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Abstract
Background  Kaixin Jieyu Granule (KJG), an improved formula of Kai-xin-san and Si-ni-san, is a highly effective 
formula with demonstrated efficacy in preventing depression in previous studies. However, the underlying molecular 
mechanisms of KJG’s antidepressant effects on inflammatory molecules remain unclear. This study aimed to explore 
the therapeutic effects of KJG on depression using network pharmacology and experimental validation.

Methods  We employed a multi-faceted approach, combining high-performance liquid chromatography (HPLC), 
network pharmacology, and molecular docking, to unravel the underlying mechanisms of KJG’s anti-depressant 
effects. To confirm our findings, we conducted at least two independent in vivo experiments on mice, utilizing both 
the chronic unpredictable mild stress (CUMS)-induced and lipopolysaccharide (LPS)-induced models. Furthermore, 
the results of in vivo experiments were verified by in vitro assays. Behavioral tests were utilized to evaluate depression-
like behaviors, while Nissl staining was used to assess morphological changes in the hippocampus. Pro-inflammatory 
cytokines and pathway-related protein expressions were determined using a combination of immunofluorescence 
staining, enzyme-linked immunosorbent assay (ELISA), and Western Blotting (WB).

Results  Our network-based approaches indicated that ginsenoside Rg1 (GRg1) and saikosaponin d (Ssd) are the 
major constituents of KJG that exert an anti-depressant effect by regulating TLR4, PI3K, AKT1, and FOXO1 targets 
through the toll-like receptor, PI3K/AKT, and FoxO pathways. In vivo, KJG can attenuate depression-like behaviors, 
protect hippocampal neuronal cells, and reduce the production of pro-inflammatory mediators (TNF-α, IL-6, and 
IL-1β) by repressing TLR4 expression, which was regulated by the inhibition of FOXO1 through nuclear exportation. 
Furthermore, KJG increases the expression levels of PI3K, AKT, p-PI3K, p-AKT, and p-PTEN. Our in vitro assays are 
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Introduction
Depression is a debilitating illness that poses a serious 
threat to human health, affecting an estimated 350  mil-
lion individuals of all ages [1]. The underlying mecha-
nisms linking depression are complex and potentially 
multifactorial, including dysregulation of cytokines, 
neurotransmitters, and hormonal systems [2]. Notably, 
inflammatory processes have been shown to be central 
to the pathogenesis of chronic conditions that may con-
tribute to the onset of depression [3]. Toll-like receptor 
4 (TLR4) is a crucial initiator of inflammatory responses 
that can be activated by lipopolysaccharide (LPS) and is 
involved in regulating stress responses [4, 5]. While stan-
dard antidepressant drugs are limited by side effects and 
a high rate of relapse [6], preclinical studies with tradi-
tional Chinese medicine (TCM) have shown impressive 
anti-depressant efficacy [7]. Network pharmacology has 
provided insight into the molecular mechanisms under-
lying TCM and has revealed multi-indication properties 
beyond its traditional applications [8].

In this context, we explore the therapeutic potential of 
Kaixin Jieyu Granule (KJG), an improved formula based 
on the Kai-xin-san [9, 10] and Si-ni-san [11, 12], for 
treating depression through network pharmacology and 
experimental validation. Animal experiments have dem-
onstrated that Kai-xin-san can elicit an anti-depressant 
effect by stimulating neurogenesis and synaptic func-
tion through the PI3K/AKT pathway [9]. In addition to 
the PI3K/AKT inflammatory cascade, some protein can-
didates associated with susceptibility to stress-induced 
depression have been identified, including PTEN [10], 
FoxO1 [11], and NF-κB [12]. Clinical studies have indi-
cated that Kai-xin-san [13, 14] and Si-ni-san [15, 16] have 
an apparent anti-depressant activity but limited effects 
when used alone. With years of clinical experience in 
treating cerebrovascular diseases, academician Yongyan 
Wang formulated the KJG for depression based on the 
classical prescriptions (Kai-xin-san and Si-ni-san). KJG is 
a combination of six traditional herbal extracts, includ-
ing Renshen (Panax ginseng C.A. Mey), Chaihu (Radix 
Bupleuri), Chishao (Radix Paeoniae Rubra), Fuling 
(Poria Cocos(Schw.) Wolf.), Bajitian (Morindae Officinalis 
Radix), and Gancao (licorice) with the ratio of 3:5:5:5:3:3. 

After many years of clinical practice, our research group 
has confirmed that the effectiveness of KJG can reach 
88.57% in patients with depression [17]. Besides, our 
previous studies [18–20] have suggested that KJG may 
alleviate depression-like behaviors by regulating cerebral 
cortical homeostasis, protecting hippocampal neurons, 
repairing white matter damage, and increasing cerebral 
blood flow supply in different animal stress models of 
depression.

Notably, neuroinflammation is a key factor in the onset 
of depression [21], with characteristic changes of neu-
roinflammation mainly manifested by microglial activa-
tion [22]. In chronic unpredictable mild stress (CUMS), 
microglia can secrete pro-inflammatory cytokines such 
as tumor necrosis factor-α (TNF-α), interleukin-6 (IL-
6), and interleukin-1β (IL-1β), which induce neuroin-
flammation and aggravate depressive behavior [23]. 
Furthermore, numerous literature sources indicate that 
intraperitoneal injection of endotoxin LPS can trigger 
neuroinflammation with depressive-like behavior due 
to the activation of microglial [24]. To investigate the 
molecular events of neuroinflammation as related to 
its induction of depression-like behavior, the combina-
tion of CUMS-induced and LPS-induced mice models 
has been widely used [25]. However, the exact mecha-
nism of depression accounting for inflammation remains 
obscure. Therefore, we need to explore the inflammatory 
mechanisms of KJG against depression and then extend 
its scope of clinical application. The study’s flowchart is 
depicted in Fig. S1.

Materials and methods
Drugs and reagents
Fluoxetine hydrochloride capsule (Flu) was purchased 
from Patheon France and was packaged by Lilly Suzhou 
Pharmaceutical Co., Ltd. Ginsenosides Rg1 (GRg1, 
B21057), and saikosaponin d (Ssd, B20150) were pur-
chased from Yuanye Biotech (Shanghai, China). Lipo-
polysaccharide (LPS: L3129) was purchased from 
Sigma–Aldrich. A small-molecule-specific inhibi-
tor of TLR4 signaling (TAK242, A3850) and PI3K/
AKT inhibitor (LY294002, A8250) were from Apex Bio 
(Houston, Texas). TNF-α, IL-6, and IL-1β ELISA kits 

consistent with our in vivo studies. On the other hand, the above effects can be reversed by applying TAK242 and 
LY294002.

Conclusion  Our findings suggest that KJG can exert anti-depressant effects by regulating neuroinflammation 
through the PI3K/AKT/FOXO1 pathway by suppressing TLR4 activation. The study’s findings reveal novel mechanisms 
underlying the anti-depressant effects of KJG, presenting promising avenues for the development of targeted 
therapeutic approaches for depression.

Keywords  Kaixin Jieyu Granule, Depression, Network pharmacology, Traditional chinese medicine, 
Neuroinflammation
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were purchased from BioProducts MD (Middletown, 
MD, USA). The antibodies to PI3K (ab178846), p-AKT 
(ab192623), AKT (ab179463), p-PTEN (ab76431), 
PTEN (ab170941), p-FOXO1 (ab131339), and FOXO1 
(ab52857) were from Abcam, TLR4 antibody (AF7017) 
was from Affinity Biosciences, the p-PI3K-antibody 
(#4228) was from Cell signaling, the anti-β-actin (sc-
47778) and goat anti-rabbit IgG (sc-516102) were from 
Santa Cruz Biotechnology.

Animals
The animal experiment was conducted on male ICR 
mice (5 weeks, 24 g) from Sibeifu Beijing Biotechnology 
Co. Ltd. (Certificate No. 110324200103168645). These 
mice were individually housed in ventilated cages under 
controlled environmental conditions, including a tem-
perature of 22 ± 3℃, a humidity of 45 ± 5%, and a 12-hour 
light-dark cycle. The experimental protocol adhered to 
the ARRIVE guidelines and was approved by the Eth-
ics Committee of the China Academy of Chinese Medi-
cal Sciences at Guang’anmen Hospital (approval number 
MDL 2021-09-27-03).

Preparation of KJG extract
The six herbs of KJG were purchased from the 
Guangan’men Hospital, China Academy of Chinese 
Medical Sciences, including Renshen (Panax ginseng 
C.A. Mey), Chaihu (Radix Bupleuri), Chishao (Radix 
Paeoniae Rubra), Fuling (Poria Cocos(Schw.) Wolf.), Baji-
tian (Morindae Officinalis Radix), and Gancao (licorice). 
Renshen and Chaihu were extracted by adding 8 times 
70% ethanol 3 times (each extraction period lasted 1.5 
h), then filtered. The dregs were combined with the other 
four crude drugs (Chishao, Fuling, Bajitian, and Gan-
cao), which were added 10 times the amount of water 
(1.3 times more for the first time) and extracted 2 times 
(each extraction period lasted 1.5 h), and then filtered. 
The alcoholic extract was concentrated at 60℃~70℃ 
under reduced pressure to a relative density of 1.08 ~ 1.12 
(40℃~50℃), and the aqueous extract was concentrated 
at 70℃~80℃ under reduced pressure to a relative den-
sity of 1.22 ~ 1.26 (40℃~50℃). The alcoholic and aqueous 
extracts were combined and dried at 60℃ under vacuum 
to obtain dry extracts, which were crushed into a fine 
powder and set aside (Batch number: 20200914, 1000 mg 
extract drug/kg is equivalent to 3510 mg crude drug/kg). 
The constituents of KJG preparation were analyzed by 
HPLC, which was previously reported [19].

Mechanism study of KJG intervention in depression by 
network pharmacology and molecular docking
Identify targets for KJG and depression
The TCMSP (http://ibts.hkbu.edu.hk/LSP/tc) and BAT-
MAN database (https://bionet.ncpsb.org/batman-tcm/) 

were used to identify the chemical components of KJG. 
Afterward, the ingredients which meet the medicinal 
characteristics (OB ≥ 30% and DL ≥ 0.18) were screened 
out, a criterion suggested by the TCMSP database [26]. 
In the BATMAN database, “score ≥ 20” was utilized to 
screen the practical components [27]. Furthermore, the 
corresponding targets of KJG compounds were identified 
through a search of TCMSP and BATMAN databases.

To gain information about potential targets of depres-
sion, we took advantage of a series of public databases, 
including NCBI GEO [28] (accession code: GSE76826, 
GPL17077, 32 samples), GeneCards [29], OMIM [30], 
PharmGKB [31], TTD [32], and DrugBank (v3.0) [33], 
which high-throughput gene profiles and clinical data 
have been deposited by research institutes worldwide. 
After removing duplicate targets, the results were visual-
ized using R ggplot2 (v.3.1.1) and Venny 2.1.

Network construction
To identify shared genes between herbal compounds 
and diseases, Venny 2.1 software was used to perform 
an intersection analysis between the active compounds 
in KJG and the target genes associated with depression. 
A compound-target network was constructed, and Cyto-
scape 3.7.2 was further used to link the active ingredients 
with the intersected genes for data analysis. In addition, 
the overlapping genes were introduced into the STRING 
online database for protein-protein interaction (PPI) net-
work analysis [34], and hub targets were selected using 
network topology analysis provided by CytoNCA. The 
results were ranked according to Eigenvector Central-
ity (EC), Degree Centrality (DC), Local average connec-
tivity-based method (LAC), Closeness Centrality (CC), 
Betweenness Centrality (BC), and Network Centrality 
(NC).

KEGG analysis and molecular docking
The Kyoto Encyclopedia of Genes and Genomes (KEGG) 
pathway analysis was performed using the DAVID and 
KEGG databases [35–37], and the results were further 
supported by molecular docking simulations. Specifi-
cally, the top 30 significantly enriched pathways were 
identified, and a KEGG scatter plot was generated [38]. 
Molecular docking simulations were carried out using 
Autodock Vina (version 1.1.2) to dock the crystal struc-
ture of the target with the chemical structures of the 
compounds downloaded from the PubChem database.

Experimental methods
Establishment of the CUMS model
In this experiment, ten different stressors were applied 
to mice [39], including tail flicking (1 min), water depri-
vation (12 h), food deprivation (12 h), shaking (20 min), 
swimming in 4℃ cold water (5 min), damp sawdust (12 

http://ibts.hkbu.edu.hk/LSP/tc
https://bionet.ncpsb.org/batman-tcm/
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h), disruption of light cycle (24 h), physical restraint (2 h), 
cage tilt (24 h), and social crowding (12 h). These stimuli 
were applied randomly, while the control group of mice 
were left undisturbed in their home cages. After expe-
riencing the CUMS for 5 weeks, all animals underwent 
sucrose preference training [40].

After that, the animals were divided into six groups 
(n = 10), namely: control (saline treatment), con-
trol + KJG8 (8000 mg crude drug/kg), CUMS (saline treat-
ment), CUMS + Flu (3.33 mg/kg), CUMS + KJG4 (4000 
mg crude drug/kg), and CUMS + KJG8 (8000 mg crude 
drug/kg). The dosages of KJG and Flu are calculated as 
follows: The KJG usage is 400 mg crude drug/kg/day 
(24000 mg/60kg body weight in adults daily) in patients 
with depression based on our previous clinical trials. The 
low dosage (KJG4; 4000 mg crude drug/kg) and high dos-
age (KJG8; 8000 mg crude drug/kg) in mice are similar 
at doses approximately 10 and 20 times higher than the 
adult clinical dosage [41, 42]. The Flu usage was 0.333 
mg/kg/day (20 mg/60kg body weight in adults daily) in 
patients with depression, according to the manufactur-
er’s instruction. The dosage of Flu administered to mice 
(3.33 mg/kg) is approximately 10 times higher than the 
clinical dosage for adults. From week 6 to week 8, treat-
ment groups were administered with saline, KJG, or Flu 
through daily gavage., during which the CUMS stimuli 
lasted throughout the procedure.

In another batch, the CUMS mice were randomly 
divided into four groups (n = 10), including control (saline 
treatment), CUMS (saline treatment), CUMS + KJG8 
(8000 mg crude drug/kg), and CUMS + LY + KJG (8000 
mg crude drug/kg). The dose and method of LY294002 
(6 µg, intranasally) administration were determined in a 
previous study [43].

Establishment of the LPS model
The mice was randomly divided into four groups (n = 10), 
namely control (saline treatment), LPS (0.83 mg/kg, 
intraperitoneally), LPS + TAK242 (3 mg/kg, intraperito-
neally), and LPS + KJG8 (8000 mg crude drug/kg). The 
mice were treated with TAK242 and KJG for 2 weeks 
once daily, during which LPS administration was com-
menced on day 10 for 4 consecutive days (day 10 to day 
14). The dose and route of LPS and TAK242 administra-
tion were determined in a previous study [44, 45]. The 
flowchart of the experiments in vivo is illustrated in Fig. 
S2.

Behavioral evaluation
The sucrose preference test (SPT) was conducted within 
24 h of induction and drug administration, followed by 
the open field test (OFT), tail suspension test (TST), and 
forced swimming test (FST). The results of these tests 
were used as indicators of anorexia and as a measure of 

the correlation with depression [46]. For SPT, the mice 
were trained to adjust to drinking the sugar water 1% 
(W/V) two days before the experiment. After acclima-
tion, SPT involved the use of two bottles, one contain-
ing 1% sucrose solution and the other pure water, with 
the amount of sucrose intake measured and recorded by 
weighing (a 12-h period). OFT measured the movement 
of mice in a uniformly lit, open black square box (50 cm × 
50 cm × 40 cm) for 6 min. Following a 2-minute observa-
tion period, a digital recording was taken for the subse-
quent 4 minutes to capture the total number of platform 
crossings between quadrants and the time spent in each 
quadrant. TST measured the immobility time of mice in 
an inverted position, while FST measured the immobil-
ity time of mice in water. For TST, the quantification of 
total immobility time was carried out over a 6-minute 
duration after 2 min of acclimatization. Specifically, total 
immobility time was defined as the period during which 
the body remained in a vertical, upside-down position 
without any discernible struggling, in accordance with 
the criteria outlined in reference [47]. During the FST, 
the duration of immobility time, which was defined as the 
period in which the mouse maintained its head above the 
water by making slight but necessary movements, was 
measured over the final 6 minutes of the test, in accor-
dance with the criteria outlined in reference [48].

Immunofluorescence and nissl staining
For brain tissue immunofluorescence, the samples were 
sequentially immersed in 95%, 85%, and 75% ethanol for 
deparaffinization and washed for 5 min with distilled 
water. Following the addition of 10% goat serum, TLR4 
antibody (diluted 1/500) was incubated on the sections 
in blocking buffer overnight at 4°C. Subsequently, the 
samples were subjected to secondary antibody incuba-
tion for 1 h at 37°C and nuclear staining, and finally ana-
lyzed using a fluorescence microscope (DM3000, Leica). 
For Nissl staining, the 5 µm samples were deparaffinized 
and rehydrated through xylene and gradient alcohol 
according to the above methods. Next, the sections were 
embedded with toluidine blu (1%) for 20 min at 50°C. 
After completion of staining, the slices were rinsed twice 
with distilled water and then dehydrated using 95% etha-
nol to remove excess moisture from the samples. Finally, 
resultant sections were obtained by immersing in xylene 
and sealing with neutral gum, which can be observed 
under a light microscope and quantified by IPP 6.

Cell culture and treatments
BV2 microglia (murine microglial cell line) were culti-
vated in DMEM medium (Gibco) containing 15% fetal 
bovine serum (Gibco), 2 mM l-glutamine (Sigma), and 
1% penicillin/streptomycin (Sigma). BV2 microglial 
cells were plated at a 2 × 105 /ml seeding density for all 
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experiments. Before 24 h incubation with LPS (1 µg/mL), 
the cells were administrated with the main compounds of 
KJG (GRg1, 225 µM; Ssd, 35 µM) and LY294002 (10 µM) 
for 1 h, respectively. The doses of GRg1, Ssd, LY294002, 
and LPS were selected according to the results of Cell 
Counting Kit-8 (CCK8, Sigma; Table S1 and 2) and previ-
ous studies [49, 50]. The flowchart of the experiments in 
vitro is illustrated in Fig. S3.

Immunocytochemistry
BV2 cells were initially washed with PBS and fixed with 
4% PFA. Subsequently, blocking was performed using 5% 
goat serum, followed by overnight incubation with TLR4 
(diluted 1/500) and FOXO1(diluted 1/1000) antibodies 
at 4℃. After washing the cells twice with PBS, second-
ary antibodies were applied and incubated at 37℃ for 
one hour. Finally, DAPI was used for nuclear staining of 
the BV2 cells, which were analyzed under a fluorescence 
microscope (DM3000, Leica).

Enzyme-linked immunosorbent assay (ELISA)
Mice were euthanized by increasing carbon dioxide con-
centrations, followed by cervical dislocation. The col-
lected blood samples were centrifuged (at 3500 rpm for 
15 minutes) to obtain serum for subsequent analysis. 
The levels of TNF-α, IL-6, and IL-1β in the serum were 
measured using enzyme-linked immunosorbent assay 
(ELISA). The samples were detected and quantified using 
an ELISA reader, with the absorbance set at 450 nm, to 
obtain quantitative results for these indicators.

Western blot (WB) detection
Prior to protein extraction, collected samples were 
homogenized and lysed to obtain supernatant for subse-
quent protein extraction. A 10% SDS-PAGE gel was pre-
pared, and protein samples were added to each well for 
electrophoresis separation. The separated protein bands 
were transferred onto a PVDF membrane and washed 
with a series of solutions, including 100% methanol, 
transfer buffer, and distilled water, to remove impurities 
and ions that may remain on the membrane. Primary 
antibodies were added to the membrane and incubated 
overnight at 4℃ to ensure sufficient time for protein-
antibody binding, followed by incubation with second-
ary antibody in the dark for 1 hour with gentle shaking. 
Finally, ECL substrate was added, and the membrane 
was placed into a chemiluminescence imaging system to 
detect the expression level of the protein. The primary 
antibodies of anti-TLR4 and anti-p-AKT for WB were 
used at a dilution of 1/500, and the other primary anti-
bodies were used at a dilution of 1/1000.

Statistical analysis
one-way analysis of variance (ANOVA) was used to mea-
sure differences among multiple groups (≥ 2), followed 
by Sidak or Turkey’s multiple comparison test for fur-
ther analysis. All results were expressed as means and 
standard errors of the mean (SEM), unless otherwise 
indicated, with a significance level of P < 0.05. Statistical 
analysis was conducted using GraphPad Prism software 
(version 6.01).

Results
The potential targets of KJG and depression
During the preliminary screening, 191 compounds pres-
ent in KJG were initially identified as candidates, with 
55 originating from Renshen, 41 from Chaihu, 4 from 
Bajitian, 16 from Fuling, 14 from Chicago, and 74 from 
Gancao. Building upon previous HPLC findings [19], 9 
additional compounds were added to this dataset, includ-
ing nistose, paeoniflorin, saikosaponin A, saikosaponin 
D, glycyrrhizic acid Ammonium salt, liquiritin, ginsen-
oside Rg1, ginsenoside Re and ginsenoside Rb1 (Table 
S3). Moreover, a total of 6074 targets were obtained from 
database searches, with 2118 associated with Renshen, 
2967 with Chaihu, 108 with Bajitian, 23 with Fuling, 136 
with Chishao, and 722 with Gancao. To ensure accurate 
results, 2732 targets of KJG were selected by setting the 
“score value” to “20” and removing duplicates.

Subsequently, the GEO database was queried for 
depression-related differential gene expression. In the 
volcano plot generated by R ggplot2 (v.3.1.1), 808 DEGs 
were identified, with 536 genes exhibiting down-regu-
lation and 272 genes exhibiting up-regulation (Fig.  1a). 
Additionally, 1987 candidate targets involved in depres-
sion regulation were obtained through five databases, 
including 1220 from GeneCards, 1 from OMIM, 615 
from PharmGkb, 47 from Therapeutic Targets, and 104 
from DrugBank. The Venn diagram of the predicted tar-
gets from these databases is presented in (Fig.  1b), and 
after removing duplicates, 2575 depression-related tar-
gets were obtained.

Network construction analysis
The identification of overlapping genes between KJG 
targets and depression-associated genes was performed 
using Venny Software, resulting in 404 common targets 
(Fig. 1c). A compound-target network was subsequently 
constructed and visualized using Cytoscape 3.7.1 soft-
ware based on the common targets, which contained 
486 nodes and 645 edges, with 82 active compounds and 
404 targets (Fig.  1d). Their topological score in the net-
work determined the size of the targets, and nodes were 
ranked according to their degree value. MOL100005 gin-
senoside Rg1 (GRg1, PubChem: 441923) in Renshen and 
MOL100002 saikosaponin d (Ssd, PubChem: 107793) in 
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Chaihu were found to be the essential compounds in KJG 
against depression.

To elucidate the interactions among the common tar-
gets, a PPI network was constructed using the STRING 
database (Fig.  1e). The median parameters of EC, DC, 
LAC, CC, BC, and NC were calculated for the first and 
second pictures, which were 0.02, 9, 4.681, 0,034, 52.223, 
and 5.768 and 0.083, 17, 7.752, 0,525, 35.185, and 8.960, 
respectively. A total of 36 key targets were extracted from 
the third picture according to twice the median of the 
six parameters, which were likely involved in the anti-
depressant mechanisms of KJG through direct and indi-
rect effects [51].

KEGG and molecular docking analysis
In this study, 36 critical targets were filtered from the 
PPI network and subsequently subjected to KEGG analy-
sis. The top 30 enrichment terms, including PI3K/AKT, 
FoxO, Toll-like receptor, and cancer pathways, were 
identified and presented in Fig. 2a. Furthermore, we ren-
dered a KEGG map using the path view package in R, 
highlighting the enriched genes in the PI3K/AKT signal-
ing pathway (Fig. 2b). Analysis of Table S4 revealed that 
TLR4 and FOXO1 were common genes in the enriched 
PI3K/AKT and FoxO signaling pathways, and were criti-
cal genes in the KEGG map. Based on these findings, we 
propose that KJG may exert anti-depressant effects by 

Fig. 1  Identification of potential compounds and targets in KJG against depression. (a) The volcano distributions of differentially expressed genes (cut-off 
of pvalue = 0.05). The abscissa represents the log2 fold change value, and the ordinate represents the adjusted P-value (-log10 P-value). The green and 
red dots represent up-regulated and down-regulated genes in depression, respectively. (b) Venn map: The target genes of depression were obtained 
by combining the five databases. (c) Venn Diagram. The interaction of KJG targets and depression targets. (d) Compound-target network: The blue rect-
angles represent overlapping genes between KJG and depression; the light green, dark blue, dark green, magenta, red, and navy blue ovals represent the 
compounds from Renshen, Chaihu, Chishao, Fuling, and Gancao, respectively. (e) PPI network: (1) The interactions among the common targets from the 
STRING database; (2) The first filtered network was extracted from (1) by the EC, DC, LAC, CC, BC, and NC medium; (3) The second filtered network was 
extracted from (2) by the EC, DC, LAC, CC, BC, and NC medium
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relieving inflammation through the PI3K/AKT/FOXO1 
pathway, which is potentially regulated by TLR4.

To validate the network pharmacology results, molec-
ular docking was conducted between the identified 
essential genes (TLR4, PI3K, AKT, and FOXO1) and 
active compounds (GRg1 and Ssd) in KJG. The docking 
structure with the highest score was selected based on 
its excellent quality and high stability [52]. The affinity 

score presented in Table  1 indicates that GRg1 and Ssd 
could fit well into the binding site of TLR4, PI3K, AKT, 
and FOXO1 in the molecular docking simulation. Among 
the 8 output docking poses (Fig.  2c), Ssd with FOXO1 
and GRg1 with FOXO1 were found to have the highest 
docking score. Overall, the findings suggest that KJG may 
have therapeutic potential for depression by targeting the 
PI3K/AKT/FOXO1 pathway and its potential regulation 
by TLR4. However, further experimental validation is 
needed to confirm these findings.

KJG ameliorated depressive behavior by reducing 
neuroinflammation response in CUMS-induced mice
The present study aimed to investigate the therapeu-
tic mechanism of KJG in depression. To achieve this, 

Table 1  Results of docking score values of compounds to their 
candidate molecular targets
Compounds Docking Score (kcal/mol)

TLR4 PI3K AKT FOXO1
GRg1 -6.7 -6.5 -6.0 -8.9

Ssd -6.8 -7.5 -8.4 -9.9

Fig. 2  KEGG analysis and molecular docking simulation. (a) The top 30 KEGG-enriched terms were screened (cut-off of qvalue = 0.05). The abscissa 
represents the GeneRatio, the ratio of genes enriched in one KEGG pathway to the number of genes in all KEGG pathways. The ordinate represents the 
pathway name. The spot size means the degree of enrichment, and the color represents the q-value of each path. (b) Map of PI3K/AKT pathway. The 
critical genes of KJG in treating depression were labeled red on the map. (c) Molecular docking simulation for GRg1 and Ssd interactions with TLR4, PI3K, 
AKT, and FOXO1.

 



Page 8 of 18Xu et al. BMC Complementary Medicine and Therapies          (2023) 23:156 

behavioral tests were performed on CUMS-induced 
depressive mice (Fig.  3a). In the SPT, the CUMS group 
displayed reduced sucrose consumption compared to 
the control group (P < 0.001, F = 2.374). However, treat-
ment with KJG and Flu significantly inhibited the reduc-
tion in sucrose consumption. In the OFT, the CUMS 
group exhibited lower locomotor activity than the con-
trol group (P < 0.001, F = 2.374), whereas treatment with 
KJG (P < 0.001) and Flu (P < 0.001) significantly improved 
the locomotor activities of the mice. In the FST and TST, 
the immobility time of the CUMS group was significantly 
longer than that of the control group (P < 0.001, F = 1.420 
and P < 0.001, F = 1.507, respectively). However, treat-
ment with KJG (4000 mg crude drug/kg, P < 0.001; 8000 
mg crude drug/kg, P < 0.001) and Flu (P < 0.001) signifi-
cantly reversed the extension of immobility time when 
compared to the model group. Notably, a significant dif-
ference (P < 0.001) between the KJG4 and KJG8 groups 
suggested that higher doses of KJG have better antide-
pressant effects.

To explore the pathological mechanisms of KJG in 
treating depression, we performed Nissl staining on 
the hippocampal cells in the CA1 area of mice (Fig. 3b, 
left). The results showed that the hippocampal cells of 
the CUMS group were damaged, with fewer cells, loose 
arrangement, pyknosis of the nucleus, and disintegration 
of the Nissl body (P < 0.001, F = 0.3795). However, treat-
ment with KJG (8000  mg crude drug/kg, P < 0.001) and 
Flu (P < 0.001) dramatically alleviated neuronal injury 
and significantly increased the number of Nissl bodies. 
To ensure the role of TLR4 in the pathological process of 
depression, localization of TLR4 was observed in Fig. 3b 
(immunofluorescent staining, the right). The expression 
of TLR4 was increased in the CUMS group compared 
with the control group (P < 0.001, F = 0.4112). However, 
treatment with KJG (8000  mg crude drug/kg, P < 0.001) 
and Flu (P < 0.001) remarkably reduced the expression of 
TLR4.

Furthermore, we investigated the relationship between 
pro-inflammatory cytokines and depression by measur-
ing the concentration of TNF-α, IL-6, and IL-1β in mice 
(Fig. 3c). The levels of TNF-α (P < 0.001, F = 2.374), IL-1β 
(P < 0.001, F = 0.4534), and IL-6 (P < 0.001, F = 1.753) were 
significantly increased in the CUMS group compared to 
the control group. However, significantly decreased levels 
of proinflammation factors were present in groups with 
KJG (P < 0.001) and Flu (P < 0.001) compared with those 
untreated mice. The data proved that the neuroinflam-
mation in mice induced by CUMS could be repressed by 
KJG via downregulating the proinflammation factors.

Of note, the potential toxicity of KJG particularly 
needs to be considered and evaluated. As shown in 
Fig.  3, no significant differences were observed in the 
behavioral tests, Nissl staining, TLR4 staining, and 

pro-inflammatory cytokines levels between the control 
and control + KJG8, suggesting that KJG has no neurotox-
icity and excitability to normal animals.

KJG reduced neuroinflammation response by inhibiting 
TLR4 in LPS-induced mice
LPS and TAK242 were employed to investigate the mech-
anism underlying the antidepressant action of KJG medi-
ated by TLR4. As shown in Fig.  4a, LPS administration 
induced depression-like behavior, which may be asso-
ciated with TLR4 activation. Specifically, sugar water 
consumption (P < 0.001, F = 1.348) and exercise activ-
ity (P < 0.001, F = 0.6100) were significantly decreased in 
LPS-injected mice compared to the control group, while 
the immobility time in the TST (P < 0.001, F = 0.6515) and 
FST (P < 0.001, F = 0.8591) was significantly increased. 
By contrast, treatment with KJG and TAK242 increased 
sucrose preference, crossing numbers, and reduced 
immobility time compared to the LPS group (P < 0.01).

The Nissl staining analysis results (Fig. 4b, left) showed 
that LPS-induced neuroinflammation led to loosely 
arranged hippocampal CA1 neural cells and a lower 
number of Nissl body counts (P < 0.001, F = 0.7218) com-
pared to the control group. In contrast, KJG and TAK242 
treatments resulted in marked preservation of the num-
ber of Nissl-positive stained neurons compared with the 
LPS group (P < 0.001), indicating a neuroprotective effect 
of KJG and TAK242 against inflammation in hippo-
campal neuronal cells. Immunohistochemistry staining 
(Fig. 4b, right) demonstrated that LPS caused TLR4 over-
expression (P < 0.001, F = 0.7457), whereas TAK242 and 
KJG significantly inhibited the action of TLR4 (P < 0.001), 
indicating that KJG and TAK242 could reduce neuroin-
flammation by blocking the TLR4 pathway.

The increase in pro-inflammatory cytokines is a hall-
mark of TLR4 activation [53, 54]. As presented in Fig. 4c, 
with the concomitant rise of TLR4, LPS administra-
tion led to a significant increase in the levels of TNF-α 
(P < 0.001, F = 9.126), IL-1β (P < 0.001, F = 0.3495), and 
IL-6 (P < 0.001, F = 2.043). However, TAK242 injection 
markedly prevented the elevation of pro-inflammatory 
cytokines (P < 0.001) due to its strong inhibitory effect 
on TLR4 expression. The KJG group presented the same 
level of pro-inflammatory cytokines as the TAK242 
group.

The literature has shown that FOXO1-binding sites are 
localized on the TLR4 gene, indicating that the transcrip-
tion of TLR4 is regulated by FOXO1 [55]. WB results 
(Fig.  4d) demonstrated that TLR4 and FOXO1 expres-
sion in the hippocampus was enhanced in LPS-injected 
mice compared to the control group (TLR4, P < 0.01, 
F = 0.1919; FOXO1, P < 0.01, F = 0.9073), whereas the 
phosphorylation of FOXO1 (P < 0.001) was downregu-
lated. Notably, the TAK242 and KJG groups exhibited 
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Fig. 3  KJG ameliorates depressive behavior by reducing neuroinflammation in CUMS-induced mice. (a) The effect of KJG on the depressive behaviors 
induced by CUMS in mice (5 weeks, n = 10). The sucrose preference test (SPT, first), the open field test (OFT, second), the Tail suspension test (TST, third), 
and the forced swimming test (FST, fourth). (b) The morphological changes of CA1 region in hippocampal tissue (n = 3). Nissl staining (the left), and im-
munofluorescence staining of TLR4 and their statistical analysis (the right) (Red, TLR4; blue, DAPI; Scale bar: 50 μm). (c) The levels of TNF-α, IL-6, and IL-1β 
in the serum of mice and their statistical analysis (n = 8). One-way ANOVA: # P < 0.05, ## P < 0.01, ### P < 0.001 vs. control group; * P < 0.05, ** P < 0.01, *** 
P < 0.001 vs. CUMS group; & P < 0.05, && P < 0.01, &&& P < 0.001, vs. CUMS + KJG8 group. KJG4, 4000 mg crude drug/kg; KJG8, 8000 mg crude drug/kg
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several similarities, such as the consistent trend of TLR4 
downregulation and p-FOXO1 upregulation (P < 0.05). 
Collectively, these results suggest that a high level of 
TLR4 is accompanied by a decrease in p-FOXO1 and 
an increase in FOXO1 expression. Thus, TLR4 drives 

neuroinflammation pathogenesis and exacerbates 
depressive behaviors, but the administration of KJG and 
TAK242 can reverse this phenomenon through the vital 
role played by FOXO1.

Fig. 4  KJG reduces neuroinflammation response by inhibiting TLR4 in LPS-induced mice. (a) The effect of KJG on the depressive behaviors induced by 
LPS in mice (5 weeks, n = 10). The sucrose preference test (SPT, first), the open field test (OFT, second), the Tail suspension test (TST, third), and the forced 
swimming test (FST, fourth). (b) Nissl staining and immunohistochemistry staining were performed after behavior tests (n = 3; Scale bar: 50 μm). (c) The 
levels of TNF-α, IL-6, and IL-1β in the serum of mice and their statistical analysis (n = 8). (d) WB analysis for TLR4, p-FOXO1, and FOXO1 in hippocampal tis-
sues (n = 3). One-way ANOVA: # P < 0.05, ## P < 0.01, ### P < 0.001 vs. control group; * P < 0.05, ** P < 0.01, *** P < 0.001 vs. LPS group
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KJG reduced neuroinflammation response by inhibiting 
TLR4 via PI3K/AKT pathway in CUMS-induced mice
The involvement of the PI3K/AKT pathway in the 
expression of proinflammatory cytokines and TLR4 has 
been reported in the literature [56, 57]. To investigate 
whether TLR4 is regulated by the PI3K/AKT pathway, 
LY294002 was employed to explore their association. In 
SPT and OFT (as shown in Fig. 5a), the consumption of 
sucrose was significantly lower in the LY294002 + KJG 
group (P < 0.001, F = 1.777), and the locomotor activity 
was weaker than in the KJG group (P < 0.001, F = 2.303). 
Moreover, the immobility time in TST and FST was lon-
ger (TST, P < 0.001, F = 2.006; FST, P < 0.05, F = 0.4905). 
However, there were no significant differences between 
KJG + LY294002 and CUMS group, suggesting that 
LY294002 dramatically reversed the anti-depressive effi-
cacy of KJG. Furthermore, as demonstrated in Fig. 5c, the 
recruitment of TNF-α, IL-6, and IL-1β was significantly 
increased in the KJG + LY294002 group compared to the 
KJG group, indicating that LY294002 blocked the anti-
inflammatory effects of KJG. As revealed by Nissl staining 
in Fig. 5b (the left), neuronal cells in the LY294002 + KJG 
group were arranged loosely or missing, and Nissl bod-
ies were lightly stained or even dissolved compared to 
those in the KJG group (P < 0.001, F = 0.3363). Immuno-
histochemistry staining (Fig.  5b, the right) showed that 
animals treated with KJG (P < 0.01, F = 1.022) exhibited 
better TLR4 inhibition than those in the CUMS and 
LY294002 + KJG groups. Additionally, TLR4 expression 
in the neural cells of the hippocampus increased under 
the exposure of LY294002, followed by decreased neural 
cells.

Furthermore, WB results depicted in Fig.  5d showed 
that after TLR4 overexpression (P < 0.001, F = 0.4505), 
the phosphorylation of PI3K (P < 0.05, F = 0.7480) and 
AKT (P < 0.001, F = 0.4774) was significantly reduced 
in the CUMS group compared to the control. However, 
KJG enhanced the ratio of p/t-PI3K and p/t-AKT expres-
sions (P < 0.05), which in turn limited the TLR4 expres-
sion (P < 0.01) after stimulation with CUMS. Additionally, 
blocking PI3K activity by LY294002 significantly attenu-
ated the amplified activities of p-AKT and p-PI3K elic-
ited by KJG (P < 0.05). These results suggested that the 
intense neuroinflammation response from TLR4 over-
expression was negatively modulated by the PI3K/AKT 
pathway triggered by KJG.

KJG ameliorated TLR4-induced neuroinflammation in 
CUMS mice via PI3K/AKT-FOXO1 pathway
To investigate the underlying mechanism of KJG on 
depression, the proteins involved in the PI3K/AKT/
FOXO1 pathway were examined by WB. Compared with 
the control group, the expressions of p-AKT (P < 0.05, 
F = 0.8603), p-PI3K (P < 0.001, F = 0.4608), p-FOXO1 

(P < 0.001, F = 0.7388), and p-PTEN (P < 0.001, F = 0.2358) 
were downregulated in hippocampal tissues of mice 
exposed to CUMS, while TLR4 (P < 0.001, F = 1.123) was 
upregulated (Fig.  6a-c). Furthermore, treatment with 
Flu (P < 0.05) and KJG (8000 mg crude drug/kg, P < 0.05) 
significantly upregulated the levels of p-AKT, p-PI3K, 
p-FOXO1, and p-PTEN, and restrained TLR4 (P < 0.001) 
compared with CUMS. Notably, a slight increase in the 
expression of p-FOXO1 was observed in the Flu and 
KJG (4000 mg crude drug/kg) groups compared with the 
CUMS group  (Fig. 6b). These results indicate that KJG 
may exert its anti-depressive effects by regulating the 
PI3K/AKT/FOXO1 pathway, which is involved in regu-
lating TLR4 expression.

The main compounds of KJG reduced neuroinflammation 
response by inhibiting TLR4 via PI3K/AKT-FOXO1 pathway 
in LPS-induced BV2 cells
To investigate the role of microglial cells in the progres-
sion of brain diseases and brain aging, BV2 microg-
lial cells were utilized for in vitro experiments [58, 
59]. As depicted in Fig.  7a, stimulation with LPS led 
to a significant increase in the expressions of TNF-α 
(P < 0.001, F = 0.5273), IL-1β (P < 0.001, F = 0.3710), and 
IL-6 (P < 0.001, F = 0.6855) in BV2 cells compared with 
the blank group, indicating the promotion of inflam-
mation. Treatment with the main compounds of KJG 
(GRg1 and Ssd) resulted in a reduction in the levels of 
TNF-α (P < 0.001), IL-1β (P < 0.001), and IL-6 (P < 0.001) 
in BV2 cells pre-treated with LPS, while this trend was 
blocked by LY294002, indicating the involvement of 
the PI3K/AKT/FOXO1 signaling pathway. Further-
more, the protein levels of p-AKT (P < 0.01, F = 1.426), 
p-PI3K (P < 0.001, F = 0.6014), and p-FOXO1 (P < 0.001, 
F = 0.5982) were decreased by LPS and LY294002 com-
pared to the blank group, whereas TLR4 (P < 0.001, 
F = 0.2733) expression was upregulated (Fig.  7b). How-
ever, the harmful effects of the above trends were 
mitigated by GRg1 and Ssd via suppression of TLR4 acti-
vation in BV2 microglial cells induced by LPS (P < 0.05). 
The binding of multiple transcriptional elements in TLR4 
protein is a characteristic of FOXO1, which can shuttle 
nuclear/cytoplasmic by phosphorylation [55, 60]. More-
over, the Nuclear Protein Extraction Kit (R0050, Solarbio) 
was used to prepare the cytoplasmic and nuclear frac-
tions, and the WB results demonstrated that treatment 
with GRg1 and Ssd increased the cytoplasmic p-FOXO1 
protein level, resulting in FOXO1 nuclear exclusion 
and degradation (Fig.  7c). The immunofluorescence 
microscopy results (Fig.  8a) showed that GRg1 and Ssd 
enhanced the phosphorylation of FOXO1, which induced 
its nuclear exclusion and downregulated its transcrip-
tional activity in LPS-stimulated BV2 cells. In contrast, 
the expression of TLR4 was downregulated (Fig.  8b). 
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Fig. 5  KJG reduces neuroinflammation response by inhibiting TLR4 via the PI3K/AKT pathway in CUMS-induced mice. (a) The SPT, OFT, TST, and FST tests 
were conducted to examine the depression-like state (n = 10). (b) Nissl staining and immunohistochemistry staining were performed after behavior tests 
(n = 3; Scale bar: 50 μm). (c) The levels of TNF-α, IL-6, and IL-1β in the serum of mice and their statistical analysis (n = 8). (d) TLR4, p-AKT, AKT, p-PI3K, and 
PI3K in hippocampal tissues were detected by WB. (n = 3). One-way ANOVA: # P < 0.05, ## P < 0.01, ### P < 0.001 vs. control group; * P < 0.05, ** P < 0.01, *** 
P < 0.001 vs. CUMS group; & P < 0.05, && P < 0.01, &&& P < 0.001 vs. CUMS + LY + KJG8 group
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LY294002 treatment, on the other hand, decreased the 
p-FOXO1 level and augmented the FOXO1 expres-
sion, which resulted in the reversal of the above changes 
(Fig. 8c). Overall, these findings indicated that GRg1 and 
Ssd, the main compounds of KJG, could reduce the neu-
roinflammation response in BV2 microglial cells by regu-
lating the expression of TLR4 induced by LPS through 
the PI3K/AKT/FOXO1 signaling pathway.

Discussion
KJG is a well-known TCM prescription for the treatment 
of depression and has shown significant beneficial effects 
in TCM clinical practice [13–16]. Our previous animal 
experiments have demonstrated that KJG can improve 

the depression-like behavior of vascular depression rats 
by regulating GFAP levels in the hippocampus [61]. How-
ever, the precise mechanisms underlying its therapeutic 
effects on neuroinflammation are not well understood. 
A series of network pharmacology and molecular dock-
ing analysis suggested that the main compounds of KJG 
(GRg1 and Ssd) could regulate the expression of TLR4 
and PI3K/AKT/FOXO1-related proteins, suggesting 
that the anti-depressant effects of KJG are likely related 
to the remission of inflammation through the elimina-
tion of TLR4 and the subsequent activation of the PI3K/
AKT/FOXO1 pathway. To verify the assumption, we 
performed a series of experiments. First, a combination 
of chronic and acute stress-induced animal models was 

Fig. 6  KJG ameliorates TLR4-induced neuroinflammation in CUMS mice via the PI3K/AKT/FOXO1 pathway. WB analysis for TLR4, p-PI3K, PI3K, p-AKT, AKT, 
p-FOXO1, FOXO1, PTEN, and p-PTEN in hippocampal tissues (n = 3). One-way ANOVA or unpaired t-tests: # P < 0.05, ## P < 0.01, ### P < 0.001 vs. control 
group; * P < 0.05, ** P < 0.01, *** P < 0.001 vs. CUMS group; & P < 0.05, && P < 0.01, &&& P < 0.001, vs. CUMS + KJG8 group
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conducted to support the hypothesis. Second, the con-
centrations of TNF-α, IL-1β, and IL-6 and expression of 
PI3K/AKT/FOXO1 related protein were detected in vivo 
animal assy. Furthermore, the above tests were also con-
ducted in vitro cellular experiments.

The study found that KJG decreased the production 
of pro-inflammatory factors (TNF-α, IL-1β, and IL-6) 
in serum and TLR4 in hippocampal tissue, coincid-
ing with ameliorating depressive behaviors. However, 

further investigation is needed to confirm the involve-
ment of TLR4 in this process. The TLR4 pathway has 
been reported to serve as the primary mediator leading to 
depressive behaviors [62–64]. In the present study, a high 
level of TLR4 resulted in a loss of neural cells, increased 
concentrations of TNF-α, IL-1β, and IL-6, and more 
severe symptoms of behavioral abnormalities in depres-
sive mice. As expected, the injection of TAK242 reversed 
the deepening of inflammation and depression-like 

Fig. 7  The main compounds of KJG (GRg1 and Ssd) reduced neuroinflammation response by inhibiting TLR4 via PI3K/AKT/FOXO1 pathway in LPS-
induced BV2 cells. (a) The levels of TNF-α, IL-6, and IL-1β in BV2 cells and their statistical analysis (n = 3). (b) WB analysis for TLR4, p-PI3K, PI3K, p-AKT, AKT, 
p-FOXO1, and FOXO1in BV2 cells (n = 3). (c) WB analysis for FOXO1 in nucleus and cytoplasm of BV2 cells (n = 3). One-way ANOVA: # P < 0.05, ## P < 0.01, ### 
P < 0.001 vs. blank group; * P < 0.05, ** P < 0.01, *** P < 0.001 vs. LPS group. & P < 0.05, && P < 0.01, &&& P < 0.001 vs. LPS + LY + GRg1 group or LPS + LY + Ssd 
group
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behaviors. Notably, KJG exhibited significant positive 
treatment effects, including reduced TLR4 expression 
triggered by LPS, decreased levels of inflammatory cyto-
kines, and amelioration of depressive behaviors, which 
was consistent with the results of TAK242. Therefore, it 
can be confirmed that TLR4 is involved in the process 
of depression, and KJG may be used as an effective anti-
depressant medication.

To investigate the involvement of the PI3K/AKT path-
way in depression, we utilized LY294002 to inhibit the 
activation of PI3K. Our results showed that the robust 
protective effect of KJG against depression was abolished 
by LY294002, indicating that the anti-depressant effect 
of KJG is likely associated with the PI3K/AKT pathway. 
Conversely, removing the PI3K/AKT pathway inhibi-
tor improved the neuroinflammatory status induced by 
KJG, as evidenced by decreased levels of TLR4, increased 

Fig. 8  Immunocytofluorescent staining of BV2 cells. (a) The image of FOXO1 nucleus translocation was viewed with a confocal scanning microscope 
(n = 3; Scale bar: 50 μm). (b) The image of TLR4 was viewed with a confocal scanning microscope (n = 3; Scale bar: 200 μm). (c) The mean fluorescence 
intensity (MFI) of FOXO1 and TLR4 was analyzed. (n = 3). One-way ANOVA: # P < 0.05, ## P < 0.01, ### P < 0.001 vs. blank group; * P < 0.05, ** P < 0.01, *** 
P < 0.001 vs. LPS group. & P < 0.05, && P < 0.01, &&& P < 0.001 vs. LPS + LY + GRg1 group or LPS + LY + Ssd group
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levels of p-PI3K and p-AKT, and repressed activity of 
FOXO. In addition, PTEN, which is correlated with neu-
ronal development by controlling synaptic plasticity and 
neuronal excitability in the adult central nervous system 
[65–67], was found to significantly modulate the feed-
back mechanism through the PI3K/AKT pathway in 
depression. Our study suggests that KJG may achieve its 
anti-depressant effect by downregulating TLR4 expres-
sion via activation of the PI3K/AKT/FOXO1 pathway 
(Fig. 9).

Apart from this, the study observed the mechanisms 
of the main compounds of KJG (GRg1 and Ssd) for 
treating depression in LPS-stimulated microglial BV2 
cells. The results showed that GRg1 and Ssd could effec-
tively inhibit the production of TLR4 and FOXO1 while 
enhancing the sensitivity of the PI3K/AKT pathway. 
The results in vitro may explain that the KJG-mediated 
anti-depressant effect was attributed to the inhibition of 
FOXO1-mediated transcription by promoting its nuclear 
export.

However, this study has some limitations. The molecu-
lar targets of KJG may not act solely via the PI3K/AKT/
FOXO1 signaling pathway, and the possibility of other 
mechanisms cannot be excluded. In addition, the other 
effective compounds or ingredients in KJG with anti-
depressant activity remained unclear. Therefore, further 
studies will be required to explore the mechanism of 
action of KJG in more detail.

Conclusion
In summary, we utilized network pharmacology and 
molecular docking approaches to identify the active 
compounds and signaling pathways associated with KJG 
in treating depression. Through bioinformatics analy-
sis, GRg1 and Ssd were identified as the principal active 
ingredients in KJG. Further investigation demonstrated 
that KJG exerts its anti-depressant effects by regulating 
the expression of TLR4, FOXO1, and PTEN via the PI3K/
AKT signaling pathway. In vitro and in vivo experiments 
confirmed that KJG is an effective treatment for depres-
sion by downregulating TLR4 expression to reduce neu-
roinflammation through the PI3K/AKT/FOXO1 pathway. 
This study lays a foundation for comprehensively explor-
ing the pathogenic mechanisms of KJG. Taken together, 
these findings highlight the potential of systems pharma-
cology-based network analyses for investigating the anti-
depressant mechanisms of TCMs.
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Page 17 of 18Xu et al. BMC Complementary Medicine and Therapies          (2023) 23:156 

PI3K	� phosphatidylinositide 3-kinases
SPT	� Sucrose preference test
Ssd	� Saikosaponin d
TCM	� Traditional Chinese medicine
TLR4	� Toll-like receptor 4
TNF-α	� Tumor necrosis factor-α
TST	� Tail suspension test

Supplementary Information
The online version contains supplementary material available at https://doi.
org/10.1186/s12906-023-03970-5.

Additional file 1: Western blotting results of BV2 cells.

Additional file 2: Western blotting results of Animals.

Additional file 3: Supplementary Figures and Tables.

Acknowledgements
The authors acknowledge the support and collaboration of scientists and 
technologists at the Medical Discovery Leader Co., Ltd. (Beijing, China).

Authors’ contributions
M.X. and W.Z. wrote the manuscript; S.H. and J.L. contributed to the 
study design and revised the draft; J.P. and Y. Z. helped to accomplish the 
experimental part of the research. All authors reviewed the manuscript. All 
authors read and approved the final manuscript.

Funding
This research was supported by the National Natural Science Foundation of 
China (NSFC- 82204922, NSFC- 81573790, NSFC- 81603443).

Data Availability
The datasets used and analyzed during the present study are available from 
the corresponding author upon reasonable request.

Declarations

Ethics approval and consent to participate
The animal study was carried out in compliance with the ARRIVE guidelines. 
All animal procedures were approved and conducted according to the Animal 
Experimentation Ethics Committee guidelines, as evidenced by the Ethical 
Committee of Guang’anmen Hospital, China Academy of Chinese Medical 
Sciences (Beijing, China), with approval No. MDL 2021-09-27-03.

Consent for publication
Not applicable.

Competing interests
There were no competing interests.

Author details
1Guang’ Anmen Hospital, Traditional Chinese Medicine Research and 
Development Center, China Academy of Chinese Medical Sciences, 
Beijing 100053, China
2Department of oncology, Guang’ Anmen Hospital, China Academy of 
Chinese Medical Sciences, Beijing 100053, China

Received: 24 November 2022 / Accepted: 24 April 2023

References
1.	 Busch Y, Menke A. Blood-based biomarkers predicting response to antide-

pressants. J Neural Transm. 2019;126(1):47–63.
2.	 Rhein C, Zoicas I, Marx LM, Zeitler S, Hepp T, von Zimmermann C, Mühle C, 

Richter-Schmidinger T, Lenz B, Erim Y. mRNA expression of SMPD1 encoding 

acid sphingomyelinase decreases upon antidepressant treatment. Int J Mol 
Sci. 2021;22(11):5700.

3.	 Berk M, Woods RL, Nelson MR, Shah RC, Reid CM, Storey E, Fitzgerald S, Lock-
ery JE, Wolfe R, Mohebbi M. Effect of aspirin vs placebo on the prevention 
of depression in older people: a randomized clinical trial. JAMA psychiatry. 
2020;77(10):1012–20.

4.	 Wei Y, Hu Y, Qi K, Li Y, Chen J, Wang R. Dihydromyricetin improves LPS-
induced sickness and depressive-like behaviors in mice by inhibiting the 
TLR4/Akt/HIF1a/NLRP3 pathway. Behav Brain Res. 2022;423:113775.

5.	 Fan W, Morinaga H, Kim JJ, Bae E, Spann NJ, Heinz S, Glass CK, Olefsky JM. 
FoxO1 regulates Tlr4 inflammatory pathway signalling in macrophages. 
EMBO J. 2010;29(24):4223–36.

6.	 Qiu X, Wu G, Wang L, Tan Y, Song Z. Lactobacillus delbrueckii alleviates 
depression-like behavior through inhibiting toll-like receptor 4 (TLR4) signal-
ing in mice. Annals of translational medicine 2021, 9(5).

7.	 Feng S-T, Wang X-L, Wang Y-T, Yuan Y-H, Li Z-P, Chen N-H, Wang Z-Z, Zhang Y. 
Efficacy of traditional chinese medicine combined with selective serotonin 
reuptake inhibitors on the treatment for Parkinson’s disease with depression: 
a systematic review and meta-analysis. Am J Chin Med. 2021;49(03):627–43.

8.	 Wu W, Zhang Z, Li F, Deng Y, Wu W. A network-based Approach to explore 
the Mechanisms of Uncaria Alkaloids in treating hypertension and alleviating 
Alzheimer’s Disease. Int J Mol Sci. 2020;21(5):1766.

9.	 Dong XZ, Wang D-X, Yu BY, Liu P, Hu Y. Kai-Xin-San, a traditional chinese 
medicine formulation, exerts antidepressive and neuroprotective effects 
by promoting pCREB upstream pathways. Experimental and therapeutic 
medicine. 2016;12(5):3308–14.

10.	 Fan Q, Liu Y, Sheng L, Lv S, Yang L, Zhang Z, Guo J, Fan Y, Hu D. Chaihu-
Shugan-San inhibits neuroinflammation in the treatment of post-stroke 
depression through the JAK/STAT3-GSK3β/PTEN/Akt pathway. Biomed 
Pharmacother. 2023;160:114385.

11.	 Rana T, Behl T, Sehgal A, Mehta V, Singh S, Sharma N, Bungau S. Elucidating 
the possible role of FoxO in depression. Neurochem Res. 2021;46:2761–75.

12.	 Xu X, Piao HN, Aosai F, Zeng XY, Cheng JH, Cui YX, Li J, Ma J, Piao HR, Jin X. 
Arctigenin protects against depression by inhibiting microglial activation 
and neuroinflammation via HMGB1/TLR4/NF-κB and TNF‐α/TNFR1/NF‐κB 
pathways. Br J Pharmacol. 2020;177(22):5224–45.

13.	 Fu H, Xu Z, Zhang X-l, Zheng G-q. Kaixinsan, a well-known chinese herbal 
prescription, for Alzheimer’s Disease and Depression: a preclinical systematic 
review. Front NeuroSci. 2020;13:1421.

14.	 Luo Y, Li D, Liao Y, Cai C, Fang S. Systems Pharmacology Approach to Investi-
gate the Mechanism of Kai-Xin-San in Alzheimer’s Disease. Front Pharmacol 
2020, 11.

15.	 Yang Z, Ting, Chen. Hongli, Dong, Lijing, Zhu, Wenzheng: Si-Ni-San prevents 
Reserpine-Induced Depression by inhibiting inflammation and regulating 
CYP450 enzymatic activity. Front Pharmacol. 2019;10:1518–8.

16.	 Cao K, Shen C, Yuan Y, Bai S, Yang L, Guo L, Zhang R, Shi Y. SiNiSan Ameliorates 
the Depression-Like Behavior of Rats That Experienced Maternal Separation 
Through 5-HT1A Receptor/CREB/BDNF Pathway. Front Psychiatry 2019, 10.

17.	 Zhang X, Huang S, Wei WU, Zhang Y, Yang G. Effects of Kaixin Jieyu Decoction 
in the treatment of vascular depression and its impact on serum 5-hydroxy-
tryptamine and brain-derived neurotrophic factor. China Medical Herald; 
2018.

18.	 Ying Z, Huang S, Wang Y, Pan J, Li D. Mechanism underlying the protective 
effect of Kaixin Jieyu Fang on vascular depression following cerebral white 
matter damage. Neural Regeneration Research. 2014;9(1):61.

19.	 Pan J, Lei X, Wang J, Huang S, Liu Q. Effects of Kaixinjieyu, a Chinese herbal 
medicine preparation, on neurovascular unit dysfunction in rats with vascular 
depression. BMC Complementary and Alternative Medicine,15,1(2015-08-19) 
2015, 15(1):291.

20.	 Shi-Jing H, Xian-Hui Z, Yan-Yun W, Ju-Hua P, Han-Ming C, Su-Ping F, Wei WU. 
Effects of Kaixin Jieyu Decoction () on behavior, monoamine neurotransmit-
ter levels, and serotonin receptor subtype expression in the brain of a rat 
depression model. Chin J Integr Med. 2014;20(004):280–5.

21.	 Li Y, Wang L, Wang P, Fan C, Zhang P, Shen J, Yu SY. Ginsenoside-Rg1 rescues 
stress-induced depression-like behaviors via suppression of oxidative stress 
and neural inflammation in rats. Oxidative medicine and cellular longevity 
2020, 2020.

22.	 Ardalan M, Chumak T, Vexler Z, Mallard C. Sex-dependent effects of perinatal 
inflammation on the brain: implication for neuro-psychiatric disorders. Int J 
Mol Sci. 2019;20(9):2270.

23.	 Norris GT, Kipnis J. Immune cells and CNS physiology: microglia and beyond. 
J Exp Med. 2019;216(1):60–70.

http://dx.doi.org/10.1186/s12906-023-03970-5
http://dx.doi.org/10.1186/s12906-023-03970-5


Page 18 of 18Xu et al. BMC Complementary Medicine and Therapies          (2023) 23:156 

24.	 Alzarea SI, Alhassan HH, Alzarea AI, Al-Oanzi ZH, Afzal M. Antidepressant-
like Effects of renin inhibitor Aliskiren in an inflammatory mouse model of 
Depression. Brain Sci. 2022;12(5):655.

25.	 Shen F, Song Z, Xie P, Li L, Wang B, Peng D, Zhu G. Polygonatum sibiricum 
polysaccharide prevents depression-like behaviors by reducing oxidative 
stress, inflammation, and cellular and synaptic damage. J Ethnopharmacol. 
2021;275:114164.

26.	 Liu H, Wang J, Zhou W, Wang Y, Yang L. Systems approaches and polypharma-
cology for drug discovery from herbal medicines: an example using licorice. J 
Ethnopharmacol. 2013;146(3):773–93.

27.	 Luo L, Gao W, Zhang Y, Liu C, Gao W. Integrated Phytochemical Analysis 
based on UPLC-MS and Network Pharmacology Approaches to explore the 
Quality control markers for the Quality Assessment of Trifolium pratense L. 
Molecules. 2020;25(17):3787.

28.	 Barrett T, Wilhite SE, Ledoux P, Evangelista C, Kim IF, Tomashevsky M, Marshall 
KA, Phillippy KH, Sherman PM, Holko M. NCBI GEO: archive for functional 
genomics data sets—update. Nucleic Acids Res. 2013;39(Database 
issue):1005–10.

29.	 Stelzer G, Dalah I, Stein T, Satanower Y, Rosen N, Nativ N, Oz-Levi D, Olender T, 
Belinky F, Bahir I. In-silico human genomics with GeneCards. Hum Genomics. 
2011;5(6):1–9.

30.	 Amberger J, Bocchini C, Hamosh A. A new face and new challenges for 
online mendelian inheritance in man (OMIM). Hum Mutat. 2011;32(5):564–7.

31.	 Tina HB, Michelle WC, Hebert JM, Li G, Ryan O, Mei G, Winston G, Feng L, Chu-
ong T, Ryan W. The pharmacogenetics and pharmacogenomics knowledge 
base: accentuating the knowledge. Nucleic Acids Res. 2008;36(Database 
issue):D913–918.

32.	 Zhu F, Shi Z, Qin C, Tao L, Liu X. Therapeutic target database update 2012: a 
resource for facilitating target-oriented drug discovery. Nucleic Acids Res. 
2011;40(D1):1128–36.

33.	 Craig K, Vivian L, Timothy J, Philip L, Son L, Alex F, Allison P, Kelly B, Christine M, 
Vanessa N. DrugBank 3.0: a comprehensive resource for ‘Omics’ research on 
drugs. Nucleic Acids Res. 2010;39(Database issue):D1035–1041.

34.	 Jin T, Sun Y, Zhao R, Shan Z, Li Y. Overexpression of peroxidase gene GsPRX9 
confers salt tolerance in soybean. Int J Mol Sci. 2019;20(15):3745.

35.	 Kanehisa M, Goto S. KEGG: kyoto encyclopedia of genes and genomes. 
Nucleic Acids Res. 2000;28(1):27–30.

36.	 Kanehisa M. Toward understanding the origin and evolution of cellular 
organisms. Protein Sci. 2019;28(11):1947–51.

37.	 Kanehisa M, Furumichi M, Sato Y, Kawashima M, Ishiguro-Watanabe M. KEGG 
for taxonomy-based analysis of pathways and genomes. Nucleic Acids Res. 
2023;51(D1):D587–92.

38.	 Kartha VK, Sebastiani P, Kern JG, Zhang L, Varelas X, Monti S. CaDrA: A Compu-
tational Framework for Performing Candidate Driver Analyses Using Genomic 
Features. Front Genet 2019, 10.

39.	 Baloch Z, Ke M, Zhang H, Wang S, Wang S. The molecular mechanism 
underlying GABAergic dysfunction in nucleus accumbens of depression-like 
behaviours in mice. J Cell Mol Med 2019.

40.	 Wei L, Li Y, Tang W, Sun Q, Chen L, Wang X, Liu Q, Yu S, Yu S, Liu C. Chronic 
Unpredictable Mild Stress in Rats Induces Colonic Inflammation. other 2019, 
10.

41.	 WANG Y-y ZHENGJ, LI D-j PAN, J-h. HUANG S-j: Influences of Kaixinjieyu 
Decoction on behaviors of rats with vascular depression [J]. J Beijing Univ 
Traditional Chin Med 2010, 2.

42.	 Ding J-X, Liu C, Liu X-W, Yan W-N, Li W-P, Shi H, Li J-X, Tang C-L, Zhou Y. Iden-
tification of compounds with antipyretic effects and anti–endotoxin activity 
in different species of Lonicera japonica using spectrum–effect correlation. 
Experimental and Therapeutic Medicine. 2021;22(1):1–9.

43.	 Shan X, Chen J, Dai S, Wang J, Wu Q. Cyanidin-related antidepressant-like 
efficacy requires PI3K/AKT/FoxG1/FGF-2 pathway modulated enhance-
ment of neuronal differentiation and dendritic maturation. Phytomedicine. 
2020;76:153269.

44.	 Walker AK, Wing EE, Banks WA, Robert D. Leucine competes with kynuren-
ine for blood-to-brain transport and prevents lipopolysaccharide-induced 
depression-like behavior in mice. Mol Psychiatry 2018.

45.	 Wang Y, Xu J, Liu Y, Li Z, Li X. TLR4-NF-κB signal involved in depressive-like 
behaviors and cytokine expression of frontal cortex and hippocampus in 
stressed C57BL/6 and ob/ob mice. Neural Plasticity 2018, 2018.

46.	 Li Y, Ritzel RM, Khan N, Cao T, Wu J. Delayed microglial depletion after spinal 
cord injury reduces chronic inflammation and neurodegeneration in the 
brain and improves neurological recovery in male mice. Theranostics. 
2020;10(25):11376–403.

47.	 Steru L, Chermat R, Thierry B, Simon P. The tail suspension test: a new method 
for screening antidepressants in mice. Psychopharmacology. 1985;85:367–70.

48.	 Can A, Dao DT, Arad M, Terrillion CE, Piantadosi SC, Gould TD. The mouse 
forced swim test. JoVE (Journal of Visualized Experiments) 2012(59):e3638.

49.	 B TN ATY, A BW BZLAFX, C KB, A BH AYJ. Antidepressant effects of a 
polysaccharide from okra (Abelmoschus esculentus (L) Moench) by anti-
inflammation and rebalancing the gut microbiota. Int J Biol Macromol. 
2020;144:427–40.

50.	 Ang YS, Rivas RN, Ribeiro AJS, Srivas R, Rivera J, Stone NR, Pratt K, 
Mohamed TMA, Fu JD, Spencer CI. Disease Model of GATA4 mutation 
reveals transcription factor cooperativity in human cardiogenesis. Cell. 
2016;167(7):1734–1749e1722.

51.	 Jie Y, Huang, Sen, Zhao, Qiuyue, Guo Z, Wenjing H. Based on network phar-
macology to explore the molecular mechanisms of astragalus membra-
naceus for treating T2 diabetes mellitus. Annals of translational medicine. 
2019;7(22):633–3.

52.	 Wang YJ, Jiang WX, Zhang YS, Cao HY, Li PY. Structural insight into chitin deg-
radation and thermostability of a Novel Endochitinase from the Glycoside 
Hydrolase Family 18. Front Microbiol. 2019;10:2457.

53.	 Tramullas M, Finger BC, Moloney RD, Golubeva AV, Moloney G, Dinan TG, 
Cryan JF. Toll-like receptor 4 regulates chronic Stress-Induced Visceral Pain in 
mice. Biol Psychiatry. 2014;76(4):340–8.

54.	 Li Q, Liu D, Pan F, Ho CSH, Ho RCM. Ethanol exposure induces Microglia acti-
vation and neuroinflammation through TLR4 activation and SENP6 modula-
tion in the adolescent rat Hippocampus. Neural Plast. 2019;2019(11):1–12.

55.	 Fan WQ, Morinaga H, Kim JJ, Bae E, Spann NJ, Heinz S, Glass CK, Olefsky JM. 
FoxO1 regulates Tlr4 inflammatory pathway signalling in macrophages. 
EMBO J. 2014;29(24):4223–36.

56.	 B ZWA, A XW GJPC, C YT, A JH FJZACJ, A YC AZP. E XW: Degradation and 
osteogenic induction of a SrHPO 4 -coated Mg–Nd–Zn–Zr alloy intramedul-
lary nail in a rat femoral shaft fracture model. Biomaterials, 247.

57.	 Luo D, Or C, Yang L, Lau A. Anti-inflammatory activity of iridoid and 
catechol derivatives from Eucommia ulmoides Oliver. ACS Chem Neurosci. 
2014;5(9):855.

58.	 Bruno G, Volpato RI, Ingrid EO, Jameel I, Ramirez MI. A new landscape of 
host–protozoa interactions involving the extracellular vesicles world. Parasi-
tology. 2018;145:1–10.

59.	 Docagne F, Mestre L, Loría F, Hernangómez M, Correa F, Guaza C. Therapeutic 
potential of CB2 targeting in multiple sclerosis. Expert Opin Ther Targets. 
2008;12(2):185.

60.	 Ali G, Razieh Y. Inhibition of H2O2-induced cell death through FOXO1 modu-
lation by EUK-172 in SK-N-MC cell. Eur J Pharmacol. 2012;697(1–3):47–52.

61.	 Zhang X-h, Huang S-j, Wang Y-y, Zhang Y, Pan J-h, Zheng J, Li D-j. Lei X-m: 
Effects of Kaixin Jieyu Decoction (开心解郁汤) on behavior and glial fibrillary 
acidic protein expression in cerebral hippocampus of a rat vascular depres-
sion model. Chin J Integr Med. 2015;21(3):223–8.

62.	 Yang J, Liu R, Lu F, Xu F, Zheng J, Li Z, Cui W, Wang C, Zhang J, Xu S. Fast Green 
FCF Attenuates Lipopolysaccharide-Induced Depressive-Like Behavior and 
Downregulates TLR4/Myd88/NF-κB Signal Pathway in the Mouse Hippocam-
pus. other 2019, 10.

63.	 Gárate I, Garcia-Bueno B, Madrigal J, Caso L. J., R.: Stress-Induced Neuroinflam-
mation: role of the toll-like Receptor-4 pathway. Biological Psychiatry New 
York; 2013.

64.	 Yihe W, Jingjing X, Yuan L, Ziyang L, Xiaohong L. TLR4-NF- κ B Signal Involved 
in Depressive-Like Behaviors and Cytokine Expression of Frontal Cortex 
and Hippocampus in Stressed C57BL/6 and ob/ob Mice. Neural Plastic-
ity,2018,(2018-3-22) 2018, 2018:1–12.

65.	 Dan M, Xiaodong S. Reactivation of the PI3K/Akt signaling pathway by the 
Bisperoxovanadium compound bpV(pic) attenuates photoreceptor apopto-
sis in experimental retinal detachment. Investigative ophthalmology & visual 
science; 2015.

66.	 Negrón AL, Yu G, Boehm U, Acosta-Martínez M. Targeted Deletion of PTEN 
in Kisspeptin Cells Results in Brain Region- and Sex-Specific Effects on Kis-
speptin Expression and Gonadotropin Release. Int J Mol Sci 2020, 21(6).

67.	 Shira K, José A. Esteban: PTEN: local and global modulation of neuronal func-
tion in Health and Disease. Trends in Neurosciences; 2017.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in 
published maps and institutional affiliations.


	﻿Kaixin Jieyu Granule attenuates neuroinflammation-induced depressive-like behavior through TLR4/PI3K/AKT/FOXO1 pathway: a study of network pharmacology and experimental validation
	﻿Abstract
	﻿Introduction
	﻿Materials and methods
	﻿Drugs and reagents
	﻿Animals
	﻿Preparation of KJG extract
	﻿Mechanism study of KJG intervention in depression by network pharmacology and molecular docking
	﻿Identify targets for KJG and depression


	﻿Network construction
	﻿KEGG analysis and molecular docking
	﻿Experimental methods
	﻿Establishment of the CUMS model
	﻿Establishment of the LPS model

	﻿Behavioral evaluation
	﻿Immunofluorescence and nissl staining
	﻿Cell culture and treatments
	﻿Immunocytochemistry
	﻿Enzyme-linked immunosorbent assay (ELISA)
	﻿Western blot (WB) detection
	﻿Statistical analysis
	﻿Results
	﻿The potential targets of KJG and depression
	﻿Network construction analysis
	﻿KEGG and molecular docking analysis
	﻿KJG ameliorated depressive behavior by reducing neuroinflammation response in CUMS-induced mice
	﻿KJG reduced neuroinflammation response by inhibiting TLR4 in LPS-induced mice
	﻿KJG reduced neuroinflammation response by inhibiting TLR4 via PI3K/AKT pathway in CUMS-induced mice
	﻿KJG ameliorated TLR4-induced neuroinflammation in CUMS mice via PI3K/AKT-FOXO1 pathway
	﻿The main compounds of KJG reduced neuroinflammation response by inhibiting TLR4 via PI3K/AKT-FOXO1 pathway in LPS-induced BV2 cells

	﻿Discussion
	﻿Conclusion
	﻿References


