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ABSTRACT Infection with Mycobacterium bovis precipitates a spectrum of pathologies 
in bovines, notably necrotic pneumonia, mastitis, and arthritis, impinging upon the 
health and nutritional assimilation of these animals. A pivotal factor, lipocalin 2 (Lcn2), 
is responsive to microbial invasion, inflammatory processes, and tissue damage, the 
extent of which Lcn2 modulates the gut environment, however, remains unclear in 
response to M. bovis-induced alterations. To explore the role of Lcn2 in shaping the 
gut milieu of mice during a 5-week period post-M. bovis infection, Lcn2 knockout Lcn2−/

− mice were scrutinized for changes in the gut microbiota and metabolomic profiles. 
Results showed that Lcn2−/− mice infected with M. bovis exhibited notable shifts in the 
operational taxonomic units (OTUs) of gut microbiota, alongside significant disparities 
in α and β diversity. Concomitantly, a marked increase was observed during the 5-week 
period in the abundance of Akkermansia, Oscillospira, and Bacteroides, coupled with a 
substantial decrease in Ruminococcus within the microbiome of Lcn2 knockout mice. 
Notably, Akkermansia muciniphila was significantly enriched in the gut flora of Lcn2−/

− mice. Furthermore, the absence of Lcn2 significantly altered the gut metabolomic 
landscape, evidenced by elevated levels of metabolites such as taurodeoxycholic acid, 
10-undecenoic acid, azelaic acid, and dodecanedioic acid in Lcn2−/− mice. Our findings 
demonstrated that the lack of Lcn2 in the context of M. bovis infection profoundly 
affected the regulation of gut microbiota and metabolomic components, culminating 
in a transformed gut environment. Our results revealed that Lcn2 may regulate gut 
microbiota and metabolome components, changing the intestinal environment, thereby 
affecting the infection status of M. bovis.

IMPORTANCE Our study addresses the critical knowledge gap regarding the specific 
influence of lipocalin 2 (LCN2) in the context of Mycobacterium bovis infection, partic
ularly focusing on its role in the gut environment. Utilizing LCN2 knockout (Lcn2−/−) 
mice, we meticulously assessed changes in the gut microbiota and metabolic compo
nents following M. bovis infection. Our findings reveal alterations in the gut microbial 
community, emphasizing the potentially crucial role of LCN2 in maintaining stability. 
Furthermore, we observed significant shifts in specific microbial communities, including 
the enrichment of Akkermansia muciniphila, known for its positive impact on intestinal 
health and immune regulation. The implications of our study extend beyond under
standing the dynamics of the gut microbiome, offering insights into the potential 
therapeutic strategies for gut-related health conditions and microbial dysbiosis.
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M ycobacterium bovis is a significant zoonotic pathogen that primarily causes 
tuberculosis (TB) in cattle and various other domesticated and wild animals (1). 

It shares many pathological and clinical characteristics with Mycobacterium tuberculosis, 
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the primary cause of TB in humans (2). M. bovis accounts for a portion of human TB cases, 
especially in regions where humans and cattle live in close proximity (3). Histori
cally, before the widespread adoption of pasteurization, M. bovis was a more common 
cause of TB in humans as it could be transmitted through the consumption of raw or 
unpasteurized dairy products (4). The bacterium can also be transmitted through aerosol 
droplets, posing a concern in areas with substandard cattle management practices (5). 
Globally, M. bovis TB in cattle remains a significant issue in many countries, particularly 
in parts of Africa, Latin America, and Eastern Europe (6). The infection not only impacts 
animal health and welfare but also imposes a substantial economic burden due to 
livestock loss and control measures (7). Studying and controlling M. bovis is crucial not 
only for animal health but also for understanding and managing TB within a One Health 
context. This approach recognizes the interconnected health of people, animals, and 
their shared environment (8).

Lipocalin 2 (LCN2), a remarkably versatile molecule, undergoes induction in the 
central nervous system across a spectrum of acute and chronic pathological states 
(9). Also recognized as neutrophil gelatinase-associated lipocalin and siderocalin (Scn), 
this 25-kDa protein is intricately linked with inflammatory responses in various dis
eases (10). LCN2 plays a pivotal role in regulating iron homeostasis; although inca
pable of inherently binding iron, it exhibits an affinity for siderophores, a diverse 
group of high-affinity iron-chelating compounds (11). Currently, six receptors have 
been identified for LCN2, namely, neutrophil gelatinase-associated lipocalin receptor, 
low-density lipoprotein-related protein 2 (LRP2), LRP6, melanocortin 4 receptor (MC4R), 
MC1R, and MC3R (12). Furthermore, LCN2 secreted by neutrophils infiltrating tissues can 
induce ferroptosis and atrophy in adipose and muscle tissues of patients with cancer 
cachexia (13). Additionally, Lcn2 can mitigate the inflammatory damage caused by 
Escherichia coli O157:H7 infection in mice by enhancing the functionality of the intestinal 
barrier (14). The gut microbiome constitutes a pivotal element in human health, playing 
an indispensable role in digestion, immune system functionality, and disease prevention 
(15). These microorganisms not only facilitate the breakdown of nutrients in food but 
also actively contribute to the synthesis of vitamins and essential amino acids (16). 
Recent research has shed light on the intricate interplay between the gut microbiota 
and the host’s metabolic, immune, and nervous systems (17). Dysbiosis, marked by 
an imbalance of gut microbiota, has been implicated in the development of a myriad 
of diseases, including obesity, diabetes, cardiovascular diseases, and specific types of 
cancer (18). Furthermore, the gut microbiome’s influence extends to mental health, 
with alterations in the gut flora potentially contributing to the onset of depression 
and anxiety disorders (19). The gut microbiota exerts regulatory effects on the host’s 
metabolism through the production of metabolites, acting as paracrine or endocrine 
factors and influencing the metabolism of bile acids, amino acid derivatives, bioac
tive lipids, and specific neurotransmitters such as gamma-aminobutyric acid (GABA), 
serotonin, and nitric oxide (20). The intricate relationship between the gut microbiome 
and health is further underscored by metabolites like short-chain fatty acids, bile acids, 
and trimethylamine N-oxide, which impact the host through specific receptors, including 
PPARα, PPARγ, AhR, GPR41, GPR43, GPR119, and Takeda G protein-coupled receptor 5 
(21).

In our study, we have uncovered the pivotal role of Lcn2 in orchestrating the 
regulation of gut microbiota and metabolic components in mice subjected to M. bovis 
infection. Additionally, we propose a potential interactive mechanism between the Lcn2 
gene and Akkermansia muciniphila, which could modulate the dynamics of M. bovis 
infection. These findings not only deepen our understanding of the biological functions 
of Lcn2 but also lay the groundwork for the development of novel therapeutic strategies 
targeting M. bovis infection.
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MATERIALS AND METHODS

Animals

Six-week-old, female, specific pathogen-free (SPF) C57BL/6 mice were purchased from 
Yangzhou University (Comparative Medicine Center).

Bacterial strains

Virulent M. bovis Beijing strain (#BD271310, BD Biosciences, USA) was acquired from 
the China Institute of Veterinary Drug Control and was cultured in 7H9 Middlebrook 
media containing 0.05% Tween-80 (#9005-65-6, Sigma-Aldrich, USA) and 10% albumin-
dextrose-catalase (#211886, BD Biosciences, USA) enrichment solution. Growth was 
determined at 37°C for a 1-week to medium logarithmic period.

M. bovis infection experiment

The mice were raised in a level III biosafety facility (Jiangsu Provincial Center for Disease 
Control and Prevention, Nanjing, China). The mice were divided into two groups of six 
mice each (control and Lcn2 knockout [KO]). In every group, 5 × 105 colony-forming 
units (CFU) of M. bovis per mouse were given intranasally. After M. bovis infection, the 
feces were collected from two groups of mice once a week. The mice were sacrificed 
by neck dislocation under inhaled isoflurane anesthesia. The mice were sacrificed on 
days 30 and 45, samples were collected, spleen was prepared as a single-cell suspension 
for flow cytometry assay, blood was collected for enzyme-linked immunosorbent assay 
(ELISA) detection of inflammatory factors, and lungs were harvested for preparation of 
pathological sections for hematoxylin and eosin (H&E) staining.

Lcn2−/− mouse generation

The Lcn2 gene (NCBI Reference Sequence: NM_008491.1; Ensembl: 
ENSMUSG00000026822) is located on mouse chromosome 2. Six exons were identified, 
with the ATG start codon in exon 1 and the TGA stop codon in exon 6 (Transcript 
Lcn2-201: ENSMUST00000050785). Exon 2 was selected as the target site. Cas9 and gRNA 
were co-injected into fertilized eggs for KO mouse production. The pups were genotyped 
by PCR followed by sequencing analysis. The KO region was approximately 707 bp, 
which does not have any other known gene. The primers for genomic DNA PCR-based 
genotyping were as follows: F1 (forward), 5′-CAACTCAGAACTTGATCCCTGCC-3′, and R1 
(reverse), 5′-TTTCCCTAAGTCCCGTTCAATCC-3′.

16S rRNA gene sequencing and analysis

A sample was extracted using a genomic DNA purification kit from Sangon Biotech 
Co., Ltd. (Shanghai, China). Bacterial 16S rRNA sequencing genes (V3–V4 region) were 
amplified by primer pairs (341 F, 5′-CCTAYGGGRBGCASCAG-3′; 806R, 5′-GGACTACHVGGG
TWTCTAAT-3′). PCR amplification products were detected by 2% agarose gel electropho
resis, and were recovered and purified using AxyPrep DNA kit (Axygen Biosciences, Union 
City, CA, USA). The purified PCR products were quantitatively detected by QuantiFluor-
ST (Promega, USA), and the qualified sequencing library was sequenced by NovaSeq 
sequencer. Microbiome testing services were supported by Wekemo Tech Group Co., Ltd. 
(Shenzhen, China). The original fastq files were processed using QIIME 2.0, and repre
sentative sequences and feature tables were exported, followed by species annotation 
and visualization. Bacterial 16S rRNA was referenced to Greengenes database. Gene 
functional analysis was performed using the PICRUSt2 software package.

Detection of non-target metabolites by LC-MS/MS

The sample extraction steps and instrument parameters were as described in a previous 
study . The sample (100 µL) was pipetted into an Eppendorf tube. Then, 200 µL of 
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methanol (including 1 µg/mL internal standard) was added and vortexed to mix for 
15 min. The extract was centrifuged at 20,000 × g for 10 min at 4°C, and the supernatant 
was collected, following which the supernatant was dried using vacuum drying. All 
extracts were dissolved in 200 µL of ice-cold methanol and then sonicated in an ice 
bath for 10 min to facilitate dispersion prior to liquid chromatograph mass spectrome
ter/mass spectrometer (LC-MS/MS analysis. LC-MS/MS analysis and metabolite profiling 
were also performed as previously described, which mainly was analyzed by open source 
software MSDIAL 4.0. Moreover, pathway analysis (enrichment analysis, pathway map) of 
characteristic metabolites was implemented by MetaboAnalyst 5.0.

Flow cytometry

CD3,4,8 antibodies were used to stain single-cell suspensions of the spleen (SP). All 
antibodies were purchased from BD Biosciences (New York, NY, USA). The samples were 
incubated at 4°C in the dark for 30 min, then 200 µL of bdfacs lysis solution was added. 
The samples were again incubated for 10 min at room temperature and were centrifuged 
at 500 × g at 4°C. The cell pellet was resuspended in 200 µL of ice-cold cell buffer. 
BD fluorescence-activated cells were sorted and analyzed by FACS using an LSRFortessa 
analyzer (BD Biosciences, USA). All data were analyzed using FlowJo 7.6 software.

Histology

Left lung lobes were fixed overnight with 4% paraformaldehyde and were transfer
red into 70% ethanol the following day until processing. The processed tissue were 
embedded in paraffin, and 4-µm sections were cut and stained with H&E.

Enzyme-linked immunosorbent assay

The blood was centrifuged at 5,000 × g for 10 min to collect plasma. Cytokine levels 
of IL-6, IL-10, IL-12, TNF-α, and IFN-γ in plasma were evaluated by standard ELISA 
kits [Jiangsu Meimian Industrial Co. Ltd. (Jiangsu, China)] following the manufacturer’s 
guidelines.

Statistical analysis

All data were analyzed with Graphpad Prism 8.0 software. Student’s t-test was used for 
pairwise comparisons, and one-way analysis of variance (ANOVA) was used for compari
sons of more than two groups. The values are shown as the mean ± SEM. *P < 0.05, **P < 
0.01, ***P < 0.001.

RESULTS

Lcn2 deletion aggravates M. bovis infection

To elucidate the role of Lcn2 in M. bovis infection, we established a murine model of 
M. bovis infection using wild-type (WT) and Lcn2-deficient mice. T cells can mitigate M. 
bovis infection by activating macrophages to enhance their bactericidal capacity and by 
exerting cytotoxic effects to kill target cells. Following M. bovis infection, we observed a 
significant decrease in T cells in Lcn2−/− mice compared to wild-type mice (Fig. 1A and 
B). Previous studies have demonstrated the pro-inflammatory function of Lcn2; therefore, 
we assessed the levels of IL-6, IL-10, and IL-12 in this study. Interestingly, we found a 
significant downregulation of IL-6 and TNF-α levels in Lcn2−/− mice (Fig. 1C). Furthermore, 
we analyzed the extent of lung damage in the mice. Our results revealed that Lcn2−/− 

mice exhibited less severe lung damage compared to wild-type mice, characterized by 
moderate alveolar edema, mild alveolar dilation, and minimal perivascular lymphocyte 
infiltration (Fig. 1D). This result was consistent with the mental and physiological states of 
the mice, and the mental state of the Lcn2−/− mice was significantly more depressed and 
the symptoms of diarrhea were more severe.

Research Article mSystems

August 2024  Volume 9  Issue 8 10.1128/msystems.00501-24 4

https://doi.org/10.1128/msystems.00501-24


FIG 1 Differential analysis of M. bovis infection in WT and Lcn2−/− mice. (A) Gating strategy for flow 

cytometry. (B) Quantification of CD3, CD4, and CD8+ T cells in the spleens of mice. (C) Analysis of IL-6, 

IL-10, IL-12, TNF-α, and IFN-γ cytokines. (D) Histological analysis of mouse lung tissue. The results are 

presented as the means ± SD, and statistical significance was calculated by t-tests for two groups. *P < 

0.05.
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Infection with M. bovis leads to alterations in the number of OTUs of gut 
microbiota in Lcn2−/− mice

16S rRNA sequencing was utilized to examine the changes in the gut microbiota of 
wild-type and Lcn2−/− mice over a period of 1–5 wk postinfection. The operational 
taxonomic unit (OTU) analysis revealed a total of 190 shared OTUs. The unique counts 
for wild-type mice in weeks 1 to 5 were 380, 583, 504, 221, and 310, respectively. For 
Lcn2 knockout mice, the counts were 420, 453, 267, 343, and 418 (Fig. 2A). Additionally, 
assessments using the Shannon index (Fig. 2B), species observation counts (Fig. 2C), and 
Faith’s diversity index (Fig. 2D) indicated a uniform distribution of species, reasonable 
sequencing richness, and adequate sequencing depth.

The gut microbiota diversity in Lcn2−/− mice exhibits significant alterations

To evaluate the diversity of gut microbiota in wild-type and knockout mice, we 
conducted an α diversity analysis. The Chao1 (Fig. 3A), Shannon (Fig. 3B), Simpson 
(Fig. 3C), and observed species indices (Fig. 3D) revealed notable differences between 
wild-type and Lcn2 knockout mice during the 1- to 5-week period following infection 
with the M. tuberculosis complex. Additionally, the gut microbiota of each mouse type 

FIG 2 The gut microbiota analysis in WT and Lcn2−/− mice included curves for the OTUs obtained from 30 samples. (A) Statistics on the number of common and 

unique OTUs. (B) Shannon-Wiener curves. (C) Observed species number. (D) Faith curves. K, samples from lcn2−/− mice; WT, samples from wild-type mice.
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displayed dynamic changes throughout the infection. We further explored the β diversity 
in both mouse types postinfection, characterized through principal coordinate analysis 
(PCoA) (Fig. 4A), principal component analysis (PCA) (Fig. 4B), nonmetric multidimen
sional scaling (NMDS) (Fig. 4C), and partial least-squares discriminant analysis (PLS-DA) 
(Fig. 4D) analyses. The results indicated that, in the infected state, the spatial structure of 
the gut microbiota in Lcn2 knockout mice underwent significant changes compared to 
wild-type mice, as evidenced by alterations in sample distances. This suggests that the 
gut microbiota of both groups is diverse and exhibits significant differences over time.

The absence of Lcn2 regulates the composition of gut microbiota species

To characterize the species composition in both mouse types, we conducted a micro
biota analysis at the phylum (Fig. 5A) and genus (Fig. 5B) levels. The results revealed 
notable differences. At the phylum level, there was a significant increase in the abun
dance of Verrucomicrobia in the Lcn2−/− mice compared to wild-type mice during weeks 
1–5. Moving to the genus level, the Lcn2 knockout mice exhibited a significant increase 
in the abundance of Akkermansia, Oscillospira, and Bacteroides during weeks 1–5, 
whereas the abundance of Ruminococcus decreased. Furthermore, employing the linear 
discriminant analysis effect size (LEfSe) method to identify significant biological markers, 
we observed distinct patterns in Lcn2-/- mice after 3 wk of M. bovis infection. Specifically, 
the abundance of Verrucomicrobia, Verrucomicrobiales, Akkermansia, Verrucomicrobiae, 
Verrucomicrobiaceae, and Alcaligenaceae significantly increased. Notably, Sutterella’s 
abundance increased after 4 wk of infection. For WT mice, the abundance of Clostridium 
significantly increased in the first week postinfection, whereas that of Odoribacter, 
Ruminococcus, and Helicobacter significantly increased in the second week postinfec
tion. Additionally, Prevotella’s abundance showed a significant increase in the third and 
fourth weeks postinfection (Fig. 5C and D).

FIG 3 Analysis of gut microbiota α diversity in M. bovis-infected WT and Lcn2−/− mice. Chao1 (A), Shannon index (B), Simpson index (C), and observed number of 

species (D) were used as α diversity estimators. K, samples from lcn2−/− mice; WT, samples from wild-type mice.
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A. muciniphila is significantly enriched in the gut microbiota of Lcn2−/− mice

Microbial enrichment analysis post-M. tuberculosis infection unveiled a heightened 
enrichment of A. muciniphila in the gut microbiota of Lcn2−/− mice compared to wild-type 
mice. Noteworthy findings from recent studies emphasize the pivotal role of A. muci
niphila in regulating intestinal barrier function, maintaining gut microbiome balance, 
and modulating the host immune system. This suggests a potential association with 
the absence of the Lcn2 gene (Fig. 6A). Subsequently, we delved into the interaction 
networks of the microbiota at both the genus and species levels in both mouse types. 
At the genus level, Akkermansia displayed interactions with several genera, including 
Bilophila, Sutterella, Blautia, Bacteroides, and Odoribacter (Fig. 6B). Zooming in at the 
species level, A. muciniphila exhibited interactions with various species such as Lacto
bacillus reuteri, Peoriensis, Aldenense, and Hathewayi. These findings underscore the 
significant contribution of A. muciniphila during the infection process of M. tuberculosis 
(Fig. 6C).

Lcn2 gene regulates intestinal metabolic components

To delve into the relationship between the Lcn2 gene and gut metabolic components 
under M. bovis infection, we conducted an untargeted metabolomic analysis of gut 
metabolites in wild-type and Lcn2−/− mice over 1–5 wk postinfection. Notable distinc
tions emerged, as Lcn2−/− mice, when compared to WT mice, exhibited a decrease in 

FIG 4 Analysis of gut microbiota β diversity in M. bovis-infected WT and Lcn2−/− mice. PCoA (A), PCA (B), NMDS (C), and PLS-DA analysis (D) were used as β 

diversity estimators. K, samples from lcn2−/− mice; WT, samples from wild-type mice.
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lipid content and a significant increase in organic acids and carbohydrates in the gut 
during the first and second weeks postinfection. Additionally, steroids content showed 
a significant decrease in the fifth week postinfection (Fig. 7A). Moreover, we delved into 
specific metabolic components. The findings highlighted that in comparison to WT mice, 
Lcn2−/− mice showcased a decrease in cholic acid content in the gut during the first and 
fifth weeks postinfection. Arachidonic acid content exhibited a decrease in the first and 
second weeks, whereas β-muricholic acid content significantly increased in the first week 
postinfection (Fig. 7B).

The absence of Lcn2 regulates gut metabolic pathways

The PCA results uncovered significant differences in gut metabolites between Lcn2−/

− and WT mice post-M. bovis infection, illustrating metabolites with substantial 
disparities (Fig. 8A). The impact of these differential metabolites, such as oxoa
dipic acid, dodecanedioic acid, and Cys-Gly, on the heterogeneity of observations 
was further emphasized through random forest analysis, as indicated by their 
influence across all nodes of the classification tree (Fig. 8B). In the exploration 
of sample similarities, clustering analysis was employed to construct sample clus
ters, revealing the distribution of these differential metabolites. In Lcn2−/− mice, 
notable increases were observed in the levels of taurodeoxycholic acid, 10-undece
noic acid, azelaic acid, dodecanedioic acid, (2-oxo-2,3-dihydro-1H-indol-3-yl) acetic 

FIG 5 Species composition difference analysis. Species composition structure analysis of each group of samples at the phylum (A) and genus (B) levels. An LDA 

effect size of greater than 4 was used as a threshold for the LEfSe analysis (C). Cladogram of the LEfSe analysis of the gut microbiota in different groups (D). K, 

samples from lcn2−/− mice; WT, samples from wild-type mice.
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acid, and 3,8,9-trihydroxy-10-propyl-3,4,5,8,9,10-hexahydro-2H-oxecin-2-one (Fig. 8D). 
Furthermore,Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway enrichment 
analysis shed light on significant enrichments in nucleotide metabolism, pyrimidine 
metabolism, and phenylalanine, tyrosine, and tryptophan biosynthesis pathways in 
Lcn2−/− mice (Fig. 8C).

DISCUSSION

The infections caused by M. bovis in cattle, leading to necrotic pneumonia, mastitis, 
and arthritis, pose substantial challenges to the livestock industry (22). These diseases 
not only compromise animal health but also hinder nutritional absorption, adversely 
affecting cattle growth and the quality of dairy products. Therefore, understanding the 
physiological impact of M. bovis infection on animals is crucial. Lipocalin 2, a protein 
with a pivotal role in inflammatory responses and tissue damage, has been implicated in 

FIG 6 Gut microbial interaction analysis. Cluster analysis was performed on the samples to construct a heat map arranged in group order, and the similarities 

or differences between the analyzed groups were characterized (A). The correlation index (Pearson correlation coefficient) was calculated for all samples, and the 

bacterial genus (B) and strain (C) level to obtain the species correlation coefficient matrix. K, samples from lcn2−/− mice; WT, samples from wild-type mice.
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FIG 7 Analysis of intestinal metabolic components. The metabolites of each group of samples are annotated with the KEGG database, and the percentage 

content of each biological role is calculated (A). The content percentage of each metabolite in each sample is calculated, and the differences in metabolite 

composition and structure between each group are compared (B). K, samples from lcn2−/− mice; WT, samples from wild-type mice.

Research Article mSystems

August 2024  Volume 9  Issue 8 10.1128/msystems.00501-2411

https://doi.org/10.1128/msystems.00501-24


microbial invasion responses, suggesting its potential significance in infectious diseases 
(23). Despite its known role, the specific impact of Lcn2 in M. bovis infection, particularly 
its influence on the gut environment, remains unclear (14). This study aims to explore the 
role of Lcn2 in the gut environment of mice following M. bovis infection, utilizing Lcn2 
knockout (Lcn2−/−) mice, to assess changes in gut microbiota and metabolic components.

Previous research has demonstrated a direct induction of Lipocalin 2 production 
in the intestine by the gut microbiota, and mice Lcn2−/− exhibit dysbiosis of the 
gut microbiome (24). This study found that mice lacking Lcn2 exhibited more severe 
pulmonary pathological damage following infection with M. bovis. Additionally, a 
decrease in T cell numbers and a reduction in IL-6 levels were observed. These find-
ings suggest that the Lcn2 gene may regulate the expression of inflammatory factors, 
thereby modulating the phagocytic activity of immune cells at the site of infection and 
accelerating the clearance of pathogens. Lcn2 has been found to regulate the activity 
of dendritic cells and shape immunity to influenza in a microbiome-dependent manner, 
suggesting its actions are mediated by the microbiome (25). This highlights the potential 
role of Lcn2 in modulating the diversity of the gut microbiota. In line with previous 
research, following M. bovis infection, Lcn2−/− mice displayed alterations in the number 
of OTUs of the gut microbiota, indicating a potential crucial role for Lcn2 in maintaining 
the stability of the gut microbial community. Additionally, significant differences in the 
α and β diversity of the gut microbiota were observed in Lcn2−/− mice, emphasizing 

FIG 8 Differential metabolite analysis. (A) PCA analysis of metabolites in each group. (B) Random forest algorithm analysis. (C) Analysis of differential metabolite 

enrichment metabolic pathways. (D) Sample clustering analysis of differential metabolites. K, samples from lcn2−/− mice; WT, samples from wild-type mice.
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the importance of Lcn2 in the balance of gut microbiota. These changes could have 
significant implications for the host’s health and disease resistance in the context of M. 
bovis infection.

The intimate link between Lcn2 and gut inflammation associated with microbiome 
alterations has been established in previous studies. For instance, opportunistic 
pathogen Alistipes spp. exploit siderophores as an iron source, leading to extensive 
proliferation in Lcn10−/−/Il10−/− mice and inducing colitis and right-sided tumors when 
transferred to Il2−/− mice (26). In the context of this study, specific microbiota, including 
Akkermansia, Oscillospira, and Bacteroides, were significantly enriched in Lcn2−/− mice, 
whereas the abundance of Ruminococcus notably decreased. These shifts suggest the 
potential role of Lcn2 in modulating the composition of the gut microbial community 
(27). The marked enrichment of A. muciniphila is particularly noteworthy due to its 
positive association with intestinal health and immune regulation. A. muciniphila has 
been shown to enhance the tight junctions of intestinal epithelial cells, thereby reducing 
the permeation of pathogens and harmful substances (28).

Through its metabolic products, such as short-chain fatty acids, this bacterium 
can further modulate the intestinal immune response, reinforcing defenses against 
pathogens (29). In certain bacterial infections like antibiotic-associated colitis, supple
mentation with A. muciniphila has shown promise in restoring a healthy state of the 
gut microbiome (30). These findings suggest that Lcn2 may influence the host’s health 
by modulating the abundance of specific microbial communities, providing valuable 
insights into the role of Lcn2 in the dynamics of the gut microbiome. Additionally, this 
research may offer clues for the development of novel therapeutic strategies, particularly 
in the context of gut-related health conditions and microbial dysbiosis.

Alterations in Lcn2 levels have a substantial impact on the abundance of beneficial 
gut microbiota, consequently influencing the spectrum of gut metabolites, which play 
a crucial role in the absorption and transport of these metabolites (31). Abnormal 
expression of Lcn2 in certain disease states, such as inflammatory bowel disease, can 
disrupt gut metabolism (32). Research indicates that Lcn2 deficiency accelerates the 
development of gut inflammation and microbiome dysbiosis induced by a short-term 
high-fat diet (HFD), resulting in a decrease in the production of short-chain fatty acids 
and the microbes that produce them (33). Furthermore, the absence of Lcn2 has 
been associated with shifts in the gut microbiome associated with aging toward an 
unhealthy profile and a reduction in the production of microbial butyrates (34). Lcn2 
may also influence the immune response of the gut mucosa, indirectly affecting the 
gut’s metabolic environment (35). In the context of this study, the absence of Lcn2 
significantly impacted the gut metabolic profile, particularly in Lcn2-/- mice, where 
there was a notable increase in the levels of metabolites such as taurodeoxycholic acid, 
10-undecenoic acid, azelaic acid, and dodecanedioic acid. These changes in metabolites 
may reflect alterations in the gut microenvironment, interacting with shifts in the gut 
microbiome and thereby affecting intestinal function and the host’s immune response. 
Thus, the role of Lcn2 in regulating gut metabolic components emerges as a crucial 
aspect of its function in host defense mechanisms. These findings contribute significant 
biological insights into the role of Lcn2 in maintaining intestinal health and addressing 
disease-related processes.

ACKNOWLEDGMENTS

Funding was from the National Key Research and Development Program of China 
(2023YFF0611500).

F.X. and Q.H. designed the study; M.L. and M.G. was involved in the acquisition of data, 
analysis, and figure preparation; J.X., D.Z., J.D., and J.W. helped revise the manuscript; 
F.T., Y.Y., and J.R. supervised the study; J.X., Q.H., and G.L. drafted the original paper. All 
authors have read and approved the final manuscript.

Research Article mSystems

August 2024  Volume 9  Issue 8 10.1128/msystems.00501-2413

https://doi.org/10.1128/msystems.00501-24


AUTHOR AFFILIATIONS

1MOE Joint International Research Laboratory of Animal Health and Food Safety, 
Key Laboratory of Animal Bacteriology, Ministry of Agriculture, College of Veterinary 
Medicine, Nanjing Agricultural University, Nanjing, China
2College of Veterinary Medicine, Jilin Provincial Engineering Research Center of Animal 
Probiotics, Jilin Provincial Key Laboratory of Animal Microecology and Healthy Breed
ing, Engineering Research Center of Microecological Vaccines (Drugs) for Major Animal 
Diseases, Ministry of Education, Jilin Agricultural University, Changchun, China
3Department of Chronic Communicable Disease, Center for Disease Control and 
Prevention of Jiangsu Province, Nanjing, China
4Institute of Animal Science, Ningxia Academy of Agriculture and Forestry Sciences, 
Yinchuan, China
5Technology Center of Hefei Customs, and Anhui Province Key Laboratory of Analysis and 
Detection for Food Safety, Hefei, China
6College of Pharmacy, China Pharmaceutical University, Nanjing, China

AUTHOR ORCIDs

Quntao Huang  http://orcid.org/0009-0000-9676-0976
Junhong Xing  http://orcid.org/0000-0001-7649-2521
Fang Tang  https://orcid.org/0000-0002-0933-0685
Feng Xue  http://orcid.org/0000-0001-8378-5226

FUNDING

Funder Grant(s) Author(s)

MOST | National Key Research and Development Program 
of China (NKPs)

2023YFF0611500 Feng Xue

DATA AVAILABILITY

The raw data reported in this article have been deposited in Nanjing Agricultural 
University, Nanjing, China (BioProject: PRJNA1033400).

ETHICS APPROVAL

All animal experiments were performed in strict accordance with the animal welfare 
standards of the Animal Welfare and Ethics, Nanjing Agricultural University (License 
Number: NJAU.No20211223197), and were approved by the Ethics Committee for Animal 
Experimentation of Nanjing Agricultural University.

REFERENCES

1. Lan Z, Bastos M, Menzies D. 2016. Treatment of human disease due to 
Mycobacterium bovis: a systematic review. Eur Respir J 48:1500–1503. 
https://doi.org/10.1183/13993003.00629-2016

2. Cousins D, Florisson N. 2005. A review of tests available for use in the 
diagnosis of tuberculosis in non-bovine species. Rev - Off Int Epizoot 
24:1039–1059. https://doi.org/10.20506/rst.24.3.1635

3. Michel AL, Müller B, van Helden PD. 2010. Mycobacterium bovis at the 
animal-human interface: a problem, or not? Vet Microbiol 140:371–381. 
https://doi.org/10.1016/j.vetmic.2009.08.029

4. Grange JM. 2001. Mycobacterium bovis infection in human beings. 
Tuberculosis (Edinb) 81:71–77. https://doi.org/10.1054/tube.2000.0263

5. Fitzgerald SD, Kaneene JB. 2013. Wildlife reservoirs of bovine tuberculo
sis worldwide:hosts, pathology, surveillance, and control. Vet Pathol 
50:488–499. https://doi.org/10.1177/0300985812467472

6. Palmer MV. 2013. Mycobacterium bovis: characteristics of wildlife 
reservoir hosts. Transbound Emerg Dis 60 Suppl 1:1–13. https://doi.org/
10.1111/tbed.12115

7. Schiller I, Oesch B, Vordermeier HM, Palmer MV, Harris BN, Orloski KA, 
Buddle BM, Thacker TC, Lyashchenko KP, Waters WR. 2010. Bovine 
tuberculosis: a review of current and emerging diagnostic techniques in 
view of their relevance for disease control and eradication. Transbound 
Emerg Dis 57:205–220. https://doi.org/10.1111/j.1865-1682.2010.01148.
x

8. de la Rua-Domenech R. 2006. Human Mycobacterium bovis infection in 
the United kingdom: incidence, risks, control measures and review of the 
zoonotic aspects of bovine tuberculosis. Tuberculosis (Edinb) 86:77–109. 
https://doi.org/10.1016/j.tube.2005.05.002

9. Olson B, Zhu X, Norgard MA, Diba P, Levasseur PR, Buenafe AC, Huisman 
C, Burfeind KG, Michaelis KA, Kong G, Braun T, Marks DL. 2021. Chronic 
cerebral lipocalin 2 exposure elicits hippocampal neuronal dysfunction 
and cognitive impairment. Brain Behav Immun 97:102–118. https://doi.
org/10.1016/j.bbi.2021.07.002

10. Xiao X, Yeoh BS, Vijay-Kumar M. 2017. Lipocalin 2: an emerging player in 
iron homeostasis and inflammation. Annu Rev Nutr 37:103–130. https://
doi.org/10.1146/annurev-nutr-071816-064559

Research Article mSystems

August 2024  Volume 9  Issue 8 10.1128/msystems.00501-2414

https://www.ncbi.nlm.nih.gov/bioproject/PRJNA1033400/
https://doi.org/10.1183/13993003.00629-2016
https://doi.org/10.20506/rst.24.3.1635
https://doi.org/10.1016/j.vetmic.2009.08.029
https://doi.org/10.1054/tube.2000.0263
https://doi.org/10.1177/0300985812467472
https://doi.org/10.1111/tbed.12115
https://doi.org/10.1111/j.1865-1682.2010.01148.x
https://doi.org/10.1016/j.tube.2005.05.002
https://doi.org/10.1016/j.bbi.2021.07.002
https://doi.org/10.1146/annurev-nutr-071816-064559
https://doi.org/10.1128/msystems.00501-24


11. Živalj M, Van Ginderachter JA, Stijlemans B. 2023. Lipocalin-2: a nurturer 
of tumor progression and a novel candidate for targeted cancer therapy. 
Cancers (Basel) 15:5159. https://doi.org/10.3390/cancers15215159

12. Schröder SK, Gasterich N, Weiskirchen S, Weiskirchen R. 2023. Lipocalin 2 
receptors: facts, fictions, and myths. Front Immunol 14:1229885. https://
doi.org/10.3389/fimmu.2023.1229885

13. Wang D, Li X, Jiao D, Cai Y, Qian L, Shen Y, Lu Y, Zhou Y, Fu B, Sun R, Tian 
Z, Zheng X, Wei H. 2023. LCN2 secreted by tissue-infiltrating neutrophils 
induces the ferroptosis and wasting of adipose and muscle tissues in 
lung cancer cachexia. J Hematol Oncol 16:30. https://doi.org/10.1186/
s13045-023-01429-1

14. Zhang K, Chen J, Liang L, Wang Z, Xiong Q, Yu H, Du H. 2023. Lcn2 
deficiency accelerates the infection of Escherichia coli O157:H7 by 
disrupting the intestinal barrier function. Microb Pathog 185:106435. 
https://doi.org/10.1016/j.micpath.2023.106435

15. Pickard JM, Zeng MY, Caruso R, Núñez G. 2017. Gut microbiota: role in 
pathogen colonization, immune responses, and inflammatory disease. 
Immunol Rev 279:70–89. https://doi.org/10.1111/imr.12567

16. Han X, Guo J, Qin Y, Huang W, You Y, Zhan J. 2023. Dietary regulation of 
the SIgA-gut microbiota interaction. Crit Rev Food Sci Nutr 63:6379–
6392. https://doi.org/10.1080/10408398.2022.2031097

17. Yang W, Cong Y. 2021. Gut microbiota-derived metabolites in the 
regulation of host immune responses and immune-related inflamma-
tory diseases. Cell Mol Immunol 18:866–877. https://doi.org/10.1038/
s41423-021-00661-4

18. Gomaa EZ. 2020. Human gut microbiota/ microbiome in health and 
diseases: a review. Antonie Van Leeuwenhoek 113:2019–2040. https://
doi.org/10.1007/s10482-020-01474-7

19. Bear TLK, Dalziel JE, Coad J, Roy NC, Butts CA, Gopal PK. 2020. The role of 
the gut microbiota in dietary interventions for depression and anxiety. 
Adv Nutr 11:890–907. https://doi.org/10.1093/advances/nmaa016

20. Rastelli M, Cani PD, Knauf C. 2019. The gut microbiome influences host 
endocrine functions. Endocr Rev 40:1271–1284. https://doi.org/10.1210/
er.2018-00280

21. de Vos WM, Tilg H, Van Hul M, Cani PD. 2022. Gut microbiome and 
health: mechanistic insights. Gut 71:1020–1032. https://doi.org/10.1136/
gutjnl-2021-326789

22. Askar H, Chen S, Hao H, Yan X, Ma L, Liu Y, Chu Y. 2021. Immune evasion 
of Mycoplasma bovis. Pathogens 10:297. https://doi.org/10.3390/
pathogens10030297

23. Moschen AR, Adolph TE, Gerner RR, Wieser V, Tilg H. 2017. Lipocalin-2: a 
master mediator of intestinal and metabolic inflammation. Trends 
Endocrinol Metab 28:388–397. https://doi.org/10.1016/j.tem.2017.01.
003

24. Singh V, Galla S, Golonka RM, Patterson AD, Chassaing B, Joe B, Vijay-
Kumar M. 2020. Lipocalin 2 deficiency-induced gut microbiota dysbiosis 
evokes metabolic syndrome in aged mice. Physiol Genomics 52:314–
321. https://doi.org/10.1152/physiolgenomics.00118.2019

25. Watzenboeck ML, Drobits B, Zahalka S, Gorki A-D, Farhat A, Quattrone F, 
Hladik A, Lakovits K, Richard GM, Lederer T, Strobl B, Versteeg GA, Boon 
L, Starkl P, Knapp S. 2021. Lipocalin 2 modulates dendritic cell activity 

and shapes immunity to influenza in a microbiome dependent manner. 
PLoS Pathog 17:e1009487. https://doi.org/10.1371/journal.ppat.1009487

26. Moschen A, Gerner R, Wang J, Klepsch V, Adolph T, Reider S, Hackl H, 
Pfister A, Schilling J, Moser P, Kempster S, Swidsinski A, Orth−Höller D, 
Weiss G, Baines J, Kaser A, Tilg H. 2016. Lipocalin 2 protects from 
inflammation and tumorigenesis associated with gut microbiota 
alterations. Cell Host Microbe19:455–469. https://doi.org/10.1016/j.
chom.2016.03.007

27. Rodrigues VF, Elias-Oliveira J, Pereira ÍS, Pereira JA, Barbosa SC, Machado 
MSG, Carlos D. 2022. Akkermansia muciniphila and gut immune system: a 
good friendship that attenuates inflammatory bowel disease, obesity, 
and diabetes. Front Immunol 13:934695. https://doi.org/10.3389/fimmu.
2022.934695

28. Chelakkot C, Choi Y, Kim D-K, Park HT, Ghim J, Kwon Y, Jeon J, Kim M-S, 
Jee Y-K, Gho YS, Park H-S, Kim Y-K, Ryu SH. 2018. Akkermansia 
muciniphila-derived extracellular vesicles influence gut permeability 
through the regulation of tight junctions. Exp Mol Med 50:e450. https://
doi.org/10.1038/emm.2017.282

29. Xia J, Lv L, Liu B, Wang S, Zhang S, Wu Z, Yang L, Bian X, Wang Q, Wang K, 
Zhuge A, Li S, Yan R, Jiang H, Xu K, Li L. 2022. Akkermansia muciniphila 
ameliorates acetaminophen-induced liver injury by regulating gut 
microbial composition and metabolism. Microbiol Spectr 10:e0159621. 
https://doi.org/10.1128/spectrum.01596-21

30. Wang K, Wu W, Wang Q, Yang L, Bian X, Jiang X, Lv L, Yan R, Xia J, Han S, 
Li L. 2022. The negative effect of Akkermansia muciniphila-mediated 
post-antibiotic reconstitution of the gut microbiota on the development 
of colitis-associated colorectal cancer in mice. Front Microbiol 
13:932047. https://doi.org/10.3389/fmicb.2022.932047

31. Saha P, Chassaing B, Yeoh BS, Viennois E, Xiao X, Kennett MJ, Singh V, 
Vijay-Kumar M. 2017. Ectopic expression of innate immune protein, 
lipocalin-2, in Lactococcus lactis protects against gut and environmental 
stressors. Inflamm Bowel Dis 23:1120–1132. https://doi.org/10.1097/MIB.
0000000000001134

32. Jaberi SA, Cohen A, D’Souza C, Abdulrazzaq YM, Ojha S, Bastaki S, 
Adeghate EA. 2021. Lipocalin-2: structure, function, distribution and role 
in metabolic disorders. Biomed Pharmacother 142:112002. https://doi.
org/10.1016/j.biopha.2021.112002

33. Qiu X, Macchietto MG, Liu X, Lu Y, Ma Y, Guo H, Saqui-Salces M, Bernlohr 
DA, Chen C, Shen S, Chen X. 2021. Identification of gut microbiota and 
microbial metabolites regulated by an antimicrobial peptide lipocalin 2 
in high fat diet-induced obesity. Int J Obes (Lond) 45:143–154. https://
doi.org/10.1038/s41366-020-00712-2

34. Qiu X, Chen C, Chen X. 2021. Lipocalin 2 deficiency restrains aging-
related reshaping of gut microbiota structure and metabolism. 
Biomolecules 11:1286. https://doi.org/10.3390/biom11091286

35. Makhezer N, Ben Khemis M, Liu D, Khichane Y, Marzaioli V, Tlili A, 
Mojallali M, Pintard C, Letteron P, Hurtado-Nedelec M, El-Benna J, Marie 
J-C, Sannier A, Pelletier A-L, Dang P-C. 2019. NOX1-derived ROS drive the 
expression of lipocalin-2 in colonic epithelial cells in inflammatory 
conditions. Mucosal Immunol 12:117–131. https://doi.org/10.1038/
s41385-018-0086-4

Research Article mSystems

August 2024  Volume 9  Issue 8 10.1128/msystems.00501-2415

https://doi.org/10.3390/cancers15215159
https://doi.org/10.3389/fimmu.2023.1229885
https://doi.org/10.1186/s13045-023-01429-1
https://doi.org/10.1016/j.micpath.2023.106435
https://doi.org/10.1111/imr.12567
https://doi.org/10.1080/10408398.2022.2031097
https://doi.org/10.1038/s41423-021-00661-4
https://doi.org/10.1007/s10482-020-01474-7
https://doi.org/10.1093/advances/nmaa016
https://doi.org/10.1210/er.2018-00280
https://doi.org/10.1136/gutjnl-2021-326789
https://doi.org/10.3390/pathogens10030297
https://doi.org/10.1016/j.tem.2017.01.003
https://doi.org/10.1152/physiolgenomics.00118.2019
https://doi.org/10.1371/journal.ppat.1009487
https://doi.org/10.1016/j.chom.2016.03.007
https://doi.org/10.3389/fimmu.2022.934695
https://doi.org/10.1038/emm.2017.282
https://doi.org/10.1128/spectrum.01596-21
https://doi.org/10.3389/fmicb.2022.932047
https://doi.org/10.1097/MIB.0000000000001134
https://doi.org/10.1016/j.biopha.2021.112002
https://doi.org/10.1038/s41366-020-00712-2
https://doi.org/10.3390/biom11091286
https://doi.org/10.1038/s41385-018-0086-4
https://doi.org/10.1128/msystems.00501-24

	LCN2 regulates the gut microbiota and metabolic profile in mice infected with Mycobacterium bovis
	MATERIALS AND METHODS
	Animals
	Bacterial strains
	M. bovis infection experiment
	Lcn2−/− mouse generation
	16S rRNA gene sequencing and analysis
	Detection of non-target metabolites by LC-MS/MS
	Flow cytometry
	Histology
	Enzyme-linked immunosorbent assay
	Statistical analysis

	RESULTS
	Lcn2 deletion aggravates M. bovis infection
	Infection with M. bovis leads to alterations in the number of OTUs of gut microbiota in Lcn2−/− mice
	The gut microbiota diversity in Lcn2−/− mice exhibits significant alterations
	The absence of Lcn2 regulates the composition of gut microbiota species
	A. muciniphila is significantly enriched in the gut microbiota of Lcn2−/− mice
	Lcn2 gene regulates intestinal metabolic components
	The absence of Lcn2 regulates gut metabolic pathways

	DISCUSSION


