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Purpose: Postoperative cognitive dysfunction (POCD) is a central nervous system complication that occurs after anesthesia,
particularly among the elderly. However, the neurological pathogenesis of postoperative cognitive dysfunction remains unclear. The
aim of this study was to evaluate the effects of sevoflurane exposure on serum metabolites and hippocampal gene expression in elderly
patients and aging mice by metabolomics and transcriptomic analysis and to explore the pathogenesis of sevoflurane induced POCD.
Patients and Methods: Human serum samples from five patients over 60 years old were collected before sevoflurane anesthesia and
1 hour after anesthesia. Besides, mice aged at 12 months (n=6 per group) were anesthetized with sevoflurane for 2 hours or with sham
procedure. Subsequently, serum and hippocampal tissues were harvested for analysis. Further investigation into the relationship
between isatin and neuroinflammation was conducted using BV2 microglial cells.

Results: Sevoflurane anesthesia led to the activation of inflammatory pathways, an increased presence of hippocampal astrocytes and
microglia, and elevated expression of neuroinflammatory cytokines. Comparative analysis identified 12 differential metabolites that
exhibited changes in both human and mouse serum post-sevoflurane anesthesia. Notably, isatin levels were significantly decreased
after anesthesia. Notably, isatin levels significantly decreased after anesthesia, a factor known to stimulate proliferation and proin-
flammatory gene expression in microglia—the pivotal cell type in inflammatory responses.

Conclusion: Sevoflurane-induced alterations in serum metabolites in both elderly patients and aging mice, subsequently contributing
to increased inflammation in the hippocampus.

Keywords: sevoflurane, hippocampus, neuroinflammation, RNA-seq, metabolomics, isatin

Introduction
Postoperative cognitive dysfunction (POCD) is a form of cognitive impairment that occurs after anesthesia during surgery.'
Conditions such as anxiety, confusion, personality changes, and memory problems are commonly seen in elderly patients and
can last for months to years.! Approximately 40% of patients over 60 years of age hospitalized for surgery show symptoms of
POCD, and 12% of patients last for over three months.” These findings suggest that understanding anesthesia and periopera-
tive care is important for elderly patients to improve their quality of life and reduce additional burden.

Sevoflurane is one of the most frequently used volatile anesthetics for rapid induction and maintenance of general
anesthesia in surgical patients. However, evidence suggests that exposure of humans and animals to sevoflurane-based
anesthetics, particularly with repeated exposure, can lead to neuropathological changes in the brain and long-term
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cognitive impairment.® Studies have shown that inhaled anesthetics can potentially trigger POCD.*> However, the
neurotoxic effects of sevoflurane remain unclear. Therefore, exploring the pathogenesis and mechanisms of POCD
induced by inhalation anesthesia with sevoflurane and identifying effective targets to inhibit neurotoxicity and cognitive
dysfunction are helpful in improving the postoperative patients’ quality of life.

Metabolomics, focusing on the global profiling of metabolites in biofluids like serum and urine, is widely recognized as the
closest reflection of the phenotype.®’ Metabolomics, in combination with RNA-seq to reveal key metabolites and gene
alterations, provides vital information on changes in the abundance of endogenous metabolites associated with cellular
responses to disease.® Thus, in the present study, via analyzing RNA-seq database of hippocampal tissues from sevoflurane
anesthetized mice and UPLC-MS-based water-soluble metabolomics in serum samples derived from elders and aging mice
anesthetized with sevoflurane, we showed that sevoflurane anesthesia induced neuroinflammation and changes in isatin levels,
which might be responsible for neurocognitive deficits. Overall, our work provides novel POCD biomarkers for clinical
diagnosis and potential intervention targets as well as mechanistic insights into metabolites in the hippocampus.

Materials and Methods
Study Design and Patient Population

Serum samples were collected from patients who underwent gynecological laparoscopic surgery at Changning Maternity and
Infant Health Hospital, Shanghai, China. The study complies with the Declaration of Helsinki and was approved by the Ethics
Committee of Changning Maternity and Infant Health Hospital, Shanghai, China (CNFBLLKT-2021-008). All study subjects
signed informed written consent forms. Participants were eligible if they were aged >60 years and underwent minimally
invasive surgery with a minimum anticipated hospital stay of two days. None of the patients received preoperative drug
therapy, and blood samples were collected before and 1 h after anesthesia. The samples were stored at —80°C before use.

Animals and Sevoflurane Anesthesia

C57BL/6J mice aged at 12-month-old were purchased from the Shanghai Research Center for Model Organisms and kept
in a temperature- and humidity-controlled facility at 22°C at room temperature under a 12-h light/dark cycle with free
access to food. Mice were fasted for 4 hours and anesthetized with 3% sevoflurane for 2 hours. Blood was collected
immediately after mice were anesthetized. Blood samples were centrifuged at 3500g for 10 min 4°C to collect serum.
The serum samples were stored at —80°C before use for metabolomics. During this procedure, mice were placed in
a closed chamber with a heating pad to maintain their body temperature. The control mice were placed in the same
chamber without any treatment. Blood was collected immediately after mice were anesthetized. The study was approved
by Ethics Committee of Animal Experiments of the East China Normal University (m20231205). All the applied
procedures followed the Chinese guidelines for the welfare of the laboratory animals (GB/T 35823-2018).

RNA-Seq and Gene Enrichment Analyses

To investigate the expression profiles of genes involved in sevoflurane-induced neurotoxicity, we obtained public RNA-Seq
data (GSE155770) of hippocampal tissues from postnatal day 7 (PD7) mice from the NCBI GEO (https://www.ncbi.nlm.nih.
gov/geo/). FastQC (v0.11.5) was used to verify the quality of the pretreated data, which were mapped to GRCm38 using STAR

(2.5.3a). The transcripts were assembled using StringTie (v1.3.1c¢), and the differential gene transcript expression between the
control (Con) group and sevoflurane anesthesia (Sevo) group was analyzed using DESeq2 (v1.16.1). The differential threshold
value was p-value <0.05, and fold change >1. All analyses described above were performed using R version 4.2.2.

Untargeted Metabolomics Analysis Using UPLC-Q/TOF-MS

Serum samples were obtained from patients both pre-anesthesia and one-hour post-sevoflurane anesthesia, as well as
mouse serum samples from the control group and the sevoflurane-treated group. Sample preparation was performed as
described previously.”'®

Non-targeted metabolomics were performed using an ultrahigh-performance liquid chromatography system (UPLC; Waters,

Milford, MA, USA) equipped with a quadrupole time-of-flight mass spectrometer (Q/TOF; Waters). Plasma metabolites were
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separated on an Acquity UPLC BEH C18 (2.1 x 50 mm, 1.7 um, Waters) at an optimized column temperature of 40 °C with an
injection volume of 5 puL. Gradient elution was performed using 0.1% aqueous formic acid (A) and acetonitrile: isopropanol (B,
90:10, v/v) at a flowrate of 0.4 mL/min. For the mass spectrum analysis, the acquisition mode was a full scan with fragmentation
under positive and negative polarity. The Q/TOF mass analyzer was operated at 22,000 mass resolution, and scan range of m/z 50—
1500 Da. The comprehensive workflow for the untargeted metabolomic analysis included retention time correction, experimental
design setup, peak picking, normalization, deconvolution, and alignment in QI (version 3.0, Waters Corp., Milford, MA, USA).
The differential metabolites were further imported into MetaboAnalyst (version 5.0) to conduct a Kyoto Encyclopedia of Genes
and Genomes (KEGG) pathway enrichment analysis. Heatmaps and Venn diagrams were obtained from Hiplot (Shanghai,
China). Subsequently, multi-omics analysis was performed utilizing the Joint Pathway Analysis (JPA) module from
MetaboAnalyst 5.0 that enables the combination of transcriptomics and metabolomics data for functional enrichment analysis

and pathway topology analysis.'!

Immunohistochemistry

Mice were deeply anesthetized and perfused with 4% paraformaldehyde. Brain samples were dehydrated with 30% sucrose
overnight and sectioned into 40-um coronal slices using a Leica CM1950 cryostat. The brain slices were rinsed twice in
phosphate-buffered saline (PBS), blocked with goat serum at room temperature for 1 h, and incubated at 4°C overnight with
the following primary antibodies: rabbit anti-GFAP (BOSTER, BA0056, 1:500) and goat anti-IBA1 (Abcam, ab5076, 1:500).
Brain slices were washed three times in PBS and incubated for 2 h with the following secondary antibodies: anti-rabbit-Alexa
Fluor 488 or anti-goat-Alexa Fluor 488. After washing, the sections were mounted using the Hoechst solution. Images were

captured using a Leica confocal microscope and analyzed using the ImageJ software.

Inflammatory Gene Expression Assay

Experimental mice were exposed to or without sevoflurane for 2 h. The mice were sacrificed, and the hippocampus was quickly
removed and frozen in liquid nitrogen. Total RNA was isolated from the hippocampal tissue using RNAiso Plus (Takara, 9108)
following the manufacturer’s instructions. The RNA concentration was determined using a NanoDrop Microvolume
Spectrophotometer and Fluorometer (Thermo Fisher Scientific). For gPCR analysis, 1 pg of total RNA was reverse-transcribed
into cDNA using the PrimeScript TMRT Master Mix (Takara, RRO36A). qPCR analysis was performed using a quantitative real-
time PCR system (Roche, LightCycler 480) with SYBR Green Master Mix (Thermo Fisher Scientific, 4309155). An internal
control using the GAPDH gene for data analysis and cycle threshold (Ct) values were calculated using the 22" method.
Primers:

1I-18-F TGGACCTTCCAGGATGAGGACA

1I-18-R GTTCATCTCGGAGCCTGTAGTG

1l-6-F TACCACTTCACAAGTCGGAGGC

1I-6-R CTGCAAGTGCATCATCGTTGTTC

1I-8-F GGTGATATTCGAGACCATTTACTG

1l-8-R GCCAACAGTAGCCTTCACCCAT

Tnf-a-F GGTGCCTATGTCTCAGCCTCTT

Tnf-a-R GCCATAGAACTGATGAGAGGGAG

Ccl2-F GCTACAAGAGGATCACCAGCAG

Ccl2-R GTCTGGACCCATTCCTTCTTGG

CyclinA1-F GCTACTGAGGATGGAGCATCTG

CyclinA1-R CAGCTTCCAGAAGGCTCAGTTC

CyclinBIl-F AAGGTGCCTGTGTGTGAACC

CyclinBI-R GTCAGCCCCATCATCTGCG

CyclinEl-F GTGGCTCCGACCTTTCAGTC

CyclinEl-R CACAGTCTTGTCAATCTTGGCA
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Cell Viability Assay

The BV2 microglial cell line was purchased from the National Infrastructure of Cell Line Resource (China). BV2
microglial cells were seeded in 96-well plates (1 x 10* cells/well) and treated with 100 ng/mL LPS for 2 h, followed by
incubation with isatin (Aladdin, 5-25 pM) for 24 h. Cells were treated with different concentrations of isatin and
assessed by a tetrazolium salt reduction assay using a cell counting kit-8 (CCKS8) assay. After 24 h of treatment with or
without isatin, CCK8 solution was added to each well in 96-well plates of different groups and incubated at 37°C for 2
h prior to measuring the absorbance value at 450 nm using a microplate reader (BioTek Synergy Neo2).

Cell Proliferation Analysis

The EdU Cell Proliferation Assay Kit (Beyotime, China) was used to measure the cell proliferation. BV2 microglia
cultured with or without 25uM isatin were incubated in fresh medium containing 50 uM 5-ethynyl-20-deoxyuridine
(EdU) at 37°C for 2 h. After rinsing with PBS, cells were fixed in 4% paraformaldehyde for 15 min and treated with
0.5% Triton X-100 for 10 min. Hoechst 3342 was used to stain the nuclei for 10 min. Finally, the number of EdU-positive
BV2 cells was counted.

Statistical Analysis

All data are presented as mean + SEM. Data analysis was performed using GraphPad Prism 9. Data normality test was
performed using the Shapiro—Wilk normality test. A two-tailed #-test was performed to identify the differences between
the two groups. One-way ANOVA was used to test the homogeneity of variance between groups. p-value <0.05.

Results

Sevoflurane Induced Inflammatory Gene Programs in Hippocampus

To investigate the differential gene expression profiles caused by sevoflurane treatment, we analyzed public RNA-Seq
data of the mouse hippocampus (GSE155770). The PCA score plot revealed a distinct separation between the expression
profiles of sevoflurane and control groups (Figure 1A). The volcano plot and heatmap revealed 207 upregulated and 117
downregulated mRNAs (fold change>2, p < 0.05; heatmap only showed the top 50 genes) among the 18,855 detected
mRNAs following sevoflurane exposure in mice (Figure 1B and C, Supplementary Table 1). Notably, the expressions of

Nppb (natriuretic peptide type B) and Itk (T cell kinase) were among the top increased genes in the hippocampus of
sevoflurane treated mice, which have been previously suggested to be involved in nervous system activities and
disorders.'>'* Ttk signaling is critical for regulating the differentiation and function of CD4" T cells and facilitating
CD4" T cell migration to the central nervous system to promote neuroinflammation.'* Meanwhile, it has been reported
that lesional and non-lesional IL-31 transgenic mice also exhibit increased Nppb transcripts in the DRGs and skin.'?
These results suggest that sevoflurane exposure promotes neuroinflammation.

KEGG pathway analysis uncovered notable enrichment in starch and sucrose metabolism, carbohydrate digestion and
absorption, IL-17 signaling pathway, TNF-a signaling pathway, and chemokine signaling pathway following sevoflurane
treatment (Figure 1D), which is consistent with previous reports showing the secretion of inflammatory and oxidative
stress mediators are associated with neurological diseases such as multiple sclerosis (MS),'> chronic itch'® and experi-
mental autoimmune encephalomyelitis (EAE).'”'® Microglial activation-mediated neuroinflammation plays an important
role in neurodegenerative disease progression. Glycolysis is involved in microglial activation and inhibition of glycolysis
ameliorates microglial activation-related neuroinflammatory diseases.'” In addition, renin secretion, Wnt signaling
pathway, sphingolipid signaling pathway, and cAMP signaling pathway were reduced in the sevoflurane group compared
with the control group (Figure 1E), suggesting a decline in neuron functionality.

Gene Ontology Analysis Explored the Regulatory Mechanism of Sevoflurane Induced

Inflammation in Hippocampus
The major Gene Ontology (GO) functional terms of the differential expression genes (DEGs), including biological process (BP),
molecular function (MF), and cellular component (CC) ontologies, are illustrated in Figure 2. The GO enrichment analysis of
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Figure | Transcriptome analysis of hippocampal tissues in the sevoflurane anesthetized (Sevo) vs control groups (Con) of mice.

Notes: (A) PCA score plot revealed a distinct separation between expression profiles in sevoflurane and control groups. (B) Top 50 altered genes in heatmap from
hippocampal tissues in the Sevo group compared with the Con group. (C) Volcano plot showing differentially expressed genes (up- and downregulated) from hippocampal
tissues in the Sevo group compared with the Con group. The red dots represent the upregulated genes, and the blue dots represent the downregulated genes. (D) KEGG
analysis assessing the pathways associated with the upregulated gene sets. (E) KEGG analysis assessing the pathways associated with the downregulated gene sets.

biological processes suggested that the meiotic cell cycle process and positive regulation of the DNA binding process were
upregulated (Figure 2A), while cellular metal ion homeostasis, cellular cation homeostasis, and divalent metal ion transport were
downregulated (Figure 2B), indicating multiple-disease conditions, such as ischemic brain injury, multiple sclerosis,
Alzheimer’s disease, and drug addiction.”® Indeed, the disruption of intracellular ion homeostasis is common mechanism of
oxidative stress damage induced cell death.?' GO-MF and GO-CC analyses indicated that the DEGs were significantly enriched
with respect to ion channels and transmembrane transporters (Figure 2C and E). In addition, transcription and secretory vesicles
were reduced (Figure 2D and F), suggesting that anesthesia might induce disruption of de novo gene transcription and synthesis
of proteins involved in neural plasticity. This is in consistent with previous findings that prolonged exposure to sevoflurane leads
to cognitive deficiency and disproportion of excitatory/inhibitory synapses during brain development.”*

Sevoflurane Induced Neuroinflammatory Activation in Hippocampus

Considering that inflammatory and oxidative responses were increased in sevoflurane-treated mice in RNA-seq analysis, we next
investigated /ba!" microglia and GFAP-enriched astrocytes by immunofluorescence, which are closely linked to brain injury and
inflammatory responses.”* After 2 hours of sevoflurane exposure, the fluorescence intensity of GFAP in the hippocampus
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Figure 2 GO analysis of hippocampal tissues in the Sevo group compared with the Con group.
Notes: (A and B) GO analysis of the biological process of upregulated (A) and downregulated (B) differential genes. (C and D) GO analysis of the molecular function of
upregulated (C) and downregulated (D) differential genes. (E and F) GO analysis of the cell component of upregulated (E) and downregulated (F) differential genes.

significantly increased (Figure 3A—C), suggesting a strong effect of sevoflurane exposure on promoting astrocyte accumulation
in the hippocampus. We also found that the percentage of /hal” microglia was significantly higher in the hippocampus
(Figure 3D-F) after 2 hours of sevoflurane exposure compared to control mice. Transcription analysis of inflammatory genes
in the hippocampi of mice showed that the expression of //-1f, 1I-6, II-8 and Tnf-a was significantly augmented after sevoflurane
exposure (Figure 3G-J), suggesting that postoperative sevoflurane anesthesia induced inflammatory gene expression in the
hippocampal tissue.

Significant Metabolic Change Induced by Sevoflurane Anesthesia in Human and Mouse

Serum
Serum metabolites represent systematic alterations in metabolism. RNA-seq analysis suggested that metabolism was
altered in the hippocampus of mice treated with sevoflurane. Thus, we further examined metabolites using metabolomics
in the serum of both mice and humans before and after sevoflurane anesthesia. In the mouse serum, 341 metabolites were
differentially expressed between the control and sevoflurane groups. Among them, a total of 82 metabolites were
increased and 259 metabolites were decreased in sevoflurane treated group (Figure 4A). The top 10 upregulated or
downregulated pathways with the highest enrichment ratios are shown in Figure 4B. The top upregulated pathways
included steroid hormone biosynthesis, butanoate metabolism, and tryptophan metabolism, whereas the downregulated
pathways included arginine and proline metabolism, aminoacyl-tRNA biosynthesis, and tryptophan metabolism.
Notably, for clinical purposes, we collected human serum from patients aged over 60-year-old under surgery before
and immediately after sevoflurane anesthesia. In total, 114 metabolites were differentially expressed. Compared with pre-
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Figure 3 Sevoflurane anesthesia induce neuroinflammation of hippocampus.

Notes: (A-F) Hippocampal sections of the mice were immunostained for GFAP (A and B) and IBAI| (D-E). Immunofluorescence detection of the astrocytic marker GFAP
protein and of the microglial marker IBAI in the rat hippocampus (40um) from mice sevoflurane either anesthesia or not for 2 hours. (C, F) The image is displayed at 200x
the original magnification and was used for the quantification of hippocampal astrocyte and microglia numbers. The mean numbers of hippocampal astrocytes and microglia
were quantified in the regions displayed on the right. (G-J) Time course of the induction of MRNA expression of inflammatory mediators, including ll6, 118, Ill  and Tnfo: in
the hippocampi of from mice sevoflurane either anesthesia or not for 2 hours. All mMRNA species were quantified relative to the expression of the housekeeping gene GAPDH
and are presented as fold changes relative to controls. All displayed values are reported as the mean + SEM. *p < 0.05; **p < 0.01; **p < 0.00| vs control group. n=6 per
group.

anesthesia, a total of 58 metabolites were significantly increased, while 56 metabolites were decreased after anesthesia
(Figure 4C). KEGG pathway enrichment analysis revealed that the upregulated differentially expressed metabolites were
enriched for nicotinate and nicotinamide metabolism, porphyrin and chlorophyll metabolism, and arginine biosynthesis.
The downregulated differential metabolites were enriched in multiple amino acid and nucleotide metabolism pathways,
including pyrimidine metabolism; glycine, serine, and threonine metabolism; and cysteine and methionine metabolism
(Figure 4D).

Comparison of Metabolic Change Identified in Human and Mouse Serum

To further understand the key metabolic pathways and metabolites caused by sevoflurane anesthesia, we constructed
a Venn diagram and found that four KEGG pathways were consistently altered in human and mouse serum, including
tyrosine metabolism, glycine, serine, and threonine metabolism, cysteine and methionine metabolism, and tryptophan
metabolism (Figure 5A and B). We further performed multi-omics analysis using the Joint Pathway Analysis (JPA)
module from MetaboAnalyst 5.0, which can combine transcriptomic and metabolomics data for functional enrichment
analysis and pathway topology analysis.'' According to combined enrichment and network topology metrics, the top
metabolic pathways were Cysteine and methionine metabolism and Tyrosine metabolism (Figure 5C), which were
consistent with overlapping KEGG pathways in human and mouse serum (Figure 5B). In addition, detailed analysis of
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the metabolites revealed that hydroxystearic acid was significantly increased and maleylacetoacetic acid, isatin, cysteine-
S-sulfate, and 3-O-methyldopa were significantly decreased after anesthesia (Figure SD-F).

Isatin Inhibits Neuroinflammation and Microglia Proliferation
Of note, we noticed that a downregulated metabolite, isatin, which was substantially consistent with the secondary

fragments of the standard substance (Supplementary Figure 1), exhibited neuroprotective effects in different experimental
25,26

models of neurodegeneration by enhancing cellular antioxidant, anti-inflammatory, and detoxification mechanisms.

Thus, we explored whether isatin influences the biological function of microglial cells, considering that microglia are
resident macrophages in the brain and sensitive to pathogens or damages by promoting the secretion of molecular signals
to trigger reactive astrocytes.”’ To determine the potential cytotoxicity of isatin, we analyzed its dose-dependent effects
on the survival of BV2 microglial cells. The results demonstrated that isatin was not cytotoxic to BV2 microglial cells at
the tested concentrations (Figure 6A). To further explore the effects of isatin on microglia, we cultured BV2 microglial
cells in the presence of LPS, the most widely used inflammatory model, with or without isatin. Our data showed that
isatin significantly suppressed mRNA expression of Tnf-a, [I-1§, 1I-6, and Ccl2 in LPS-stimulated BV2 cells
(Figure 6B-E).

In addition, as shown in Figure 3F, we found that microglial numbers were significantly increased in the hippocampus
after sevoflurane exposure. Consequently, we investigated whether isatin inhibits microglial proliferation. Indeed, the
expression of cyclins Al, B1, and E1 in the isatin group was significantly suppressed compared with that in the control
group (Figure 6F). EAU staining also indicated that isatin inhibited BV2 microglial proliferation (Figure 6G and H).
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Figure 5 The overlaps of differential metabolites between mouse and human serum.

Notes: (A) Venn diagram depicting Intersection KEGG pathways. (B) Kyoto Encyclopedia of Genes and Genomes analysis assessing the overlapping pathways between
human and mouse serum. (C) JPA module conducts multi-omics analysis on transcriptomic and metabolomic data. Y-axis, enrichment significance; X-axis, pathway impact for
network topology. (D) Venn diagram depicting the number of unique and overlapping metabolites. (E) Volcano plot showing different metabolites (up- and downregulated)
from hippocampal tissues in the Sevo group compared with the Con group. The red dots represent the upregulated metabolites, and the blue dots represent the
downregulated metabolites. (F) Diagrams depict the fold change of overlapping metabolites.

These data suggested that isatin suppressed the proliferation and inflammatory properties of microglial cells. The
reduction in isatin levels after sevoflurane anesthesia may lead to neuroinflammation in the hippocampus.

Discussion

POCD is a central nervous system complication that occurs after anesthesia. Neuroinflammation caused by general
anesthesia is an important factor in the pathogenesis of POCD.*® The exacerbation of neuroinflammation produces
deleterious outcomes, such as delirium and accelerated disease progression, merits careful investigation in humans.

Sevoflurane, a commonly used alkane inhalation anesthetic, induces hippocampal neuronal inflammation and apoptosis in
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Notes: (A) Statistical histograms showed the BV2 cell viability after treatment with 100ng/mL LPS and different concentrations of isatin. mRNA levels of inflammatory
factors Tnf-a (B), II-15 (C), Il-6 (D), and Ccl2 (E) and proliferative factors (F) in BV2 cell treated either vehicle or isatin (25 pM) (G) Representative EdU staining image of
BV2 cells 24 h after vehicle or isatin treatment. (H) Histogram indicating the number of proliferating cells in the control or isatin groups. Data was shown as mean * SEM.
*p < 0.05; *p < 0.0l vs control group. n=6 per group.

older rats, leading to cognitive dysfunction.”’ However, the underlying mechanisms remain unclear. In the present study,
we found that sevoflurane caused changes in serum metabolites in both aged humans and mice, potentially leading to
increased microglia and astrocytes, as well as acute inflammation in the hippocampus.

Neuroinflammation is vital for pathological dysfunction of the neuronal system. The interplay between microglia and
astrocytes significantly influences neuroinflammation. It has been previously shown that neuroinflammation and ischemia
induced microglia activation and then reactive astrocytes in central nervous system (CNS).2”*° Microglial cells are
resident immune effector cells of the CNS and play critical roles for inflammation-associated neurotoxicity.’ Here, we
identified that astrocytes and microglia were significantly increased, accompanied with high expressions of pro-
inflammatory factors after sevoflurane exposure, suggesting that sevoflurane anesthesia induces hippocampal neuroin-
flammation. Interestingly, KEGG pathway analysis enriched not only inflammatory pathways but also starch and sucrose
metabolism pathways, emphasizing the role of glucose metabolism in regulating brain injury after sevoflurane exposure.
Glucose metabolism is actively implicated in microglia activation-mediated inflammatory responses, consistent with
previous reports that inflammatory activation of microglial cells and astrocytes is often accompanied by a metabolic
switch from oxidative phosphorylation to aerobic glycolysis.'”** Recruitment and activation of astrocytes and microglia
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require the complex spatio-temporal communication between neurons and glia, as well as between glial cells. How glia
participate in phenotypic switches and influence surrounding glial cells and neurons requires further investigation.

Next, we investigated changes in serum metabolites before and after sevoflurane anesthesia, which indicate health
status or chronic disease risk in the subjects. We found that hydroxystearic acid significantly increased, while maleyla-
cetoacetic acid, isatin, cysteine-S-sulfate, and 3-O-methyldopa (3-OMD) significantly decreased after anesthesia.
Hydroxystearic acid has anti-inflammatory effects in mice with high-fat diet-induced diabetes,”® and maleylacetoacetic
acid is the main cause of liver and kidney damage,* both of which may have compensatory effects following sevoflurane
anesthesia. In addition, 3-OMD is a key screening biomarker for Aromatic L-amino acid decarboxylase (AADC)
deficiency,” which is a major metabolite of L-DOP1A. 3-OMD inhibited dopamine transporter and uptake in rat brain
striatal membranes and PC12 cells, and 3-OMD induced cytotoxic effects via oxidative stress and decreased mitochon-
drial membrane potential in PC12 cells, indicating that 3-OMD has the potential to cause damage to neuronal cells.***’
Subsequently, we focused on the effect of isatin, a compound known for its neuroprotective properties, which was
significantly decreased in serum samples after sevoflurane anesthesia.

Isatin (indole-2,3-dione) is ubiquitously present, and its derivatives readily cross the blood—brain barrier.*® Isatin is an
endogenous indole found in both the mammalian brain and peripheral tissues, with elevated levels observed under stress
conditions. It is anxiogenic at lower doses, and sedatives at higher doses.*® It is well known for its diverse biological
activities, including antitumor, antibacterial, antifungal, antiparasitic, antiviral, antioxidant and anti-inflammatory
properties,*® our study revealed that isatin treatment suppressed the expression of proinflammatory factors in microglia
following LPS induction. We speculate that isatin may affect the phenotypic transformation of microglia. Interestingly,
we found that isatin inhibits microglial proliferation, indicating that isatin may affect physiological glial cell function by
altering the hippocampal inflammatory environment. The potential impact of isatin on POCD demands future investiga-
tion. In conclusion, our study showed that sevoflurane anesthesia affected peripheral serum metabolomic profiles,
contributing to neuroinflammation. These findings may provide more insightful clues on anesthesia-induced POCD.
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