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Abstract 

Background:  Brucellosis poses a serious threat to human and animal health, particularly in developing countries 
such as China. The Inner Mongolia Autonomous Region is one of the most severely brucellosis-endemic provinces 
in China. Currently, the host immune responses functioning to control Brucella infection and development remain 
poorly understood. The aim of this study is to further clarify the key immunity characteristics of diverse stages of bru-
cellosis in Inner Mongolia.

Methods:  We collected a total of 733 blood samples from acute (n = 137), chronic (n = 316), inapparent (n = 35), 
recovery (n = 99), and healthy (n = 146) groups from the rural community of Inner Mongolia between 2014 and 2015. 
The proportions of CD4+, CD8+, Th1, Th2, and Th17 T cells in peripheral blood and the expression of TLR2 and TLR4 in 
lymphocytes, monocytes and granulocytes were examined using flow cytometry analysis. The differences among the 
five groups were compared using one-way ANOVA and the Kruskal–Wallis method, respectively.

Results:  Our results revealed that the proportions of CD4+ and CD8+ T cells were significantly different among the 
acute, chronic, recovery, and healthy control groups (P < 0.05), with lower proportions of CD4+ T cells and a higher 
proportion of CD8+ T cells in the acute, chronic, and recovery groups. The proportion of Th1 cells in the acute, chronic, 
and inapparent groups was higher than that in the healthy and recovery groups; however, there was no significant 
difference between patients and healthy individuals (P > 0.05). The proportion of Th2 lymphocytes was significantly 
higher in the acute and healthy groups than in the inapparent group (P < 0.05). The proportion of Th17 cells in the 
acute group was significantly higher than that in the healthy control, chronic, and inapparent groups (P < 0.05). Finally, 
the highest expression of TLR4 in lymphocytes, monocytes and granulocytes was observed in the recovery group, 
and this was followed by the acute, chronic, healthy control, and inapparent groups. There was a significant difference 
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Background
Brucellosis is a highly contagious bacterial zoonosis that 
threatens public health worldwide. Brucellosis is caused 
by bacteria of the genus Brucella that is the most impor-
tant zoonotic pathogen [1]. More than 500,000 human 
brucellosis cases have been reported annually worldwide 
[2].

Since 1995, the incidence of human brucellosis has 
sharply increased in China, and the highest recorded 
cases occurred in 2014 [1, 3–5]. In 2019, there were still 
44,036 cases with an incidence of 3.251/100,000 [1]. Cur-
rently, the brucellosis endemic areas have ranged from 
the northern pastureland areas to the southern coastal 
and southwestern areas [1, 3]. The Inner Mongolia 
Autonomous Region is one of the most severely endemic 
provinces in China and accounted for approximately 
40.0% of brucellosis cases in China from 2011 to 2016 [3, 
6]. The total seropositivity and incidence rates of human 
brucellosis among high-risk groups in Inner Mongolia 
during 2010‒2014 were 35.9% and 18.3%, respectively [7].

The occurrence, disease development, and outcomes 
of human brucellosis are complex, and thus, the clinical 
manifestations are also highly diverse. Based on patient 
epidemiological contact history, clinical manifestations, 
and laboratory examination results from serological 
tests and/or positive blood cultures, brucellosis cases 
have been commonly divided into suspected, clinically 
diagnosed, definite diagnosed, and inapparent cases. In 
China, definitively diagnosed cases can be further sub-
divided into acute, sub-acute, and chronic infections 
according to the clinical stage of the disease [8, 9]. How-
ever, until recently, the timely and accurate diagnoses 
of human brucellosis and a universally accepted defini-
tion for complicated brucellosis has continued to pose a 
challenge.

Brucella is a facultative intracellular gram-negative 
coccobacillus. Host responses against Brucella primarily 
depend upon cell-mediated immunity provided by CD4+ 
and CD8+ T cells [10–12]. As a subset of CD4+ T cells, 
Th1 and Th2 cells also play an important role in brucel-
losis. Th1 cells and their cytokines (such as IFN-γ and 
IL-2) act to eliminate bacteria, particularly intracellular 
bacteria [13–16]. Th2 and its cytokine (IL-4) primarily 

induce humoral immunity to resist pathogenic infections 
[17–19]. Th17 cells are different from Th1 and Th2 cells 
that play a central role in the immune response to intra-
cellular bacteria such as Brucella [19, 20]. In addition to 
adaptive immune responses, the innate immune system 
plays an important role in Brucella infection [21]. Toll-
like receptors (TLRs) such as TLR2 and TLR4 located on 
cytokine-producing cells are involved in Brucella recog-
nition by phagocytes to trigger immune responses in dif-
ferent cell types during the early stages of host infection 
[22].

A few studies have reported the association between 
peripheral blood T cell subsets or cytokines and patients 
with brucellosis [18, 19, 23–32]. However, these results 
are inconsistent. In the current study, we focused on 
the characteristics of the immune response and investi-
gated the characteristics of T cell subsets (CD4+, CD8+, 
Th1, Th2, and Th17) in patients diagnosed with differ-
ent stages of brucellosis (acute, chronic, inapparent, and 
recovery) and in healthy individuals from a rural commu-
nity in Baotou City, Inner Mongolia, China. Moreover, 
we investigated the expression of TLR2 and TLR4 in lym-
phocytes, monocytes and granulocytes in this popula-
tion. Our results will further broaden our understanding 
of the immune mechanisms that are complicated under-
lying brucellosis.

Methods
Key characteristics of the participants in the five groups
All individuals participating in the current study were 
long-term inhabitants of two counties (Tuyou and Guy-
ang County in Baotou City) within a rural community in 
Inner Mongolia Autonomous Region in China, and these 
participants were primarily engaged in agriculture and 
animal husbandry work. The questionnaires included 
socio-demographic, epidemiologic, symptom, and ther-
apy information collected during face-to-face interviews 
with consenting subjects. The participants with different 
disease stages, which were initially confirmed accord-
ing to the criteria of human brucellosis (WS269-2019) 
issued by the Chinese National Health Commission in 
2019 [8], were further divided into the four groups (acute, 
chronic, inapparent and recovery groups) based on the 

between the recovery group and the other groups, except for the acute group (P < 0.05). Moreover, a correlation in 
TLR4 expression was observed in lymphocytes, monocytes and granulocytes among the five groups (r > 0.5), except 
for the inapparent group between lymphocytes and granulocytes (r = 0.34).

Conclusions:  Two key factors (CD8+ T cells and TLR4) in human immune profiles may closely correlate with the 
progression of brucellosis. The detailed function of TLR4 in the context of a greater number of cell types or tissues in 
human or animal brucellosis and in larger samples should be further explored in the future.

Keywords:  Human brucellosis, CD4+ T cells, CD8+ T cells, Th cells, TLR2, TLR4
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epidemiological exposure history, clinical presentations, 
serological tests including rose bengal plate agglutination 
test (RBPT) and serum agglutination test (SAT), holding 
time from the initial diagnosis (acute group ≤ 6 months, 
chronic group > 6  months), and medication history 
(recovery group with confirmed medication history and 
negative RBPT/SAT test results). The detailed demo-
graphic and diagnostic characteristics of the participants 
in the four groups and healthy control group are pre-
sented in Table 1. Blood samples were obtained from all 
participants for full blood cell counts and other labora-
tory examinations.

Reagents
The whole blood cell count and serum alanine ami-
notransferase (ALT) levels were determined using cyto-
chemical staining-based flow cytometry technology 
combined with constant temperature (BC-5390CRP, 
Mindray, China) and radioimmunoassay (Beckman Coul-
ter, AU680, Tokyo, Japan) following the manufacturer’s 
instructions.

The Brucella-specific antibody test was performed 
using RBPT that has been confirmed by standard tube 
agglutination test. Diagnostic reagents were kindly sup-
plied by State Key Laboratory for Infectious Disease Pre-
vention and Control, Collaborative Innovation Center for 
Diagnosis and Treatment of Infectious Diseases, National 
Institute for Communicable Disease Control and Preven-
tion, Chinese Center for Disease Control and Prevention 
(Beijing, China).

Anti-human CD8, FITC/IFN-γ, PerCP-Cy5.5/TNF, 
PE-Cy7/CD3, APC-H7/IL-4, BV421/IL-17A, BV510, 
TLR2 AlexaFluor647, and TLR4 PE antibodies and a leu-
kocyte activation cocktail with BD GolgiPlug™ stimu-
lants, fixed membrane breaking agents, and RBC lysates 
were obtained from Becton–Dickinson and Company, 
USA. T-lymphocyte typing and intracellular cytokine lev-
els were analyzed using a BD LSRII flow cytometer (Bec-
ton–Dickinson and Company, USA), and the results were 
analyzed using BD FACSDiva Software (Version 6.1.2, 
BD Biosciences) and FCS Express 4 Flow Cytometry (De 
Novo Software).

Combination experimental staining of the cell surface 
and intracellular cytokines in peripheral blood
The CD3+ and CD8+ cell surface antigens were stained 
concurrently with the intracellular cytokines IFN-γ, IL-4, 
IL-17A, and TNF-α in one experimental tube. Anticoag-
ulant peripheral blood (200 μl) and RPMI 1640 (300 μl) 
were added to a 5  ml BD Falcon tube and stimulated 
using leukocyte activation cocktail with BD GolgiPlug™ 
according to the manufacturer’s instructions. After incu-
bation for 4 h in 5.0% CO2 at 37 °C, 20 μl CD3 APC-H7 

and 20  μl CD8 FITC surface-labeled antibodies were 
added. Simultaneously, the same type of isotype control 
tube was prepared and incubated for 20 min in the dark. 
Next, lysing solution was added to lyse the red blood 
cells, and the solution was then centrifuged at 300×g 
for 5 min. The cells were re-washed again with staining 
solution.

After cell-surface staining, the cells were fixed with fix-
ation buffer for 20 min at 4 °C in the dark, and they were 
then centrifuged and the supernatant was discarded. The 
cellular suspension was washed twice with permeabiliza-
tion solution and then intracellularly stained with fluo-
rescently conjugated antibodies (PerCP/Cy5.5 anti-IFN-γ, 
BV510 anti-IL-17A, PE/Cy7 anti-TNF-α, and BV421 
anti-IL-4) and an isotype-matched antibody for 30  min 
without light. After staining, the samples were washed 
again, resuspended in permeabilization solution, centri-
fuged, and the supernatant was discarded. The cells were 
washed with staining solution, and 500  μl cell washing 
solution was then added, mixed well, and assessed using 
a flow cytometer. The results were expressed as the pro-
portion difference compared to the isotypic control.

TLR2 (CD282+) and TLR4 (CD284+) on peripheral blood 
mononuclear cells (PBMC)
Whole blood from all participants cultivated in vitro was 
stained with AlexaFluor647 labeled anti-human TLR2 
and PE-labeled TLR4 antibodies or with isotype con-
trols. Cells were fixed with fixation buffer, and surface 
expression of TLR2 and TLR4 was analyzed in the lym-
phocytes, monocytes and granulocytes region using flow 
cytometry. The results were analyzed as the proportion of 
positive cells and the mean fluorescence intensity (MFI). 
The lymphocytes, monocytes and granulocytes popu-
lations were defined by gating of the cells according to 
size (forward scatter). Each cell population was analyzed 
separately by gating that was achieved using cell size and 
granularity as parameters. The same software was used 
to provide data representing the MFI of the respective 
markers.

Statistical analysis
Quantitative parameters with normal distribution are 
presented as mean and standard deviation, and for 
parameters without normal distribution, median and 
range values were calculated. The neutrophil/lymphocyte 
ratio (NLR) and platelet/lymphocyte ratio (PLR) were 
calculated using these parameters. The receiver operator 
characteristic (ROC) curve was used to evaluate the pre-
dictive value of the hematological parameters including 
the NLR and PLR. The χ2 test was used to analyze if there 
was a sex difference among the five groups. The differ-
ences in continuous variables among the five groups were 
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compared using analysis of variance (ordinary one-way 
ANOVA) (normal distribution) and the Kruskal–Wallis 
test (non-normal distribution), and Tukey’s and Dunn’s 
corrections were applied for multiple comparisons. P 
values between 0.01‒0.05, 0.001‒0.01, 0.0001‒0.001, 
and < 0.0001 were considered statistically significant (*), 
very significant (**), extremely significant (***), and super 
significant (****), respectively, and “ns” represents no sig-
nificance. Correlations were determined using the Spear-
man’s rank method. The r > 0.5 or < −  0.5 with P < 0.05 
were statistically significant. Statistical analyses were 
performed using R version 4.0.3 (RStudio, PBC, Boston, 
MA, USA), SPSS version 21.0 (SPSS, IBM; Inc., Chicago, 
IL, USA), and GraphPad Prism version 9.0.0 (GraphPad 
Software, LLC., San Diego, CA, USA).

Results
Demographic characteristics and diagnosis of brucellosis 
patients
A total of 733 blood samples were collected from rural 
communities in the two counties from 2014 to 2015. 
The samples were subdivided into five groups based on 
the diagnostic characteristic results (Table 1), and these 
groups included the acute (n = 137), chronic (n = 316), 
inapparent (n = 35), recovery (n = 99), and healthy 
(n = 146) groups. Detailed demographic characteristics 
and clinical and experimental results for the participants 
are presented in Table 1. There were no significant differ-
ences in sex among the five groups (P = 0.519); however, 
there was a significant difference in age among the five 
groups (P < 0.001). Patients in the chronic group were sig-
nificantly older than those in the healthy and inapparent 
groups (P = 0.023 and 0.001, respectively). For hemato-
logical tests, neutrophil count and NLR exhibited signifi-
cant differences among the five groups (P = 0.001 and 
0.009, respectively). The neutrophil counts in the healthy 
and recovery groups were significantly higher than those 
in the acute group (P = 0.019 and 0.007, respectively). The 
NLR was significantly different among the five groups 
(P = 0.012), where the acute group possessed lower val-
ues compared to those of the other groups. However, 
NLR exhibited no difference after Dunn’s correction in 
pairwise comparisons (P > 0.05). There were no statistical 
differences in any of the other indices (P > 0.05).

Prediction value of hematological parameters for diagnosis
ROC analysis revealed that certain hematological param-
eters, including the calculated NLR and PLR, were signif-
icantly associated with brucellosis (Table 2). There was a 
predictive value for ALT between the chronic and recov-
ery groups (P = 0.017) and between the inapparent and 
recovery groups (P = 0.027). Platelets were also predictive 

of differences between the healthy and recovery groups 
(P = 0.010). The neutrophil count was significantly dif-
ferent between the acute group and the chronic, healthy, 
and inapparent recovery groups (P = 0.027, 0.006, 0.024, 
and 0.006, respectively). NLR was significantly different 
between the acute group and the chronic, healthy, and 
inapparent, recovery groups (P = 0.006, 0.021, 0.030, and 
0.044, respectively). PLR exhibited predictive value only 
in the acute and chronic groups (P = 0.025).

Percent proportion of CD3+CD4+ and CD3+CD8+ T 
lymphocytes
The proportions of CD3+CD4+ T cells and CD3+CD8+ 
T cells in the different groups are provided in Fig. 1a‒c. 
The proportion of CD3+CD4+ T cells (Fig.  1a) in the 
acute, chronic, and recovery groups was significantly 
lower than that in the healthy group (P = 0.024, 0.041, 
and 0.001, respectively). The proportion of CD3+CD8+ T 
cells (Fig. 1b) in the acute, chronic, and recovery groups 
was significantly higher than that in the healthy group 
(P = 0.023, 0.041, and 0.001, respectively). Additionally, 
the ratio of CD4+/CD8+ T cells (Fig. 1c) was significantly 
higher in the healthy group than in the acute and recov-
ery groups (P = 0.050 and 0.003, respectively).

Proportions of Th1, Th2, and Th17 cells in peripheral blood
The proportions of Th1, Th2, and Th17a in the different 
groups are presented in Fig.  2a‒c. For Th1 (CD4+ IFN-
γ) (Fig.  2c), the proportion of Th1 lymphocyte expres-
sion in the PBMCs in the acute (5.415 ± 2.773), chronic 
(5.315 ± 2.992), and inapparent (5.460 ± 2.822) groups 
was higher than that in the healthy (5.148 ± 2.671) and 
recovery (5.090 ± 2.873) groups. However, there was no 
significant difference between the groups (P > 0.05). For 
Th2 (CD4+ IL-4) (Fig.  2b), the proportion of Th2 lym-
phocytes in the acute and healthy groups was signifi-
cantly higher than that in the inapparent group (P = 0.003 
and 0.045, respectively). Although the proportion in 
the acute group (0.748 ± 0.870) was higher than that in 
the healthy group (0.590 ± 0.313), there were no signifi-
cant differences between the two groups (P > 0.05). For 
Th17 (CD4+ IL-17A) (Fig.  2c), the proportion of Th17 
lymphocytes in the acute group was significantly higher 
than that in the chronic, healthy, and inapparent groups 
(P = 0.003, < 0.001, and 0.003, respectively). Additionally, 
the inapparent group (0.275 ± 0.518) was also lower com-
pared to the other four groups (P > 0.05).

Expression of TLR2 and TLR4 in lymphocytes, monocytes 
and granulocytes
The blood samples from all participants exhibited the 
presence of effective TLR expression in lymphocytes, 
monocytes and granulocytes. The levels of TLR2 and 
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TLR4 and the co-expression of TLR2,4 in lymphocytes, 
monocytes and granulocytes are presented in Fig. 3a‒i.

There was no significant difference in the expression 
level of TLR2 or the co-expression of TLR2,4 in the dif-
ferent groups of lymphocytes (Fig.  3a, b). The expres-
sion levels of TLR4 in lymphocytes (Fig. 3c) in the acute 
group were higher than those in the healthy and inap-
parent groups (P = 0.014 and 0.010, respectively). TLR4 
expression levels in the recovery group were also higher 
than those in the chronic, healthy, and inapparent groups 
(P = 0.008, < 0.001, and < 0.001, respectively).

In monocytes, the expression of TLR2 (Fig.  3d) in 
the chronic group was higher than that in the recovery 
group (P = 0.014). The expression of TLR2 and TLR4 
was not significantly different among the five groups 
(Fig.  3e). The expression levels of TLR4 (Fig.  3f ) in 
the chronic, healthy, and inapparent groups were sig-
nificantly lower than those in the recovery group 
(P < 0.001, < 0.001, and < 0.001, respectively). The 
expression of TLR4 in the acute group was also ele-
vated compared to that in the healthy and inapparent 
groups (P = 0.015 and 0.271, respectively).

The expression of TLR2 in granulocytes (Fig. 3g) was 
not significantly different among the five groups. The 
co-expression of TLR2,4 and the individual expression 
of TLR4 in granulocytes from the acute and recov-
ery groups exhibited the same expression tendency, 
and the levels were higher than those of the healthy 
group (Fig. 3h, i) and exhibited significant differences 
(P < 0.001 and < 0.001 for co-expression of TLR2,4; 

P = 0.005 and < 0.001, respectively, for expression of 
TLR4). Significant differences were also observed 
between the recovery group and the chronic and inap-
parent groups (P = 0.002 and < 0.001 for co-expres-
sion of TLR2,4; P < 0.001 and < 0.001, respectively, for 
expression of TLR4). Both expression levels (Fig. 3h, i) 
in the acute group were higher than those in the inap-
parent group (P = 0.009 and 0.015, respectively). Addi-
tionally, the co-expression of TLR2,4 in granulocytes 
(Fig.  3h) was higher in the chronic group than in the 
healthy group (P = 0.010).

Expression correlation of TLR2 and TLR4 in lymphocytes, 
monocytes and granulocytes
The correlation between TLR2 and TLR4 expression in 
lymphocytes, monocytes and granulocytes is presented 
in Fig.  4a‒e. The expression level of TLR4 in lympho-
cytes, monocytes and granulocytes was correlated with 
that in the acute and healthy groups, and the Pearson r 
was 0.514 and 0.655 (P < 0.001 and < 0.001, respectively). 
Except for the inapparent group, the expression levels of 
TLR4 in lymphocytes and granulocytes were correlated 
in the other four groups, with Pearson r values of 0.640 
in the acute group, 0.571 in the chronic group, 0.783 
in the healthy group, and 0.506 in the recovery group 
(P < 0.001, < 0.001, < 0.001, and < 0.001, respectively). The 
TLR expression levels of granulocytes, monocytes were 
correlated in all the five groups, and Pearson r was 0.763 
in the acute group, 0.660 in the chronic group, 0.742 in 
the healthy group, 0.728 in the inapparent group, and 

Fig. 1  The proportions of CD3+CD4+ T cells (a) and CD3+CD8+ T cells (b) and the CD4+/CD8+ ratio (c) in the peripheral blood from different 
groups. *P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001
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0.574 in the recovery group (P < 0.001, < 0.001, < 0.001, 
< 0.001, and < 0.001, respectively). Additionally, the co-
expression levels of TLR2,4 in granulocytes were corre-
lated with the expression levels of TLR4 in monocytes, 
with Pearson r values of 0.671, 0.648, 0.770, 0.786, and 
0.660 in the acute, chronic, healthy, inapparent, and 
recovery groups, respectively (P < 0.001, < 0.001, < 0.001,  
< 0.001, and < 0.001, respectively). In the healthy group 
(Fig. 4c), co-expression levels of TLR2,4 in granulocytes 
were also associated with TLR4 expression levels in lym-
phocytes (r = 0.613, P < 0.001).

Additionally, the expression levels of TLR2 and TLR4 
and the co-expression levels of TLR2,4 were correlated 
in the same type of cells. For lymphocytes, the expres-
sion of TLR4 in the acute group (Fig. 4a) was correlated 
with the co-expression of TLR2,4 (r = 0.538, P < 0.001), 
while the expression of TLR2 in the inapparent (Fig. 4d) 
and recovery groups (Fig. 4e) was correlated with the co-
expression of TLR2,4 (r = 0.593, r = 0.627; P < 0.001 and 
P < 0.001, respectively).

In monocytes, the expression level of TLR2 was corre-
lated with the co-expression level of TLR2,4 in four of the 
five groups (Fig. 4a–e), where the Pearson r was 0.561 in 
the acute group, 0.710 in the chronic group, 0.567 in the 
healthy group, 0.846 in the inapparent group, and 0.676 
in the recovery group (P < 0.001, < 0.001, < 0.001, < 0.001,  
and < 0.001, respectively). Additionally, the expression 
levels of TLR2 and TLR4 in monocytes were correlated 
(r = 0.515, P < 0.001).

In granulocytes, the co-expression levels of TLR2,4 
from the acute (Fig. 4a), inapparent (Fig. 4d), and recov-
ery (Fig. 4e) groups were all related to the expression lev-
els of TLR2, and Pearson r values were 0.598, 0.712, and 
0.574, respectively (P < 0.001, < 0.001, and < 0.001, respec-
tively). The co-expression level of TLR2,4 was also cor-
related with the expression level of TLR4 in the acute 
group (r = 0.519, P < 0.001), the healthy group (r = 0.635, 
P < 0.001), and the inapparent group (r = 0.806, P < 0.001).

Discussion
The host immune response plays a crucial role in host 
defense against intracellular bacteria such as Brucella 
species. In the current study, we investigated the char-
acteristics of T cell subsets (CD4+, CD8+, Th1, Th2, and 
Th17) and TLR2 and TLR4 in lymphocytes, monocytes 
and granulocytes in acute, chronic, inapparent, recovery, 
and healthy groups in a Chinese Han population.

Olt et al. reported that lower NLR values were signifi-
cantly associated with brucellosis by ROC analyses [33]. 
In the current study, we determined that NLR values 
were significantly associated with the acute group that 
exhibited lower NLR values. One of the reasons that the 
acute group exhibited a lower NLR could be due to the 
lower neutrophil count in the acute group. These results 
indicated that low neutrophil count and NLR could dis-
tinguish the acute group from the other groups.

Fig. 2  The proportions of Th1 (a), Th2 (b), and Th-17a (c) in the peripheral blood from different groups. *P < 0.05; **P < 0.01; ***P < 0.001; 
****P < 0.0001
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Fig. 3  Comparison of the levels of TLR2 and TLR4 and the co-expression of TLR2,4 in lymphocytes (a‒c), monocytes (d‒f), and granulocyte (g‒i) 
among the five groups of participants. *P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001



Page 10 of 13Zhu et al. Infectious Diseases of Poverty           (2022) 11:63 

Fig. 4  Heatmaps with Pearson correlation coefficient. The expression of TLR2 and TLR4 in the lymphocytes, monocytes and granulocytes among 
the acute (a), chronic (b), healthy (c), inapparent (d), and recovery (e) groups. The color density represents the magnitude of the correlations, with 
blue color indicating positive and red color indicating negative. L lymphocytes, M monocytes, G granulocytes
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Cell-mediated immunity plays an important role in 
protecting humans against Brucella infection [10–12]. 
During cell-mediated immunity, antigen-presenting cells 
and T lymphocytes help the host resist or clear Brucella 
infection [10, 34]. In 2018, Zheng et  al. reported a sig-
nificantly decreased proportion of CD4+ T cells and an 
increased proportion of CD8+ T cells in human brucel-
losis patients compared to levels in healthy subjects [30]. 
In the current study, we also observed that the propor-
tion of CD4+ T cells in the acute, chronic, and recovery 
groups was significantly lower than that in the healthy 
group. Moreover, the proportion of CD8+ T cells was 
significantly higher in the acute, chronic, and recovery 
groups than in the healthy group. In 2005, Akbulut et al. 
reported that CD4+ T cell levels were significantly lower 
in brucellosis patients than in the healthy group [24]. 
For CD8+ T cells, Moreno-Lafont and Skendros et  al. 
reported an increase in cytotoxic CD8+ T cell distur-
bances in T-cell immunity in chronic persistent/relapsing 
brucellosis patients [31, 35]. These results confirmed that 
CD8+ T cells are more important than CD4+ T cells in 
controlling Brucella infection [36].

In 2018, Zheng et  al. reported that the proportion of 
Th1 cells was increased in human brucellosis patients; 
however, there was no significant difference between 
the patients and the controls [30]. Xu et al. reported that 
the frequency of Th1 cells was significantly higher in 
patients with brucellosis than in healthy controls [28]. 
In the current study, we observed that the proportion of 
Th1 cells in the acute, chronic, and inapparent brucellosis 
groups was higher than that in the healthy and recovery 
groups; however, neither exhibited significantly differ-
ences between patients and control individuals. Th1 cells 
primarily mediate cellular immunity and control bacte-
rial infection by secreting IFN-γ and IL-2 that function 
to destroy bacterial infection, particularly regarding 
intracellular bacteria such as Brucella species in mac-
rophages [13–16]. In 2019, Xu et al. determined that the 
mean serum levels of IFN-γ were significantly higher in 
patients with brucellosis compared to those in healthy 
individuals [28]. Lin et al. also observed that serum IFN-γ 
levels were higher in the patient group than those in the 
healthy group [18]. These results indicate that Th1 cells 
and their secreted cytokines play important roles in con-
trolling Brucella infection.

The proportion of Th17 cells in patients with acute 
brucellosis increases significantly and subsequently 
decreases after treatment [37]. In the current study, we 
observed that the proportion of Th17 cells in the acute 
group was significantly higher than in the chronic, 
healthy, and inapparent groups. In 2019, Zheng et  al. 
reported that the proportion of Th17 cells in acute and 
chronic patients was higher than that in healthy control. 

Additionally, they also determined that the levels of effec-
tor molecules in Th17 cells (IL-17A and IL-17F) in the 
acute and chronic groups were higher than those in the 
healthy control group. In 2020, Lin et  al. reported that 
serum IL-17 levels were higher in brucellosis patients 
than in controls (P < 0.05) [18]. Moreover, they also 
observed that IL-17 levels in the serum were significantly 
higher in the acute group than in the chronic group [18]. 
These results indicated that Th17 cells and their effector 
molecules such as those active during the acute stages of 
Brucella infection could participate in cellular immunity 
against Brucella infection.

In addition to adaptive immune responses, the innate 
immune system plays an important role in Brucella 
infection [21]. TLRs play central roles in the induc-
tion of innate immune responses and also in the sub-
sequent development of adaptive immune responses 
[12]. Our results revealed that the highest expressions 
of TLR4 in lymphocytes, monocytes and granulocytes 
were in the recovery group, and then followed by the 
acute, chronic, healthy, and inapparent groups. Addi-
tionally, TLR4 expression in one cell type was posi-
tively correlated with that in the other cell types. For 
example, the high expression of TLR4 in lymphocytes 
was positively correlated with that in monocytes and 
granulocytes. These interesting findings were almost 
identical expression patterns of TLR4 observed in lym-
phocytes, monocytes and granulocytes, indicating that 
TLR4 expression could play a vital role in the resist-
ance to Brucella infection in humans. In 2004, Cam-
pos et  al. demonstrated the role of TLR4 in triggering 
an immune response against Brucella, thus identifying 
TRL4 as an important molecule in the control of bru-
cellosis [38]. Copin et  al. reported that TLR4 and not 
TLR2 significantly decreased resistance to B. meliten-
sis infection in an experimental model [39]. Pei et  al. 
demonstrated that TLR4 is also important for effective 
B. abortus internalization by macrophages [40]. How-
ever, Weiss et  al. surprisingly observed that TLR4 is 
not required for the clearance of Brucella in vivo [41]. 
Moreover, Barquero-Calvo et al. demonstrated that the 
replication of B. abortus S19 and S2308 in vivo occurs 
independently of TLR4 [42]. The reasons for these dis-
crepancies are currently unknown; however, they may 
be partially due to the different roles of TLR4 in differ-
ent host cells or to the different Brucella strains that 
were used. Additionally, Pei et  al. reported that TLR2 
and TLR4 contributed little to the control of Brucella 
spleen infection; however, a significant contribution to 
the clearance of lung infection was described, thus sug-
gesting that the potential roles of TLRs may be related 
to host tissue specificity [43].
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Several studies have reported that TLR2 plays no role 
in controlling B. abortus infection in vivo [38, 41]. In the 
current study, we determined that TLR2 expression was 
not significantly different in lymphocytes, monocytes 
and granulocytes among the five groups, except for the 
chronic and recovery groups in monocytes. These results 
further indicate that TLR2 may not play a role in control-
ling B. abortus infection.

Finally, there are two main limitations in the cur-
rent study. Firstly, it is necessary to include the lev-
els of cytokines in the peripheral serum in the current 
association analysis, which could display the associa-
tion between T cells, its secreted cytokines and brucel-
losis. Unfortunately, we are unable to test the levels of 
cytokines now, which could be one main limitation in the 
current study. In addition, our primary purpose focused 
on the immunity characteristics of diverse stages of bru-
cellosis in rural population, thus, the individuals’ chronic 
disease conditions, like diabetes, hypertension, and auto-
immune diseases, were not comprehensively investigated, 
which would be another limitation within this study.

Conclusions
In the current study, we comprehensively investigated 
the detailed roles of TLR2 and TLR4 in different cells 
at different stages of Brucella infection, including the 
acute, chronic, inapparent, and recovery stages. Human 
immune response profiles such as CD4+ T, CD8+ T cells, 
Th cells, and TLR profiles could correlate with disease 
susceptibility or protection. Especially, two key factors 
(CD8+ T cells and TLR4) in human immune profiles 
could be markedly associated with the progression of 
brucellosis. In the future, the detailed function of TLR4 
should be further explored using a more significant num-
ber of human cell types or tissues and in larger sample 
populations.

Acknowledgements
The authors would like to thank all participants for participating in this study.

Author contributions
XKG, YFY and YXK conceived and designed the studies. YBX, JD, MG, WG, JLT 
and JY collected reagents and study materials. YZZ and LS performed labora-
tory experiments. YZZ, LS, YGZ and YFY analyzed data. YGZ, YXK, YYF and YZZ 
wrote and revised the manuscript. All authors read and approved the final 
manuscript.

Funding
This study was supported by the National Natural Science Foundation of 
China (Grant No. 81460319 and 82060383), Natural Science Foundation of 
Inner Mongolia Autonomous Region of China (Grant No. 2019MS08209), 
and NMPA Key Laboratory for Quality Control and Evaluation of Vaccines and 
Biological Products.

Availability of data and materials
Not applicable.

Declarations

Ethical approval and consent to participate
This study was approved by the Ethics Committee of the Baotou Municipal 
Center for Disease Control and Prevention in the Inner Mongolia Autonomous 
Region of China. All participants in this study provided informed consent 
forms prior to participation in the brucellosis survey. The protocol used by 
this study was in accordance with the principles of the Helsinki Declaration in 
1975.

Consent for publication
Not applicable.

Competing interests
The authors declare that there are no competing interests.

Author details
1 School of Global Health, Chinese Center for Tropical Diseases Research, 
Shanghai Jiao Tong University School of Medicine, Shanghai, China. 2 Depart-
ment of Immunogenetics, Institute of Medical Biology, Chinese Academy 
of Medical Sciences & Peking Union Medical College, Kunming, China. 
3 Department of Biological Science, Xi’an Jiaotong-Liverpool University, 
Suzhou, China. 4 State Key Laboratory for Infectious Disease Prevention 
and Control, Collaborative Innovation Center for Diagnosis and Treatment 
of Infectious Diseases, National Institute for Communicable Disease Control 
and Prevention, Chinese Center for Disease Control and Prevention, Beijing, 
China. 5 Baotou Municipal Center for Disease Control and Prevention, Baotou, 
Inner Mongolia, China. 6 Key Laboratory of Parasite and Vector Biology, Ministry 
of Health, Shanghai, China. 7 Inner Mongolia Autonomous Region Compre-
hensive Center for Disease Control and Prevention, Hohhot, Inner Mongolia, 
China. 

Received: 2 March 2022   Accepted: 16 May 2022

References
	1.	 Jiang H, O’Callaghan D, Ding JB. Brucellosis in China: history, progress and 

challenge. Infect Dis Poverty. 2020;9(1):55.
	2.	 Pappas G, Papadimitriou P, Akritidis N, Christou L, Tsianos EV. The new 

global map of human brucellosis. Lancet Infect Dis. 2006;6(2):91–9.
	3.	 Lai S, Zhou H, Xiong W, Gilbert M, Huang Z, Yu J, et al. Changing epi-

demiology of human brucellosis, China, 1955–2014. Emerg Infect Dis. 
2017;23(2):184–94.

	4.	 Jia P, Joyner A. Human brucellosis occurrences in Inner Mongolia, China: 
a spatio-temporal distribution and ecological niche modeling approach. 
BMC Infect Dis. 2015;15:36.

	5.	 Shi YJ, Lai SJ, Chen QL, Mu D, Li Y, Li XX, et al. Analysis on the epidemio-
logical features of human brucellosis in northern and southern areas of 
China, 2015–2016. Zhonghua Liu Xing Bing Xue Za Zhi. 2017;38(4):435–
40 (In Chinese).

	6.	 Zhang WY, Guo WD, Sun SH, Jiang JF, Sun HL, Li SL, et al. Human brucel-
losis, Inner Mongolia. China Emerg Infect Dis. 2010;16(12):2001–3.

	7.	 Ning C, Shuyi G, Tao Y, Hao Z, Zhang X. Epidemiological survey of human 
brucellosis in Inner Mongolia, China, 2010–2014: a high risk groups-based 
survey. J Infect Public Health. 2018;11(1):24–9.

	8.	 National Health Commission of The People’s Republic of China. Diagnosis 
for brucellosis (http://​www.​nhc.​gov.​cn/​fzs/​s7852d/​201901/​9493b​dd154​
9b490​8be18​beb60​07b00​9d/​files/​bf0ea​83b6a​a54e4​b879e​803ef​28af5​47.​
pdf ). Accessed January 5, 2022. 2019.

	9.	 Franco MP, Mulder M, Gilman RH, Smits HL. Human brucellosis. Lancet 
Infect Dis. 2007;7(12):775–86.

	10.	 Golding B, Scott DE, Scharf O, Huang LY, Zaitseva M, Lapham C, et al. 
Immunity and protection against Brucella abortus. Microbes Infect. 
2001;3(1):43–8.

	11.	 Gorvel JP. Brucella: a Mr “Hide” converted into Dr Jekyll. Microbes Infect. 
2008;10(9):1010–3.

	12.	 Skendros P, Pappas G, Boura P. Cell-mediated immunity in human brucel-
losis. Microbes Infect. 2011;13(2):134–42.

http://www.nhc.gov.cn/fzs/s7852d/201901/9493bdd1549b4908be18beb6007b009d/files/bf0ea83b6aa54e4b879e803ef28af547.pdf
http://www.nhc.gov.cn/fzs/s7852d/201901/9493bdd1549b4908be18beb6007b009d/files/bf0ea83b6aa54e4b879e803ef28af547.pdf
http://www.nhc.gov.cn/fzs/s7852d/201901/9493bdd1549b4908be18beb6007b009d/files/bf0ea83b6aa54e4b879e803ef28af547.pdf


Page 13 of 13Zhu et al. Infectious Diseases of Poverty           (2022) 11:63 	

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	13.	 Vitry MA, Hanot Mambres D, De Trez C, Akira S, Ryffel B, Letesson JJ, et al. 
Humoral immunity and CD4+ Th1 cells are both necessary for a fully 
protective immune response upon secondary infection with Brucella 
melitensis. J Immunol. 2014;192(8):3740–52.

	14.	 Pollak CN, Wanke MM, Estein SM, Delpino MV, Monachesi NE, Comercio 
EA, et al. Immunization with Brucella VirB proteins reduces organ coloni-
zation in mice through a Th1-type immune response and elicits a similar 
immune response in dogs. Clin Vaccine Immunol. 2015;22(3):274–81.

	15.	 Im YB, Park WB, Jung M, Kim S, Yoo HS. Evaluation of Th1/Th2-related 
immune response against recombinant proteins of Brucella abortus infec-
tion in mice. J Microbiol Biotechnol. 2016;26(6):1132–9.

	16.	 Fahel JS, de Souza MB, Gomes MT, Corsetti PP, Carvalho NB, Marinho FA, 
et al. 5-Lipoxygenase negatively regulates Th1 response during Brucella 
abortus infection in mice. Infect Immun. 2015;83(3):1210–6.

	17.	 Akbulut H, Celik I, Akbulut A. Cytokine levels in patients with brucel-
losis and their relations with the treatment. Indian J Med Microbiol. 
2007;25(4):387–90.

	18.	 Lin ZQ, Lin GY, He WW, Zhang C, Zhang R, Li YD, et al. IL-6 and INF-gamma 
levels in patients with brucellosis in severe epidemic region, Xinjiang, 
China. Infect Dis Poverty. 2020;9(1):47.

	19.	 Zheng R, Xie S, Zhang Q, Cao L, Niyazi S, Lu X, et al. Circulating Th1, Th2, 
Th17, Treg, and PD-1 levels in patients with brucellosis. J Immunol Res. 
2019;2019:3783209.

	20.	 Peck A, Mellins ED. Precarious balance: Th17 cells in host defense. Infect 
Immun. 2010;78(1):32–8.

	21.	 Dornand J, Gross A, Lafont V, Liautard J, Oliaro J, Liautard JP. The 
innate immune response against Brucella in humans. Vet Microbiol. 
2002;90(1–4):383–94.

	22.	 Oliveira SC, de Oliveira FS, Macedo GC, de Almeida LA, Carvalho NB. The 
role of innate immune receptors in the control of Brucella abortus infec-
tion: toll-like receptors and beyond. Microbes Infect. 2008;10(9):1005–9.

	23.	 Çelik İ, Akbulut HH. Lymphocyte subpopulations in patients with acute 
brucellosis. Turk J Med Sci. 2005;35(4):235–9.

	24.	 Akbulut HH, Kilic SS, Bulut V, Ozden M. Determination of intracel-
lular cytokines produced by Th1 and Th2 cells using flow cytom-
etry in patients with brucellosis. FEMS Immunol Med Microbiol. 
2005;45(2):253–8.

	25.	 Rodriguez-Zapata M, Alvarez-Mon M, Salmeron I, Prieto A, Manzano 
L, Salmeron OJ, et al. Diminished T lymphocyte proliferative response 
to polyclonal mitogens in acute brucellosis patients. Infection. 
1996;24(2):115–20.

	26.	 Rodriguez-Zapata M, Matias MJ, Prieto A, Jonde MA, Monserrat J, 
Sanchez L, et al. Human brucellosis is characterized by an intense Th1 
profile associated with a defective monocyte function. Infect Immun. 
2010;78(7):3272–9.

	27.	 Rodriguez-Zapata M, Salmeron I, Manzano L, Salmeron OJ, Prieto A, Alva-
rez-Mon M. Defective interferon-gamma production by T-lymphocytes 
from patients with acute brucellosis. Eur J Clin Invest. 1996;26(2):136–40.

	28.	 Xu G, Zhang P, Dang R, Jiang Y, Wang F, Wang B, et al. Dynamic changes of 
Th1 cytokines and the clinical significance of the IFN-gamma/TNF-alpha 
ratio in acute brucellosis. Mediators Inflamm. 2019;2019:5869257.

	29.	 Rahmanpour M, Keramat F, Jourghasemi S, Rashidi G, Abdolmaleki M, 
Solgi G, et al. Direct correlation between Th1 and Th17 responses in 
immunity to Brucella infection. Microbes Infect. 2019;21(10):441–8.

	30.	 Zheng R, Xie S, Niyazi S, Lu X, Sun L, Zhou Y, et al. Meta-analysis of the 
changes of peripheral blood T cell subsets in patients with brucellosis. J 
Immunol Res. 2018;2018:8439813.

	31.	 Skendros P, Boura P, Chrisagis D, Raptopoulou-Gigi M. Diminished 
percentage of CD4+ T-lymphocytes expressing interleukine-2 receptor 
alpha in chronic brucellosis. J Infect. 2007;54(2):192–7.

	32.	 Pourfathollah A, Eslami M, Yalda A, Sarraf NA. Alteration of T-lymphocyte 
subpopulations in subacute and chronic brucellosis. Med J Islam Rep 
Iran. 1996;10(3):191–4.

	33.	 Olt S, Ergenc H, Acikgoz SB. Predictive contribution of neutrophil/
lymphocyte ratio in diagnosis of brucellosis. Biomed Res Int. 2015;2015: 
210502.

	34.	 Baldwin CL, Goenka R. Host immune responses to the intracellular 
bacteria Brucella: does the bacteria instruct the host to facilitate chronic 
infection? Crit Rev Immunol. 2006;26(5):407–42.

	35.	 Moreno-Lafont MC, Lopez-Santiago R, Zumaran-Cuellar E, Paredes-
Cervantes V, Lopez-Merino A, Estrada-Aguilera A, et al. Antigen-specific 

activation and proliferation of CD4+ and CD8+ T lymphocytes from 
brucellosis patients. Trans R Soc Trop Med Hyg. 2002;96(3):340–7.

	36.	 Forestier C, Moreno E, Meresse S, Phalipon A, Olive D, Sansonetti P, et al. 
Interaction of Brucella abortus lipopolysaccharide with major histocom-
patibility complex class II molecules in B lymphocytes. Infect Immun. 
1999;67(8):4048–54.

	37.	 Sofian M, Ramezani A, Mousavi A, Banifazl M, Cherei S, Cherei A, et al. 
Interlukine-17 and TGF-beta levels in patients with acute brucellosis 
before and after treatment. Turk J Med Sci. 2016;46(5):1348–52.

	38.	 Campos MA, Rosinha GM, Almeida IC, Salgueiro XS, Jarvis BW, Splitter GA, 
et al. Role of Toll-like receptor 4 in induction of cell-mediated immu-
nity and resistance to Brucella abortus infection in mice. Infect Immun. 
2004;72(1):176–86.

	39.	 Copin R, De Baetselier P, Carlier Y, Letesson JJ, Muraille E. MyD88-depend-
ent activation of B220-CD11b+LY-6C+ dendritic cells during Brucella 
melitensis infection. J Immunol. 2007;178(8):5182–91.

	40.	 Pei J, Turse JE, Ficht TA. Evidence of Brucella abortus OPS dictating uptake 
and restricting NF-kappaB activation in murine macrophages. Microbes 
Infect. 2008;10(6):582–90.

	41.	 Weiss DS, Takeda K, Akira S, Zychlinsky A, Moreno E. MyD88, but not 
toll-like receptors 4 and 2, is required for efficient clearance of Brucella 
abortus. Infect Immun. 2005;73(8):5137–43.

	42.	 Barquero-Calvo E, Chaves-Olarte E, Weiss DS, Guzman-Verri C, Chacon-
Diaz C, Rucavado A, et al. Brucella abortus uses a stealthy strategy to avoid 
activation of the innate immune system during the onset of infection. 
PLoS ONE. 2007;2(7): e631.

	43.	 Pei J, Ding X, Fan Y, Rice-Ficht A, Ficht TA. Toll-like receptors are critical for 
clearance of Brucella and play different roles in development of adaptive 
immunity following aerosol challenge in mice. Front Cell Infect Microbiol. 
2012;2:115.


	Key immunity characteristics of diverse stages of brucellosis in rural population from Inner Mongolia, China
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Methods
	Key characteristics of the participants in the five groups
	Reagents
	Combination experimental staining of the cell surface and intracellular cytokines in peripheral blood
	TLR2 (CD282+) and TLR4 (CD284+) on peripheral blood mononuclear cells (PBMC)
	Statistical analysis

	Results
	Demographic characteristics and diagnosis of brucellosis patients
	Prediction value of hematological parameters for diagnosis
	Percent proportion of CD3+CD4+ and CD3+CD8+ T lymphocytes
	Proportions of Th1, Th2, and Th17 cells in peripheral blood
	Expression of TLR2 and TLR4 in lymphocytes, monocytes and granulocytes
	Expression correlation of TLR2 and TLR4 in lymphocytes, monocytes and granulocytes

	Discussion
	Conclusions
	Acknowledgements
	References


