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Abstract 

Background Intestinal inflammation is a common and serious health problem in piglet production, especially 
enteritis caused by pathogenic Escherichia coli (E. coli). This condition often leads to high mortality, slow weight gain, 
and significant economic losses.

Results In this study, we isolated an E. coli strain, SKLAN202302, from the colon of diarrheal piglets to create 
an intestinal inflammation model for evaluating the protective effects of baicalin. Piglets infected with E. coli exhib-
ited significant reductions in body weight, feed intake, small intestine length, and ileal goblet cell count (P < 0.05), 
along with deteriorated ileal morphology. However, baicalin supplementation resulted in body weights, feed intake, 
and intestinal morphology similar to those of the control group. Notably, there was a significant increase in the colo-
nization of Lactobacillus species, particularly Lactobacillus_reuteri, Lactobacillus_amylovorus, and Lactobacillus_johnii, 
compared to the E. coli group (P < 0.05). At the metabolic and transcriptional levels, E. coli infection increased inflam-
matory mediators, including eicosanoids (leukotriene F4, prostaglandin F1a, leukotriene E4, thromboxane B2, pros-
taglandin G2, and PGH2), monosaccharides, and TCA cycle intermediates (oxoglutaric acid, glutaric acid, adipic acid, 
citric acid, and isocitric acid) in the ileum. It also promoted the expression of genes related to autoimmune diseases 
and the Th17 differentiation signaling pathway (CTLA4, IFN-ALPHA-8, IL12RB2, TRAV3, TRAV16, FOS, and VEGFA), as well 
as inflammatory factors. Conversely, baicalin supplementation not only counteracted these effects but also enhanced 
the presence of metabolites such as phospholipids [including lysoPC (P-18:1(9Z)/0:0), PC (17:0/0:0), lysoPC 
(16:1(9Z)/0:0), PC (18:0/0:0), lysoPC (18:0/0:0), PA (10:0/i-16:0), and PA (10:0/8:0)] and amino acids. It also regulated 
genes within the IL-17 signaling pathway (IL4, CCL17, CXCL10, IFNG, and CXCL2), suggesting a mechanism by which 
baicalin mitigates E. coli-induced intestinal and microbial disturbances. Subsequent flow cytometry analysis showed 
that E. coli infection increased the numbers of  CD3+ and  Foxp3+ cells, decreased IL-17A+ cells, and reduced Th17/Treg 
ratios. Baicalin supplementation restored these parameters to control levels.

Conclusions Baicalin supplementation effectively alleviates E. coli-induced intestinal inflammation and microbial 
disturbances in piglets by enhancing beneficial Lactobacillus colonization, counteracting inflammatory mediators, 
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and regulating immune-related gene expression and the Th17/Treg balance. These findings highlight baicalin’s poten-
tial in alleviating intestinal inflammation.

Keywords Baicalin, Escherichia coli, Intestinal inflammation, Microbiota, Piglets, Th17/Treg balance, Th17 cell

Graphical abstract

Introduction
Intestinal inflammation is a significant health issue in 
piglet production, particularly during the weaning period 
when piglets are highly vulnerable to bacterial infections 
due to low immunity and weaning stress [1]. Pathogenic 
Escherichia coli (E. coli) is a major cause of intestinal 
inflammation in piglets [2], leading to intestinal damage, 
impaired nutrient absorption, and stunted growth [3, 4]. 
Chronic intestinal inflammation reduces feed efficiency 
and increases breeding costs [5].

Antibiotics are the primary treatment for intestinal 
inflammation in animal husbandry [6, 7]. However, many 
pathogenic E. coli strains have developed resistance to 
multiple antibiotics [8–10]. Furthermore, antibiotic treat-
ments can disrupt the balance of intestinal microbiota 

and damage the intestinal barrier [11, 12]. T helper cell 
17 (Th17) and regulatory T cells (Tregs) play key roles in 
the development and regulation of intestinal inflamma-
tion [13]. Th17 cells secrete pro-inflammatory cytokines 
to mediate inflammation, while Treg cells secrete anti-
inflammatory cytokines to suppress the immune response 
and maintain immune system balance [14]. An imbalance 
in the Th17/Treg cell ratio is a critical pathological mech-
anism in many inflammatory bowel diseases (IBD) [13].

Baicalin, the main active component of the traditional 
Chinese medicine Scutellaria, is known for its anti-
inflammatory, antioxidant, and antibacterial properties 
[15, 16]. Recent studies have confirmed that baicalin 
inhibits the production of bacterial DNA, RNA and pro-
teins, and breaks down endotoxins [17, 18].
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Our previous studies have also demonstrated that bai-
calin regulates intestinal microbiota and host immune 
function, thereby exerting anti-inflammatory effects and 
facilitating intestinal repair [11]. In  vitro studies have 
shown that baicalin can inhibit E. coli in milk samples 
and reduce its drug resistance [17]. Additionally, bai-
calin has been found to inhibit lung inflammation in 
chickens caused by co-infection of Mycoplasma septicus 
and E. coli [18]. However, its role in reducing intestinal 
inflammation remains insufficiently explored. This study 
hypothesizes that baicalin supplementation can regulate 
immune response and microbial composition to alleviate 
intestinal inflammation caused by pathogenic E. coli in 
piglets. Therefore, our study aims to explore the mecha-
nisms by which baicalin regulates intestinal health and 
alleviates intestinal inflammation in weaned piglets. This 
study offers a theoretical foundation and practical recom-
mendations for utilizing baicalin as a nutritional inter-
vention to enhance intestinal health in piglets.

Materials and methods
Piglets and experiment design
A total of 72 healthy weaned piglets of similar weight 
(Duroc-Landrace-Yorkshire; initial weight: 6.19 ± 0.51 kg; 
24-day-old; half male and half female) were selected and 
assigned into 4 treatment groups with 18 piglets in each 
group, each consisting of 3 pens with 6 pigs per pen 
(1.5 m × 2.4 m). The 4 treatment groups included: 1) con-
trol group (CON), piglets were fed a basal diet; 2) E. coli 
group (E. coli), piglets were fed a basal diet and intraperi-
toneally injected with Escherichia coli SKLAN202302; 3) 
Baicalin prevention group (BL + E. coli), piglets were fed 
a basal diet containing 100 mg/kg baicalin (purity ≥ 85%, 
Peking Centre Technology Co., Ltd., Beijing, China) 
and intraperitoneally injected with Escherichia coli 
SKLAN202302; and 4) High dose baicalin prevention 
group (HBL + E. coli), piglets were fed a basal diet con-
taining 500 mg/kg baicalin and intraperitoneally injected 
with Escherichia coli SKLAN202302. The experiment 
period was 18 d. On d 7, 10, and 15 of the experiment, 
piglets in E. coli, BL + E. coli, and HBL + E. coli group 
were intraperitoneally injected with 1  mL, 2  mL, and 
3 mL of Escherichia coli SKLAN202302 (Concentration: 
2  ×   109  CFU/mL), respectively. Piglets in CON group 
were intraperitoneally injected with equal amount of 
normal saline. The Escherichia coli SKLAN202302 strain 
was isolated from the colonic digesta of a diarrheal piglet 
in our laboratory and stored at the China General Micro-
biological Culture Collection Center under storage num-
ber CGMCC No.26420. Throughout the experiment, all 
piglets were housed indoors where the temperature was 
controlled at 24–26  °C and the relative humidity was 

maintained at 50%–70%. They were allowed free access to 
feed and water. The basal diets were formulated accord-
ing to the National Research Council (2012) [19], as 
detailed in Table 1. Three days after the final injection, 8 
pigs from each group were randomly selected for eutha-
nized, and samples of the ileum and ileal chyme were 
collected for subsequent analysis. All experimental pro-
cedures and care protocols were reviewed and approved 
by the Institutional Animal Care and Use Committee 
(IACUC) of the Institutional Animal Care and Use Com-
mittee of the Institute of Animal Science at the Chinese 
Academy of Agricultural Sciences (approval number: 
IAS2022-113). Our study’s design, analysis, and report-
ing were conducted with the utmost consideration for 
reducing animal suffering and minimizing the number 
of animals used, in line with the principles of the 3Rs 
(Replacement, Reduction, and Refinement). The high-
est standards of animal welfare and ethical conduct were 
maintained throughout the research.

Table 1 Composition and nutrient level of basal diet (air-dry 
basis)

1 The premix provides per kg of diet: VA: 15,000 IU;  VD3: 4,500 IU; VE: 72.5 mg; 
 VK3: 4.5 mg;  VB1: 4.32 mg;  VB2: 12 mg;  VB6: 4.86 mg;  VB12: 30 µg; Biotin: 480 µg; 
Folic acid: 1.764 mg; Calcium pantothenate: 19.32 mg; Nicotinamide: 41.58 mg; 
Cu: 110 mg; Fe: 165 mg; Zn: 80 mg; Mn: 60 mg; I: 0.8 mg; Co: 0.6 mg; Se: 0.3 mg
2 Net energy and crude protein are calculated values

Item, % Basal diet

Ingredients

 Suckling corn 28.98

 Expanded corn 15.00

 Broken rice 15.00

 Expanded soybean 13.00

 Dried whey 8.00

 Soybean meal 4.50

 Glucose 4.00

 Fish meal 3.00

 Hydrolyzed wheat protein 3.00

 Soybean oil 1.50

 Calcium formate 0.80

 Montmorillonite 0.50

 Calcium phosphate monobasic 0.50

 L-Lysine hydrochloride 0.65

 L-Thr 0.24

 DL-Met 0.16

 L-Trp 0.07

 Ethoxyquin 0.10

  Premix1 1.00

Nutrient  levels2

 Net energy, kcal/kg 2,620

 Crude protein 17.39
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Sample collection
The piglets were anesthetized with sodium pentobarbital 
solution (4%, 40 mg/kg) and euthanized for sample col-
lection. Ileum tissue and chyme were collected, flash-
frozen in liquid nitrogen, and stored in a −80 °C freezer 
for subsequent analysis. Fresh ileum tissue was sectioned 
and preserved in Carnoy’s solution (60% methanol, 30% 
chloroform, and 10% acetic acid) for hematoxylin and 
eosin (H&E) staining, and in 2.5% glutaraldehyde for 
preparing frozen sections to observe the ultrastructure. 
Fresh ileum tissue was collected and washed thoroughly 
with phosphate-buffered saline, and preserved in phos-
phate-buffered saline for flow cytometry analysis.

Hematoxylin and eosin (H&E) and Alcian blue staining
The ileum samples of piglets were fixed in Carnoy’s solu-
tion (60% methanol, 30% chloroform, and 10% acetic 
acid) for more than 24  h post-collection. The fixed ileal 
tissues were then dehydrated and embedded in paraffin 
wax to prepare paraffin sections. These sections were 
stained with hematoxylin and eosin to observe intestinal 
morphology and measure villus height and crypt depth. 
In addition, the paraffin sections were stained with the 
Alcian blue-periodic acid Schiff (AB-PAS) following the 
manufacturer’s instruction (Solarbio, Beijing, China) to 
measure goblet cell numbers. The goblet cells were man-
ually counted in 10 crypts per section. All measurements 
of the stained slides were performed using a DM300 light 
microscope (Leica, Germany).

Ultrastructure observed by electron microscopy
The ileal tissues were initially fixed in 2.5% glutaraldehyde 
for 4 h at 4 °C. Following fixation, the samples underwent 
a series of preparation steps, including dehydration, infil-
tration, and embedding, culminating in the production 
of ultra-thin sections. These sections were then stained 
with lead citrate and uranyl acetate to enhance contrast. 
Examination was performed using a Tecnai G2 20 TWIN 
transmission electron microscope (FEI, Hillsboro, OR, 
USA). High-resolution digital images of the stained sec-
tions were captured with a GATAN ES1000W Erlangshen 
CCD camera.

16S rRNA gene sequencing analysis
Ileal chyme was collected for 16S rRNA gene sequenc-
ing analysis. Microbial DNA was extracted from the 
ileal chyme using the E.Z.N.A.® soil DNA Kit (Omega 
Biotek, Norcross, GA, USA) following the manufac-
turer’s protocol. The V3–V4 regions of the bacterial 16S 
rRNA gene were amplified using the primer pairs 338F 
(5′-ACT CCT ACG GGA GGC AGC AG-3′) and 806R 
(5′-GGA CTA CHVGGG TWT CTAAT-3′) with an ABI 
Gene Amp® 9700 PCR thermocycler (ABI, CA, USA). 

Sequencing of the amplicon was performed on the Illu-
mina MiSeq platform using PE300 technology, and the 
resulting raw reads were uploaded to NCBI (accession 
number: PRJNA1130863). Data pre-processing and ini-
tial analysis were conducted on the Majorbio I-Sanger 
cloud platform (www.i- sanger. com, Majorbio, Shanghai, 
China). Principal coordinates analysis (PCoA) based on 
weighted-UniFrac distance metrics was performed to 
evaluate the microbial communities among three groups. 
Alpha diversity was assessed using the Sobs, Shannon, 
and Chao indices.

Untargeted metabolomics analyses
Ileal chyme was collected and analyzed for metabolomics 
using liquid chromatography-mass spectrometry (LC-
MS) by Majorbio Biotech (Shanghai, China). The specific 
analysis methods are detailed in our previous publication 
[11]. The resulting raw data were preprocessed using Pro-
genesis QI software (Waters Corporation, Milford, USA), 
with false positive peaks and redundancies removed. 
Metabolites were identified using the HMDB, Metlin 
(https:// metlin. scrip ps. edu/), and Majorbio databases. 
Differential metabolites were identified with a VIP > 1 
and P < 0.05. The KEGG database (http:// www. genome. 
jp/ kegg/) was used for pathway analysis and to compare 
metabolite concentrations.

Transcriptome analysis
For each group, 5 ileal mucosa samples were randomly 
selected for total RNA extraction using the phenol–chlo-
roform method. cDNA library construction and sequenc-
ing were performed by Majorbio Company (Shanghai, 
China). High-quality RNA samples were obtained 
through quality control measures  (OD260/280 = 1.8–2.2, 
 OD260/230 ≥ 1.0, RIN ≥ 6.5, 28S:18S ≥ 1.0, and > 10 μg). Dif-
ferentially expressed gene identification, GO and KEGG 
functional enrichment analysis, and other processes were 
conducted on the Majorbio I-Sanger Cloud Platform 
(www.i- sanger. com), using the Benjamini–Hochberg 
method for P-value adjustment. The raw data have been 
submitted to the NCBI Sequence Read Archive (SRA: 
PRJNA1131845).

Flow cytometry
The ileum tissue was repeatedly scraped with a cell 
scraper and added to 5 mL of PBS. The mixture was then 
filtered through a 200-mesh filter to obtain single cells. 
The filtrate was layered over 3 mL of lymphocyte separa-
tion solution, and lymphocytes were isolated by centrifu-
gation. The isolated lymphocytes were washed with PBS, 
resuspended in 2 mL of RPMI 1640 medium, and stored 
at 4  °C for subsequent flow cytometry. The single-cell 
suspension was incubated with anti-CD3 PE (Invitrogen, 

http://www.i-sanger.com
https://metlin.scripps.edu/
http://www.genome.jp/kegg/
http://www.genome.jp/kegg/
http://www.i-sanger.com
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#MA5-41035) and anti-CD4 PE-Cy5 (Invitrogen, #MA5-
28734) for 15 min in the dark to stain the cell surface. Fol-
lowing incubation, a cell fixation solution was added, and 
the cells were fixed for 30  min in the dark, after which 
a cell permeabilization solution was applied. Th17 cells 
were analyzed by staining with anti-human IL-17A FITC 
(MABTECH, #3520-7). For Treg cell analysis, cells were 
stained with anti-Mo/RT Foxp3 PE-Cy7 (eBioscience, 
#25-5773-82). Stained cells were then analyzed using a 
FACS Canto II Flow Cytometer (BD Biosciences) with 
FlowJo software (FlowJo, Ashland, OR, USA).

Western blot
Total protein was extracted from ileum mucosa and 
quantified using a bicinchoninic acid (BCA) protein assay 
kit (Thermo Fisher Scientific, MA, USA). Equal amounts 
of protein were loaded onto a sodium dodecyl sulfate–
polyacrylamide gel for electrophoresis and then trans-
ferred onto a polyvinylidene fluoride (PVDF) membrane. 
The membrane was blocked with 5% skim milk for 2 h, 
incubated with the primary antibody overnight at 4 °C, 
and subsequently with an enzymic secondary antibody 
(Sangon Biotech, #D110058) at room temperature for 1 h. 
Protein signals were detected using an ECL kit (Bio-Rad, 
CA, USA) and visualized with the Bio-Rad Chemi XRS 
imaging system (Bio-Rad). The band density of the target 
protein was quantified and normalized to β-actin using 
ImageJ v1.8.0 software. The primary antibodies were 
sourced from the following supplier: anti-ACTB (Sangon 
Biotech, #D110001), Foxp3 (Beyotime, #AF6927), NLRP3 
(Beyotime, #AF2155), CTLA-4 (ABclonal, #A13966), 
FOS (ABclonal, #A17351).

Statistical analysis
Statistical analysis was performed using SAS 9.4 soft-
ware (SAS Institute, Cary, NC, USA). Quantitative data 
are presented as mean ± standard deviation. One-way 
analysis of variance (ANOVA) was used to evaluate 
body weight, intestinal morphology, and WB data across 
groups, followed by multiple comparisons using the 
Least Significant Difference (LSD) method. Differences 
in microbial data between groups were analyzed using 
the Wilcoxon rank-sum test, with standardized preproc-
essing steps applied to the data prior to analysis. Signifi-
cance was established at P < 0.05.

Results
Baicalin improved growth performance and intestinal 
morphology
We evaluated the effect of baicalin on growth perfor-
mance and intestinal morphology in piglets challenged 
with E. coli. Baicalin supplementation improved the body 
weight and feed intake of the piglets compared to the E. 
coli group (P < 0.05), with the low dose of baicalin show-
ing greater improvement than the high dose (Fig. 1A and 
B). Additionally, baicalin significantly reduced the num-
ber of E. coli in piglet feces, with the BL + E. coli group 
having lower E. coli counts than the HBL + E. coli group 
(P < 0.05, Fig.  1E). Based on these results, piglets in the 
BL + E. coli group were selected for subsequent analysis 
instead of those in the HBL + E. coli group. E. coli infec-
tion caused an increase in the proportion of the heart, 
liver, and spleen, and a reduction in small intestine 
length (P < 0.05, Fig. 1C and D), which were ameliorated 
by baicalin supplementation. Baicalin also alleviated the 
morphological damage to the ileum caused by E. coli, 
as evidenced by increased villus height and crypt depth 
compared to the E. coli group (Fig.  1F and G). Further 
TEM ultrastructural analysis showed that the ileum of 
piglets in the CON and BL + E. coli groups displayed 
parallel and well-developed microvilli covering the api-
cal surface of epithelial cells, with well-preserved nor-
mal mitochondrial structures (Fig. 1H). However, E. coli 
infection resulted in sparse, short, and irregular micro-
villi in the ileum and led to a preferential accumulation 
of degenerating and damaged mitochondria in ileal epi-
thelial cells, with some cases showing complete matrix 
disappearance and fragmented cristae (Fig.  1H). Baica-
lin supplementation improved the microvilli morphol-
ogy and mitochondrial structure of the ileum following 
E. coli infection (Fig. 1H). The number of goblet cells in 
the ileum significantly decreased after E. coli challenge, 
while baicalin supplementation significantly increased 
the number of goblet cells (P < 0.05, Fig. 1I).

Baicalin regulated the ileal microbiota composition
The microbiota composition in the ileal chyme was 
analyzed using 16S rDNA sequencing. PCoA analysis 
based on weighted UniFrac revealed marked distinc-
tions between the E. coli group and both the CON and 
BL + E. coli groups, with significant differences confirmed 

Fig. 1 Baicalin improved growth performance and alleviated intestinal damage caused by E. coli infection. A Body weight (n = 18). B Feed intake 
(n = 3). C Organ weight/Body weight (n = 8). D Small intestine length (n = 8). E Number of the E. coli in piglet feces (n = 8). F Hematoxylin and eosin 
(H&E) sections of ileum. Scale bar: 500 μm and 1,000 μm. G Villus height, crypt depth, and villus height/crypt depth of ileum (n = 8). H Mitochondrial 
morphology and structure in apical enterocytes of the ileum (Scale bars, 2 µm). I Representative PAS staining of ileum tissue sections 
and the number of goblet cells (n = 8). Scale bar: 250 μm. Data are expressed as the mean ± SD and one-way ANOVA was performed, followed 
by LSD test. * means P < 0.05, ** means P < 0.01

(See figure on next page.)
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Fig. 1 (See legend on previous page.)
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by ANOSIM analysis (Fig. 2A, P < 0.05). Alpha-diversity 
indices, including Sobs, Chao, and Shannon, were higher 
in the E. coli group than in the CON group (Fig.  2B, P 
< 0.05). The microbiota composition was evaluated and 
presented in Fig. 2C–E. At the phylum level, the propor-
tion of Actinobacteriota was higher, while Firmicutes 
was lower in the E. coli group compared to the CON and 
BL + E. coli groups (Fig. 2C). At the genus level, Lactoba-
cillus and Lysinibacillus were notably diminished in the E. 
coli group, whereas Romboutsia, Weissella, Turicibacter, 
Bacillus, and Rothia were relatively abundant (Fig.  2D). 
The microbial composition of the BL + E. coli group was 
more similar to that of the control group. The abundance 
of Lactobacillus in the E. coli group was significantly 
lower than in the CON and BL + E. coli groups (P < 0.05, 
Fig. 2F). At the species level, Lactobacillus_reuteri, Lac-
tobacillus_amylovorus, and unclassified_g__Lysinibacil-
lus were notably diminished in the E. coli group, while 
Romboutsia_ilealis, Streptococcus_ferus, Weissella_para-
mesenteroides, and Rothia_nasimurium were relatively 
abundant (Fig.  2E). These proportions recovered after 
baicalin supplementation. Interestingly, the abundance 
of Lactobacillus_reuteri was significantly lower, while the 
abundance of Streptococcus_ferus was significantly higher 
in the E. coli group (P < 0.05, Fig.  2F). Supplementation 
with baicalin significantly increased the abundance of 
Lactobacillus_johnii (P < 0.05, Fig.  2F). Dissimilarities in 
the ileal microbiota were identified using the Linear Dis-
criminant Analysis Effect Size (LEfSe) method (Fig.  2G 
and H). The most significantly represented species in 
the CON group was Lactobacillus_reuteri, while in the 
BL + E. coli group, unclassified_g__Lactobacillus and 
unclassified_g__Lactococcus were predominant. In con-
trast, Weissella, Weissella_paramesenteroides, Bacillus, 
and Staphylococcus_saprophyticus_g__Staphylococcus 
were the most represented in the E. coli group (Fig. 2H).

Baicalin regulated ileal metabolism
Untargeted metabolomic profiling of ileal chyme 
was conducted to evaluate the influence of baicalin 
on metabolism. Principal component analysis (PCA) 
revealed distinct differences among the three groups 
(Fig.  3A). In the differential metabolites between the E. 
coli and CON groups, PC [2:0/18:1 (12Z)−2OH (9,10)], 

syringetin, 5-sulfosalicylic acid, and tamoxifen-N-glu-
curonide were significantly up-regulated, while argi-
nylmethionine, 10-hydroxyheptadecanoylcarnitine, 
chenodeoxycholylmethionine, and arabinosylhypoxan-
thine were significantly down-regulated. These metabo-
lites had the most substantial influence on the observed 
differences (Fig. 3B). Many of the differentially enriched 
metabolites in the E. coli group were amino acids, mono-
saccharides, eicosanoids, and phospholipids (Fig.  3C). 
Notably, metabolites of eicosanoids, including leukot-
riene F4, prostaglandin F1a, leukotriene E4, thrombox-
ane B2, prostaglandin G2, and PGH2, were significantly 
increased in the E. coli group (Fig.  3D and I). These 
metabolites are known inflammatory mediators that 
exacerbate the inflammatory response. KEGG pathway 
analysis based on differential metabolites highlighted 
the top pathways, including the phospholipase D signal-
ing pathway, Fc epsilon RI signaling pathway, tryptophan 
metabolism, and arginine biosynthesis. In the BL + E. coli 
vs. E. coli groups, HT-2 toxin, dihydrocytochalasin B, and 
pyroglutamyl-3-methylhistidyl-prolinamide were signifi-
cantly down-regulated, while delta5-Demissine, ergosine, 
lysoPE [20:3(8Z,11Z,14Z)/0:0], and imipramine were 
significantly up-regulated (Fig. 3F). Many of the differen-
tially enriched metabolites in the BL + E. coli group were 
phospholipids, eicosanoids, monosaccharides, and car-
boxylic acids (Fig.  3G). Specifically, metabolites of glyc-
erol phospholipid, including lysoPC [P-18:1(9Z)/0:0], PC 
(17:0/0:0), lysoPC [16:1(9Z)/0:0], PC(18:0/0:0), lysoPC 
(18:0/0:0), PA (10:0/i-16:0), and PA (10:0/8:0), were sig-
nificantly decreased in the E. coli group but increased in 
the BL + E. coli group, indicating their role in the regu-
lation of inflammatory response (Fig.  3D and I). KEGG 
pathway analysis of differential metabolites in the BL + E. 
coli vs. E. coli groups identified the top pathways, includ-
ing antifolate resistance, arginine and proline metabo-
lism, systemic lupus erythematosus, alanine, aspartate 
and glutamate metabolism, and pancreatic cancer 
(Fig. 3H). Among the differential metabolites, carboxylic 
acids, eicosanoids, monosaccharides, and phospholipids 
were increased, while amino acids were decreased in the 
E. coli vs. CON groups. However, baicalin supplementa-
tion produced opposite effects on these metabolites com-
pared to E. coli alone (Fig. 3I).

(See figure on next page.)
Fig. 2 Baicalin regulated the ileal microbiota composition disrupted by E. coli infection (n = 8). A PCoA analysis of microbiota in ileum based 
on weighted UniFrac distance metrics. B Alpha-diversity (Sobs and Chao index) of microbiota. Intergroup difference test was performed 
by Wilcoxon rank-sum test. * means P < 0.05. C–E Relative abundance of microbiota at phylum level (C), genus levels (D), and species level (E). Less 
than 1% abundance of phyla or genus was merged into others. F Proportions of key genus and species in three groups. Intergroup difference test 
was performed by Wilcoxon rank-sum test. * means P < 0.05. G LEfSe analysis of microbiota. H LEfSe Bar
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Fig. 2 (See legend on previous page.)
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Baicalin regulated transcriptome
Transcriptome analysis of ileum tissue was conducted to 
further explore the effect of baicalin on E. coli-infected 
piglets. A total of 384 differential expression genes 
(DEGs) were identified in the E. coli vs. CON group, 
with 267 up-regulated and 117 down-regulated (Fold 
change > 1.8, P < 0.05, Fig.  4A). GO enrichment analy-
sis revealed that the up-regulated DEGs were mainly 
involved in the response to cadmium ion, intracellular 
zinc ion homeostasis, long-chain fatty acid metabolic 
process, and cholesterol biosynthetic process (Fig.  4B). 
In contrast, the down-regulated DEGs were involved in 
inorganic ion homeostasis, skeletal muscle contraction, 
and cell junction assembly. KEGG enrichment analysis 
showed that these DEGs were primarily involved in auto-
immune disease and inflammatory pathways, including 
rheumatoid arthritis (RA), systemic lupus erythematosus 
(SLE), autoimmune thyroid disease (AITD), graft-versus-
host disease (GD), intestinal immune network for IgA 
production, inflammatory bowel disease, Th1 and Th2 
cell differentiation, and Th17 cell differentiation. Autoim-
mune diseases such as multiple sclerosis (MS) and Alz-
heimer’s disease (AD) are closely associated with Th17 
cell differentiation. Genes related to these autoimmune 
diseases and Th17 cell differentiation, including CTLA4, 
IFN-ALPHA-8, IL12RB2, TRAV3, TRAV16, FOS, and 
VEGFA, were up-regulated in the E. coli group but down-
regulated in the BL + E. coli group (P < 0.05, Fig. 4D). In 
addition, genes involved in lipid metabolism (SLC47A1, 
MFSD2A, ABCG5, APOA1, APOD, C8G), glucose metab-
olism (B3GALT5, B3GALT2, NDST3, SEPP1, MT1A), and 
inflammatory reaction (IL27, IL12RB2, IFN-ALPHA-13, 
IFNLR1, EREG, CD226), which are closely linked to Th17 
cell differentiation, were significantly up-regulated fol-
lowing E. coli infection (Fig. 4E). Protein network analy-
sis indicated that genes such as FOS, CTLA4, APOA1, 
CEL, FRK, and AGTR1 had the strongest association 
with other genes, highlighting their crucial roles in E. coli 
infection (Fig. 4E).

Baicalin supplementation significantly restored gene 
expression changes caused by E. coli infection, with the 
gene expression trends in the BL + E. coli group more 
closely resembling the control group and contrasting 

with the E. coli group (Fig. 4B). GO enrichment analysis 
showed that baicalin may enhance signaling pathways 
associated with cell survival and proliferation (positive 
regulation of the ERK1 and ERK2 cascade), metabolic 
processes (organic hydroxy compound metabolic pro-
cess), and immune responses (complement activation), 
contributing to the restoration of normal cellular func-
tions following E. coli infection (Fig. 4B). KEGG enrich-
ment analysis indicated that DEGs in the BL + E. coli 
vs. E. coli group were primarily involved in base exci-
sion repair, rheumatoid arthritis, longevity regulating 
pathway–worm, apoptosis, IL-17 signaling pathway, 
and T cell receptor signaling pathway (Fig. 4A and C). 
DEGs related to the IL-17 signaling pathway, including 
CCL17, CXCL10, IFNG, IL4, and CXCL2, were up-reg-
ulated in the BL + E. coli group compared to the E. coli 
group, whereas FOS, FOSB, and MMP13 were down-
regulated (Fig.  4D). Protein network analysis revealed 
that genes such as CXCL2, CCL17, LBP, ARG1, NTRK1, 
and FGF1 had the strongest associations with other 
genes, suggesting their significant roles in baicalin sup-
plementation (Fig. 4F).

Correlation analysis between microbiota and metabolome
A Spearman correlation analysis was conducted on the 
differential metabolites of amino acids, monosaccha-
rides, eicosanoids, and phospholipids with the top 50 
genera to determine the relationship between potential 
metabolites and major microbiota (Fig. 5A). The results 
indicated that phospholipids were positively correlated 
with Blautia, unclassified_f__Peptostreptococcaceae, 
Actinobacillus, Helicobacter, Escherichia-Shigella, 
Prevotella, and Bacteroides. Metabolites such as glu-
taric acid, adipic acid, prostaglandin F1a, citric acid, 
isocitrate, muramic acid leukotriene F4, thrombox-
ane B2, glucosamine, prostaglandin G2, and N-Acetyl-
D-galactosamine showed positive correlations with 
Romboutsia, Clostridium_sensu_stricto_1, Weissella, 
Turicibacter, norank_f__norank_o__Chloroplast, and 
Pediococcus, while displaying negative correlations with 
Lactobacillus, Blautia, Alloprevotella, and Prevotella.

Fig. 3 Baicalin regulated ileal metabolism disrupted by E. coli infection (n = 8). A PLS-DA analysis. B Expression profile and VIP analysis 
of metabolites for CON and E. coli group. C Compounds classification analysis of differential metabolites for E. coli vs. CON group. D Schematic 
diagram of metabolism and transformation processes of eicosanoids and glycerol phospholipid. E KEGG pathway enrichment topology analysis 
for differential metabolites of E. coli vs. CON group. F Expression profile and VIP analysis of metabolites for BL + E. coli and E. coli group. G Compounds 
classification analysis of differential metabolites for differential metabolites of BL + E. coli vs. E. coli group. H KEGG pathway enrichment topology 
analysis for differential metabolites of BL + E. coli vs. E. coli group. I Fold change of amino acids, carboxylic acids, eicosanoids, monosaccharides, 
and phospholipids for E. coli vs. CON group and BL + E. coli vs. E. coli group. * means P < 0.05, ** means P < 0.01, *** means P < 0.001

(See figure on next page.)
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Correlation analysis between metabolome 
and transcriptome
The relationship between the differential metabolism of 
amino acids, monosaccharides, eicosanoids, and phos-
pholipids and potential DEGs is illustrated in Fig.  5B. 
Amino acids were positively correlated with VEGFA, 
FOS, IL12RB2, FRK, ACTC1, NTRK1, NOX4, APOA1, 
CTLA4, TRAV3, and CD226, and negatively correlated 
with IL-4, ATP6V1G2, CCL17, and LBP. Eicosanoids 
showed positive correlations with IL-4, ATP6V1G2, 
CCL17, and LBP, while exhibiting negative correlations 
with VEGFA, FOS, IL12RB2, FRK, ACTC1, NTRK1, 
NOX4, APOA1, CTLA4, TRAV3, and CD226. Phospho-
lipids were negatively correlated with these DEGs. Car-
boxylic acids were positively correlated with NTRK1, 
CXCL2, IL4, CCL17, CXCL10, and H2AC21.

Flow cytometry and Western blot analysis
To validate the transcriptome results, the expression 
levels of FOS, CTLA4, Foxp3, and NLRP3, which are 
involved in Th17 cell differentiation, were assessed using 
Western blot analysis. The results indicated that the 
protein expression patterns were consistent with those 
obtained from the transcriptome analysis (Fig.  5C). To 
further determine the effect of baicalin on Th17 cell dif-
ferentiation in piglets infected with E. coli, flow cytom-
etry was employed to analyze the number and proportion 
of Th17 and Treg cells in the ileum (Fig. 5D). The results 
demonstrated that baicalin supplementation counter-
acted the increase in the proportion of  CD3+ cells and 
 Foxp3+ cells caused by E. coli infection. Additionally, bai-
calin reversed the decrease in the proportion of IL-17A+ 
cells and the Th17/Treg ratio caused by E. coli infection.

Discussion
Intestinal inflammation is a common and serious issue 
in piglet production, leading to reduced feed efficiency, 
impaired growth, and economic losses. E. coli is a pri-
mary pathogen causing intestinal inflammation in pig-
lets. In this study, E. coli was isolated from piglets with 
diarrhea, resulting in decreased body weight and feed 
intake, intestinal morphological changes, a reduction in 
goblet cells, and other signs of intestinal damage. These 

findings align with previously reported phenotypes in 
piglets infected with pathogenic E. coli [20]. However, 
baicalin supplementation significantly reduced the fecal 
E. coli content of piglets, restored body weight and feed 
intake, and improved intestinal villus structure and gob-
let cell count.

E. coli infection may affect the colonization of symbi-
otic bacteria by competing for nutrients and adhesion 
sites or through toxin release [21]. In this study, E. coli 
infection significantly reduced the abundance of Lacto-
bacillus and Lysinibacillus, particularly Lactobacillus_
reuteri and Lactobacillus_amylovorus. Conversely, the 
abundance of Romboutsia, Bacillus, and Rothia increased 
following E. coli infection, including Romboutsia_ilealis, 
Streptococcus_ferus, Weissella_paramesenteroides, and 
Rothia_nasimurium. Interestingly, baicalin supplementa-
tion restored the abundance of these symbiotic bacteria. 
Rothia_nasimurium has been reported to cross immune 
barriers, posing a risk of illness and death to birds or 
other animals [22]. Lactobacillus_reuteri, a dominant 
intestinal bacterium in piglets [23], is known to enhance 
host immunity and alleviate intestinal inflammation 
[24–26]. Lactobacillus_amylosus has various probiotic 
functions, including protecting the intestinal barrier, 
inhibiting pathogen colonization, and reducing inflam-
mation [27–29].

In this study, we observed the effects of E. coli infec-
tion on metabolite profiles in piglets and explored the 
regulatory role of baicalin supplementation on these 
changes. The results showed that E. coli infection signifi-
cantly increased the levels of several metabolites, includ-
ing oxoglutaric acid, glutaric acid, adipic acid, citric acid, 
isocitrate, trans-aconitic acid, malonic acid and other 
intermediates of the TCA cycle [30–32]. This suggests 
that the infection leads to a significant enhancement in 
energy metabolism, possibly due to increased metabolic 
demands on cells in response to pathogen invasion [32, 
33]. Concurrently, the elevation of eicosanoids such as 
leukotriene F4, prostaglandin F1a, thromboxane B2, 
and PGH2 indicates the activation of a strong inflamma-
tory and immune response [34, 35]. These inflammatory 
mediators are released in large quantities during bacte-
rial infection, promoting an inflammatory response to 

(See figure on next page.)
Fig. 4 Baicalin regulated gene expression caused by E. coli infection (n = 5). A Scatter plot of expression difference (Fold change > 1.8, P < 0.05). Each 
dot represents an individual gene. Red dots represent the significantly up-regulated genes, blue dots represent the significantly down-regulated 
genes, and gray dots represent non-significant differential genes. B Clustering heat map, trend analysis and enriched GO terms for all differential 
genes in E. coli vs. CON and BL + E. coli vs. E. coli group. C KEGG enrichment analysis of differential genes in E. coli vs. CON and BL + E. coli vs. E. coli 
group. D Th17 cell differentiation pathways and IL-17 signaling pathway gene expression heatmap. E and F The main network cluster of genes 
different expression between E. coli and CON (E), and between BL + E. coli and E. coli (F). Each nodes representing a gene, and edges each 
representing an interaction between two genes. Blue nodes represent genes that are significantly up-regulated, and pink nodes represent genes 
that are significantly down-regulated
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defend against pathogens [36, 37]. Recent studies have 
found that the intestinal microenvironment is rich in 
prostaglandin E2, which can drive mitochondrial depo-
larization of T cells and enhance glutathione synthesis to 
clear reactive oxygen species (ROS) produced by mito-
chondrial depolarization [38]. Eicosanoids can directly 
affect inflammatory T cell development, causing juvenile 
T cells to differentiate into pro-inflammatory Th17 and 
Th1 cells [39–41], while antagonistic eicosanoids reduce 
the severity of Th17 and Th1 cell-mediated inflammation 
and colitis [42]. Elevated levels of eicosanoid metabo-
lites have been observed in the gastrointestinal mucosa 
of patients with IBD [43, 44]. In addition, increases in 
muramic acid, N-Acetyl-D-galactosamine, N-acetylneu-
raminic acid, gluconic acid, and rhamnose may be related 
to the remodeling of cell wall components and changes 
in glucose metabolism, common responses to infection 
[45]. Remarkably, baicalin supplementation significantly 
reduced the levels of these metabolites, suggesting that 
baicalin may have anti-inflammatory and metabolic regu-
latory effects. Furthermore, increased levels of phospho-
lipids and lysophospholipids were observed after baicalin 
supplementation, indicating the promotion of membrane 
repair and remodeling processes [46, 47]. Phospholip-
ids are crucial components of cell membranes, and their 
increased levels may reflect the process by which cells 
undergo repair after inflammation and infection [48]. 
The increase in amino acids such as L-isoleucine, citrul-
line, L-tyrosine, L-tryptophan, aspartic acid, L-glutamic 
acid may be related to protein synthesis, cell repair, and 
immune response [49, 50]. The elevated levels of these 
amino acids further support the role of baicalin in pro-
moting cell recovery and metabolic balance after infec-
tion. Correlation analysis revealed that the changes of 
these metabolites were significantly correlated with the 
abundance of genus-level microbiota such as Lactobacil-
lus, Bacillus, Pediococcus, Blautia, and Tonsilliphilus.

The results of transcriptomic analysis further revealed 
the extensive effects of E. coli infection on gene expres-
sion. DEGs were primarily concentrated in pathways 
related to autoimmune disease, inflammatory bowel dis-
ease, and Th17 cell differentiation. Studies have confirmed 
that the balance between Th17 and Treg cells is a critical 

mechanism affecting the occurrence and progression of 
autoimmune diseases and IBD [13, 51, 52]. Th17 cells, a 
subgroup of T helper cells characterized by IL-17 secre-
tion [53], play a key role in combating bacterial and fungal 
infections. However, in autoimmune diseases, overactive 
Th17 cells can lead to tissue damage and chronic inflam-
mation [54, 55]. Conversely, Treg cells, characterized 
by the expression of Foxp3 transcription factor, primar-
ily function to suppress immune response and maintain 
immune tolerance [56]. In this study, E. coli infection up-
regulated key genes in the Th17 cell differentiation path-
way, including FOS, VEGFA, IL12RB2, IFN-ALPHA-8, 
and IFN-ALPHA-13, indicating widespread activation 
of the immune system. This activation was further con-
firmed by an increase in the number of T cells, which 
recruit and proliferate in response to infection [57]. 
During the later stages of infection, to prevent excessive 
inflammation and tissue damage, the immune system up-
regulated immunosuppressive genes such as CTLA4 and 
IL27, promoting the differentiation and function of Treg 
cells and inhibiting excessive Th17 cell response [58–60]. 
This was corroborated by flow cytometry, which showed 
an increase in Treg cells and a decrease in Th17 cells. In 
addition, the up-regulation of genes related to lipid trans-
port and glucose metabolism demonstrated that E. coli 
infection affected Th17 cell differentiation at the meta-
bolic level [61]. For instance, MFSD2A, involved in the 
transport of fatty acids such as docosahexaenoic acid 
(DHA), influences Th17 cell differentiation and function 
by regulating fatty acids availability [62]. ABCG5, a cho-
lesterol transporter, is involved in the excretion of cho-
lesterol and phytosterols [63], with high cholesterol levels 
promoting Th17 cell differentiation. ABCG5 indirectly 
affects Th17 cell differentiation by regulating cholesterol 
levels [64]. High-density lipoprotein (HDL) inhibits Th17 
cell differentiation and promotes Treg cell differentiation, 
with APOA1 being a major protein component of HDL 
[65]. Interestingly, these genes were significantly down-
regulated following baicalin supplementation, suggesting 
that excessive inflammation and immune responses could 
be modulated. Baicalin supplementation also upregu-
lated the expression of genes involved in the IL-17 sign-
aling pathway, including CCL17, CXCL10, IFNG, IL4, 

Fig. 5 Association analysis. A Spearman’s correlation between gut microbiota and differential metabolites at genus level. Color gradient denoting 
Spearman’s correlation coefficients. The correlation was assessed at the genus level by partial (geographic distance–corrected) Mantel tests. Edge 
width corresponds to Mantel’s r statistic for the corresponding distance correlations, and edge color denotes the statistical significance based 
on 9,999 permutations. B Spearman’s correlation between metabolome and transcriptome. C Western blotting analysis of expression of CTLA4, FOS, 
Foxp3, NLRP3, and ACTB in the ileum, and the ratio of cleaved form to full from of CTLA4, FOS, Foxp3, and NLRP3 (n = 4). Intergroup difference test 
was performed by one-way ANOVA. D Flow cytometry analysis of ileum tissue (n = 8). Data are expressed as the mean ± SD and one-way ANOVA 
was performed, followed by LSD test. * means P < 0.05, ** means P < 0.01

(See figure on next page.)
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and CXCL2. Chemokines CCL17, CXCL10, and CXCL2 
recruit Treg cells to sites of inflammation and inhibit 
Th17 cells differentiation [66]. IFNG and IL4 inhibit Th17 
cell differentiation by blocking the expression of RORγt, a 
key transcription factor of Th17 cells [67]. This indicates 
that baicalin may promote immune regulation and apop-
tosis by modulating these signaling pathways, thereby 
alleviating the pathological changes caused by E. coli 
infection. After baicalin treatment, the proportions of T 
cells, Treg cells, and Th17 cells returned to control levels, 
indicating that baicalin can restore immune homeostasis 
and correct immune imbalance caused by infection. In 
summary, these results suggest that E. coli infection result 
in a complex immunomodulatory response, promoting 
the increase of Treg cells to suppress excessive inflamma-
tory responses. Baicalin supplementation helps to restore 
immune balance, reduce inflammation, and regulate the 
ratio of Th17/Treg cells.

Conclusions
E. coli infection alters gut microbiota composition, sig-
nificantly reprograms metabolism, and triggers immune 
responses. This leads to enhanced TCA cycle activity, 
elevated inflammatory mediators, and an imbalance in 
immune cell proportions. Baicalin supplementation reg-
ulated intestinal microbiota composition and metabolic 
pathways, inhibited inflammatory mediator production, 
and restored immune cell balance, demonstrating nota-
ble anti-inflammatory and immunomodulatory effects. 
These findings provide a scientific basis for using baicalin 
as a potential therapeutic agent in animal health manage-
ment and disease treatment.

Abbreviations
AB-PAS  Alcian blue-periodic acid Schiff
AD  Alzheimer’s disease
ANOVA  Analysis of variance
AITD  Autoimmune thyroid disease
DEGs  Differential expression genes
DHA  Docosahexaenoic acid
E. coli  Escherichia coli
GD  Graft-versus-host disease
H&E  Hematoxylin and eosin
HDL  High-density lipoprotein
IBD  Inflammatory bowel disease
LC-MS  Liquid chromatography-mass spectrometry
LEfse  Linear discriminant analysis effect size
LSD  Least significant difference
LysoPC  Lyso phosphatidylcholine
MS  Multiple sclerosis
PC  Phosphatidylcholine
PCA  Principal component analysis
PCoA  Principal coordinates analysis
PGH2  Prostaglandin H2
RA  Rheumatoid arthritis
ROS  Reactive oxygen species
SLE  Systemic lupus erythematosus
TCA   Tricarboxylic acid
Th17  T helper cell 17
Treg  Regulatory T cells

Acknowledgements
Not applicable.

Authors’ contributions
SFZ, CZL, JHW, KL, and HXW: completed the animal experiment; SFZ: completed 
sample analysis and data sorting; SFZ: wrote the first draft of the manuscript; 
RQZ, LC, QGM, and HFZ: conceived and led the study. All authors reviewed the 
manuscript and agreed to the published version of the manuscript.

Funding
This study was supported by the National Natural Science Foundation of 
China (32102582), the Youth innovation of Chinese Academy of Agricultural 
Sciences (Y2023QC09), Zhejiang Province Traditional Chinese Medicine Sci-
ence and technology Project (2022ZB270), and the Agricultural Science and 
Technology Innovation Program (ASTIPIAS07, cxgc-ias-16).

Data availability
The original contributions presented in the study are included in the article, 
and further inquiries can be directed to the corresponding author. All 
raw sequences are deposited in the SRA Bioproject: PRJNA1131845 and 
PRJNA1130863.

Declarations

Ethics approval and consent to participate
The experimental protocol was reviewed and approved by the Institutional 
Animal Care and Use Committee of the Institute of Animal Science at the 
Chinese Academy of Agricultural Sciences (IAS2022-113).

Consent for publication
All the authors listed have approved the manuscript publication.

Competing interests
The authors declare no conflict of interest.

Author details
1 State Key Laboratory of Animal Nutrition and Feeding, Institute of Animal 
Science, Chinese Academy of Agricultural Sciences, Beijing 100193, China. 
2 College of Animal Science and Technology, China Agricultural University, 
Beijing 100193, China. 

Received: 1 August 2024   Accepted: 11 November 2024

References
 1. Salomon JD, Qiu H, Feng D, Owens J, Khailova L, Osorio Lujan S, et al. 

Piglet cardiopulmonary bypass induces intestinal dysbiosis and barrier 
dysfunction associated with systemic inflammation. Dis Model Mech. 
2023;16(5):049742. https:// doi. org/ 10. 1242/ dmm. 049742.

 2. Croxen MA, Finlay BB. Molecular mechanisms of Escherichia coli patho-
genicity. Nat Rev Microbiol. 2010;8:26–38. https:// doi. org/ 10. 1038/ nrmic 
ro2265.

 3. Liu W, Yuan C, Meng X, Du Y, Gao R, Tang J, et al. Frequency of virulence 
factors in Escherichia coli isolated from suckling pigs with diarrhoea in 
China. Vet J. 2014;199(2):286–9. https:// doi. org/ 10. 1016/j. tvjl. 2013. 11. 019.

 4. Allocati N, Masulli M, Alexeyev MF, Di Ilio C. Escherichia coli in Europe: an 
overview. Int J Environ Res Public Health. 2013;10(12):6235–54. https:// 
doi. org/ 10. 3390/ ijerp h1012 6235.

 5. Zhang W, Bao C, Wang J, Zang J, Cao Y. Administration of Saccharomyces 
boulardii mafic-1701 improves feed conversion ratio, promotes anti-
oxidant capacity, alleviates intestinal inflammation and modulates gut 
microbiota in weaned piglets. J Anim Sci Biotechnol. 2020;11:112. https:// 
doi. org/ 10. 1186/ s40104- 020- 00516-4.

 6. Davis TK, McKee R, Schnadower D, Tarr PI. Treatment of Shiga toxin-
producing Escherichia coli infections. Infect Dis Clin North Am. 
2013;27(3):577–97. https:// doi. org/ 10. 1016/j. idc. 2013. 05. 010.

 7. Glombowsky P, Campigotto G, Galli GM, Griss LG, da Rosa G, Lopes MT, 
et al. Experimental infection with Escherichia coli in broilers: Impacts of 

https://doi.org/10.1242/dmm.049742
https://doi.org/10.1038/nrmicro2265
https://doi.org/10.1038/nrmicro2265
https://doi.org/10.1016/j.tvjl.2013.11.019
https://doi.org/10.3390/ijerph10126235
https://doi.org/10.3390/ijerph10126235
https://doi.org/10.1186/s40104-020-00516-4
https://doi.org/10.1186/s40104-020-00516-4
https://doi.org/10.1016/j.idc.2013.05.010


Page 16 of 17Zhang et al. Journal of Animal Science and Biotechnology          (2024) 15:172 

the disease and benefits of preventive consumption of a stimulator of 
homeopathic immunity. Microb Pathog. 2020;149:104570. https:// doi. 
org/ 10. 1016/j. micpa th. 2020. 104570.

 8. Paitan Y. Current trends in antimicrobial resistance of Escherichia coli. Curr 
Top Microbiol Immunol. 2018;416:181–211. https:// doi. org/ 10. 1007/ 82_ 
2018_ 110.

 9. Roth N, Käsbohrer A, Mayrhofer S, Zitz U, Hofacre C, Domig KJ. The 
application of antibiotics in broiler production and the resulting 
antibiotic resistance in Escherichia coli: A global overview. Poult Sci. 
2019;98(4):1791–804. https:// doi. org/ 10. 3382/ ps/ pey539.

 10. Lugsomya K, Yindee J, Niyomtham W, Tribuddharat C, Tummaruk P, 
Hampson DJ, et al. Antimicrobial resistance in commensal Escherichia coli 
isolated from pigs and pork derived from farms either routinely using or 
not using in-feed antimicrobials. Microb Drug Resist. 2018;24(7):1054–66. 
https:// doi. org/ 10. 1089/ mdr. 2018. 0154.

 11. Zhang S, Tang S, Liu Z, Lv H, Cai X, Zhong R, et al. Baicalin restore intestinal 
damage after early-life antibiotic therapy: the role of the MAPK signaling 
pathway. Pharmacol Res. 2024;204:107194. https:// doi. org/ 10. 1016/j. phrs. 
2024. 107194.

 12. Zimmermann P, Curtis N. The effect of antibiotics on the composition of 
the intestinal microbiota - a systematic review. J Infect. 2019;79(6):471–89. 
https:// doi. org/ 10. 1016/j. jinf. 2019. 10. 008.

 13. Yan JB, Luo MM, Chen ZY, He BH. The function and role of the Th17/
Treg cell balance in inflammatory bowel disease. J Immunol Res. 
2020;2020(15):8813558. https:// doi. org/ 10. 1155/ 2020/ 88135 58.

 14. Zhang S, Zhong R, Tang S, Chen L, Zhang H. Metabolic regulation of 
the Th17/Treg balance in inflammatory bowel disease. Pharmacol Res. 
2024;203:107184. https:// doi. org/ 10. 1016/j. phrs. 2024. 107184.

 15. Liu B, Piao X, Niu W, Zhang Q, Ma C, Wu T, et al. Kuijieyuan decoction 
improved intestinal barrier injury of ulcerative colitis by affecting TLR4-
dependent PI3K/AKT/NF-κB oxidative and inflammatory signaling and 
gut microbiota. Front Pharmacol. 2020;11:1036. https:// doi. org/ 10. 3389/ 
fphar. 2020. 01036.

 16. Cheng X, Cao Z, Luo J, Hu R, Cao H, Guo X, et al. Baicalin ameliorates 
APEC-induced intestinal injury in chicks by inhibiting the PI3K/AKT-medi-
ated NF-κB signaling pathway. Poult Sci. 2022;101(1):101572. https:// doi. 
org/ 10. 1016/j. psj. 2021. 101572.

 17. Zhao QY, Yuan FW, Liang T, Liang XC, Luo YR, Jiang M, et al. Baicalin inhib-
its Escherichia coli isolates in bovine mastitic milk and reduces antimicro-
bial resistance. J Dairy Sci. 2018;101(3):2415–22. https:// doi. org/ 10. 3168/ 
jds. 2017- 13349.

 18. Wu Z, Fan Q, Miao Y, Tian E, Ishfaq M, Li J. Baicalin inhibits inflammation 
caused by coinfection of Mycoplasma gallisepticum and Escherichia coli 
involving IL-17 signaling pathway. Poult Sci. 2020;99(11):5472–80. https:// 
doi. org/ 10. 1016/j. psj. 2020. 08. 070.

 19. National Research Council. Nutrient requirements of swine. 11th ed. 
Washington, DC: The National Academies Press; 2012.

 20. Hees H, Maes D, Millet S, den Hartog L, van Kempen T, Janssens G. Fibre 
supplementation to pre-weaning piglet diets did not improve the resil-
ience towards a post-weaning enterotoxigenic E. coli challenge. J Anim 
Physiol Anim Nutr (Berl). 2021;105(2):260–71. https:// doi. org/ 10. 1111/ jpn. 
13475.

 21. Zhang Y, Tan P, Zhao Y, Ma X. Enterotoxigenic Escherichia coli: intestinal 
pathogenesis mechanisms and colonization resistance by gut micro-
biota. Gut Microbes. 2022;14(1):2055943. https:// doi. org/ 10. 1080/ 19490 
976. 2022. 20559 43.

 22. Zhang J, Mo S, Li H, Yang R, Liu X, Xing X, et al. Rothia nasimurium 
as a cause of disease: First Isolation from farmed chickens. Vet Sci. 
2022;9(12):653. https:// doi. org/ 10. 3390/ vetsc i9120 653.

 23. Yi H, Wang L, Xiong Y, Wang Z, Qiu Y, Wen X, et al. Lactobacillus reuteri LR1 
improved expression of genes of tight junction proteins via the MLCK 
pathway in IPEC-1 cells during infection with Enterotoxigenic Escherichia 
coli K88. Mediators Inflamm. 2018;2018:6434910. https:// doi. org/ 10. 1155/ 
2018/ 64349 10.

 24. Montgomery TL, Eckstrom K, Lile KH, Caldwell S, Heney ER, Lahue KG, 
et al. Lactobacillus reuteri tryptophan metabolism promotes host suscep-
tibility to CNS autoimmunity. Microbiome. 2022;10:198. https:// doi. org/ 
10. 1186/ s40168- 022- 01408-7.

 25. Petrella C. Lactobacillus reuteri treatment and DSS colitis: new insight 
into the mechanism of protection. Acta Physiol (Oxf ). 2016;217(4):274–5. 
https:// doi. org/ 10. 1111/ apha. 12719.

 26. Liu Y, Tian X, He B, Hoang TK, Taylor CM, Blanchard E, et al. Lactobacillus 
reuteri DSM 17938 feeding of healthy newborn mice regulates immune 
responses while modulating gut microbiota and boosting beneficial 
metabolites. Am J Physiol Gastrointest Liver Physiol. 2019;317(6):G824–38. 
https:// doi. org/ 10. 1152/ ajpgi. 00107. 2019.

 27. Wu Y, Liu X, Zou Y, Zhang X, Wang Z, Hu J, et al. Lactobacillus amylovorus 
promotes lactose utilization in small intestine and enhances intesti-
nal barrier function in intrauterine growth restricted piglets. J Nutr. 
2024;154(2):535–42. https:// doi. org/ 10. 1016/j. tjnut. 2023. 12. 004.

 28. Roselli M, Finamore A, Hynönen U, Palva A, Mengheri E. Differential 
protection by cell wall components of Lactobacillus amylovorus DSM 
 16698Tagainst alterations of membrane barrier and NF-kB activation 
induced by enterotoxigenic  F4+ Escherichia coli on intestinal cells. BMC 
Microbiol. 2016;16:226. https:// doi. org/ 10. 1186/ s12866- 016- 0847-8.

 29. Shen J, Zhang J, Zhao Y, Lin Z, Ji L, Ma X. Tibetan pig-derived probiotic 
Lactobacillus amylovorus SLZX20-1 improved intestinal function via 
producing enzymes and regulating intestinal microflora. Front Nutr. 
2022;9:846991. https:// doi. org/ 10. 3389/ fnut. 2022. 846991.

 30. Yang MJ, Cheng ZX, Jiang M, Zeng ZH, Peng B, Peng XX, et al. Boosted TCA 
cycle enhances survival of zebrafish to Vibrio alginolyticus infection. Viru-
lence. 2018;9(1):634–44. https:// doi. org/ 10. 1080/ 21505 594. 2017. 14231 88.

 31. Xue Q, Liu H, Zhu Z, Yang F, Song Y, Li Z, et al. African swine fever virus 
regulates host energy and amino acid metabolism to promote viral repli-
cation. J Virol. 2022;96(4):e0191921. https:// doi. org/ 10. 1128/ jvi. 01919- 21.

 32. Rosenberg G, Riquelme S, Prince A, Avraham R. Immunometabolic cross-
talk during bacterial infection. Nat Microbiol. 2022;7(4):497–507. https:// 
doi. org/ 10. 1038/ s41564- 022- 01080-5.

 33. Chaukimath P, Frankel G, Visweswariah SS. The metabolic impact of bac-
terial infection in the gut. FEBS J. 2023;290(16):3928–45. https:// doi. org/ 
10. 1111/ febs. 16562.

 34. Ohnishi H, Miyahara N, Dakhama A, Takeda K, Mathis S, Haribabu B, et al. 
Corticosteroids enhance  CD8+ T cell-mediated airway hyperresponsive-
ness and allergic inflammation by upregulating leukotriene  B4 receptor 1. 
J Allergy Clin Immunol. 2008;121(4):864–71.e4. https:// doi. org/ 10. 1016/j. 
jaci. 2008. 01. 035.

 35. Liu M, Yokomizo T. The role of leukotrienes in allergic diseases. Allergol Int. 
2015;64(1):17–26. https:// doi. org/ 10. 1016/j. alit. 2014. 09. 001.

 36. Dennis EA, Norris PC. Eicosanoid storm in infection and inflammation. Nat 
Rev Immunol. 2015;15(8):511–23. https:// doi. org/ 10. 1038/ nri38 59.

 37. Lucarelli R, Gorrochotegui-Escalante N, Taddeo J, Buttaro B, Beld J, Tam 
V. Eicosanoid-activated PPARα inhibits NFκB-dependent bacterial clear-
ance during post-influenza superinfection. Front Cell Infect Microbiol. 
2022;12:881462. https:// doi. org/ 10. 3389/ fcimb. 2022. 881462.

 38. Villa M, Sanin DE, Apostolova P, Corrado M, Kabat AM, Cristinzio C, et al. 
Prostaglandin  E2 controls the metabolic adaptation of T cells to the 
intestinal microenvironment. Nat Commun. 2024;15:451. https:// doi. org/ 
10. 1038/ s41467- 024- 44689-2.

 39. Barrie A, Khare A, Henkel M, Zhang Y, Barmada MM, Duerr R, et al. 
Prostaglandin E2 and IL-23 plus IL-1β differentially regulate the Th1/Th17 
immune response of human  CD161+  CD4+ memory T cells. Clin Transl 
Sci. 2011;4(4):268–73. https:// doi. org/ 10. 1111/j. 1752- 8062. 2011. 00300.x.

 40. Yao C, Sakata D, Esaki Y, Li Y, Matsuoka T, Kuroiwa K, et al. Prostaglandin 
E2-EP4 signaling promotes immune inflammation through Th1 cell differ-
entiation and Th17 cell expansion. Nat Med. 2009;15(6):633–40. https:// 
doi. org/ 10. 1038/ nm. 1968.

 41. Boniface K, Bak-Jensen KS, Li Y, Blumenschein WM, McGeachy MJ, McCla-
nahan TK, et al. Prostaglandin E2 regulates Th17 cell differentiation and 
function through cyclic AMP and EP2/EP4 receptor signaling. J Exp Med. 
2009;206(3):535–48. https:// doi. org/ 10. 1084/ jem. 20082 293.

 42. Monk JM, Turk HF, Fan YY, Callaway E, Weeks B, Yang P, et al. Antagonizing 
arachidonic acid-derived eicosanoids reduces inflammatory Th17 and 
Th1 cell-mediated inflammation and colitis severity. Mediators Inflamm. 
2014;2014:917149. https:// doi. org/ 10. 1155/ 2014/ 917149.

 43. Rampton DS, Sladen GE, Youlten LJ. Rectal mucosal prostaglandin E2 
release and its relation to disease activity, electrical potential difference, 
and treatment in ulcerative colitis. Gut. 1980;21(7):591–6. https:// doi. org/ 
10. 1136/ gut. 21.7. 591.

 44. Ahrenstedt O, Hällgren R, Knutson L. Jejunal release of prostaglandin E2 
in Crohn’s disease: relation to disease activity and first-degree relatives. J 
Gastroenterol Hepatol. 1994;9(6):539–43. https:// doi. org/ 10. 1111/j. 1440- 
1746. 1994. tb015 57.x.

https://doi.org/10.1016/j.micpath.2020.104570
https://doi.org/10.1016/j.micpath.2020.104570
https://doi.org/10.1007/82_2018_110
https://doi.org/10.1007/82_2018_110
https://doi.org/10.3382/ps/pey539
https://doi.org/10.1089/mdr.2018.0154
https://doi.org/10.1016/j.phrs.2024.107194
https://doi.org/10.1016/j.phrs.2024.107194
https://doi.org/10.1016/j.jinf.2019.10.008
https://doi.org/10.1155/2020/8813558
https://doi.org/10.1016/j.phrs.2024.107184
https://doi.org/10.3389/fphar.2020.01036
https://doi.org/10.3389/fphar.2020.01036
https://doi.org/10.1016/j.psj.2021.101572
https://doi.org/10.1016/j.psj.2021.101572
https://doi.org/10.3168/jds.2017-13349
https://doi.org/10.3168/jds.2017-13349
https://doi.org/10.1016/j.psj.2020.08.070
https://doi.org/10.1016/j.psj.2020.08.070
https://doi.org/10.1111/jpn.13475
https://doi.org/10.1111/jpn.13475
https://doi.org/10.1080/19490976.2022.2055943
https://doi.org/10.1080/19490976.2022.2055943
https://doi.org/10.3390/vetsci9120653
https://doi.org/10.1155/2018/6434910
https://doi.org/10.1155/2018/6434910
https://doi.org/10.1186/s40168-022-01408-7
https://doi.org/10.1186/s40168-022-01408-7
https://doi.org/10.1111/apha.12719
https://doi.org/10.1152/ajpgi.00107.2019
https://doi.org/10.1016/j.tjnut.2023.12.004
https://doi.org/10.1186/s12866-016-0847-8
https://doi.org/10.3389/fnut.2022.846991
https://doi.org/10.1080/21505594.2017.1423188
https://doi.org/10.1128/jvi.01919-21
https://doi.org/10.1038/s41564-022-01080-5
https://doi.org/10.1038/s41564-022-01080-5
https://doi.org/10.1111/febs.16562
https://doi.org/10.1111/febs.16562
https://doi.org/10.1016/j.jaci.2008.01.035
https://doi.org/10.1016/j.jaci.2008.01.035
https://doi.org/10.1016/j.alit.2014.09.001
https://doi.org/10.1038/nri3859
https://doi.org/10.3389/fcimb.2022.881462
https://doi.org/10.1038/s41467-024-44689-2
https://doi.org/10.1038/s41467-024-44689-2
https://doi.org/10.1111/j.1752-8062.2011.00300.x
https://doi.org/10.1038/nm.1968
https://doi.org/10.1038/nm.1968
https://doi.org/10.1084/jem.20082293
https://doi.org/10.1155/2014/917149
https://doi.org/10.1136/gut.21.7.591
https://doi.org/10.1136/gut.21.7.591
https://doi.org/10.1111/j.1440-1746.1994.tb01557.x
https://doi.org/10.1111/j.1440-1746.1994.tb01557.x


Page 17 of 17Zhang et al. Journal of Animal Science and Biotechnology          (2024) 15:172  

 45. Liu X, Nasab EM, Athari SS. Anti-inflammatory effect of 
N-(trifluoromethylphenyl)- 2-cyano-3-hydroxy-crotonic acid amide and 
gluconic acid on allergic rhinitis and asthma controlling. Allergol Immu-
nopathol (Madr). 2022;50(6):71–5. https:// doi. org/ 10. 15586/ aei. v50i6. 612.

 46. Hines OJ, Ryder N, Chu J, McFadden D. Lysophosphatidic acid stimulates 
intestinal restitution via cytoskeletal activation and remodeling. J Surg 
Res. 2000;92(1):23–8. https:// doi. org/ 10. 1006/ jsre. 2000. 5941.

 47. Zheng L, Lin Y, Lu S, Zhang J, Bogdanov M. Biogenesis, transport and 
remodeling of lysophospholipids in Gram-negative bacteria. Biochim 
Biophys Acta Mol Cell Biol Lipids. 2017;1862(11):1404–13. https:// doi. org/ 
10. 1016/j. bbalip. 2016. 11. 015.

 48. Morita SY, Ikeda Y. Regulation of membrane phospholipid biosynthesis in 
mammalian cells. Biochem Pharmacol. 2022;206:115296. https:// doi. org/ 
10. 1016/j. bcp. 2022. 115296.

 49. Kelly B, Pearce EL. Amino assets: how amino acids support immunity. Cell 
Metab. 2020;32(2):154–75. https:// doi. org/ 10. 1016/j. cmet. 2020. 06. 010.

 50. Miyajima M. Amino acids: key sources for immunometabolites and 
immunotransmitters. Int Immunol. 2020;32(7):435–46. https:// doi. org/ 10. 
1093/ intimm/ dxaa0 19.

 51. Xiong X, Yu M, Wang D, Wang Y, Cheng L. Th17/Treg balance is regulated 
by myeloid-derived suppressor cells in experimental autoimmune myo-
carditis. Immun Inflamm Dis. 2023;11(6):e872. https:// doi. org/ 10. 1002/ 
iid3. 872.

 52. Shao S, Yu X, Shen L. Autoimmune thyroid diseases and Th17/Treg lym-
phocytes. Life Sci. 2018;192:160–5. https:// doi. org/ 10. 1016/j. lfs. 2017. 11. 
026.

 53. Kono M. New insights into the metabolism of Th17 cells. Immunol Med. 
2023;46(1):15–24. https:// doi. org/ 10. 1080/ 25785 826. 2022. 21405 03.

 54. Sundrud MS, Trivigno C. Identity crisis of Th17 cells: many forms, many 
functions, many questions. Semin Immunol. 2013;25(4):263–72. https:// 
doi. org/ 10. 1016/j. smim. 2013. 10. 021.

 55. Shen H, Chen ZW. The crucial roles of Th17-related cytokines/signal path-
ways in M. tuberculosis infection. Cell Mol Immunol. 2018;15(3):216–25. 
https:// doi. org/ 10. 1038/ cmi. 2017. 128.

 56. Göschl L, Scheinecker C, Bonelli M. Treg cells in autoimmunity: from iden-
tification to Treg-based therapies. Semin Immunopathol. 2019;41(3):301–
14. https:// doi. org/ 10. 1007/ s00281- 019- 00741-8.

 57. Michki NS, Ndeh R, Helmin KA, Singer BD, McGrath-Morrow SA. DNA 
methyltransferase inhibition induces dynamic gene expression changes 
in lung  CD4+ T cells of neonatal mice with E. coli pneumonia. Sci Rep. 
2023;13:4283. https:// doi. org/ 10. 1038/ s41598- 023- 31285-5.

 58. Tekguc M, Wing JB, Osaki M, Long J, Sakaguchi S. Treg-expressed CTLA-4 
depletes CD80/CD86 by trogocytosis, releasing free PD-L1 on antigen-
presenting cells. Proc Natl Acad Sci U S A. 2021;118(30):e2023739118. 
https:// doi. org/ 10. 1073/ pnas. 20237 39118.

 59. Kuehn HS, Ouyang W, Lo B, Deenick EK, Niemela JE, Avery DT, et al. 
Immune dysregulation in human subjects with heterozygous germline 
mutations in CTLA4. Science. 2014;345(6204):1623–7. https:// doi. org/ 10. 
1126/ scien ce. 12559 04.

 60. Lin CH, Wu CJ, Cho S, Patkar R, Huth WJ, Lin LL, et al. Selective IL-27 pro-
duction by intestinal regulatory T cells permits gut-specific regulation of 
 TH17 cell immunity. Nat Immunol. 2023;24(12):2108–20. https:// doi. org/ 
10. 1038/ s41590- 023- 01667-y.

 61. Shen H, Shi LZ. Metabolic regulation of  TH17 cells. Mol Immunol. 
2019;109:81–7. https:// doi. org/ 10. 1016/j. molimm. 2019. 03. 005.

 62. Talamonti E, Jacobsson A, Chiurchiù V. Impairment of endogenous syn-
thesis of omega-3 DHA exacerbates T-Cell inflammatory responses. Int J 
Mol Sci. 2023;24(4):3717. https:// doi. org/ 10. 3390/ ijms2 40437 17.

 63. Yu XH, Qian K, Jiang N, Zheng XL, Cayabyab FS, Tang CK. ABCG5/ABCG8 
in cholesterol excretion and atherosclerosis. Clin Chim Acta. 2014;428:82–
8. https:// doi. org/ 10. 1016/j. cca. 2013. 11. 010.

 64. Li D, Zhou J, Wang L, Gong Z, Le H, Huang Y, et al. Gut microbial metabo-
lite deoxycholic acid facilitates Th17 differentiation through modulating 
cholesterol biosynthesis and participates in high-fat diet-associated 
colonic inflammation. Cell Biosci. 2023;13(1):186. https:// doi. org/ 10. 1186/ 
s13578- 023- 01109-0.

 65. Tiniakou I, Drakos E, Sinatkas V, Van Eck M, Zannis VI, Boumpas D, et al. 
High-density lipoprotein attenuates Th1 and th17 autoimmune responses 
by modulating dendritic cell maturation and function. J Immunol. 
2015;194(10):4676–87. https:// doi. org/ 10. 4049/ jimmu nol. 14028 70.

 66. Su SB, Grajewski RS, Luger D, Agarwal RK, Silver PB, Tang J, et al. Altered 
chemokine profile associated with exacerbated autoimmune pathol-
ogy under conditions of genetic interferon-gamma deficiency. Invest 
Ophthalmol Vis Sci. 2007;48(10):4616–25. https:// doi. org/ 10. 1167/ iovs. 
07- 0233.

 67. Fedorka CE, El-Sheikh Ali H, Walker OF, Scoggin KE, Dini P, Loux SC, et al. 
The imbalance of the Th17/Treg axis following equine ascending pla-
cental infection. J Reprod Immunol. 2021;144:103268. https:// doi. org/ 10. 
1016/j. jri. 2020. 103268.

https://doi.org/10.15586/aei.v50i6.612
https://doi.org/10.1006/jsre.2000.5941
https://doi.org/10.1016/j.bbalip.2016.11.015
https://doi.org/10.1016/j.bbalip.2016.11.015
https://doi.org/10.1016/j.bcp.2022.115296
https://doi.org/10.1016/j.bcp.2022.115296
https://doi.org/10.1016/j.cmet.2020.06.010
https://doi.org/10.1093/intimm/dxaa019
https://doi.org/10.1093/intimm/dxaa019
https://doi.org/10.1002/iid3.872
https://doi.org/10.1002/iid3.872
https://doi.org/10.1016/j.lfs.2017.11.026
https://doi.org/10.1016/j.lfs.2017.11.026
https://doi.org/10.1080/25785826.2022.2140503
https://doi.org/10.1016/j.smim.2013.10.021
https://doi.org/10.1016/j.smim.2013.10.021
https://doi.org/10.1038/cmi.2017.128
https://doi.org/10.1007/s00281-019-00741-8
https://doi.org/10.1038/s41598-023-31285-5
https://doi.org/10.1073/pnas.2023739118
https://doi.org/10.1126/science.1255904
https://doi.org/10.1126/science.1255904
https://doi.org/10.1038/s41590-023-01667-y
https://doi.org/10.1038/s41590-023-01667-y
https://doi.org/10.1016/j.molimm.2019.03.005
https://doi.org/10.3390/ijms24043717
https://doi.org/10.1016/j.cca.2013.11.010
https://doi.org/10.1186/s13578-023-01109-0
https://doi.org/10.1186/s13578-023-01109-0
https://doi.org/10.4049/jimmunol.1402870
https://doi.org/10.1167/iovs.07-0233
https://doi.org/10.1167/iovs.07-0233
https://doi.org/10.1016/j.jri.2020.103268
https://doi.org/10.1016/j.jri.2020.103268

	Baicalin alleviates intestinal inflammation and microbial disturbances by regulating Th17Treg balance and enhancing Lactobacillus colonization in piglets
	Abstract 
	Background 
	Results 
	Conclusions 

	Introduction
	Materials and methods
	Piglets and experiment design
	Sample collection
	Hematoxylin and eosin (H&E) and Alcian blue staining
	Ultrastructure observed by electron microscopy
	16S rRNA gene sequencing analysis
	Untargeted metabolomics analyses
	Transcriptome analysis
	Flow cytometry
	Western blot
	Statistical analysis

	Results
	Baicalin improved growth performance and intestinal morphology
	Baicalin regulated the ileal microbiota composition
	Baicalin regulated ileal metabolism
	Baicalin regulated transcriptome
	Correlation analysis between microbiota and metabolome
	Correlation analysis between metabolome and transcriptome
	Flow cytometry and Western blot analysis

	Discussion
	Conclusions
	Acknowledgements
	References


