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B7-H4, one of the co-stimulatory molecules of the B7 family, has been shown to play an 
important role in negatively regulating the adaptive immune response by inhibiting the 
proliferation, activation, and cytokine production of T cells. In this study, we investigate 
the role of B7-H4 in development of systemic lupus erythematosus (SLE). We inves-
tigated a murine model of SLE using transfer of bone marrow-derived dendritic cells 
(BMDCs) that were incubated with activated syngeneic lymphocyte-derived DNA. The 
recipient mouse produced anti-ds-DNA antibodies as well as displayed splenomegaly 
and lymphadenopathy as shown by significantly increased weights, and the kidneys 
showed lupus-like pathological changes include urine protein and glomerulonephritis 
with hyperplasia in glomeruli and increased mesangial cells and vasculitis with perivas-
cular cell infiltration, glomerular deposition of IgG and complement C3. We showed that 
B7-H4 deficiency in BMDCs could cause greater production of anti-ds-DNA antibodies 
in transferred mice, and the lymph tissue swelling and the kidney lesions were also 
exacerbated with B7-H4 deficiency. Treatment with a B7-H4 antagonist antibody also 
aggravated the lupus model. Conversely, B7-H4 Ig alleviated the lupus manifestations. 
Therefore, we conclude that B7-H4 is a negative check point for the development of 
SLE in this murine model. These results suggest that this approach may have a clinical 
potential in treating human SLE.
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inTrODUcTiOn

Systemic lupus erythematosus (SLE) is a chronic inflammatory autoimmune disease that mainly 
affects women in their childbearing years (1). It is characterized by increased production of 
autoantibodies against nuclear and/or cytoplasmic antigens, immune complex deposition in the 
microvasculature of various organs, complement activation and integration, leukocyte infiltration 
in multiple organs, and various types of tissue damage (2–4). Immune complex accumulation in the 
kidney triggers a series of events that result in kidney inflammation and injury, and lupus nephritis 
is one of the most severe disease complications. Approximately 50–80% of lupus patients suffer 
from lupus nephritis and it is associated with SLE mortality (5–7). The etiology of SLE is not well 
understood, but it links to genetic susceptibility, hormonal modulation, and environmental factors 
and the guts microbe associated with diets (8), as well as to the most important immune disorders 
(9). Both B and T  lymphocytes participate in lupus pathogenesis (10–12). Available treatments 
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for SLE are generally effective in many patients, but it remains a 
disease without a cure and the treatments have significant side 
effects (13–17). Biological and immunotherapies for SLE, such 
as those targeting B  cells (18), regulatory T  cells (19, 20), and 
cytokines are available and others are in development.

The strain of C57BL/6 (B6) mice bearing the homozygous 
Fas-lpr/lpr mutation (B6-lpr/lpr) is an extensively studied 
murine model for SLE, in which mutation of the Fas apoptotic 
gene leads to a spontaneous autoimmune disorder that displayed 
similar with human SLE syndrome (21–23). Studies in this 
mouse strain recapitulate many aspects of human SLE such as 
anti-chromatin, anti-DNA, and anti-IgG serum autoantibodies 
as well as a polyclonal increase in total immunoglobulins (24). 
Disease severity in LPR mice is highly dependent on genetic 
background. For example, MRL-lpr/lpr mice produce high levels 
of IgG autoantibodies to DNA and develop a severe glomerulo-
nephritis due to deposition of immune complexes, while B6-lpr/
lpr mice produce low levels of autoantibodies with much milder 
immunopathology than MRL-lpr/lpr mice (21, 25). While 
this lupus murine strain displayed genetic mutation thus have 
certain differences with human SLE, Xiong and his colleagues 
have developed a model in which subcutaneous immunized 
syngeneic activated lymphocyte-derived DNA (ALD-DNA) to 
the syngeneic BALB/c mice could function as an autoantigen 
to induce a SLE syndrome, ALD-DNA is a kind of pathologic 
DNA produced from Con-A-induced apoptotic lymphocytes. 
It could be recognized by the antigen-presenting cells (APCs) 
and then activates the immune system, while the UALD-DNA 
(unactivated lymphocyte-derived DNA) gained from the normal 
lymphocytes is unable to activate immune system and induce the 
SLE syndrome (26–28). This lupus model can be induced in any 
strain of mice without genetic manipulation. However, they have 
subcutaneously immunized mice with ALD-DNA combined 
with adjuvant, raising a concern that the cell type responsible for 
ALD-DNA effects is not defined.

It has been well known that co-stimulatory pathways affect the 
development and progression of autoimmunity. The B7 family, 
one of most the important co-stimulatory molecular families, 
consists of many members that display different functions in 
the immune system (29). Previous studies have found that the 
B7-H1/PD-1 molecular pathway plays a critical role in negatively 
regulating Mog-induced EAE (30) and CTLA-4Ig controlled 
murine lupus nephritis (31). B7-H4 (B7S1) is another member 
of the B7 family, which was discovered in a human expressed 
sequence tagged database (32). The mRNA encoding B7-H4 is 
widely expressed in human and murine peripheral tissues, includ-
ing kidney, liver, lung, spleen, thymus, and placenta (32, 33).  
By contrast, the expression of B7-H4 cell surface protein is 
limited, and it is not detectable in most human and murine 
tissues, except in normal human epithelial cells of the female 
genital tract, kidney, lung, and pancreas (34). Moreover, B7-H4 
is detected widely in tumor tissues like renal cell carcinoma, lung 
cancer, ovarian cancer, melanoma, breast cancer, gastric cancer, 
pancreatic cancer, and liver cancer (35–42). B7-H4 expression 
can be induced by IL-6 and IL-10 on monocytes, macrophages, 
and myeloid dendritic cells (DCs), while GM-CSF and IL-4 can 
decrease B7-H4 expression by these cells (38, 43, 44). The receptor 

for B7-H4 is yet unknown. B- and T-lymphocyte attenuator was 
initially thought to be the receptor for B7-H4 (36), but further 
studies showed that this is not correct (45–47). The role of B7-H4 
in the inhibition of immune responses has been shown in vari-
ous in vitro systems (32, 33, 48, 49), and the suppressive function 
of B7-H4 in  vivo is also well-studied (38, 50–52). Blockade of 
B7-H4 by a specific monoclonal antibody was shown to promote 
T  cell responses in the presence of antigen stimulation in  vivo 
(53), supporting a role for endogenous B7-H4 in suppression of 
the T cell response. However, a subsequent study using B7-H4 
knockout (B7-H4-KO) mice revealed that B7-H4 is not a general 
inhibitor for T cell responses. B7-H4-deficient mice in a BALB/c 
background mounted slightly enhanced T-helper type 1T  cell 
responses and displayed mildly lowered parasite burdens upon 
Leishmania infection compared to wild-type mice, suggesting 
a B7-H4 has an inhibitory, albeit mild, effect on Th1 responses 
(54). Others have also reported that the soluble B7-H4 in serum 
of lupus nephritis patients was strongly associated with serum 
creatinine levels (55), suggesting a possible correction between 
SLE and B7-H4 signal pathway.

On a C57BL/6 genetic background, B7-H4-KO mice did not 
show any signs of autoimmunity or disruption of immune cell 
homeostasis. B7-H4-KO mice display normal numbers and ratios 
of T cells, B cells, NK cells, and NKT cells and macrophages in 
flow cytometry analysis. In addition to T cells, B7-H4 has been 
shown to suppress proliferation of neutrophil progenitors, which 
play a profound role in controlling infection by Listeria monocy
togenes (56). Upregulation of B7-H4 on APCs by IL-10 secreted 
by Tregs has been proposed as a potential inhibitory mechanism 
of regulatory T cells (44). B7-H4 Ig also can alleviate the disease 
of CIA (53) and moderate MOG (35–55)/CFA-induced EAE in 
C57BL/6 mice (57). However, the role of B7-H4 in SLE has not 
been thoroughly investigated.

In this study, we raised a new method of inducing the mice 
SLE model, by transferring bone marrow-derived dendritic cells 
(BMDCs) that incubated with ALD-DNA to mice through tail 
vein, and using this model explored the potential role of B7-H4 in 
SLE disease progression by blocking or increasing B7-H4 expres-
sion. The results demonstrate that the deficiency of B7-H4 in DCs 
in murine SLE exacerbated the disease and further, that the exac-
erbation is dependent on CD4+ T  cells. Conversely, increasing 
B7-H4 in the lupus mice model ameliorated the disease. These 
findings imply that targeting B7-H4 could be a novel strategy 
for the treatment of patients with SLE and other autoimmune 
diseases.

MaTerials anD MeThODs

Mice and cells
Mice
Female BALB/c mice, C57BL/6 mice, and C57BL/6-lpr/lpr mice 
were purchased from Model Animal Research Center of Nanjing 
University, B7-H4-KO mice were generated in the investiga-
tor’s laboratory and have been backcrossed to B6 background 
for 10 generations. B6-lpr/lprxB7-H4-KO (H4-lpr) mice were 
obtained by backcrossing between B6-lpr/lpr and B7-H4-KO 
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mice. All mice were housed in the Center of Experimental 
Animals of Sun Yat-sen University. The use of animals was 
approved by the IACUC committee at Sun Yat-sen University.

Cells
Cells include the following: BMDCs; P388d1: murine mac-
rophage; GK1.5 cells: hybridoma for CD4+ T cells depletion; 6H3 
cells: hybridoma for B7-H4 antagonist.

splenocytes Preparation
Spleens of BALB/c mice or C57 mice were aseptically removed 
and were triturated with two frosted glass slides immersing in 
PBS (Gibco, USA) in a plastic dish. Cells that passed through 
the filter screen were washed twice with PBS. The erythrocytes 
were lysed with ACK buffer and the remaining splenocytes were 
diluted to a final concentration of 2 × 106 cells/ml and cultured 
in RPMI 1640 containing 10% heat-inactivated fetal bovine 
serum (Gibco), 100 IU/ml penicillin and 1% sodium pyruvate, 
and 1% Hepes (1 M).

alD-Dna extraction and Purification
The splenocytes were stimulated with Con-A (5  µg/ml) to an 
apoptotic status for 6 days (58). Genomic DNA from syngeneic 
apoptotic splenocytes was treated with S1 nuclease (Takara Bio, 
Shiga, Japan) and proteinase K (Sigma-Aldrich) and then puri-
fied using the DNeasy Blood and Tissue Kits (Qiagen, Valencia, 
CA, USA) according to the manufacturer’s instructions. The 
concentration of DNA was determined by the Nano-drop. The 
final A260/A280 for the DNA preparations was more than 1.8. 
This preparation was the activated syngeneic lymphocyte-derived 
DNA (ALD-DNA).

Preparation of BMDcs
The bone marrow cells were separated and prepared as single 
cell suspensions, erythrocytes were lysed with ACK buffer, and 
the remaining bone marrow cells were cultured in RPMI 1640 
containing 10% heat-inactivated fetal bovine serum (Gibco), 
100  IU/ml penicillin, 1% sodium pyruvate, and 1% hepes, and 
with 50 ng/ml rmGM-CSF, 2.5 ng/ml rmIL-4 to induce the dif-
ferentiation of DCs. After 6 days, the DCs were identified using 
FACS staining with specific fluorescence CD11c antibody.

Dc Transfer
Bone marrow-derived dendritic cells were collected from the 
bone marrow cells as above. Groups of mice were adoptively 
transferred with BMDCs with or without incubating with 5 µg/ml 
ALD-DNA in complete medium for 12 h prior to injection. The 
BMDCs group was transferred with BMDCs alone that were free 
of ALD-DNA while BMDCs-ALD-DNA group was transferred 
with BMDCs that had been incubated with ALD-DNA. The dose 
of 5 × 105 cells per mouse was administered by tail vein injection.

Detection of anti-ds-Dna autoantibody
Anti-ds-DNA antibodies were detected by an ELISA. Briefly, 
96-well plates were coated with 200  µg/ml salmon DNA over-
night at 37°C. After washing four times with PBS containing 
0.05% Tween-20 (PBST), the plates were blocked with 10% fetal 

bovine serum (Gibco) in PBS for 1 h, then 50-fold or 100-fold 
diluted in 1% BSA. The samples were added and incubated for 2 h 
at room temperature and washed once with PBST, then primed 
with horseradish peroxidase (HRP)-conjugated goat anti-mouse 
antibody. After washing seven times with PBST, the color devel-
opment was primed with TMB (Sigma-Aldrich-T 0440), the 
reaction was stopped by 0.5 M H2SO4 and absorbance at 450 nm 
was measured in a microplate reader.

In Vivo cD4+ T cells Depletion
In vivo depletion of CD4+ T lymphocytes was achieved by using 
the monoclonal rat anti-mouse CD4 antibody (clone GK1.5). 
Mice were given GK1.5 antibody 1  mg per mouse every week 
until fifth week when the experiments ended.

Flow cytometry analysis
Fluorescence was detected by flow cytometry and analyzed 
with Flow-jo 7.6.1. The cells were re-suspended in ice-cold 
PBS containing 1% FBS and stained with anti-CD3, anti-CD4, 
anti-CD8, anti-CD19, anti-CD11c, anti-CD11b, anti-Ly6G+ 6C, 
NK1.1, anti-CD25 antibodies (e-Bioscience). Intracellular stain-
ing of IL-2, IL-4, IFN-γ, and Foxp-3 was performed after 4 hours 
stimulation with PMA and ionomycin following the standard 
protocol (BD Biosciences).

cytokine assay
Cell culture supernatants were collected from cell culture well 
plates at the indicated time points, sera were collected from the 
different groups of mice. IFN-γ, TNF-α, IL-2 IL-4, IL-6, and IL-10 
concentration was measured by CBA kit (BD Biosciences).

hydrodynamic injection
Mice were injected with B7-H4 IgV plasmid or control Flag IgV 
plasmid on day 3 and day 7 in the ALD-DNA induced lupus 
model. Hydrodynamic injection was performed as described 
previously (45). Briefly, 20 µg of plasmid DNA in 2 ml of PBS 
was injected into the mouse tail vein. Mouse survival was 100% 
after injection.

histological assessments of nephritis
Mice were sacrificed at indicated weeks post cell injection and the 
kidneys were removed, fixed in formalin, embedded in paraffin, 
sectioned, and stained with hematoxylin and eosin. For immune-
histochemical evaluation of renal disease, mice were sacrificed 
at specified weeks. Kidneys were either fixed in formalin or 
snap-frozen in Tissue Tek for cryostat sectioning. Formalin-fixed 
tissues were embedded in paraffin, sectioned, and stained by the 
anti-mouse IgG -HRP or anti-mouse C3 antibody. Frozen sec-
tions were fixed in 100% acetone and 1% paraformaldehyde, and 
stained with FITC-conjugated anti-mouse IgG antibody.

statistical analysis
Statistical significance was assessed using Student’s t-test, and 
the data were shown as mean  ±  SD unless otherwise noted. 
Statistical analyses of data were performed using the Graph-Pad 
Prism (version 4.0) statistical program. P < 0.05 was considered 
as significant.
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FigUre 1 | Bone marrow-derived dendritic cell (BMDC) incubated with activated lymphocyte-derived DNA (ALD-DNA) induced mice lupus symptom. (a) Total IgG 
against ds-DNA in sera from the mice that transferred with: (left to right) positive control group (I.H.ALD-DNA): subcutaneously immunized ALD-DNA with adjuvant; 
negative control group: PBS, BMDCs; experimental group: BMDCs-ALD-DNA. (B) Urine protein levels of lupus mice on week 6 post BMDCs-ALD-DNA or the 
control substances transferred were assessed by visual urine test paper. (c) The gross appearance and the weight of spleens or lymph nodes from the control 
group mice and the experimental group mice, the mice were sacrificed on week 20 post BMDCs-ALD-DNA or the control substances transferred to get the spleens 
and the kidneys. (D–F) Histology (D) and total IgG (e) or C3 (F) glomerular deposition of kidney from the control group and the experimental group mice. The mice 
were sacrificed on week 20 after the BMDCs or the control substances transferred. Representative result from each group of five mice is shown. Values represent 
means ± SEM (*p < 0.05, ***p < 0.0005). Scale bar: 100 µm.
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resUlTs

BMDcs incubated with alD-Dna can 
induce an sle syndrome in Mice
Xiong and his colleagues had previously demonstrated that 
subcutaneous immunization of mice with activated syngeneic 
lymphocyte-derived DNA (ALD-DNA) could successfully induce 
murine SLE syndromes manifested by high levels of anti-ds-DNA 
antibody (26, 28, 59). We confirmed that after subcutaneous 
immunization with ALD-DNA (Figure S1A in Supplementary 
Material), the mice displayed high levels of anti-dsDNA antibod-
ies in the 2 weeks after immunization, and the kidney showed 
glomerulonephritis at 20 weeks after immunization (Figure S1B 
in Supplementary Material). As we know that DCs are profes-
sional APC and the DCs expressing TLRs richly, for which is 
mainly recognized pathologic DNAs and presenting to immune 
system (60). There are many lines of evidence to indicate that DCs 
play a critical role in the development of SLE (61–71). To confirm 
the hypothesis that the ALD-DNA induced SLE syndrome was 
mediated by DCs, BMDCs incubated with ALD-DNA (BMDCs-
ALD-DNA) were transferred to normal female C57BL/6(B6) 
mice. The transferred BMDCs-ALD-DNA successfully induced 

the SLE-like syndrome in these transferred mice (ALD-DNA 
lupus model). The serum levels of anti-ds-DNA Abs were higher 
in mice that received BMDCs-ALD-DNA than in mice receiving 
ALD-DNA subcutaneous immunization which is lupus model 
positive control, while the mice that received PBS or BMDCs 
alone were unable to generate autoantibodies (Figure 1A). On 
week 6 after the BMDCs-ALD-DNA transfer, the lupus mice 
appeared urine protein (Figure 1B). Interestingly, we found the 
ALD-DNA directly transferred to the mice systemic vascular cir-
culation through tail vein could not induce anti-dsDNA antibody 
production (Figure S1C in Supplementary Material). This might 
be due to the fact that ALD-DNA is a big molecular substance 
that caused immunotolerance and soon be metabolized. The 
BMDCs-UALD-DNA, a DNA derived from BMDCS that had 
been incubated with unactivated lymphocytes, was unable to 
induce the anti-dsDNA antibody after transfer, being consistent 
with previous report that normal DNA was unable to induce mice 
SLE syndrome (Figure S1D in Supplementary Material) (26–28). 
Moreover, the macrophage cells (P388D1) incubated with ALD-
DNA and transferred to isogenic mice failed to induce autoanti-
body production like BMDCs do (Figure S1E in Supplementary 
Material). We found that after the BMDCs were incubated with 
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FigUre 2 | B7-H4-deficient bone marrow-derived dendritic cells (BMDCs) exacerbated activated lymphocyte-derived DNA (ALD-DNA) lupus model dependent on 
CD4+ T cells. (a–e) Total IgG against ds-DNA in sera (a) and the gross appearance and the weights (B) of spleens or lymph nodes and histology (c) and total IgG 
(D) or C3 (e) glomerular deposition of kidney from the mice that transferred with wt BMDCs-ALD-DNA or B7-H4 knockout (B7-H4-KO) BMDCs-ALD-DNA. The 
mice were sacrificed on week 20 after the WT or the B7-H4-KO BMDCs-ALD-DNA transferred to get the spleens and the kidneys. (F) Total IgG against ds-DNA in 
sera on week 4 of the lupus mice that depleted the CD4+ T cells with GK1.5 in advance before transferred BMDCs, the GK1.5 antibody was given to lupus mice 
2 weeks before the BMDCs transferred till to week 4 post the BMDCs transferred. Representative result from each group of five mice is shown. Values represent 
means ± SEM (**p < 0.005, ***p < 0.0005). Scale bar: 100 µm.
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ALD-DNA, the BMDCs displayed analogous changes in the cells 
when incubated with LPS or TLR9 ligand CPG (Figure S1F in 
Supplementary Material). These data showed that DCs are able 
to combine ALD-DNA and they together induced autoantibodies 
in mice. The mice that received BMDCs-ALD-DNA developed 
splenomegaly and lymphadenopathy as shown by significantly 
increased weights compared to the control group on week 20 
after the BMDCs-ALD-DNA transferred (Figure  1C), and the 
total numbers of splenocytes and total T or B cells and NK cells 
showed differences in the BMDCs-ALD-DNA transferred 
mice compared to control mice (Figure S1G in Supplementary 
Material). Moreover, the BMDCs-ALD-DNA induced mice 
displayed glomerulonephritis with hyperplasia in glomeruli 
and increased mesangial cells compared with control mice 
(Figure 1D), the kidney from the model mice also appeared vas-
culitis with perivascular cell infiltration, glomerular deposition of 
IgG (Figure 1E), and complement C3 (Figure 1F). By contrast, 
control group mice had no kidney pathology. In addition, the 
lupus-like syndrome is dose dependent with BMDCs-ALD-DNA 
transferred to mice demonstrated by sera anti-ds DNA Abs levels 
and the size changes of spleens and lymph nodes (Figures S1H,I 
in Supplementary Material). Above results demonstrate that 
ALD-DNA could induced the murine SLE syndrome through 
BMDCs, and the severity of lupus is positively correlated with 
the numbers of BMDCs-ALD-DNA transferred.

B7-h4 Deficient in Dcs exacerbated the 
BMDcs-alD-Dna lupus Model Depends 
on cD4+ T cells
The BMDCs-ALD-DNA lupus model provides an ideal tool to 
study the effect of co-stimulatory molecules expressed on DCs 
and receptors on T  cells in lupus. To test the hypothesis that 
B7-H4 plays a negative role in lupus pathogenesis and devel-
opment, we transferred BMDCs isolated from B7-H4-KO or 
wild-type mice into normal recipient mice. We observed that the 
levels of anti-ds-DNA antibodies were higher in mice receiving 
B7-H4-KO BMDCs-ALD-DNA than in mice that received wide-
type normal BMDCs-ALD-DNA (Figure 2A). Nonetheless, the 
B7-H4-KO BMDCs free of ALD-DNA transferred to mice failed 
to induce anti-dsDNA antibody (Figure S2A in Supplementary 
Material).

Accordingly, B7-H4-KO-BMDCs-ALD-DNA induced lupus 
mice displayed more splenomegaly and lymphadenopathy 
(Figure  2B), as well as kidney lesions with the deposition of 
immunoglobulin and complement C3 (Figures  2C–E). It has 
been suggested that CD4+ T  cells play prominent roles in the 
pathogenesis of lupus (72–76). Xiong’s studies also verified that 
the production of anti-ds-DNA Abs in the ALD-DNA lupus 
model was dependent on CD4+ T cells (77). We examined the 
components of the inflammatory cells in the lupus mice and found 
that the percentages of CD4+ T, IL-2+, IL-17+ cells in peripheral 
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FigUre 3 | B7-H4 antagonist antibodies aggravated bone marrow-derived dendritic cell (BMDC)-activated lymphocyte-derived DNA (ALD-DNA) induced lupus 
model. (a–e) Total IgG against ds-DNA in sera (a) and the gross appearance and the weights (B) of spleens or lymph nodes and histology (c) and total IgG (D) or 
C3 (e) glomerular deposition of kidney from the mice that transferred with wt BMDCs-ALD-DNA, the lupus mice were intraperitoneal injected with mouse Ig or 6H3 
on the same day after the BMDCs transferred. The mice were sacrificed to get the spleens, lymph nodes, and kidneys on week 20 after the BMDCs transferred.  
(F) 6H3 promoted the proliferation of splenocytes from lupus mice with the stimulation of ALD-DNA in vitro. (g) Total IgG against ds-DNA in sera on week 5 of the 
lupus mice that depleted the CD4+ T cells with GK1.5 in advance before transferred BMDCs, the GK1.5 antibody was given to lupus mice 2 weeks before the 
BMDCs transferred till to week 5 post the BMDCs transferred. Representative result from each group of five mice is shown. Values represent means ± SEM 
(*p < 0.05, **p < 0.005, ***p < 0.0005). Scale bar: 100 µm.
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blood were significantly higher in B7-H4-KO BMDCs-ALD-
DNA induced lupus mice than that in WT BMDCs-ALD-DNA 
induced lupus mice (Figure S2B in Supplementary Material). 
Conversely, the anti-inflammation cells CD4+Foxp3+ Treg cells 
(Figure S2C in Supplementary Material) were significantly lower 
in B7-H4-KO BMDCs-induced lupus mice compared to control 
mice; thus, these results show that the lack of B7-H4 on DCs 
has changed the balance between T effector and Treg cells in 
this model. Given that pro-inflammatory cytokines are crucial 
in lupus pathogenesis (78, 79), we also measured the cytokine 
production level in vitro that WT or B7-H4-KO BMDCs incu-
bated with ALD-DNA and then co-cultured with wild-type 
normal CD4+ cells supernatants used a cytokine test kit named 
CBA (BD). We observed that co-cultured cells displayed higher 
levels of secreted cytokines (IL-2, IL-17, IL-6, TNF-α, and IFN-
γ) in B7-H4-KO BMDCs compared with WT BMDCs (Figure 
S2D in Supplementary Material), although the co-cultured cell 
proliferation showed no differences between two groups (Figure 
S2E in Supplementary Material). The cytokines in the sera from 
the WT BMDCs-ALD-DNA or B7-H4-KO BMDCs-ALD-DNA 
induced lupus mice also showed the comparable differences 
(Figure S2F in Supplementary Material). Since exacerbation of 
the lupus syndrome in the B7-H4-deficient BMDCs-ALD-DNA 

induced model can be abolished by CD4+ T cell depletion in vivo 
(Figure  2F), thus this suggests that the B7-H4 signal mainly 
affects CD4+ T  cell function to affect lupus disease manifesta-
tions. These data also implicate endogenous B7-H4 as a check-
point molecule in suppressing ALD-DNA-induced lupus model.

B7-h4 antagonist antibody Treatment 
increased Disease Manifestations in the 
BMDcs-alD-Dna lupus Model
To further validate the role of B7-H4 in lupus pathogenesis, 
we then tested effects of B7-H4 antibody named 6H3 on lupus 
development and progression in this induced lupus model. 
6H3 bound to B7-H4 transfected on 293T  cells (Figure S3A 
in Supplementary Material). We revealed that 6H3 infusion 
significantly increased the levels of the anti-ds-DNA antibodies 
in mice receiving BMDCs-ALD-DNA (Figure 3A). The spleen 
and lymph nodes from the lupus mice with 6H3 treatment were 
also larger than those of the groups treated with control mIg 
(Figure  3B). The total numbers of splenocytes show parallel 
differences, as well as the T, B, and DC subsets in the spleens 
were shown differences between the 6H3 treatment and control 
group (Figure S3B in Supplementary Material). The CD4+ T cells 

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive


FigUre 4 | Suppression of bone marrow-derived dendritic cells (BMDCs)-activated lymphocyte-derived DNA (ALD-DNA) induced lupus model by B7-H4Ig.  
(a) Total IgG against ds-DNA in sera from the mice that transferred with wt BMDCs-ALD-DNA, the lupus mice were treated with flag or B7-H4Ig twice after the 
dendritic cells (DCs) transferred. (B) Total IgG against ds-DNA in sera from the mice that transferred with wt BMDCs-ALD-DNA, the BMDCs were pre-presented on 
rmIL-10 or not. (c) The gross appearance and the weights of spleens or lymph nodes from the mice that transferred with wt BMDCs-ALD-DNA, the lupus mice 
were treated with flag or B7-H4Ig twice after the DCs transferred, the mice were sacrificed on week 20 after the cells transferred to get the spleens and the kidneys. 
(D) B7-H4Ig inhibited the proliferation of splenocytes from lupus mice with the stimulation of ALD-DNA in vitro. (e–g) The histology (e) and total IgG (F) or C3  
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Scale bar: 100 µm.
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and IL-2+CD4+ T cells ratio were significantly higher in the 6H3 
group while the CD4+Foxp3+ T cells decreased in the 6H3 treat-
ment compared to control group (Figure S3C in Supplementary 
Material). The kidney lesion (Figure 3C) as well as the deposition 
of immunoglobulin (Figure 3D; Figure S3D in Supplementary 
Material) and complement C3 (Figure 3E) were more evident 
in 6H3 treatment group than in mIg treatment group. The 
proliferation of lupus mice splenocytes was significantly higher 
in 6H3 treatment than in control mIg treatment mice in vitro 
(Figure  3F). The effect of 6H3 in the BMDCs-ALD-DNA 
induced lupus model was diminished by CD4+ T cell depletion 
(Figure  3G), in accordance with B7-H4-KO-BMDCs-ALD-
DNA-induced sever lupus mice syndrome dependent on CD4+ 
T  cells (Figure  2F). These data provide further evidence that 
B7-H4 deficiency could reinforce the BMDCs-ALD-DNA lupus 
model and the exacerbation dependent on CD4+ T cells.

suppression of BMDcs-alD-Dna induced 
lupus Model by B7-h4ig
While our data show that B7-H4 deficiency or B7-H4 antagonist 
antibody 6H3 could aggravate the BMDCs-ALD-DNA lupus 
model, a potential approach to inhibit the progression of lupus 

is by regulating B7-H4 expression in the form of an agonist of 
the unknown receptor (53). Liu and his colleagues reported that 
hydrodynamic tail vein injection of targeted DNA plasmid in 
the mouse resulted in specific plasmid protein overexpression 
(80). We adopted this method and hydrodynamically injected 
B7-H4IgV plasmid via tail vein to the mouse (C57BL/6 or 
BALB/c background) and tested the B7-H4 confusion protein 
expression in serum. As shown in Figure S4A in Supplementary 
Material, the B7-H4Ig was expressed in a concentration peak 
24 h post injection and disappeared at around 120 h post injec-
tion. The BMDCs-ALD-DNA induced lupus model mice were 
injected with B7-H4IgV plasmid or control Flag plasmid at 
2  days and 5  days after BMDCs-ALD-DNA transfers. Unlike 
the control Flag group, B7-H4Ig treatment markedly suppressed 
the production of total IgG of anti-ds-DNA antibodies, and the 
suppression effect appeared on normal wild-type C57BL/6 mice 
(Figure  4A) or BALB/c mice (Figure S4B in Supplementary 
Material) or B7-H4-KO mice (Figure S4C in Supplementary 
Material). Moreover, we revealed that B7-H4 Ig treatment also 
neutralized the differences in the autoantibody levels in the 
B7-H4KO BMDCs-ALD-DNA and BMDCs-ALD-DNA induced 
autoantibodies (Figure S4D in Supplementary Material). Kryczek 
and his colleagues have previously found that B7-H4 expression 
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and the weight (B) of spleens or lymph nodes and histology (c) and total IgG (D) or C3 (e) glomerular deposition of kidney from the C57BL/6-lpr/lpr mice and the 
B7-H4 knockout (B7-H4-KO) lpr mice. (F) Total IgG against ds-DNA in sera of the C57BL/6-lpr/lpr mice with mouse Ig or 6H3 treatment. The mice were sacrificed 
on week 30 post BMDCs-ALD-DNA or the control substances transferred to get the spleens and the kidneys. Representative result from each group of five mice is 
shown. Values represent means ± SEM (**p < 0.005, ***p < 0.0005). Scale bar: 100 µm.

8

Xiao et al. B7-H4 and Lupus

Frontiers in Immunology | www.frontiersin.org December 2017 | Volume 8 | Article 1765

could be increased on DCs by rmIL-10 (44). As shown in Figure 
S4E in Supplementary Material, B7-H4 mRNA expression level 
was relatively increased in BMDCs as rmIL-10 was present. The 
BMDCs-ALD-DNA that treated with rmIL-10 induced lower 
anti-ds-DNA antibody level compared with the BMDCs-ALD-
DNA group without rmIL-10 treatment (Figure 4B). Meanwhile, 
the B7-H4Ig treated lupus mice displayed relatively mild spleno-
megaly and lymphadenopathy compared to mice treated with 
control Flag Ig (Figure 4C). The pro-inflammatory cell infiltrate 
tended to be lower in B7-H4Ig mice compared with control Flag 
Ig mice, while the regulatory CD4+Foxp3+ T cells were increased 
in the mice treated with B7-H4Ig (Figure S4F in Supplementary 
Material). In vitro, splenocytes proliferation from ALD-DNA 
stimulation of the BMDCs-ALD-DNA induced lupus model 
was lower in B7-H4Ig present compared with the control Flag 
present (Figure 4D). The renal lesion in these mice was milder 
with B7-H4Ig treatment compared with control Flag group 
(Figures 4E–G). Thus, our data have demonstrated that B7-H4Ig 
treatment alleviates the severity of BMDCs-ALD-DNA induced 
lupus-like syndrome, and it might potentially be clinically valu-
able in treating SLE.

B7-h4-Deficient c57Bl/6-lpr/lpr Mice 
Developed exacerbation of lupus
We also used the B6-lpr/lpr strain that is considered as a com-
monly used mouse model for SLE to validate the effect of B7-H4 
on lupus disease. The B6-lpr mice were back crossed with 

B7-H4-KO mice to produce B7-H4-KO lpr mice. Consistently, 
increased anti-ds-DNA Ab production was observed in H4-lpr 
mice (B7-H4-KO lpr mice) compared to B6-lpr mice (Figure 5A). 
Moreover, the autoantibodies appeared significantly earlier in 
H4-lpr mice than in control mice. The H4-lpr mice developed 
greater splenomegaly and lymphadenopathy with significantly 
increased organ weights compared to B6-lpr mice (Figure 5B). 
Accordingly, the total number of splenocytes from H4-lpr mice 
was much more than from B6-lpr (Figure S5A in Supplementary 
Material). Increased inflammation cell subsets in H4-LPR mice 
were also observed compared to B6-lpr mice, the percentages 
of CD3+CD4+ T cells, CD3+CD4−CD8− T cells, CD19+ B cells, 
NK1.1+ NK  cells, and CD3+NK1.1+ NKT  cells in peripheral 
blood were significantly higher in H4-lpr mice than in B6-lpr 
mice (Figure S5B in Supplementary Material), similarly, the fol-
licular helper cell (Tfh) showed significantly greater in the H4-lpr 
mice spleen compared to control (Figure S5C in Supplementary 
Material). Conversely, the CD4+Foxp3+ Treg cells in the periph-
eral blood were significantly lower in H4-lpr mice than in B6-lpr 
mice (Figure S5C in Supplementary Material). The H4-lpr mice 
also developed more severe glomerulonephritis with hyperplasia 
in glomeruli and increased mesangial cells than B6-lpr mice at 
ages of 30 weeks (Figure 5C). Furthermore, the H4-lpr mice dis-
played vasculitis with perivascular cell infiltration, glomerular 
deposition of IgG (Figure 5D) and complement C3 (Figure 5E), 
by contrast, B6-lpr mice had minor kidney lesion pathology. 
In addition, the B7-H4 antibody, 6H3 treatment increased the 
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anti-ds-DNA antibodies B6-lpr mice (Figure  5F), while this 
antibody did not change the anti-ds-DNA Ab levels in normal 
C57BL/6 mice (Figure S5D in Supplementary Material). These 
data provide evidence that the B7-H4 signal also affects disease 
development in B6-LPR mice, it is furthermore indicated the role 
of B7-H4 in SLE.

DiscUssiOn

Previous studies have demonstrated that activated syngeneic 
lymphocyte-derived DNA (ALD-DNA), a kind of pathologic 
nucleic acid that is hypomethylation separate from apoptotic 
lymphocytes, subcutaneous immunization can cause a lupus-like 
syndrome including autoantibodies and characteristic kidney 
lesions (26, 59, 81). Given that the professional APC, DCs play 
critical roles in the development of lupus (61–66), we hypoth-
esized that ALD-DNA induced SLE syndrome was primarily 
mediated by DCs. To test this hypothesis, we transferred BMDCs 
incubated with ALD-DNA (BMDCs-ALD-DNA) to C57BL/6 
(B6) mice and found that high titers of anti-ds-DNA antibodies 
developed, and the mice displayed the splenomegaly and kidney 
lesion that is similarly to lupus syndromes. Interestingly, the mac-
rophage cannot induce lupus-like syndrome in the same manner, 
it is likely that TLR9 signal plays an important role in the ALD-
DNA induced the activation of immune system and lupus model 
(59), since previous study has revealed that TLR9 is not expressed 
on macrophage (60). Thus, we have improved the induced lupus 
model that could be useful in studying the pathogenesis of lupus.

The data presented in this paper are also the first demonstra-
tion of the role of B7-H4 in regulating the development of murine 
ALD-DNA induced SLE. Using different strategies including 
B7-H4-deficient DCs, B7-H4 antagonist antibody 6H3 or B7-H4 
confusion protein, we have demonstrated that B7-H4 expressed on 
DC could bind to its unidentified receptor on T cells to deliver a 
negative signal to suppress immune responses. As B7-H4-deficient 
mice do not show autoimmunity (56), B7-H4 signal deficiency 
markedly accelerates the development of lupus in a DC-induced 
lupus model, suggesting that the B7-H4 signal is crucial in the 
pathogenic condition and alleviates the BMDCs- ALD-DNA 
induced lupus progression. Although the receptor for B7-H4 is not 
yet identified, CD4+ T cells are crucial since the effect of B7-H4 
signal on lupus development is diminished by CD4+ cell deletion. 
We developed the idea that B7-H4 may work through delivering a 
sustained negative signal to its putative receptor on CD4+ T cells. We 
also used the B6-lpr mice to further validate that the effect on B7-H4 
on ALD-DNA induced lupus can be repeated in another commonly 
used model. Similarly, the blockade of the B7-H4 signaling pathway 
exacerbated lupus diseases, further demonstrating that this pathway 
is a negative signal to control immune responses in lupus.

Although the underlying mechanisms are not completely clear, 
the effect of B7-H4 on T cell subset function is likely. Chen and 
his colleagues previously reported that B7-H4 inhibits cell cycle 
progression from G0 to G1 in T cells upon T cell receptor engage-
ment (32). Thus, the delay of T cell activation and proliferation 
could contribute to suppressive effects on lupus symptoms. We 
have observed that B7-H4-deficient B6-lpr mice had significantly 
increased inflammation cellularity in spleen and peripheral blood, 

and the predominant cell types are CD3+CD4−CD8− T cells that 
produce Th1 and Th17 like cytokines. These so-called double 
negative T cells have been shown to contribute to the pathogen-
esis and progression of the B6-lpr phenotype (80).

Treg cells have been shown to suppress murine lupus-like 
syndromes and other autoimmune diseases (19, 20, 82), and 
the relationship between co-stimulatory signals and Treg subset 
development has been reported previously (83). Our results 
showed that the CD4+Foxp3+ Treg cells were decreased in 
B7-H4-KO DCs incubated with ALD-DNA-induced lupus mice 
and BMDCs-ALD-DNA mice treated with 6H3, a B7-H4 anti-
body. Additionally, Treg cells were also decreased in H4-lpr mice 
compared with the B6-lpr mice. It is likely that B7-H4 expressed 
on DCs binds to unidentified receptor and then promotes the Treg 
subset induction and function. The lack of B7-H4 could decrease 
Treg cells and then contribute to the exacerbation of the lupus dis-
ease. Others have reported that the B7-H4 Ig improved the EAE 
syndrome via IL-10/Tregs mechanisms (57). It warrants a further 
study whether the IL-10 also plays a role in B7-H4 signal in lupus. 
We also observed that the B7-H4 pathway affects proliferation of 
the ALD-DNA induced T cells but not normal T cells (Figure S6 
in Supplementary Material), so it is likely that the B7-H4 pathway 
mainly affects the proliferation of T cells that have altered thresh-
olds, particularly in an autoimmune disease condition.

Taken together, our results suggest that B7-H4 expressed on 
DCs plays an important role in negative regulation of autoim-
munity in lupus mice through bonding the putative receptor 
on CD4+ T cells and influencing the regulatory T cells (Figure 
S7 in Supplementary Material). Targeting B7-H4 may provide a 
potentially and clinically valuable approach to treating patients 
with SLE and other autoimmune diseases.
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FigUre s1 | (a) Flow chart for the normal C57BL/6 mice immunized 
subcutaneously with activated lymphocyte-derived DNA (ALD-DNA). (B) Total 
IgG against ds-DNA in sera (left) and the histology of the kidney (right) from the 
mice that immunized subcutaneously with PBS or ALD-DNA. (c) Total IgG 
against ds-DNA in sera of normal wild-type C57BL/6 mice transferred with PBS, 
bone marrow-derived dendritic cells (BMDCs), ALD-DNA, or BMDCs-ALD-DNA 
through tail vein on week 4 post transferred. (D) Total IgG against ds-DNA in sera 
of normal wild-type C57BL/6 mice transferred with PBS, BMDCs-UALD-DNA,  
or BMDCs-ALD-DNA on week 4 post transferred. (e) Total IgG against ds-DNA 
in sera of normal wild-type C57BL/6 mice transferred with PBS, BMDCs-ALD-
DNA, or P388D1-ALD-DNA. (F) The changes of the BMDCs after incubated with 
ALD-DNA, LPS or the widely accepted TLR9 ligand CPG for 24 h using FACS. 
(g) Total splenocytes and cell subsets numbers in the spleen between control 
mice and the BMDCs-ALD-DNA transferred mice. (h) Total IgG against ds-DNA 
in sera and the spleen or lymph node weight (i) of normal WT C57BL/6 mice 
transferred with BMDCs-ALD-DNA in different quantities (0, 1.25 × 105, 5 × 105, 
10 × 105). Representative result from each group of five mice is shown. Values 
represent means ± SEM (*p < 0.05, **p < 0.005, ***p < 0.0005).

FigUre s2 | (a) Total IgG against ds-DNA in sera of normal wild-type C57BL/6 
mice transferred with PBS, bone marrow-derived dendritic cells (BMDCs), B7-H4 
knockout (B7-H4-KO) BMDCs, BMDCs-activated lymphocyte-derived DNA 
(ALD-DNA), or B7-H4-KO BMDCs-ALD-DNA on week 4 post transferred. 
 (B) The component of inflammation cell subsets ratio and the FACS of the  
Tregs (c) in lupus mice transferred with wt BMDCs-ALD-DNA or B7-H4-KO 
BMDCs-ALD-DNA. (D) The cytokines secretion and the proliferation (e) of the  
wt BMDCs-ALD-DNA or B7-H4-KO BMDCs-ALD-DNA co-cultured with 
wild-type normal CD4+ T cells. (F) The cytokines secretion of the serum from  
the wt BMDCs-ALD-DNA or B7-H4-KO BMDCs-ALD-DNA-induced lupus mice. 
Representative result from each group of five mice is shown. Values represent 
means ± SEM (*p < 0.05, **p < 0.005, ***p < 0.0005).

FigUre s3 | (a) 6H3 bond B7-H4 that transfected on 293T cell. (B) The  
total splenocytes and other inflammation cells number of spleen and (c) the 
inflammation cells or the Treg cells ratio in the peripheral blood. (D) The 
immunofluorescent staining total IgG glomerular deposition from the mice  
that transferred with wt bone marrow-derived dendritic cell (BMDC)-activated 
lymphocyte-derived DNA (ALD-DNA), the lupus mice were intraperitoneal 
injected with mouse Ig or 6H3 on the same day after the BMDCs transferred. 
The mice were sacrificed on week 20 after the BMDCs transferred. 
Representative result from each group of five mice is shown. Values represent 
means ± SEM (*p < 0.05, **p < 0.005, ***p < 0.0005).

FigUre s4 | (a) The half-life of B7-H4 Ig in mice serum after dynamic 
hydro-injection of B7-H4 IgV plasmid is shown. (B) Total IgG against ds-DNA  
in serum from WT BALB/C mice transferred with normal BALB/C bone 
marrow-derived dendritic cell (BMDC)-activated lymphocyte-derived DNA 
(ALD-DNA) or in the serum from (c) B7-H4 knockout (B7-H4-KO) mice 
transferred with B7-H4-KO BMDCs-ALD-DNA. (D) Total IgG against ds-DNA  
in serum of WT or B7-H4-KO mice transferred with WT or B7-H4-KO BMDCs 
incubated with ALD-DNA. (e) Q-PCR analysis of mouse B7-H4 mRNA relative 
level from BMDCs with specific primers is shown. (F) The component of 
inflammation cell subsets ratio in lupus mice peripheral blood that received 
B7-H4Ig or control flag treatment. Representative result from each group of 5 
mice is shown. Values represent means ± SEM (*p < 0.05, **p < 0.005, 
***p < 0.0005).

FigUre s5 | (a) The total splenocytes of spleens or lymph nodes from  
B6-lpr/lpr or B7-H4 knockout (B7-H4-KO)-B6-lpr/lpr mice at the age of 30th 
week. (B) The component of pro-inflammation cell subsets ratio in B6-lpr/lpr 
mice or B7-H4-KO-B6-lpr/lpr mice at the age of 20th week is shown. (c) The 
component of Tfh cells in the spleen and the Tregs cell subsets ratio in the 
peripheral blood of the B6-lpr/lpr mice or B7-H4-KO-B6-lpr/lpr mice at the age 
of 20th week is shown. (D) Total IgG against ds-DNA in sera of normal C57BL/6 
mice treated with mIg or 6H3 as the same dosage of the B6-lpr mice. 
Representative result from each group of five mice is shown. Values represent 
means ± SEM (*p < 0.05, **p < 0.005, ***p < 0.0005).

FigUre s6 | 6H3 or B7-H4 Ig did not influence the normal WT mouse CD4+ 
T cells proliferation, but they affected the bone marrow-derived dendritic cell 
(BMDC)-activated lymphocyte-derived DNA (ALD-DNA) induced lupus mice 
CD4+ T cells proliferation. Normal WT BMDCs were incubated with ALD-DNA 
12 h and then co-cultured with CD4+ T cells from normal WT mice spleen  
or BMDC-ALD-DNA induced lupus mice spleen, 48 h later test the cells 
proliferation with CCK8 kit. Values represent means ± SEM (**p < 0.005, 
***p < 0.0005).

FigUre s7 | Conclusion: there existed a cycle in lupus mice, dendritic cells 
(DCs) recognized the pathologic DNA from the cell damage through the TLRs  
on the surface, then the DCs delivered the immuno-signals to CD4+ T cells, the 
CD4+ T cells then promoted the B cells to autoantibodies production or directly 
produced pathology and further caused cell damages and released auto-DNAs 
on systemic circulation, thus these damages will cause the pathologic DNAs 
releasing, and be recognized by DCs again. B7-H4 expressed on DCs and 
incorporation with his unknown receptor on CD4+ T cells, and then inhibited  
the CD4+ T cells function to alleviate systemic lupus erythematosus.

reFerences

1. Chang NHM, Bonventi T, Landolt-Marticorena G, Fortin C, Gladman PR,  
Urowitz D, et  al. Expanded population of activated antigen-engaged 
cells within the naive B cell compartment of patients with systemic lupus 
erythematosus. J Immunol (2008) 180(2):1276–84. doi:10.4049/jimmunol. 
180.2.1276 

2. Arbuckle MR, McClain MT, Rubertone MV, Scofield RH, Dennis GJ, James JA,  
et al. Development of autoantibodies before the clinical onset of systemic 
lupus erythematosus. N Engl J Med (2003) 349:1526–33. doi:10.1056/
NEJMoa021933 

3. Kotzin BL. Systemic lupus erythematosus. Cell (1996) 85:303–6. doi:10.1016/
S0092-8674(00)81108-3 

4. Luo S, Wang Y, Zhao M, Lu Q. The important roles of type I interferon and 
interferon-inducible genes in systemic lupus erythematosus. Int Immu
nopharmacol (2016) 40:542–9. doi:10.1016/j.intimp.2016.10.012 

5. Borchers AT, Leibushor N, Naguwa SM, Cheema GS, Shoenfeld Y, Gershwin 
ME. Lupus nephritis: a critical review. Autoimmun Rev (2012) 12(2):174–94. 
doi:10.1016/j.autrev.2012.08.018 

6. Rekvig OP, Thiyagarajan D, Pedersen HL, Horvei KD, Seredkina N. Future 
perspectives on pathogenesis of lupus nephritis facts, problems, and potential 
causal therapy modalities. Am J Pathol (2016) 186:2772–82. doi:10.1016/j.
ajpath.2016.06.026 

7. Gabriella Moroni A, Federica Depetri A, Claudio Ponticelli B. Lupus nephritis: 
when and how often to biopsy and what does it mean? J Autoimmun (2016) 
74:27–40. doi:10.1016/j.jaut.2016.06.006 

8. Mu Q, Zhang H, Luo XM. SLE: another autoimmune disorder influenced by 
microbes and diet? Front Immunol (2015) 6:608. doi:10.3389/fimmu.2015. 
00608 

9. Long H, Yin H, Wang L, Gershwin ME, Lu Q. The critical role of epigenetics 
in systemic lupus erythematosus and autoimmunity. J Autoimmun (2016) 
74:118–38. doi:10.1016/j.jaut.2016.06.020 

10. Jacobi AM, Diamond B. Balancing diversity and tolerance: lessons from 
patients with systemic lupus erythematosus. J Exp Med (2005) 202(3):341–4. 
doi:10.1084/jem.20050221 

11. Musette P, Galelli A, Chabre H, Callard P, Peumans W, Truffa-Bachi P, et al. 
Urtica dioica agglutinin, a V beta 8.3-specific superantigen, prevents the 
deve lopment of the systemic lupus erythematosus-like pathology of MRL 
lpr/lpr mice. Eur J Immunol (1996) 26(8):1707–11. doi:10.1002/eji.1830 
260807 

12. Musette P, Pannetier C, Gachelin G, Kourilsky P. The expansion of a CD4+ 
T cell population bearing a distinctive beta chain in MRL lpr/lpr mice suggests 
a role for the fas protein in peripheral T cell selection. Eur J Immunol (1994) 
24(11):2761–6. doi:10.1002/eji.1830241128 

13. Ceeraz S, Sergent PA, Plummer SF, Schned AR, Pechenick D, Burns CM,  
et  al. VISTA deficiency accelerates the development of fatal murine 
lupus nephritis. Arthritis Rheumatol (2017) 69:814–25. doi:10.1002/art. 
40020 

14. Ulivieri C, Baldari CT. Regulation of T cell activation and differentiation by 
extracellular vesicles and their pathogenic role in systemic lupus erythema-
tosus and multiple sclerosis. Molecules (2017) 22(2):225–38. doi:10.3390/
molecules22020225 

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive
https://doi.org/10.4049/jimmunol.
180.2.1276
https://doi.org/10.4049/jimmunol.
180.2.1276
https://doi.org/10.1056/NEJMoa021933
https://doi.org/10.1056/NEJMoa021933
https://doi.org/10.1016/S0092-8674(00)81108-3
https://doi.org/10.1016/S0092-8674(00)81108-3
https://doi.org/10.1016/j.intimp.2016.10.012
https://doi.org/10.1016/j.autrev.2012.08.018
https://doi.org/10.1016/j.ajpath.2016.06.026
https://doi.org/10.1016/j.ajpath.2016.06.026
https://doi.org/10.1016/j.jaut.2016.06.006
https://doi.org/10.3389/fimmu.2015.
00608
https://doi.org/10.3389/fimmu.2015.
00608
https://doi.org/10.1016/j.jaut.2016.06.020
https://doi.org/10.1084/jem.20050221
https://doi.org/10.1002/eji.1830260807
https://doi.org/10.1002/eji.1830260807
https://doi.org/10.1002/eji.1830241128
https://doi.org/10.1002/art.40020
https://doi.org/10.1002/art.40020
https://doi.org/10.3390/molecules22020225
https://doi.org/10.3390/molecules22020225


11

Xiao et al. B7-H4 and Lupus

Frontiers in Immunology | www.frontiersin.org December 2017 | Volume 8 | Article 1765

15. Thong B, Olsen NJ. Systemic lupus erythematosus diagnosis and management. 
Rheumatology (Oxford) (2016) 56(suppl_1):i3–13. doi:10.1093/rheumatology/
kew401 

16. Gatto M, Saccon F, Zen M, Bettio S, Iaccarino L, Punzi L, et al. Success and 
failure of biological treatment in systemic lupus erythematosus: a critical 
analysis. J Autoimmun (2016) 74:94–105. doi:10.1016/j.jaut.2016.06.014 

17. Thakral A, Klein-Gitelman MS. An update on treatment and management of 
pediatric systemic lupus erythematosus. Rheumatol Ther (2016) 3(2):209–19. 
doi:10.1007/s40744-016-0044-0 

18. Chan VS-F, Tsang HH-L, Tam RC-Y, Lu L, Lau C-S. B  cell targeted thera-
pies in systemic lupus erythematosus. Cell Mol Immunol (2013) 10:133–42. 
doi:10.1038/cmi.2012.64 

19. Zhou X, Kong N, Zou H, Brand D, Li X, Liu Z, et al. Therapeutic potential 
of TGF-β-induced CD4+Foxp3+ regulatory T cells in autoimmune disease. 
Autoimmunity (2011) 44(1):43–50. doi:10.3109/08916931003782163 

20. Lan Q, Zhou X, Fan H, Chen M, Wang J, Ryffel B, et al. Polyclonal CD4+Foxp3+ 
Treg cells induce TGFβ-dependent tolerogenic dendritic cells that suppress the 
murine lupus-like syndrome. J Mol Cell Biol (2012) 4(6):409–19. doi:10.1093/
jmcb/mjs040 

21. Perry D, Sandg A, Yin Y, Zheng YY, Morel L. Murine models of sys-
temic lupus erythematosus. J Biomed Biotechnol (2011) 2011:271694. 
doi:10.1155/2011/271694 

22. Lech M, Kulkarni OP, Pfeiffer S, Savarese E, Krug A, Garlanda C, et al. Tir8/
Sigirr prevents murine lupus by suppressing the immunostimulatory effects 
of lupus autoantigens. J Exp Med (2008) 4(205):1879–88. doi:10.1084/jem. 
20072646 

23. Sacre S, Thwaites R, Davies K. Association of IRAK-M with neuropsychiatric 
symptoms in systemic lupus erythematosus patients. Ann Rheum Dis (2017) 
76(2):289. doi:10.1136/annrheumdis-2017-eular.6201 

24. Liang B, Kashgarian MJ, Sharpe AH, Mamula MJ. Autoantibody responses 
and pathology regulated by B7-1 and B7-2 costimulation in MRL/lpr lupus. 
J Immunol (2000) 165(6):3436–43. doi:10.4049/jimmunol.165.6.3436 

25. Cauwe B, Martens E, Sagaert X, Dillen C, Geurts N, Li S, et al. Deficiency of 
gelatinase B/MMP-9 aggravates lpr-induced lymphoproliferation and lupus-
like systemic autoimmune disease. J Autoimmun (2011) 36(3–4):239–52. 
doi:10.1016/j.jaut.2011.02.002 

26. Qiao B, Wu J, Chu YW, Wang Y, Wang DP, Wu HS, et al. Induction of systemic 
lupus erythematosus-like syndrome in syngeneic mice by immunization 
with activated lymphocyte-derived DNA. Rheumatology (Oxford) (2005) 
44:1108–14. doi:10.1093/rheumatology/keh656 

27. Zhang W, Xu W, Xiong S. Macrophage differentiation and polarization via 
phosphatidylinositol 3-kinase/Akt-ERK signaling pathway conferred by 
serum amyloid P component. J Immunol (2011) 187(4):1764–77. doi:10.4049/
jimmunol.1002315 

28. Zhang W, Wu J, Qiao B, Xu W, Xiong S. Amelioration of lupus nephritis by 
serum amyloid P component gene therapy with distinct mechanisms varied 
from different stage of the disease. PLoS One (2011) 6(7):e22659. doi:10.1371/
journal.pone.0022659 

29. Wang S, Chen L. Co-signaling molecules of the B7-CD28 family in positive 
and negative regulation of T  lymphocyte responses. Microbes Infect (2004) 
6(8):759–66. doi:10.1016/j.micinf.2004.03.007 

30. Salama AD, Chitnis T, Imitola J, Ansari MJ, Akiba H, Tushima F, et  al.  
Critical role of the programmed death-1 (PD-1) pathway in regulation of 
experimental autoimmune encephalomyelitis. J Exp Med (2003) 198(1):71–8. 
doi:10.1084/jem.20022119 

31. Daikh DI, Wofsy D. Cutting edge: reversal of murine lupus nephritis 
with CTLA4Ig and cyclophosphamide. J Immunol (2001) 166(5):2913–6. 
doi:10.4049/jimmunol.166.5.2913 

32. Sica GL, Choi IH, Zhu G, Tamada K, Wang SD, Tamura H, et  al. B7-H4,  
a molecule of the B7 family, negatively regulates T cell immunity. Immunity 
(2003) 18(6):849–61. doi:10.1016/s1074-7613(03)00152-3 

33. Prasad DV, Richards S, Mai XM, Dong C. B7S1, a novel B7 family member 
that negatively regulates T  cell activation. Immunity (2003) 18(6):863–73. 
doi:10.1016/s1074-7613(03)00147-x 

34. Choi IH, Zhu G, Sica GL, Strome SE, Cheville JC, Lau JS, et  al. Genomic 
organization and expression analysis of B7-H4, an immune inhibitory mol-
ecule of the B7 family. J Immunol (2003) 171:4650–4. doi:10.4049/jimmunol. 
171.9.4650 

35. Mu N, Liu N, Hao Q, Xu Y, Li J, Li W, et al. Inhibition of mouse SP2/0 myeloma 
cell growth by the B7-H4 protein vaccine. BMB Rep (2014) 47(7):399–404. 
doi:10.5483/BMBRep.2014.47.7.168 

36. Tringler B, Zhuo S, Pilkington G, Torkko KC, Singh M, Lucia MS, et  al.  
B7-H4 is highly expressed in ductal and lobular breast cancer. Clin Cancer Res 
(2005) 11:1842–8. doi:10.1158/1078-0432.CCR-04-1658 

37. Rahbar R, Lin A, Ghazarian M, Yau HL, Paramathas S, Lang PA, et  al.  
B7-H4 expression by nonhematopoietic cells in the tumor microenviron ment 
promotes antitumor immunity. Cancer Immunol Res (2015) 3(2):184–95. 
doi:10.1158/2326-6066.CIR-14-0113 

38. Kryczek I, Zou L, Rodriguez P, Zhu G, Wei S, Mottram P, et al. B7-H4 expres-
sion identifies a novel suppressive macrophage population in human ovarian 
carcinoma. J Exp Med (2006) 203(4):871–81. doi:10.1084/jem.20050930 

39. Cui Y, Li Z. B7-H4 is predictive of poor prognosis in patients with gastric 
cancer. Med Sci Monit (2016) 22:4233–7. doi:10.12659/MSM.897781 

40. Tsiaousidou A, Lambropoulou M, Chatzitheoklitos E, Tripsianis G, 
Tsompanidou C, Simopoulos C, et  al. B7H4, HSP27 and DJ-1 molecular 
markers as prognostic factors in pancreatic cancer. Pancreatology (2013) 
13(6):564–9. doi:10.1016/j.pan.2013.10.005 

41. Qian Y, Sang Y, Wang FX, Hong B, Wang Q, Zhou X, et al. Prognostic signif-
icance of B7-H4 expression in matched primary pancreatic cancer and liver 
metastases. Oncotarget (2016) 7(44):72242–9. doi:10.18632/oncotarget.12665 

42. Krambeck AE, Thompson RH, Dong H, Lohse CM, Park ES, Kuntz SM,  
et al. B7-H4 expression in renal cell carcinoma and tumor vasculature: associ-
ations with cancer progression and survival. Proc Natl Acad Sci U S A (2006) 
103(27):10391–6. doi:10.1073/pnas.060093710 

43. Kryczek I, Wei S, Zhu G, Myers L, Mottram P, Cheng P, et al. Relationship 
between B7-H4, regulatory T cells, and patient outcome in human ovarian 
carcinoma. Cancer Res (2007) 67(18):8900–5. doi:10.1158/0008-5472.CAN- 
07-1866 

44. Kryczek I, Wei S, Zou L, Zhu G, Mottram P, Xu H, et al. Cutting edge: induc-
tion of B7-H4 on APCs through IL-10: novel suppressive mode for regulatory 
T cells. J Immunol (2006) 177(1):40–4. doi:10.4049/jimmunol.177.1.40 

45. Sedy JR, Garvrieli M, Potter KG, Hurchla MA, Lindsley RC, Hildner K,  
et  al. B and T  lymphocyte attenuator regulates T  cell activation through 
intera  ction with herpesvirus entry mediator. Nat Immunol (2005) 6(1):90–8. 
doi:10.1038/ni1144 

46. Compaan DM, Gonzalez LC, Tom I, Loyet KM, Eaton D, Hymowitz SG. 
Attenuating lymphocyte activity: the crystal structure of the BTLA-
HVEM complex. J Biol Chem (2005) 280(47):39553–61. doi:10.1074/jbc.
M507629200 

47. Gonzalez LC, Loyet KM, Calemine-Fenaux J, Chauhan V, Wranik B,  
Ouyang W, et  al. A coreceptor interaction between the CD28 and TNF 
receptor family members B and T  lymphocyte attenuator and herpesvirus 
entry mediator. Proc Natl Acad Sci U S A (2005) 102(4):1116–21. doi:10.1073/
pnas.0409071102 

48. Zang X, Loke P, Kim J, Murphy K, Waitz R, Allison JP. B7x: a widely expressed 
B7 family member that inhibits T cell activation. Proc Natl Acad Sci U S A 
(2003) 100(18):10388–92. doi:10.1073/pnas.1434299100 

49. Sugamata R, Suetake H, Kikuchi K, Suzuki Y. Teleost B7 expressed on 
monocytes regulates T  cell responses. J Immunol (2009) 182(11):6799–806. 
doi:10.4049/jimmunol.0803371 

50. Wang X, Hao J, Metzger DL, Ao Z, Meloche M, Verchere CB, et al. B7-H4  
pathway in islet transplantation and beta-cell replacement therapies. J Trans
plant (2011) 2011:418902. doi:10.1155/2011/418902 

51. Wang X, Hao J, Metzger DL, Mui A, Ao Z, Akhoundsadegh N, et  al.  
Early treatment of NOD mice with B7-H4 reduces the incidence of autoim-
mune diabetes. Diabetes (2011) 60(12):3246–55. doi:10.2337/db11-0375 

52. Lee IF, Wang X, Hao J, Akhoundsadegh N, Chen L, Liu L, et  al. B7-H4.Ig 
inhibits the development of type 1 diabetes by regulating Th17 cells in NOD 
mice. Cell Immunol (2013) 282(1):1–8. doi:10.1016/j.cellimm.2013.03.005 

53. Azuma T, Zhu G, Xu H, Rietz AC, Drake CG, Matteson EL, et al. Potential role 
of decoy B7-H4 in the pathogenesis of rheumatoid arthritis: a mouse model 
informed by clinical data. PLoS Med (2009) 6(10):e1000166. doi:10.1371/journal. 
pmed.1000166 

54. Suh WK, Wang S, Duncan GS, Miyazaki Y, Cates E, Walker T, et al. Generation 
and characterization of B7-H4/B7S1/B7x-deficient mice. Mol Cell Biol (2006) 
26(17):6403–11. doi:10.1128/MCB.00755-06 

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive
https://doi.org/10.1093/rheumatology/kew401
https://doi.org/10.1093/rheumatology/kew401
https://doi.org/10.1016/j.jaut.2016.06.014
https://doi.org/10.1007/s40744-016-0044-0
https://doi.org/10.1038/cmi.2012.64
https://doi.org/10.3109/08916931003782163
https://doi.org/10.1093/jmcb/mjs040
https://doi.org/10.1093/jmcb/mjs040
https://doi.org/10.1155/2011/271694
https://doi.org/10.1084/jem.
20072646
https://doi.org/10.1084/jem.
20072646
https://doi.org/10.1136/annrheumdis-2017-eular.6201
https://doi.org/10.4049/jimmunol.165.6.3436
https://doi.org/10.1016/j.jaut.2011.02.002
https://doi.org/10.1093/rheumatology/keh656
https://doi.org/10.4049/jimmunol.1002315
https://doi.org/10.4049/jimmunol.1002315
https://doi.org/10.1371/journal.pone.0022659
https://doi.org/10.1371/journal.pone.0022659
https://doi.org/10.1016/j.micinf.2004.03.007
https://doi.org/10.1084/jem.20022119
https://doi.org/10.4049/jimmunol.166.5.2913
https://doi.org/10.1016/s1074-7613(03)00152-3
https://doi.org/10.1016/s1074-7613(03)00147-x
https://doi.org/10.4049/jimmunol.
171.9.4650
https://doi.org/10.4049/jimmunol.
171.9.4650
https://doi.org/10.5483/BMBRep.2014.47.7.168
https://doi.org/10.1158/1078-0432.CCR-04-1658
https://doi.org/10.1158/2326-6066.CIR-14-0113
https://doi.org/10.1084/jem.20050930
https://doi.org/10.12659/MSM.897781
https://doi.org/10.1016/j.pan.2013.10.005
https://doi.org/10.18632/oncotarget.12665
https://doi.org/10.1073/pnas.060093710
https://doi.org/10.1158/0008-5472.CAN-
07-1866
https://doi.org/10.1158/0008-5472.CAN-
07-1866
https://doi.org/10.4049/jimmunol.177.1.40
https://doi.org/10.1038/ni1144
https://doi.org/10.1074/jbc.M507629200
https://doi.org/10.1074/jbc.M507629200
https://doi.org/10.1073/pnas.0409071102
https://doi.org/10.1073/pnas.0409071102
https://doi.org/10.1073/pnas.1434299100
https://doi.org/10.4049/jimmunol.0803371
https://doi.org/10.1155/2011/418902
https://doi.org/10.2337/db11-0375
https://doi.org/10.1016/j.cellimm.2013.03.005
https://doi.org/10.1371/journal.
pmed.1000166
https://doi.org/10.1371/journal.
pmed.1000166
https://doi.org/10.1128/MCB.00755-06


12

Xiao et al. B7-H4 and Lupus

Frontiers in Immunology | www.frontiersin.org December 2017 | Volume 8 | Article 1765

55. Li X, Yu D, Wang X, Li X, Wang G. B7-H4 expression of renal tubular epithe-
lial cells in patients with lupus nephritis. Ann Rheum Dis (2013) 71(3):532. 
doi:10.1136/annrheumdis-2012-eular.3127 

56. Zhu G, Augustine MM, Azuma T, Luo L, Yao S, Anand S, et al. B7-H4-deficient 
mice display augmented neutrophil-mediated innate immunity. Blood (2009) 
113(8):1759–67. doi:10.1182/blood-2008-01-133223 

57. Podojil JR, Liu LN, Marshall SA, Chiang MY, Goings GE, Chen L, et  al. 
B7-H4Ig inhibits mouse and human T-cell function and treats EAE via IL-10/
Treg-dependent mechanisms. J Autoimmun (2013) 44:71–81. doi:10.1016/j.
jaut.2013.04.001 

58. Wen ZK, Xu W, Xu L, Cao QH, Wang Y, Chu YW, et al. DNA hypomethylation 
is crucial for apoptotic DNA to induce systemic lupus erythematosus-like 
autoimmune disease in SLE-non-susceptible mice. Rheumatology (Oxford) 
(2007) 46(12):1796–803. doi:10.1093/rheumatology/kem275 

59. Chen M, Zhang W, Xu W, Zhang F, Xiong S. Blockade of TLR9 signaling in 
B cells impaired anti-dsDNA antibody production in mice induced by acti-
vated syngenic lymphocyte-derived DNA immunization. Mol Immunol (2011) 
48(12–13):1532–9. doi:10.1016/j.molimm.2011.04.016 

60. Nakano S, Morimoto S, Suzuki J, Nozawa K, Amano H, Tokano Y, et  al.  
Role of pathogenic auto-antibody production by toll-like receptor 9 of B cells 
in active systemic lupus erythematosus. Rheumatology (Oxford) (2008) 
47:145–9. doi:10.1093/rheumatology/kem327 

61. Wan S, Xia C, Morel L. IL-6 produced by dendritic cells from lupus-prone 
mice inhibits CD4+CD25+ T  cell regulatory functions. J Immunol (2006) 
178(1):271–9. doi:10.4049/jimmunol.178.1.271 

62. Mackern-Oberti JP, Llanos C, Vega F, Salazar-Onfray F, Riedel CA, Bueno SM,  
et  al. Role of dendritic cells in the initiation, progress and modulation 
of systemic autoimmune diseases. Autoimmun Rev (2015) 14(2):127–39. 
doi:10.1016/j.autrev.2014.10.010 

63. Banchereau J, Pascual V. Type I interferon in systemic lupus erythematosus 
and other autoimmune diseases. Immunity (2006) 25(3):383–92. doi:10.1016/j.
immuni.2006.08.010 

64. Choi SC, Morel L. B cell contribution of the CD4+ T cell inflammatory phe-
notypes in systemic lupus erythematosus. Autoimmunity (2017) 50(1):37–41. 
doi:10.1080/08916934 

65. Liu B, Yang Y, Dai J, Medzhitov R, Freudenberg MA, Zhang PL, et  al.  
TLR4 up-regulation at protein or gene level is pathogenic for lupus-like auto-
immune disease. J Immunol (2006) 177(10):6880–8. doi:10.4049/jimmunol. 
177.10.6880 

66. Elshikha AS, Lu Y, Chen MJ, Akbar M, Zeumer L, Ritter A, et  al. Alpha 1 
antitrypsin inhibits dendritic cell activation and attenuates nephritis in a 
mouse model of lupus. PLoS One (2016) 11(5):e0156583. doi:10.1371/journal.
pone.0156583 

67. Seitz HM, Matsushima GK. Dendritic cells in systemic lupus erythematosus. 
Int Rev Immunol (2010) 29(2):184–209. doi:10.3109/08830181003602507 

68. Klarquist J, Zhou Z, Shen N, Janssen EM. Dendritic cells in systemic lupus 
erythematosus: from pathogenic players to therapeutic tools. Mediators 
Inflamm (2016) 2016:5045248. doi:10.1155/2016/5045248 

69. Son M, Kim SJ, Diamond B. SLE-associated risk factors affect DC function. 
Immunol Rev (2016) 269:100–17. doi:10.1111/imr.12348 

70. Sun Z, Zhang R, Wang H, Jiang P, Zhang J, Zhang M, et  al. Serum IL-10 
from systemic lupus erythematosus patients suppresses the differentiation 
and function of monocyte-derived dendritic cells. J Biomed Res (2012) 
26(6):456–66. doi:10.7555/JBR.26.20120115 

71. Castellano G, Trouw LA, Fiore N, Daha MR, Schena FP, van Kooten C. 
Infiltrating dendritic cells contribute to local synthesis of C1q in murine and 
human lupus nephritis. Mol Immunol (2010) 47(11–12):2129–37. doi:10.1016/j. 
molimm.2010.02.006 

72. Peng SL, Moslehi J, Craft J. Roles of interferon-g and interleukin-4 in murine 
lupus. J Clin Invest (1997) 99(8):1936–46. doi:10.1172/JCI119361 

73. Akahoshi M, Nakashima H, Tanaka Y, Kohsaka T, Nagano S, Ohgami E, 
et  al. Th1/Th2 balance of peripheral T helper cells in systemic lupus ery-
thematosus. Arthritis Rheum (1999) 42(8):1644–8. doi:10.1002/1529-0131 
(199908)42:8<1644::AID-ANR12>3.0.CO;2-L 

74. Shlomchik MJ, Craft JE, Mamula MJ. From T to B and back again: posi-
tive feedback in systemic autoimmune disease. Nat Rev Immunol (2001) 
1:147–53. doi:10.1038/35100573 

75. Tsokos GC, Mitchell J, Juang YT. T cell abnormalities in human and mouse 
lupus: intrinsic and extrinsic. Curr Opin Rheumatol (2003) 15(5):542–7. 
doi:10.1097/00002281-200309000-00004 

76. Azizi G, Pouyani MR, Abolhassani H, Sharifi L, Dizaji MZ, Mohammadi J,  
et  al. Cellular and molecular mechanisms of immune dysregulation and 
autoimmunity. Cell Immunol (2016) 310:14–26. doi:10.1016/j.cellimm. 
2016.08.012 

77. Wen Z, Xu L, Xu W, Xiong S. Production of anti-double-stranded DNA 
antibodies in activated lymphocyte derived DNA induced lupus model 
was dependent on CD4þ T  cells. Lupus (2012) 21:508–16. doi:10.1177/ 
0961203311434940 

78. Palejwala NV, Walia HS, Yeh S. Ocular manifestations of systemic lupus ery-
thematosus: a review of the literature. Autoimmune Dis (2012) 2012:290898. 
doi:10.1155/2012/290898 

79. Gottschalk TA, Tsantikos E, Hibbs ML. Pathogenic inflammation and its 
therapeutic targeting in systemic lupus erythematosus. Front Immunol (2015) 
5:550. doi:10.3389/fimmu.2015.00550 

80. Liu F, Song Y, Liu D. Hydrodynamics-based transfection in animals by 
systemic administration of plasmid DNA. Gene Ther (1999) 6:1258–66. 
doi:10.1038/sj.gt.3300947 

81. Zhang W, Xu W, Xiong S. Blockade of Notch1 signaling alleviates murine 
lupus via blunting macrophage activation and M2b polarization. J Immunol 
(2010) 184(11):6465–78. doi:10.4049/jimmunol.0904016 

82. Lan Q, Fan H, Quesniaux V, Ryffel B, Liu Z, Zheng SG. Induced Foxp3+ regu-
latory T cells: a potential new weapon to treat autoimmune and inflammatory 
diseases? J Mol Cell Biol (2012) 4:22–8. doi:10.1093/jmcb/mjr039 

83. Zheng SG, Wang JH, Stohl W, Kim KS, Gray JD, Horwitz DA. TGF-β requires 
CTLA-4 early after T cell activation to induce FoxP3 and generate adaptive 
CD4+CD25+ regulatory cells. J Immunol (2006) 176(6):3321–9. doi:10.4049/
jimmunol.176.6.3321 

Conflict of Interest Statement: The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that could be 
construed as a potential conflict of interest.

Copyright © 2017 Xiao, Zheng, Hu, Wang, Olsen and Zheng. This is an openaccess 
article distributed under the terms of the Creative Commons Attribution License (CC 
BY). The use, distribution or reproduction in other forums is permitted, provided the 
original author(s) or licensor are credited and that the original publication in this 
journal is cited, in accordance with accepted academic practice. No use, distribution 
or reproduction is permitted which does not comply with these terms.

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive
https://doi.org/10.1136/annrheumdis-2012-eular.3127
https://doi.org/10.1182/blood-2008-01-133223
https://doi.org/10.1016/j.jaut.2013.04.001
https://doi.org/10.1016/j.jaut.2013.04.001
https://doi.org/10.1093/rheumatology/kem275
https://doi.org/10.1016/j.molimm.2011.04.016
https://doi.org/10.1093/rheumatology/kem327
https://doi.org/10.4049/jimmunol.178.1.271
https://doi.org/10.1016/j.autrev.2014.10.010
https://doi.org/10.1016/j.immuni.2006.08.010
https://doi.org/10.1016/j.immuni.2006.08.010
https://doi.org/10.1080/08916934
https://doi.org/10.4049/jimmunol.
177.10.6880
https://doi.org/10.4049/jimmunol.
177.10.6880
https://doi.org/10.1371/journal.pone.0156583
https://doi.org/10.1371/journal.pone.0156583
https://doi.org/10.3109/08830181003602507
https://doi.org/10.1155/2016/5045248
https://doi.org/10.1111/imr.12348
https://doi.org/10.7555/JBR.26.20120115
https://doi.org/10.1016/j.
molimm.2010.02.006
https://doi.org/10.1016/j.
molimm.2010.02.006
https://doi.org/10.1172/JCI119361
https://doi.org/10.1002/1529-0131
(199908)42:8 < 1644::AID-ANR12 > 3.0.CO;2-L
https://doi.org/10.1002/1529-0131
(199908)42:8 < 1644::AID-ANR12 > 3.0.CO;2-L
https://doi.org/10.1038/35100573
https://doi.org/10.1097/00002281-200309000-00004
https://doi.org/10.1016/j.cellimm.
2016.08.012
https://doi.org/10.1016/j.cellimm.
2016.08.012
https://doi.org/10.1177/
0961203311434940
https://doi.org/10.1177/
0961203311434940
https://doi.org/10.1155/2012/290898
https://doi.org/10.3389/fimmu.2015.00550
https://doi.org/10.1038/sj.gt.3300947
https://doi.org/10.4049/jimmunol.0904016
https://doi.org/10.1093/jmcb/mjr039
https://doi.org/10.4049/jimmunol.176.6.3321
https://doi.org/10.4049/jimmunol.176.6.3321
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Immunosuppressive Effect of B7-H4 Pathway in a Murine Systemic Lupus Erythematosus Model
	Introduction
	Materials and Methods
	Mice and Cells
	Mice
	Cells

	Splenocytes Preparation
	ALD-DNA Extraction and Purification
	Preparation of BMDCs
	DC Transfer
	Detection of Anti-ds-DNA Autoantibody
	In Vivo CD4+ T Cells Depletion
	Flow Cytometry Analysis
	Cytokine Assay
	Hydrodynamic Injection
	Histological Assessments of Nephritis
	Statistical Analysis

	Results
	BMDCs Incubated with ALD-DNA Can Induce an SLE Syndrome in Mice
	B7-H4 Deficient in DCs Exacerbated the BMDCs-ALD-DNA Lupus Model Depends on CD4+ T Cells
	B7-H4 Antagonist Antibody Treatment Increased Disease Manifestations in the BMDCs-ALD-DNA Lupus Model
	Suppression of BMDCs-ALD-DNA Induced Lupus Model by B7-H4Ig
	B7-H4-Deficient C57BL/6-lpr/lpr Mice Developed Exacerbation of Lupus

	Discussion
	Author Contributions
	Funding
	Supplementary Material
	References


