischemic attack within 8 weeks prior to
screening; (6) chronic heart failure with reduced ejection fraction (EF) or uncontrolled
hypertension; (7) chronic liver disease, or hepatic or biliary abnormalities; or (8) PD +
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HD combination therapy. Stopping criteria included the following: (1) liver chemistry
abnormalities; (2) diagnosis of cancer; (3) kidney transplant; (4) switch to PD or PD + HD
combination therapy or home hemodialysis; or (5) pregnancy.

Blood samples were collected at Day 1 (immediately before daprodustat induction)
and every 4 weeks thereafter through Week 12 (3 months). Blood also was collected from
each subject just before, and 3 months after, the start of daprodustat administration and
evaluated for the following parameters: hemoglobin, ferritin, serum iron, TIBC, TSAT,
serum albumin, plasma glucose, LDL cholesterol, triglyceride, and CRP. For metabolomic
analysis, additional samples were collected just before starting, and following completion
of, the protocol. The samples collected at the first and second months were used only to
confirmed stabilization of hemoglobin level and safety profile based on results from RCTs
of HIF-PHIs versus ESAs in hemodialysis patients [4,41].

The scheme of daprodustat and darbepoetin of this study was based on results of
a randomized, open-label phase III study which evaluated the efficacy of daprodustat
switching from ESA [42]. Basically, darbepoetin 40 microgram per week was replaced with
daprodustat 4 mg per day, and a dosage was adjusted based on an individual judgment by
the attending physician based on the results of monthly blood tests (Figure 5). However,
two patients with lower hemoglobin levels than the guideline recommended level were
started with daprodustat 6 mg per day, and one with higher hemoglobin levels was started
with 2 mg per day. At the end of the second month and third month, 4.2 &+ 2.3 mg and
5.2 & 3.7 mg of daprodustat were prescribed, respectively.

Before starting the study First month Second month Third month

4.2+23) (521 3.7)

] -
an) (@ (@

Darbepoetin alfa 40 mcg/week Daprodustat start from 4 mg/day

Figure 5. The scheme of daprodustat and darbepoetin of this study.

The median dose of darbepoetin alpha before the study initiation was 40 micrograms
per week. Switching to daprodustat was started at 4 mg per day and then gradually
increased according to the judgment by attending physician.

This study was conducted in accordance with the Declaration of Helsinki and its
subsequent amendments, and according to a protocol approved by the Institutional Review
Board of St. Luke’s International Hospital (Protocol Code: 21R-092; date of approval: 26
August 2021) and Tohoku University Hospital (Protocol Code: 2022-1-774; date of approval:
13 December 2022). Informed consent was obtained from all subjects involved in the study.
Written, informed consent to publish this paper was obtained from the patients. The study
was initiated on 25 November 2021 and completed on 12 April 2022.

4.2. Sample Preparation for GC-MS Measurements

The methods here reference previously reported methods [43—45]. An aliquot (50 pL)
of plasma was mixed with 250 uL of a solution containing 55% methanol and 22% chloro-
form dissolved in distilled water containing 0.045 mg/mL 2-isopropylmalate (the internal
standard). Notably, 2-Isopropylmalate is an intermediate formed during leucine biosyn-
thesis, and it can be employed as an internal standard in GC-MS-based human serum
metabolomics [46]. The resulting mixtures were incubated in a Thermomixer C (Eppendorf,
Hamburg, Germany) for 30 min at 37 °C with shaking (1200 rpm). The samples then were
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centrifuged (3 min, 4 °C, 16,000 g), and 200 uL of the resulting supernatant was combined
with an equal volume of distilled water. These mixtures were centrifuged again (3 min,
4°C, 16,000% g), and 250 pL of the resulting supernatant was lyophilized to dryness under
reduced pressure.

Next, the samples were oximated by resuspending the lyophilizate in 80 pL of
methoxyamine hydrochloride (Sigma-Aldrich, Tokyo, Japan) dissolved at 20 mg/mL in
pyridine, sonicating for 20 min, and shaking for 90 min at 1200 rpm and 30 °C. Methoxyamine
hydrochloride is a reagent for preparation of O-methyl oximes [47]. The samples then were
derivatized by adding 40 uL of N-methyl-N-trimethylsilyl-trifluoroacetamide (MSTFA; GL Sci-
ences, Tokyo, Japan), mixing for 30 min at 1200 rpm and 37 °C, and centrifuging (3 min, 4 °C,
16,000 g). MSTFA is used as a derivatization reagent for GC-MS analysis because it reacts with
all protic functional groups to silylate, and its by-product is highly volatile [48]. An aliquot (1 pL)
of the resulting supernatant was then subjected to GC-MS.

4.3. GC-MS/MS Measurements

These measurements were performed with reference to the previously reported meth-
ods [43-45]. GC-MS analysis was performed using a GC-MS QP2010 Ultra (Shimadzu,
Kyoto, Japan) with a fused silica capillary column (BPX-5; 30 m x 0.25 mm inner diameter,
film thickness: 0.25 um; Shimadzu), a front inlet temperature of 250 °C, and a helium gas
flow rate through the column of 39.0 cm/s. The column temperature was maintained at
60 °C for 2 min, then raised by increments of 15 °C/min to 330 °C, and maintained at that
temperature for 3 min. The interface and ion source temperatures were 280 °C and 200 °C,
respectively. All data obtained by GC-MS analysis were analyzed using MetaboAnalyst
software (v. 5.0; Reifycs, Inc., Tokyo, Japan). The retention times indicated in the Smart
Metabolites Database (Shimadzu) were used as references to create a library for data analy-
sis. To perform a semi-quantitative assessment, the peak area of each quantified compound
was calculated and normalized using the 2-isopropylmalate peak area.

4.4. Statistical Analysis

Measurement results are presented as numbers (percentages) for categorical variables,
as the mean =+ standard deviation (SD) for normally distributed variables, and as the
median with interquartile range (IQR) for non-normally distributed variables, unless
indicated otherwise. IBM SPSS Statistics software (v. 29.0; IBM, Armonk, NY, USA) was
used for data analysis, including paired t-tests, Mann—Whitney tests, and chi-squared tests.
All tests were two-tailed. Values of p < 0.05 were considered statistically significant.

5. Conclusions

In summary, this study provided an integrative analysis of metabolomic data using
blood samples from maintenance HD patients and detected characteristic changes in
metabolite levels associated with a switch from an ESA (darbepoetin alfa) to an HIF-PHI
(daprodustat). Our results provide detailed insights into the systemic biological effects of
HIF-PHI dosing in HD patients, and these data may facilitate our understanding of the
potential side effects that can be expected from the long-term use of this type of medication.
Long-term and large-scale clinical trials to elucidate the pleiotropic effects of HIF-PHIs will
be needed in the future.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/ijms241612752 /s1.

Author Contributions: Conceptualization, K.W. and M.N. (Masaaki Nakayama); methodology, E.S.,
EM., KW. and M.N. (Masaaki Nakayama); software, E.S., S M. and K.W.; validation, S.M. and
K.W.,; formal analysis, E.S., EM., SM., KW, TS., A.S. and M.E; investigation, KW., E.S. and S.M.;
resources, KW., S M., E.S., EM. and M.N. (Masaaki Nakayama); data curation, KW., SM. and E.S.;
writing—original draft preparation, KW.,, S.M., EM., T.S., A.S. and M.E,; writing—review and editing,
KW, ES., EM.,, M.N. (Masaaki Nakayama), T.S., A.S., TE, Y.I, ET,, M.N. (Masahiko Nagahama), K.T,,


https://www.mdpi.com/article/10.3390/ijms241612752/s1
https://www.mdpi.com/article/10.3390/ijms241612752/s1

Int. . Mol. Sci. 2023, 24, 12752 12 of 14

J.J.K. and MLE; visualization, KW., K.T., ].J.K. and E.S.; supervision, E.M., K.T. and M.N. (Masaaki
Nakayama); project administration, K.W. and M.N. (Masaaki Nakayama); funding acquisition, K.W.
All authors have read and agreed to the published version of the manuscript.

Funding: The article processing charge was funded by the Japan Society for the Promotion of Science
(JsPS) KAKENHI Grant Number 22K11347.

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki and its subsequent amendments, and according to protocols approved by the Institutional
Review Board of St. Luke’s International Hospital (Protocol Code: 21R-092; date of approval: 26
August 2021) and Tohoku University Hospital (Protocol Code: 2022-1-774; date of approval: 13
December 2022).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the
study. Written, informed consent was obtained from the patients to publish this paper.

Data Availability Statement: The data presented in this study are available as Supplementary Material.
Acknowledgments: This work was supported by JSPS KAKENHI Grant Number 22K11347.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of the data; in the writing of the manuscript;
or in the decision to publish the results.

References

1.

10.

11.

12.

Haase, V.H. Hypoxia-inducible factor-prolyl hydroxylase inhibitors in the treatment of anemia of chronic kidney disease. Kidney
Int. Suppl. 2021, 11, 8-25. [CrossRef] [PubMed]

Singh, A.K,; Cizman, B.; Carroll, K.; McMurray, ].].V.; Perkovic, V.; Jha, V.; Johansen, K.L.; Lopes, R.D.; Macdougall, I.C.; Obrador,
G.T,; et al. Efficacy and Safety of Daprodustat for Treatment of Anemia of Chronic Kidney Disease in Incident Dialysis Patients: A
Randomized Clinical Trial. JAMA Intern. Med. 2022, 182, 592-602. [CrossRef]

Fishbane, S.; Pollock, C.A.; El-Shahawy, M.; Escudero, E.T.; Rastogi, A.; Van, B.P; Frison, L.; Houser, M.; Pola, M.; Little, D.J.;
et al. Roxadustat Versus Epoetin Alfa for Treating Anemia in Patients with Chronic Kidney Disease on Dialysis: Results from the
Randomized Phase 3 ROCKIES Study. J. Am. Soc. Nephrol. 2022, 33, 850-866. [CrossRef] [PubMed]

Coyne, D.W.; Singh, A K,; Lopes, R.D.; Bailey, C.K.; DiMino, T.L.; Huang, C.; Connaire, J.; Rastogi, A.; Kim, S.G.; Orias, M.;
et al. Three Times Weekly Dosing of Daprodustat versus Conventional Epoetin for Treatment of Anemia in Hemodialysis
Patients: ASCEND-TD: A Phase 3 Randomized, Double-Blind, Noninferiority Trial. Clin. J. Am. Soc. Nephrol. 2022, 17, 1325-1336.
[CrossRef]

Singh, A K.; Carroll, K.; McMurray, J.J.V.; Solomon, S.; Jha, V.; Johansen, K.L.; Lopes, R.D.; Macdougall, I.C.; Obrador, G.T.; Waikar,
S.S.; et al. Daprodustat for the Treatment of Anemia in Patients Not Undergoing Dialysis. N. Engl. ]. Med. 2021, 385, 2313-2324.
[CrossRef]

Barratt, J.; Andric, B.; Tataradze, A.; Schomig, M.; Reusch, M.; Valluri, U.; Mariat, C. Roxadustat for the treatment of anaemia
in chronic kidney disease patients not on dialysis: A Phase 3, randomized, open-label, active-controlled study (DOLOMITES).
Nephrol. Dial. Transpl. 2021, 36, 1616-1628. [CrossRef]

Fishbane, S.; El-Shahawy, M.A.; Pecoits-Filho, R.; Van, B.P.; Houser, M.T.; Frison, L.; Little, D.].; Guzman, N.J.; Pergola, P.E.
Roxadustat for Treating Anemia in Patients with CKD Not on Dialysis: Results from a Randomized Phase 3 Study. J. Am. Soc.
Nephrol. 2021, 32, 737-755. [CrossRef]

Eckardt, K.U.; Agarwal, R.; Aswad, A.; Awad, A.; Block, G.A.; Bacci, M.R,; Farag, YM.K; Fishbane, S.; Hubert, H.; Jardine,
A.; et al. Safety and Efficacy of Vadadustat for Anemia in Patients Undergoing Dialysis. N. Engl. J. Med. 2021, 384, 1601-1612.
[CrossRef]

Shutov, E.; Sulowicz, W.; Esposito, C.; Tataradze, A.; Andric, B.; Reusch, M.; Valluri, U.; Dimkovic, N. Roxadustat for the treatment
of anemia in chronic kidney disease patients not on dialysis: A Phase 3, randomized, double-blind, placebo-controlled study
(ALPS). Nephrol. Dial. Transpl. 2021, 36, 1629-1639. [CrossRef]

Nangaku, M.; Kondo, K.; Ueta, K.; Kokado, Y.; Kaneko, G.; Matsuda, H.; Kawaguchi, Y.; Komatsu, Y. Efficacy and safety of
vadadustat compared with darbepoetin alfa in Japanese anemic patients on hemodialysis: A Phase 3, multicenter, randomized,
double-blind study. Nephrol. Dial. Transpl. 2021, 36, 1731-1741. [CrossRef]

Akizawa, T.; Nangaku, M.; Yonekawa, T.; Okuda, N.; Kawamatsu, S.; Onoue, T.; Endo, Y.; Hara, K.; Cobitz, A.R. Efficacy and
Safety of Daprodustat Compared with Darbepoetin Alfa in Japanese Hemodialysis Patients with Anemia: A Randomized,
Double-Blind, Phase 3 Trial. Clin. . Am. Soc. Nephrol. 2020, 15, 1155-1165. [CrossRef]

Akizawa, T.; Iwasaki, M.; Yamaguchi, Y.; Majikawa, Y.; Reusch, M. Phase 3, Randomized, Double-Blind, Active-Comparator
(Darbepoetin Alfa) Study of Oral Roxadustat in CKD Patients with Anemia on Hemodialysis in Japan. J. Am. Soc. Nephrol. 2020,
31, 1628-1639. [CrossRef]


https://doi.org/10.1016/j.kisu.2020.12.002
https://www.ncbi.nlm.nih.gov/pubmed/33777492
https://doi.org/10.1001/jamainternmed.2022.0605
https://doi.org/10.1681/ASN.2020111638
https://www.ncbi.nlm.nih.gov/pubmed/35361724
https://doi.org/10.2215/CJN.00550122
https://doi.org/10.1056/NEJMoa2113380
https://doi.org/10.1093/ndt/gfab191
https://doi.org/10.1681/ASN.2020081150
https://doi.org/10.1056/NEJMoa2025956
https://doi.org/10.1093/ndt/gfab057
https://doi.org/10.1093/ndt/gfab055
https://doi.org/10.2215/CJN.16011219
https://doi.org/10.1681/ASN.2019060623

Int. . Mol. Sci. 2023, 24, 12752 13 of 14

13.

14.
15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.
39.

40.

Chen, N.; Hao, C.; Liu, B.C,; Lin, H.; Wang, C.; Xing, C.; Liang, X,; Jiang, G.; Liu, Z.; Li, X,; et al. Roxadustat Treatment for Anemia
in Patients Undergoing Long-Term Dialysis. N. Engl. |. Med. 2019, 381, 1011-1022. [CrossRef]

Semenza, G.L. Oxygen sensing, homeostasis, and disease. N. Engl. . Med. 2011, 365, 537-547. [CrossRef] [PubMed]

Wang, G.L.; Semenza, G.L. General involvement of hypoxia-inducible factor 1 in transcriptional response to hypoxia. Proc. Natl.
Acad. Sci. USA 1993, 90, 4304-4308. [CrossRef]

Maxwell, PH.; Pugh, C.W.; Ratcliffe, P.J. Inducible operation of the erythropoietin 3" enhancer in multiple cell lines: Evidence for
a widespread oxygen-sensing mechanism. Proc. Natl. Acad. Sci. USA 1993, 90, 2423-2427. [CrossRef] [PubMed]

Firth, ].D.; Ebert, B.L.; Pugh, C.W.,; Ratcliffe, PJ. Oxygen-regulated control elements in the phosphoglycerate kinase 1 and lactate
dehydrogenase A genes: Similarities with the erythropoietin 3" enhancer. Proc. Natl. Acad. Sci. USA 1994, 91, 6496-6500.
[CrossRef] [PubMed]

Levy, A.P; Levy, N.S.; Wegner, S.; Goldberg, M.A. Transcriptional regulation of the rat vascular endothelial growth factor gene by
hypoxia. J. Biol. Chem. 1995, 270, 13333-13340. [CrossRef]

Watanabe, K.; Sato, E.; Mishima, E.; Miyazaki, M.; Tanaka, T. What’s New in the Molecular Mechanisms of Diabetic Kidney
Disease: Recent Advances. Int. J. Mol. Sci. 2022, 24, 570. [CrossRef]

Kiani, A.K.; Paolacci, S.; Calogero, A.E.; Cannarella, R.; Di Renzo, G.C.; Gerli, S.; Della Morte, C.; Busetto, G.M.; De Berardinis,
E.; Del Giudice, F,; et al. From Myo-inositol to D-chiro-inositol molecular pathways. Eur. Rev. Med. Pharmacol. Sci. 2021, 25,
2390-2402.

Li, S.A.; Jiang, W.D.; Feng, L.; Liu, Y.; Wu, P; Jiang, J.; Kuang, S.Y.; Tang, L.; Tang, W.N.; Zhang, Y.A.; et al. Dietary myo-inositol
deficiency decreased intestinal immune function related to NF-kappaB and TOR signaling in the intestine of young grass carp
(Ctenopharyngodon idella). Fish Shellfish Immunol. 2018, 76, 333-346. [CrossRef] [PubMed]

Bizzarri, M.; Fuso, A.; Dinicola, S.; Cucina, A.; Bevilacqua, A. Pharmacodynamics and pharmacokinetics of inositol(s) in health
and disease. Expert Opin. Drug Metab. Toxicol. 2016, 12, 1181-1196. [CrossRef] [PubMed]

Lee, S.A.; Nagalakshmi, D.; Raju, M.; Rama Rao, S.V.; Bedford, M.R. Effect of phytase superdosing, myo-inositol and available
phosphorus concentrations on performance and bone mineralisation in broilers. Anim. Nutr. 2017, 3, 247-251. [CrossRef]
Farhadi, D.; Karimi, A.; Sadeghi, G.; Rostamzadeh, ].; Bedford, M.R. Effects of a high dose of microbial phytase and myo-inositol
supplementation on growth performance, tibia mineralization, nutrient digestibility, litter moisture content, and foot problems in
broiler chickens fed phosphorus-deficient diets. Poult. Sci. 2017, 96, 3664-3675. [CrossRef]

Di Daniel, E.; Kew, J.N.; Maycox, P.R. Investigation of the H*-myo-inositol transporter (HMIT) as a neuronal regulator of
phosphoinositide signalling. Biochem. Soc. Trans. 2009, 37 Pt 5, 1139-1143. [CrossRef]

Kanehisa, M.; Sato, Y.; Furumichi, M.; Morishima, K.; Tanabe, M. New approach for understanding genome variations in KEGG.
Nucleic Acids Res. 2019, 47, D590-D595. [CrossRef]

Di Daniel, E.; Mok, M.H.; Mead, E.; Mutinelli, C.; Zambello, E.; Caberlotto, L.L.; Pell, T.].; Langmead, C.J.; Shah, A.J.; Duddy, G.;
et al. Evaluation of expression and function of the H+/myo-inositol transporter HMIT. BMC Cell Biol. 2009, 10, 54. [CrossRef]
Posor, Y.; Jang, W.; Haucke, V. Phosphoinositides as membrane organizers. Nat. Rev. Mol. Cell Biol. 2022, 23, 797-816. [CrossRef]
[PubMed]

Bilanges, B.; Posor, Y.; Vanhaesebroeck, B. PI3K isoforms in cell signalling and vesicle trafficking. Nat. Rev. Mol. Cell Biol. 2019, 20,
515-534. [CrossRef]

Goncalves, M.D.; Hopkins, B.D.; Cantley, L.C. Phosphatidylinositol 3-Kinase, Growth Disorders, and Cancer. N. Engl. ]. Med.
2018, 379, 2052-2062. [CrossRef]

Li, C; Chen, N.; Zhang, X,; Shahzad, K.; Qi, R.;; Zhang, Z.; Lu, Z,; Lu, Y.; Yu, X.; Zafar, M.H; et al. Mixed silage with Chinese
cabbage waste enhances antioxidant ability by increasing ascorbate and aldarate metabolism through rumen Prevotellaceae
UCG-004 in Hu sheep. Front. Microbiol. 2022, 13, 978940. [CrossRef] [PubMed]

Chatree, S.; Thongmaen, N.; Tantivejkul, K.; Sitticharoon, C.; Vucenik, I. Role of Inositols and Inositol Phosphates in Energy
Metabolism. Molecules 2020, 25, 5079. [CrossRef] [PubMed]

Spoto, B.; Pisano, A.; Zoccali, C. Insulin resistance in chronic kidney disease: A systematic review. Am. J. Physiol. Renal Physiol.
2016, 311, F1087-F1108. [CrossRef] [PubMed]

Navaneethan, S.D.; Kirwan, ].P.; Remer, E.M.; Schneider, E.; Addeman, B.; Arrigain, S.; Horwitz, E.; Fink, J.C.; Lash, ].P.; McKenzie,
C.A,; et al. Adiposity, Physical Function, and Their Associations With Insulin Resistance, Inflammation, and Adipokines in CKD.
Am. ]. Kidney Dis. 2021, 77, 44-55. [CrossRef]

Leyking, S.; Fliser, D. Insulin resistance in CKD. Clin. ]. Am. Soc. Nephrol. 2014, 9, 638—-640. [CrossRef] [PubMed]

Faul, F; Erdfelder, E.; Lang, A.G.; Buchner, A. G*Power 3: A flexible statistical power analysis program for the social, behavioral,
and biomedical sciences. Behav. Res. Methods 2007, 39, 175-191.

Faul, F; Erdfelder, E.; Buchner, A.; Lang, A.G. Statistical power analyses using G*Power 3.1: Tests for correlation and regression
analyses. Behav. Res. Methods 2009, 41, 1149-1160.

In, J. Introduction of a pilot study. Korean J. Anesthesiol. 2017, 70, 601-605. [CrossRef]

Lancaster, G.A.; Dodd, S.; Williamson, PR. Design and analysis of pilot studies: Recommendations for good practice. J. Eval. Clin.
Pract. 2004, 10, 307-312.

Sugahara, M.; Tanaka, T.; Nangaku, M. Future perspectives of anemia management in chronic kidney disease using hypoxia-
inducible factor-prolyl hydroxylase inhibitors. Pharmacol. Ther. 2022, 239, 108272. [CrossRef]


https://doi.org/10.1056/NEJMoa1901713
https://doi.org/10.1056/NEJMra1011165
https://www.ncbi.nlm.nih.gov/pubmed/21830968
https://doi.org/10.1073/pnas.90.9.4304
https://doi.org/10.1073/pnas.90.6.2423
https://www.ncbi.nlm.nih.gov/pubmed/8460154
https://doi.org/10.1073/pnas.91.14.6496
https://www.ncbi.nlm.nih.gov/pubmed/8022811
https://doi.org/10.1074/jbc.270.22.13333
https://doi.org/10.3390/ijms24010570
https://doi.org/10.1016/j.fsi.2018.03.017
https://www.ncbi.nlm.nih.gov/pubmed/29544771
https://doi.org/10.1080/17425255.2016.1206887
https://www.ncbi.nlm.nih.gov/pubmed/27351907
https://doi.org/10.1016/j.aninu.2017.07.002
https://doi.org/10.3382/ps/pex186
https://doi.org/10.1042/BST0371139
https://doi.org/10.1093/nar/gky962
https://doi.org/10.1186/1471-2121-10-54
https://doi.org/10.1038/s41580-022-00490-x
https://www.ncbi.nlm.nih.gov/pubmed/35589852
https://doi.org/10.1038/s41580-019-0129-z
https://doi.org/10.1056/NEJMra1704560
https://doi.org/10.3389/fmicb.2022.978940
https://www.ncbi.nlm.nih.gov/pubmed/36090065
https://doi.org/10.3390/molecules25215079
https://www.ncbi.nlm.nih.gov/pubmed/33139672
https://doi.org/10.1152/ajprenal.00340.2016
https://www.ncbi.nlm.nih.gov/pubmed/27707707
https://doi.org/10.1053/j.ajkd.2020.05.028
https://doi.org/10.2215/CJN.01290214
https://www.ncbi.nlm.nih.gov/pubmed/24677558
https://doi.org/10.4097/kjae.2017.70.6.601
https://doi.org/10.1016/j.pharmthera.2022.108272

Int. . Mol. Sci. 2023, 24, 12752 14 of 14

41.

42.

43.

44.

45.

46.

47.

48.

Singh, A.K.; Carroll, K.; Perkovic, V.; Solomon, S.; Jha, V.; Johansen, K.L.; Lopes, R.D.; Macdougall, I.C.; Obrador, G.T.; Waikar,
S.S.; et al. Daprodustat for the Treatment of Anemia in Patients Undergoing Dialysis. N. Engl. J. Med. 2021, 385, 2325-2335.
[CrossRef] [PubMed]

Nangaku, M.; Hamano, T.; Akizawa, T.; Tsubakihara, Y.; Nagai, R.; Okuda, N.; Kurata, K.; Nagakubo, T.; Jones, N.P,; Endo, Y.;
et al. Daprodustat Compared with Epoetin Beta Pegol for Anemia in Japanese Patients Not on Dialysis: A 52-Week Randomized
Open-Label Phase 3 Trial. Am. J. Nephrol. 2021, 52, 26-35. [CrossRef] [PubMed]

Kumakura, S.; Sato, E.; Sekimoto, A.; Hashizume, Y.; Yamakage, S.; Miyazaki, M.; Ito, S.; Harigae, H.; Takahashi, N. Nicotinamide
Attenuates the Progression of Renal Failure in a Mouse Model of Adenine-Induced Chronic Kidney Disease. Toxins 2021, 13, 50.
[CrossRef]

Nishiumi, S.; Kobayashi, T.; Kawana, S.; Unno, Y.; Sakai, T.; Okamoto, K.; Yamada, Y.; Sudo, K.; Yamaji, T.; Saito, Y.; et al. Investi-
gations in the possibility of early detection of colorectal cancer by gas chromatography/triple-quadrupole mass spectrometry.
Oncotarget 2017, 8, 17115-17126. [CrossRef] [PubMed]

Nishiumi, S.; Kobayashi, T.; Ikeda, A.; Yoshie, T.; Kibi, M.; Izumi, Y.; Okuno, T.; Hayashi, N.; Kawano, S.; Takenawa, T.; et al. A
novel serum metabolomics-based diagnostic approach for colorectal cancer. PLoS ONE 2012, 7, 40459. [CrossRef]

Bae, J.E.; Min, D.; Choi, ].Y.; Choi, H.; Kim, J.B.; Park, N.Y.; Jo, D.S.; Kim, Y.H.; Na, HW.; Kim, Y.J.; et al. Primary Ciliogenesis by
2-Isopropylmalic Acid Prevents PM2.5-Induced Inflammatory Response and MMP-1 Activation in Human Dermal Fibroblasts
and a 3-D-Skin Model. Int. J. Mol. Sci. 2021, 22, 10941. [CrossRef]

Malla, M.A.; Dubey, A.; Kori, RK.; Sharma, V.; Kumar, A.; Yadav, S.; Kumari, S. GC-MS based untargeted metabolomics reveals
the metabolic response of earthworm (Eudrilus eugeniae) after chronic combinatorial exposure to three different pesticides. Sci.
Rep. 2023, 13, 8583. [CrossRef]

Kanani, H.; Chrysanthopoulos, PX.; Klapa, M.I. Standardizing GC-MS metabolomics. J. Chromatogr. B Anal. Technol. Biomed. Life
Sci. 2008, 871, 191-201. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1056/NEJMoa2113379
https://www.ncbi.nlm.nih.gov/pubmed/34739194
https://doi.org/10.1159/000513103
https://www.ncbi.nlm.nih.gov/pubmed/33561857
https://doi.org/10.3390/toxins13010050
https://doi.org/10.18632/oncotarget.15081
https://www.ncbi.nlm.nih.gov/pubmed/28179577
https://doi.org/10.1371/journal.pone.0040459
https://doi.org/10.3390/ijms222010941
https://doi.org/10.1038/s41598-023-35225-1
https://doi.org/10.1016/j.jchromb.2008.04.049

	Introduction 
	Results 
	Patient Disposition and Characteristics 
	Changes in Parameters Following Switching from an ESA to an HIF-PHI 
	Overall Metabolomic Analysis of Serum Samples 
	Specific Compounds Whose Levels Are Potentiated by an HIF-PHI and Are Detected by Comprehensive Metabolomic Analysis 

	Discussion 
	Materials and Methods 
	Study Design 
	Sample Preparation for GC-MS Measurements 
	GC-MS/MS Measurements 
	Statistical Analysis 

	Conclusions 
	References

