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 Background: As a major cause of mortality in neonates, neonatal sepsis is often accompanied by immune dysfunctions, 
which are frequently caused by dysregulated T cell sub-populations. The role of regulatory B cells in neonatal 
sepsis, however, remains unknown. Therefore, this study investigated the percentage and functional variation 
of CD19+CD24hiCD38hi regulatory B cells in peripheral blood of neonatal sepsis patients in an attempt to elu-
cidate the role of these regulatory B cells in pathogenesis of sepsis.

 Material/Methods: Flow cytometry was used to quantify the percentage of CD19+CD24hiCD38hi regulatory B cells from periph-
eral blood samples. The correlation between B cell percentage and C reactive protein (CRP) level was ana-
lyzed. Secretion level of interleukin-10 (IL-10) and effects on the proliferation of naïve CD4+ T cells were fur-
ther analyzed.

 Results: The percentage of CD19+CD24hiCD38hi regulatory B cells in neonatal sepsis patients was significantly high-
er compared to healthy controls (p<0.05), and was positively correlated with serum CRP level. The percentage 
of IL-10+ CD19+CD24hiCD38hi regulatory B cells was also higher in sepsis patients, and also had more potent 
inhibition on naïve CD4+ T cells (p<0.01).

 Conclusions: The elevation of CD19+CD24hiCD38hi regulatory B cells in neonatal sepsis can inhibit body immune function 
and thus may participate in the pathogenesis of sepsis.
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Background

Sepsis is an acute systemic infection caused by the proliferation 
of pathogens and release of their toxins in the general blood 
circulation. Although standard protocols have been adopted in 
clinical treatment, sepsis still has a high mortality rate world-
wide [1–5]. The symptoms of sepsis range from mild infection to 
severe infectious shock, DIC, and multiple organ failure. Neonatal 
sepsis is still one of leading causes of neonatal death [6]. The 
prognosis of sepsis is largely dependent on the immune status 
of the host, as the extreme inflammatory response and com-
promised immunity are major reasons for the failure of patho-
gen clearance [7]. Immune dysfunction is often accompanied 
with the progression of sepsis, due to the dysfunction of T cell 
sub-populations, including regulatory T cells (Treg) [8]. The ac-
tivation of Treg-mediated immunosuppressant function can in-
hibit the excessive inflammatory response of the host body via 
activating TCR signaling, making Treg closely related to sepsis 
pathogenesis [9,10]. Besides classical Treg, other cells in the pe-
ripheral blood also have immunosuppressant functions, such as 
regulatory B cells, regulatory DC cells, and Vd1 T cells [11–13]. 
Among those cells, the major surface markers of regulatory B 
cells are CD19+CD24hiCD38hi. These B cells exert their immuno-
suppressant function via secreting interleukin-10 (IL-10) and are 
termed regulator B cells (Breg) [14–16]. The difference between 
Breg and Treg is that Breg can only exert its immunosuppressive 
function by secreting IL-10, while Treg can either exert their im-
munosuppressive function by secreting IL-10 or by immune cell 
contact inhibition [8]. The role of CD19+CD24hiCD38hi Breg in 
neonatal sepsis is currently unknown. This study thus investigat-
ed the percentage and function of CD19+CD24hiCD38hi Breg in 
peripheral blood of sepsis patients in an attempt to elucidate the 
role of CD19+CD24hiCD38hi Breg in the pathogenesis of sepsis.

Material and Methods

Clinical information

From December 2014 to June 2015 a total of 30 neonatal sep-
sis patients (14 males and 16 females) in our hospital were re-
cruited for this study. Most of these neonates were admitted 
with staph infections. The average age of all patients was 36.04 
weeks. The body weights at birth were: 5 were 1000~1500 g, 
15 were 1500~2500 g, and 10 were over 2500 g. All patients fit 
the diagnosis of neonatal sepsis [17]. The study protocol was 
approved by the Research Ethics Committee of our hospital.

Inclusion criteria were: (1) Presented as body temperature ab-
normality, jaundice, and weak response; (2) Laboratory results 
showed blood leukocytes larger than 20×109/L or smaller than 
5×109/L, rod nuclear cell ratio over 0.2, and/or C-reactive protein 
(CRP) above 8.0 mg/mL; and (3) Isolated pathogen from blood 

culture or the same opportunistic pathogen by 2 consecutive 
cultures. All patients received standard treatment for sepsis.

Isolation of peripheral blood mononuclear cells (PBMCs)

A fasting blood sample with anti-coagulation treatment was 
added on top of an equal volume of lymphocyte isolation buf-
fer, followed by centrifugation at 800 g for 18 min. The top 
white layer was gently transferred into a new tube containing 
10 mL serum-free RPMI 1640 medium, which was then centri-
fuged at 600 g for 15 min. After discarding supernatants, cell 
precipitations were re-suspended in 10 mL serum-free RPMI 
1640 medium, followed by 400-g centrifugation for 8 min. 
Collected cells were counted after trypan blue staining and 
were prepared in cell suspensions (2×106/mL) for further use.

Determination of peripheral CD19+CD24hiCD38hi Breg

PBMCs were washed twice in PSB containing 5% bovine serum 
albumin (BSA). After discarding the supernatant, cells were in-
cubated with antibody against APC-CD3, FITC-CD19, and APC-
CD38 for 30 min. After washing in PBS containing 5% BSA, cells 
were re-suspended in 0.1 mL PBS for flow cytometry detection.

Serum CRP assay

CRP levels were determined by enzyme-linked immunosor-
bent assay (ELISA) using a test kit (Zhengbai Biotech, China) 
following the manufacturer’s instructions. In brief, standard 
samples and serum samples were added into 96-well plates 
in triplicate. After 37°C incubation for 90 min, excess liquid 
was removed, followed by the addition of washing buffer (0.3 
mL per well). After washing 3 times, biotin-labelled antibody 
working solution was added for 60-min incubation at 37°C. The 
enzyme-linked working solution was then applied for another 
30-min incubation at 37°C. After gentle washing, chromogen-
ic substrate (0.1 mL per well) was added for development in 
the dark at 37°C. The reaction was stopped and measured for 
optical density (OD) values at 450 nm in a microplate reader.

IL-10 secretion level

CD19+CD24hiCD38hi Breg were cultured in 96-well plates with 
100X PMA+Ion. After 6 h, cells were collected for lysis in 0.5 mL 
lysis buffer, followed by incubation in the dark at room tem-
perature. After washing twice, APC-IL-10 antibody was add-
ed for incubation. Cells were washed and re-suspended in 0.1 
mL PBS for flow cytometry analysis.

CFSE cell proliferation assay

CD19+CD24hiCD38hi Breg and naïve CD4+ T cells were select-
ed by flow cell sorter (FCS) method with purity greater than 
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90%. We pre-coated a 96-well plate with 1 μg/mL CD3 anti-
body and 2 μg/mL CD28 antibody within 2-h incubation at 
37°C. Naïve CD4+ T cells were stained by CFSE following the 
manual’s instructions. After staining, cells were re-suspend-
ed in RPMI-1640 complete medium containing 10% fetal bo-
vine serum (FBS) and added into the 96-well plate, which was 
tested for cell proliferation by flow cytometry after 5 days.

Statistical analysis

SPSS 16.0 software was used to process all collected data. 
The t test was used for comparing means between 2 groups. 
Correlation analysis was performed by Spearman test. Statistical 
significance was defined when p<0.05.

Results

Percentage of peripheral blood CD19+CD24hiCD38hi Breg

Compared to healthy controls, sepsis patients had significantly 
higher percentage of CD19+CD24hiCD38hi Breg (5.36±1.35% 
vs. 8.04±1.58%, p<0.01, Figure 1).

Correlation between CD19+CD24hiCD38hi Breg percentage 
and CRP level

Using the Spearman test, we found a significantly positive cor-
relation between CD19+CD24hiCD38hi Breg percentage and 
serum CRP levels (r=0.4965, p<0.01, Figure 2).

IL-10 secretion level by CD19+CD24hiCD38hi Breg

As shown in Figure 3, the percentage of IL-10+CD19+CD24 
hiCD38hi Breg was 3.62±0.93% in healthy control individu-
als, and 5.83±1.84% in sepsis neonates. Compared to that in 
the control group, neonatal sepsis patients had significantly 
higher IL-10 levels (p<0.01).

Immunosuppressant function by CD19+CD24hiCD38hi Breg

In healthy controls, the proliferative ability of naïve CD4+ 
T cells was 90.88±13.64%. After co-incubation with 
CD19+CD24hiCD38hi Breg, its proliferation percentage de-
creased to 53.33±10.52%. In septic neonates, the prolifera-
tive ability of naïve CD4+ T cells was 90.31±14.95%, and was 
28.95±6.84% after co-incubation. These results clearly sug-
gest the significantly higher immunosuppressant function of 
CD19+CD24hiCD38hi Breg in septic patients (p<0.01, Figure 4).

Discussion

As a common complication following severe infection, burns, 
trauma, major surgery, toxicity, and cardio-pulmonary resus-
citation, sepsis has a mortality rate as high as 30~70% [1–5]. 
Recent findings suggest the important role of immunosuppres-
sants, which may cause the inability to clear blood-borne patho-
gens, in the pathogenesis of sepsis [7]. As a group of immune 
cells with immunosuppressant function, Treg play a crucial role 
in maintaining body immune balance. Previous findings have 

Figure 1.  Percentage of CD19+CD24hiCD38hi Breg in control and sepsis neonates.
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Figure 2.  Correlation between CD19+CD24hiCD38hi Breg 
percentage and serum CRP level.
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suggested the value of CD4+CD25+ Treg in evaluating prog-
nosis of severely septic patients [10]. The elevation of periph-
eral CD39+ Treg also indicated a lower survival rate of septic 
patients [18]. During the early stage of sepsis, the percentage 
of CD4+ Treg was significantly elevated, accompanied by po-
tentiated immunosuppressant functions [19]. Therefore, most 
studies of sepsis-related immunosuppressant cells focus on T 
cell-related immune cells.

Traditional Treg cells mainly exert their immunosuppressive 
roles through 2 approaches: secretion of cytokines and con-
tact inhibition [8]. By secreting IL-10, Treg cells can inhibit ef-
fector cells. In addition, Treg cells can also play immunosup-
pressive roles by binding its surface-expressed CTLA-4, TIM-3, 

and GITR to the receptor of effector cells. Another population 
of B cells with major phenotype as CD19+CD24hiCD38hi, how-
ever, also exert certain immune regulatory functions and are 
termed Breg, in addition to classical Treg [14–16]. This study 
found a higher percentage of those CD19+CD24hiCD38hi Breg 
cells in peripheral blood of neonatal sepsis patients, in agree-
ment with previous findings. We also found a positive rela-
tionship between CD19+CD24hiCD38hi Breg percentage and 
serum CRP level, which can be used as a key index reflecting 
inflammatory condition of septic patients [20]. These results 
suggest the close correlation between CD19+CD24hiCD38hi 
Breg and progression of neonatal sepsis. In addition to the 
role in sepsis, CD19+CD24hiCD38hi Breg are also known to 
have a critical function in the pathogenesis of rheumatoid 

Figure 3. IL-10 secretion level of CD19+CD24hiCD38hi Breg.
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Figure 4.  Immunosuppressant function of CD19+CD24hiCD38hi Breg.
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arthritis (RA), because a depressed cell percentage was found 
in peripheral blood of RA patients [21–24]. Cui et al. [23] have 
shown that Breg cells were significantly lower in patients 
with RA, and Breg proportion and DAS28 scores were nega-
tively correlated. Kim et al. [24] reported that the proportion 
of Breg cells had a significant negative correlation with dis-
ease process. CD19+CD24hiCD38hi immunoregulatory B cells, 
unlike traditional Treg cells that can exert their immunosup-
pressive function by secreting IL-10 or by immune cell con-
tact inhibition, exert their immunosuppressant function via se-
creting IL-10 cytokine. A previous study showed the elevated 
expression of CD19+CD24hiCD38hi Breg in hypercholesterol-
emia mice, and the inhibition of disease progression via IL-10 
secretion [25]. We thus investigated the IL-10 secreting level 
from CD19+CD24hiCD38hi Breg in neonatal septic patients. 

References:

 1. Guinot PG, Dupont H, Longrois D: Some questioning about the assessment 
of renal perfusion in sepsis. Crit Care Med, 2015; 43(7): e262–64

 2. Sauthoff H, Hay JG: New drug for sepsis on the cheap?. Crit Care Med, 2015; 
43(7): 1551–52

 3. Higgins TL: Variability in risk-adjusted sepsis mortality: How much is too 
much?. Crit Care Med, 2015; 43(7): 1530–31

 4. Kunsdorf-Wnuk A, Marzec-Lewenstein E, Arct-Danielak D et al: The use of 
recombinant human activated protein C (rhAPC) in the treatment of se-
vere sepsis in immunosuppressed patients in the course of hematological 
diseases. Med Sci Monit, 2005; 11(8): CS49–55

 5. Acosta-Herrera M, Pino-Yanes M, Blanco J et al: Common variants of NFE2L2 
gene predisposes to acute respiratory distress syndrome in patients with 
severe sepsis. Crit Care, 2015; 19(1): 256

 6. Krajčinović SS, Doronjski A, Barišić N et al: Risk factors for neonatal sepsis 
and method for reduction of blood culture contamination. Malawi Med J, 
2015; 27(1): 20–24

 7. Chao YH, Wu HP, Wu KH et al: An increase in CD3+CD4+CD25+ regulatory 
T cells after administration of umbilical cord-derived mesenchymal stem 
cells during sepsis. PLoS One, 2014; 9(10): e110338

 8. Cao C, Ma T, Chai YF et al: The role of regulatory T cells in immune dysfunc-
tion during sepsis. World J Emerg Med, 2015; 6(1): 5–9

 9. Chen K, Zhou QX, Shan HW et al: Prognostic value of CD4(+)CD25(+) Tregs 
as a valuable biomarker for patients with sepsis in ICU. World J Emerg Med, 
2015; 6(1): 40–43

 10. Zu H, Li Q, Huang P: Expression of Treg subsets on intestinal T cell immu-
nity and endotoxin translocation in porcine sepsis after severe burns. Cell 
Biochem Biophys, 2014; 70(3): 1699–704

 11. Wei Y, Zheng D, Li X et al: Infusion of dendritic cells carrying donor lym-
phocytes treated with 8-methoxypsoralen and ultraviolet a light induces 
CD19(+)IL-10(+) regulatory B cells and promotes skin allograft survival. 
Transplant Proc, 2014; 46(10): 3641–46

 12. Li Q, Guo Z, Xu X et al: Pulmonary stromal cells induce the generation of reg-
ulatory DC attenuating T-cell-mediated lung inflammation. Eur J Immunol, 
2008; 38(10): 2751–61

 13. Peng G, Wang HY, Peng W et al: Tumor-infiltrating gammadelta T cells sup-
press T and dendritic cell function via mechanisms controlled by a unique 
toll-like receptor signaling pathway. Immunity, 2007; 27(2): 334–48

Results showed significantly potentiated secretion of IL-10 
in Breg in the sepsis group. Breg also had more potent abil-
ity to inhibit the proliferation of naïve CD4+T cells. All these 
data show the potentiated immunosuppressant function of 
CD19+CD24hiCD38hi Breg in neonatal sepsis. This potentia-
tion can further compromise the immune system of patients, 
aggravating the disease course.

Conclusions

This study found significant immunosuppression in neona-
tal sepsis, which was closely correlated with the elevation of 
CD19+CD24hiCD38hi Breg in those patients.

 14. Flores-Borja F, Bosma A, Ng D et al: CD19+CD24hiCD38hi B cells maintain 
regulatory T cells while limiting TH1 and TH17 differentiation. Sci Transl 
Med, 2013; 5(173): 173ra23

 15. Duggal NA, Upton J, Phillips AC et al: An age-related numerical and func-
tional deficit in CD19(+) CD24(hi) CD38(hi) B cells is associated with an in-
crease in systemic autoimmunity. Aging Cell, 2013; 12(5): 873–81

 16. Lin W, Jin L, Chen H et al: B cell subsets and dysfunction of regulatory B 
cells in IgG4-related diseases and primary Sjögren’s syndrome: the simi-
larities and differences. Arthritis Res Ther, 2014; 16(3): R118

 17. hinese Medical Sciences Branch Group of Neonatology, Chinese Medical 
Association Editorial Board of Pediatrics: Neonatal sepsis treatment pro-
gram. Journal of Pediatrics, 2003; 41(12): 897–99

 18. Chen K, Zhou QX, Shan HW et al: Prognostic value of CD4(+)CD25(+) Tregs 
as a valuable biomarker for patients with sepsis in ICU. World J Emerg Med, 
2015; 6(1): 40–43

 19. Huang H, Xu R, Lin F et al: High circulating CD39(+) regulatory T cells pre-
dict poor survival for sepsis patients. Int J Infect Dis, 2015; 30: 57–63

 20. Wan YY: Regulatory T cells: immune suppression and beyond. Cell 
MolImmunol, 2010; 7(3): 204–10

 21. Yao Y, Tu Y, Lu Q: Values of C-reactive protein, percentage of neutrophils 
and mean platelet volume in early diagnosis of neonatal sepsis. Zhongguo 
Dang Dai Er Ke Za Zhi, 2015; 17(5): 425–29 [in Chinese]

 22. Guo Y, Zhang X, Qin M et al: Changes in peripheral CD19(+)Foxp3(+) and 
CD19(+)TGFb(+) regulatory B cell populations in rheumatoid arthritis pa-
tients with interstitial lung disease. J Thorac Dis, 2015; 7(3): 471–77

 23. Cui D, Zhang L, Chen J et al: Changes in regulatory B cells and their relation-
ship with rheumatoid arthritis disease activity. Clin Exp Med, 2015; 15(3): 
285–92

 24. Kim J, Lee HJ, Yoo IS et al: Regulatory B cells are inversely associated with 
disease activity in rheumatoid arthritis. Yonsei Med J, 2014; 55(5): 1354–58

 25. Mauri C, Blair PA: Editorial: regulatory B cells: are we really ready to manip-
ulate them for the benefit of patients with autoimmune diseases?. Arthritis 
Rheumatol, 2014; 66(8): 1982–83

 26. Strom AC, Cross AJ, Cole JE et al: B regulatory cells are increased in hy-
percholesterolemic mice and protect from lesion development via IL-10. 
Thromb Haemost, 2015; 114(4): 835–47

2378
Indexed in: [Current Contents/Clinical Medicine] [SCI Expanded] [ISI Alerting System]  
[ISI Journals Master List] [Index Medicus/MEDLINE] [EMBASE/Excerpta Medica]  
[Chemical Abstracts/CAS] [Index Copernicus]

Pan X. et al.: 
Regulatory B cells in sepsis

© Med Sci Monit, 2016; 22: 2374-2378
CLINICAL RESEARCH

This work is licensed under Creative Common Attribution-
NonCommercial-NoDerivatives 4.0 International (CC BY-NC-ND 4.0)


