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ABSTRACT
B7-H6, a ligand for the NK activating receptor NKp30, has been identified as a biomarker of poor prognosis 
in several solid cancers. However, little is known about the role of B7-H6 and the mechanisms that control 
its expression in acute myeloid leukemia (AML). Epigenome modulation, including epigenomic reader 
dysregulation, is one of the hallmarks of AML. Bromodomain-containing protein 4 (BRD4), the best-known 
member of the BET family of epigenetic readers, is overexpressed in AML cells and regulates the 
transcription of genes involved in the pathogenesis of AML, as MYC oncogene. Here, we analyze the 
role of BRD4 in regulating B7-H6 in AML cells. Results demonstrated that the specific inhibition of BRD4 
drastically reduces the expression of B7-H6 in AML cells. Histone acetylation mediated by CBP30/P300 
facilitates the binding of BRD4 to the B7-H6 promoter, which recruits the P-TEFb elongation factor that 
phosphorylates RNA polymerase II, thereby activating B7-H6 transcription. BRD4 also co-bounded with 
JMJD6 at the distal enhancer of the B7-H6 gene. Metabolic modulation with metformin modifies the 
acetylation pattern in the B7-H6 promoter, impairing BRD4 binding, thereby inhibiting B7-H6 expression. 
B7-H6 knockdown induces the apoptosis in HEL-R cell line. Moreover, a high level of B7-H6 expression in 
AML patients is related to increased BRD4 levels, myelodysplastic-derived AML, and del5q, the two latter 
being associated with poor prognosis. Our data show that BRD4 is a positive regulator of the pro- 
tumorigenic molecule B7-H6 and that the blockage of the B7-H6 is a potential therapeutic target for 
the treatment of AML.
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Incorporaciόn; IJCI-2017-33347 to R.M.R.); and the Red 
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B7 homolog 6 (B7-H6), also known as NCR3LG1, is a 454- 
aa-long type I transmembrane protein member of the B7 
family that is absent in healthy cells, except under inflamma
tory conditions.1–3 However, during malignant transformation 
B7-H6 expression increases due to the activation of endoplas
mic reticulum stress, oncogenes such as MYC, or epigenetic 
mechanisms.4–7 B7-H6 was first identified as a ligand of 
NKp30/NCR3, an activating receptor of NK cells that triggers 
cytotoxicity and cytokine secretion acting against tumor cells.8 

However, in recent years it has been shown that B7-H6 has 

a non-immunological role in tumorigenesis because it can 
inhibit apoptosis and promote the proliferation of tumor 
cells.9 B7-H6 is upregulated and associated with poor prog
nosis (metastasis, worse overall survival) in a variety of solid 
tumors, including esophageal squamous cell, gastric, small 
lung, and breast cancers, among others.10–14 However, little is 
known about its expression and role in tumorigenesis of hema
tological malignancies, such as acute myeloid leukemia (AML). 
One of the few studies being that of Chretien et al., who 
reported that B7-H6 is expressed on the cell surface of a very 
small number of leukemic blasts.15

Epigenetic mechanisms play an essential role in the differen
tiation and hematopoiesis of healthy hematopoietic stem cells, 16 

but the epigenetic machinery is frequently altered during malig
nant transformation in AML cells. Using whole-genome and 
whole-exome sequencing, the Cancer Genome Atlas (TCGA) 
program identified frequent mutations in genes involved in 
DNA methylation (DNMT3A, TET2, IDH1, IDH2) and chro
matin-modifying genes (ASXL1, EZH2, KDM6A).17 Epigenetic 
modifications are reversible, making them good candidates for 
potential anti-tumoral therapies. In recent years, a variety of 
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epigenetic drugs have been approved by the US Food and Drug 
Administration for treating AML, such as hypomethylating 
drugs (azacytidine, decitabine) and the isocitrate dehydrogenase 
(IDH1) inhibitor (ivosidenib).18,19

The bromodomain and extra-terminal (BET) family proteins 
(BRD2, BRD3, BRD4, BRDT) contain two conserved N-terminal 
bromodomains (BD1, BD2) that recognize and bind to acetyl- 
lysine residues in histones and non-histone proteins.20 Of these, 
BRD4 physically interacts with the mediator complex, a ̴30 sub
unit complex, thereby promoting the assembly of transcriptional 
factors and initiating transcription.21,22 Moreover, BRD4 recruits 
the positive transcription elongation factor (P-TEFb) complex 
(CDK9 and cyclin T1 subunits) that activates RNA pol II 
elongation.23 After transcriptional initiation, the expression of 
several genes may remain paused until a specific stimulus 
required for their transcription occurs. BRD4 plays an important 
role in releasing this pause through the interaction with JMJD6 
(JmjC-domain-containing protein 6) at super-enhancer regions. 
This interaction prompts the release of the 7SK snRNA/HEXIM 
protein inhibitor from RNA pol II, facilitating the transcriptional 
elongation of paused genes.24

The development of diverse BET protein inhibitors, such as 
JQ1 and I-BETs, had revealed the involvement of BRD4 in 
tumorigenesis and their great therapeutic potential. BRD4 is 
deregulated in several human cancers, promoting the progression 
of cellular cycle, invasion, inflammation, and metastatic pheno
type of cancer cells.25 In fact, the MYC proto-oncogene is one of 
the most important targets of BRD4.26 In AML, BRD4 suppres
sion with the JQ1 inhibitor reduces the cellular proliferation and 
improves the survival in murine models, suggesting that BRD4 
has an essential role in the pathogenesis of the disease.27 

Moreover, JQ1 induces apoptosis of leukemic stem and progeni
tor cells in AML patients so that cellular growth is inhibited.28 

Some phase I clinical trials with BET inhibitors are completed in 
AML indicating that BET inhibition therapy, alone or in combi
nation with standard therapy in AML, is acceptable although it 
induces some toxic effects (fatigue, diarrhea, raised bilirubin con
centration, etc.) and has antitumor activity.29–31 Another clinical 
trial in AML using the BET inhibitor, MK-8628 (NCT02698189), 
is currently underway. However, the role of BRD4 in regulating 
molecules involved in the immune recognition is less clear.

In this work, we analyze the potential role of BRD4 in reg
ulating B7-H6 in AML. Our results indicate that BRD4 binds to 
the distal enhancers and promoter region of B7-H6 gene, regu
lating its expression during tumor development. Treatment with 
BET inhibitors downregulates B7-H6 expression in leukemic 
cells, suggesting their potential as a therapeutic target.

Methods

Cell lines and treatments

The following cell lines were used: human myeloid leukemia 
(KG-1a, HL-60, NB-4, and HEL-R), colon cancer (Caco-2), 
T-lymphoblastic leukemia (Jurkat), and non-Hodgkin lym
phoma (Raji). All cell lines were purchased from the 
American Type Culture Collection and the Leibniz-Institute 
DSMZ GmbH (Germany), and cultured in RPMI-1640 medium 
supplemented with 10% heat-inactivated fetal calf serum and 

1% antibiotic-antimycotic solution in a humidified chamber 
with 5% CO2 atmosphere at 37°C. For treatments, cells were 
cultured at a density of 0.2–0.4 × 106 cells/ml with a complete 
medium supplemented with the following inhibitors: BET inhi
bitor (+) JQ1 or its inactive enantiomer (-) JQ1 (100–500 nM; 
Cayman Chemical), BET inhibitor I-BET 762 (100–500 nM; 
Cayman Chemical), CDK9 inhibitor 5,6-dichlorobenzimidazole 
1-β-D-ribofuranoside DRB (10–40 µM; Sigma-Aldrich), CBP/ 
P300 inhibitor CBP30 (5–20 µM; Sigma-Aldrich), and metfor
min (20–60 mM; Sigma-Aldrich).

Patient samples

Bone marrow samples were obtained from 68 AML patients 
(aged 53.1 ± 3.1 y; 41 males and 27 females) and 21 healthy 
donors, from Hospital Clinico Universitario Virgen de la 
Arrixaca (Murcia, Spain). Patients had been diagnosed with 
AML between 2006 and 2016 according to the morphological 
and cytochemical criteria of the French-American-British 
(FAB) classification. Clinical characteristics are listed in 
Table 1. Peripheral blood samples from two AML patients 
with a high percentage of blasts (>65%) obtained from 
Hospital Universitario Central de Asturias (Oviedo, Spain) 
were used to evaluate the JQ1 treatment in B7-H6 expres
sion. All patients and healthy donors gave their written 
informed consent according to the Principles of the 
Declaration of Helsinki, and the study was approved by the 
local hospitals’ ethics committees. To confirm the implica
tion of B7-H6 in the prognosis of AML, a second cohort 
from UCSC Xena public database (http://xena.ucsc.edu/) was 
used.

Table 1. Clinical characteristics of AML patients.

Characteristics AML patients n = 68 (%)

Age (years)
≤60 31 (45.6%)
>60 37 (54.4%)
Sex
Male 27 (39.7%)
Female 27 (60.3%)
FAB classification
M0 2 (3%)
M1 6 (8.8%)
M2 22 (32.3%)
M3 9 (13.2%)
M4 7 (10.3%)
M5 16 (23.5%)
M6 0 (0%)
M7 4 (5.9%)
Unclassified 2 (3%)
Type of AML
Primary 46 (67.6%)
Secondary to SMD 11 (16.2%)
Secondary to other cancer 11 (16.2%)

Cytogenetic prognosis
Favorable 20 (29.4%)
Intermediate 16 (23.5%)
Adverse 32 (47.1%)

Therapy
Chemotherapeutic 28 (41.2%)
Palliative care 13 (19.1%)
Allo-TPH 12 (17.6%)
Auto-TPH 10 (14.7%)
Data missing 5 (7.4%)
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Flow cytometry analysis

AML cell lines were stained with a specific human monoclonal 
antibody (mAb) aimed against B7-H6 protein (FAB7144P, 
R&D Systems) and analyzed with a GalliosTM flow cytometer 
and Kaluza for Gallios software (Beckman Coulter). The spe
cific fluorescence index was calculated by dividing the mean 
fluorescence obtained with the B7-H6 mAb PE-conjugated by 
that of the isotype control (Biolegend).

Western blot

For protein analysis, AML cells were lysed with RIPA buffer (Cell 
Signaling Technology) supplemented with a protease inhibitor 
cocktail (Merck) for 30 min on ice. Samples were centrifuged 
and the supernatant was collected as whole-cell extract. Bradford 
protein assay (Bio-Rad) was used to measure the total protein 
concentration. 50 µg of cell extract was run on 10% polyacryla
mide-SDS gels, blotted onto nitrocellulose membranes, and 
blocked in 5% nonfat dry milk TBST buffer for 1 h. Membranes 
were incubated with the primary antibody anti-B7-H6 (ab121794; 
Abcam) or anti-β-actin (13E5; Cell Signaling) overnight at 4°C. 
After that, blots were washed and incubated with horseradish 
peroxidase-conjugated donkey anti-rabbit IgG (Poly4064; 
Biolegend) for 1 h at room temperature. Immunoreactive bands 
were visualized using a chemiluminescent substrate (ECL 
Western Blotting Analysis System; Amersham).

Real-time quantitative PCR (qRT-PCR)

Total RNA was extracted from cultured cells with 
a GeneMATRIX Universal RNA purification kit (EUR) according 
to the manufacturer’s instructions. Purified RNA (1 µg) was 
reverse transcribed to cDNA using the High-Capacity cDNA 
Reverse Transcription kit (Applied Biosystems). Gene expression 
was measured by quantitative RT-PCR using specific oligonucleo
tides (Table S1) and an MyiQTM Single-Color Real-Time PCR 
Detection System (Bio-Rad). Data were normalized to GAPDH 
(endogenous control), and all samples were run in triplicate. 
Transcription levels were calculated by the 2−∆CT method (∆CT: 
CT gene test – CT endogenous control).

Gene silencing and overexpression

In order to overexpress BRD4, its coding sequence was subcloned 
into the lentiviral pLVX-Puro plasmid. BRD4 was knocked down 
by transfection with the plasmid containing a pSUPER-shBRD4 
(C terminus). B7-H6 knockdown was performed using the lenti
viral pLKO.1-Puro plasmid containing an shRNA for B7-H6 
(Sigma-Aldrich). pRetrosuper MYC shRNA (#15662, Addgene) 
was used for MYC knockdown. For experiments, 2 × 104 HEL-R 
cells were plated in 48-well plates, and plasmids were transfected 
using XtremeGene HP reagent (Roche), following the manufac
turer’s instructions. In all assays, transfected clones were selected 
with 0.5 µg/ml of puromycin (Invitrogen).

For transient silencing assays, JMJD6 and control nonspe
cific scrambled siRNA were purchased from Qiagen and 
Dharmacon, respectively. For this purpose, 2 × 104 cells were 
plated in 48-well plates and transfected with control or specific 

siRNA (200 nM) using HiPerFect Transfection Reagent 
(Qiagen).

Chromatin immunoprecipitation analysis

HEL-R cells were previously treated with (+) JQ1 or its enantio
mer, SG-CBP30, or metformin. Cells were fixed with 1% formal
dehyde in PBS for 30 min at 4°C and the reaction stopped with 
glycine solution (0.125 M, 10 min at 4°C). Fixed cells were lysed in 
SDS-lysis buffer (1% SDS, 10 mM EDTA, 50 mM Tris-HCl pH 
8.1), and DNA fragments (500–1000 bp) were generated by shear
ing chromatin on a BioRuptor (Diagenode). The shared chroma
tin (100 µg) was diluted in ChIP dilution buffer (0.01% SDS, 1.1% 
Triton X100, 1.2 mM EDTA, 16.7 mM Tris-HCl pH 8.1, 167 mM 
NaCl) containing a protease inhibitor cocktail (Merck) and incu
bated with specific antibodies overnight at 4°C. The antibodies 
used were against B7-H6 (Abcam), BRD4 (Bethyl Laboratories), 
H3ac, H4ac and p300 (Millipore), JMJD6 (Biorbyt), and normal 
IgG as negative control (Millipore). Antibody-chromatin com
plexes were recovered with Salmon Sperm DNA/Protein 
A-Agarose beads (Merck) for 1 h at 4°C, washed, and eluted 
from the beads with elution buffer (1% SDS, 0.1 M NaHCO3). 
After reverse crosslinking and proteinase K treatment, DNA was 
extracted and analyzed by quantitative RT-PCR using specific 
primers (Table S1). Chromatin obtained before immunoprecipi
tation was used as the input control. Enrichment was calculated as 
the percentage of input DNA using the formula: % INPUT = 2 exp 
[Ct (BOUND) – (Ct (UNBOUND) – log2 (UNBOUND 
DILUTION FACTOR))] × 100. Data are represented as the mag
nitude of enrichment of each immunoprecipitation relative to the 
negative control.

Cytotoxicity assays

KG-1a cells, previously treated with (+) JQ1 or its enantiomer (-) 
JQ1 (500 nM, 48 h), were used as target cells and primary NKs as 
effector cells. NKs were obtained from peripheral blood mono
nuclear cells isolated from healthy donors by Ficoll density gra
dient separation. Further, NKs were isolated by negative selection 
using magnetic microbeads (Invitrogen) according to the manu
facturer’s instructions. The purity of the isolations was always 
>95%. Target cells were previously cell membrane-labeled with 
PKH67 Green Fluorescent Cell Linker Kit (Merck) and further co- 
cultured with effector cells at different effector:target (E:T) ratios 
(2:1, 3:1, 4:1) for 4 h at 37°C. In blocking experiments, NK cells 
were incubated with 10 µg/ml anti-human NKp30 blocking mAb 
(Biolegend) for 1 h at 37°C before co-culture with target cells. 
After 4 h of co-culture, cells were stained with 5 µl of 7AAD for 
20 min at RT and analyzed by flow cytometry. Percentage-specific 
lysis was calculated as 100 × [(% dead target cells–% spontaneous 
lysis)/(100–% spontaneous lysis)].

Proliferation and cell apoptosis assays

Cell titer blue assay (Promega) was performed to analyze the 
effect of B7-H6 knockdown in the cell growth of HEL-R cells. 
For this, HEL-R control and silenced for B7-H6 (B7-H6 KO) 
were seeded at a concentration of 5 × 103 cells/well into 96-well 
plates for 48, 72, and 96 hours. Then, 20 µl of cell titer blue 
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reagent was added to each well and incubated at 37°C for 
4 hours and the fluorescent signal was measured (560Ex/590Em).

For apoptosis assays, HEL-R control and B7-H6 KO cells 
were cultured at a concentration of 2x105/ml during 24 hours. 
Then, the proportion of live cells, cells undergoing apoptosis, 
or necrotic cells was evaluated by flow cytometry using the 
FITC Anexin V Apoptosis Detection Kit with 7-ADD 
(Biolegend) following the manufacture’s instructions.

Statistical analysis

All data are summarized as the mean ± standard deviation. 
Groups were compared with the non-parametric Wilcoxon rank 
test (non-normally distributed data) or Student’s t-test (normally 
distributed data). The Pearson correlation coefficient was used to 
analyze the association between BRD4 and B7-H6 transcription 
levels in AML patients and Kruskal-Wallis test to compare BRD4 
expression among the different AML patient groups. The chi- 
square test was used to compare the B7-H6 expression level with 
the clinical characteristics in AML patients. In all cases, a level of 
p < .05 was considered to be statistically significant. Analyses were 
performed with IBM SPSS Statistics for Windows, Version 20.0 
(IBM Corp., Armonk, NY).

Results

Treatment with the BET inhibitor, JQ1, downregulates 
B7-H6 expression

We determined the effect of the BET bromodomain inhibitor, 
JQ1, on the expression of B7-H6 in AML cell lines. For this 
purpose, four AML cell lines (HEL-R, HL-60, KG-1a, and NB-4) 
were treated with different doses of (+) JQ1 or its inactive enan
tiomer (-) JQ1, and B7-H6 expression was measured. All AML cell 
lines under treatment with the enantiomer showed high levels of 
B7-H6 expression (Figure 1a–c). After (+) JQ1 treatment, B7-H6 
transcripts were significantly decreased in a dose-dependent man
ner (Figure 1a). These results were correlated with reduced pro
tein levels and cell-surface expression in all AML cell lines (Figure 
1b and c). Similar results were observed with another BET inhi
bitor, I-BET 762 (Fig. S1), suggesting the involvement of BET 
proteins in the regulation of B7-H6 expression.

We also wanted to determine whether B7-H6 downregula
tion by BET protein inhibitors is a specific mechanism of AML 
cells or whether it is similarly regulated in other tumor types. 
For this purpose, tumor cell lines from colorectal cancer (Caco- 
2), acute lymphoblastic leukemia (Jurkat), and lymphoma 
(Raji) were analyzed. Results showed that the expression of B7- 
H6 was again significantly reduced in all cell lines after JQ1 
treatment (Fig. S2). Thus, we can conclude that BET protein 
inhibitors reduced the level of B7-H6 expression in tumor cells 
independently of their origin.

To evaluate the specific role of BRD4 in B7-H6 regulation, 
we studied gene silencing using shRNA, targeting the coding 
region of BRD4 (shBRD4), and BRD4 overexpression with the 
pLVX-BRD4 lentiviral vector. Results showed that the modu
lation of BRD4 expression in HEL-R cells is associated with the 
reduction or increase of B7-H6 molecules (Figure 1d and e). 
The proto-oncogene MYC was one of the first targets of BRD4 

to be identified.25 In order to determine whether the effect of 
BET inhibitors is mediated by MYC regulation, B7-H6 expres
sion was analyzed in HEL-R cells after MYC gene silencing 
using shRNA. No changes in B7-H6 expression levels were 
observed (Fig. S3), showing that positive regulation of B7-H6 
mediated by BRD4 in AML cells is independent of MYC.

BRD4 directly binds to the B7-H6 promoter region, 
regulating its expression

To determine whether BRD4 directly binds to the B7-H6 pro
moter region, chromatin immunoprecipitation (ChIP) assays 
in HEL-R cells were carried out using a specific anti-BRD4 
antibody, before or after JQ1 treatment. In the presence of the 
(-) JQ1 enantiomer, BRD4 is highly enriched in the B7-H6 
promoter region. However, the binding of BRD4 was signifi
cantly reduced after (+) JQ1 treatment (Figure 2a), indicating 
that BRD4 binds to the regulatory region of B7-H6 gene mod
ulating its expression.

The initial step in the binding of BRD4 to regulatory regions is 
the recognition of acetylated residues in histones, a characteristic 
of active promoters. After that, BRD4 recruits the P-TEFb (CDK9/ 
cyclin T) complex that phosphorylates to the RNA polymerase II 
(Ser2) promoting the transcriptional elongation.21 ChIP assays 
with specific mAb showed enrichment of total acetylation levels 
in histones 3 (AcH3) and 4 (AcH4), and the presence of RNA pol 
II (Ser2) in the promoter region of B7-H6 gene (Figure 2a). 
However, the treatment with (+) JQ1 significantly reduced the 
presence of both acetylated histones and of the active form of 
RNA pol II (Figure 2a). Moreover, B7-H6 expression was 
decreased in a dose-dependent manner in the presence of the 
CDK9 kinase activity inhibitor, DRB (Figure 2b), confirming that 
BRD4 acts as a bridge between the B7-H6 promoter and the 
transcriptional machinery needed for its transcription.

We also investigated whether the CBP/P300 histone acetyl
transferase (HAT) could be involved in the histone acetylation in 
the B7-H6 promoter. First, we observed that treatment with 
a CBP/P300 inhibitor, SGC-CBP30, significantly reduced the B7- 
H6 expression (Figure 2c). To corroborate these data, ChIP assays 
using specific antibodies for BRD4 and CBP/P300 and their 
opposite inhibitors were performed. Treatment with SGC- 
CBP30 drastically reduced the binding of BRD4 to the regulatory 
region of B7-H6, and inversely, the binding of CBP/p300 was 
abolished in the presence of the BET inhibitor, (+) JQ1 (Figure 
2d). Thus, CBP/P300 and BRD4 co-regulates B7-H6 expression.

BRD4 and JMJD6 co-binds in distal enhancers to release 
the transcriptional pause of B7-H6 in tumor cells

In cancer and other pathologies, many genes remain in 
a paused state until the presence of a stimulus that promotes 
their rapid and efficient transcription. In these genes, BRD4 
can interact with JMJD6 in the distal regions (also called anti- 
pause enhancers) to co-regulate the transcriptional pause 
release located in the proximal promoters.24 After binding, 
JMJD6 demethylases the 7SK snRNA methylation group, 
releasing the 7SK snRNA/HEXIM inhibitory complex from 
the pTEFb complex and allowing phosphorylation of RNA 
pol II (Ser2) and transcriptional elongation.

e1897294-4 A. BARAGAÑO RANEROS ET AL.



To determine whether JMJD6 collaborates in the regula
tion of B7-H6, HEL-R cells were transfected with an siRNA 
specifically targeting JMJD6 or control siRNA. B7-H6 tran
scription was significantly reduced in JMJD6-knockdown 
HEL-R cells, suggesting that JMJD6 may participate in the 
regulation of this ligand (Figure 3a). To confirm these results, 
we analyzed the JMJD6 and BRD4 co-binding in a potential 
enhancer of B7-H6 located between positions −8440 and 
−7559 bp, upstream of the translation–initiation site. This 
region is considered an enhancer-like by Registry of candidate 
cis-Regulatory Elements (cCREs) of ENCODE, which inte
grates DNase-seq and H3K4me3, H3K27ac, and CTCF ChIP- 

seq data produced by the ENCODE and Roadmap 
Epigenomics Consortia. A ChIP assay using an anti-JMJD6 
mAb was performed in HEL-R cells treated with (+) JQ1 or 
its enantiomer, and the full enhancer was amplified using 
adjacent primer pairs. Continuous enrichment of JMJD6 
was observed along the complete enhancer, which was sig
nificantly reduced after (+) JQ1 treatment (Figure 3b). 
However, JMJD6 enrichment at promoter region of B7-H6 
was nearly undetectable. Results suggest that BRD4 also inter
acts with JMJD6 in the distal enhancer of B7-H6 gene, pro
moting the release of promoter-proximal pausing and 
activating its transcription.

Figure 1. BRD4 inhibition decreases the expression of B7-H6 in AML cell lines. (a). AML cell lines (HEL, HL-60, KG-1a, NB4) were treated with (+) JQ1 (100, 200 and 
500 nM) or with its negative enantiomer (-) JQ1 (500 nM) for 18 h. mRNA expression of B7-H6 was analyzed by qRT-PCR. Each bar represents the mean ± SEM. *p < .05. 
(b, c). After 48 h of (+) or (-) JQ1 treatment, B7-H6 protein levels were analyzed by western blot (b) and flow cytometry (c) in AML cell lines. (d, e) HEL-R cells were 
transduced with a plasmid containing a specific shRNA for BRD4 (d) or with lentivirus containing the BRD4 coding sequence (BRD4-pVLX)(e). BRD4 inhibition or 
overexpression was confirmed by qRT-PCR and B7-H6 expression was analyzed for each condition (d, e).
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Metformin modulates the histone acetylation patterns 
involved in B7-H6 expression
Epigenetic and metabolic alterations in cancer are closely 
mechanistically linked to promote the proliferation and survi
val of tumor cells. Here, we evaluated the effect of metformin 
on the epigenetic regulation of B7-H6. Metformin is an AMPK 
(AMP-activated protein kinase) inductor that promotes 
mTOR-dependent autophagy, but can also modulate the 
expression of epigenetic enzymes involved in the acetylation 
of histones and non-histone proteins.32 In AML cell lines, 
treatment with metformin reduces B7-H6 expression in a dose- 
dependent manner (Figure 4a and b), lowering the levels of this 
molecule on the cell surface (Figure 4c). Moreover, the 

combined effect of metformin with JQ1 showed an additive 
effect on the B7-H6 expression (Figure S4).

We also analyzed whether the effects mediated by metfor
min are due to changes in the acetylation patterns in the B7-H6 
gene. To do this, HEL-R cells were treated with metformin 
(60 mM, 6 h), and the AcH3, AcH4, and BRD4 levels were 
analyzed by ChIP assay. As shown in Figure 4d, treatment with 
metformin significantly reduced the histone acetylation levels 
in the regulatory region of B7-H6 and, as consequence; the 
recruitment of BRD4. Therefore, metabolic alterations in AML 
cells induced during tumor progression might produce impor
tant epigenetic changes mediated by BET proteins that lead to 
overexpression of the B7-H6 molecule.

Figure 2. BRD4 binds to B7-H6 promoter, regulating its expression. (a). HEL-R cells were treated with 500 nM of (+) or (-) JQ1 for 48 h. Enrichment of BRD4, acetylation 
for histones H3 (AcH3) and H4 (AcH4), and phosphorylation of RNA pol II Ser2 were analyzed by ChIP assays. Relative enrichment was determined by the mean ± SEM. 
Data from three independent experiments are shown and each quantitative PCR was run in triplicate. *p < .05. (b, c). HEL-R cells were treated with DRB, an inhibitor of 
CDK9 kinase (b), or with the inhibitor of CBP/P300, SGC-CBP30 (c). B7-H6 expression was analyzed by qRT-PCR and western blot at 6 h or 48 h post-treatment, 
respectively. (d). Relative enrichment of BRD4 and CBP/P300 after (+) or (-) JQ1 (500 nM) and SGC-CBP30 (20 µM) treatment in HEL-R cells. Values are the mean ± SEM of 
three independent experiments. Each quantitative PCR was run in triplicate. *p < .05.
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Blockage of B7-H6 inhibits the immune recognition 
mediated by NK cells but increases the cell death of AML 
cells

As B7-H6 is a ligand of the NKp30 activating NK cell 
receptor, a functional consequence of B7-H6 overexpression 
on the tumor cell surface might be NKp30-mediated NK 
recognition. Given that possibility, we assayed the effect of 
B7-H6 downregulation by BET inhibition using cytotoxicity 
assays (Figure 5a-b). In this case, the KG-1a AML cell line 
was used as target cells and primary NK cells as effector. 
Results showed that pharmacological inhibition of BET 
proteins with JQ1 reduces the immune recognition 
mediated by NK cells in a dose-dependent manner com
pared with the treatment with the inactive enantiomer 
(18.82 ± 1.31 vs. 9.35% ± 1.93 at 3:1 ratio, p < .05) 
(Figure 5a). Additionally, we observed that previous block
age of NKp30 in the effector cells decreases the lytic ability 
mediated by NK cells in a similar way to the observed with 
the JQ1 treatment (Figure 5a). Thus, NKp30/B7-H6 engage
ment plays an important role in the immune recognition of 
AML cells, as it has been previously reported, and the JQ1- 
mediated B7-H6 downregulation might damage that 
recognition.

On the other hand, it has been shown in other tumors 
that B7-H6 could have a pro-tumorigenic function, increas
ing proliferation, invasion, and migration of the tumor 
cells.10–14 For this reason, we assayed the effect of B7-H6 
knockdown on the cell proliferation and apoptosis of AML 
cells. B7-H6 was silenced in HEL-R cells (B7-H6 KO cells) 
using a lentivirus plasmid (plKO.1-puro) containing 
a specific shRNA B7-H6. Effective B7-H6 inhibition was 
corroborated by RT-PCR and flow cytometry (Figure 5b). 
Results showed a moderate and gradual reduction in the 
proliferation capacity of B7-H6 KO cells compared to the 
control (Figure 5c), but silencing of B7-H6 induces 
a significant increase in the number of apoptotic cells 
(3.1% vs 24%, Figure 5d). All these data suggest that B7- 
H6 is also involved in the survival of AML cells.

B7-H6 overexpression in AML patients is decreased after 
BRD4 inhibition

As we had previously shown that BRD4 positively regulates the 
B7-H6 ligand expression, we wanted to corroborate this asso
ciation in blasts from AML patients. Accordingly, BRD4 and 
B7-H6 transcription levels were analyzed in bone marrow 
obtained from AML patients (n8) and healthy donors 
(n = 21) (Figure 6a). The results showed that whereas B7-H6 
expression was absent from healthy donors, its expression was 
significantly higher in AML patients (p = .016). No statistically 
significant difference was observed in the levels of BRD4 
expression between controls and AML patients, although the 
highest levels were noted in AML patients. However, Pearson’s 
correlation analysis showed a positive association between B7- 
H6 and BRD4 transcription levels in those patients (r = 0.421, 
p = .0004) (Figure 6b). Moreover, we wanted to analyze 
whether JQ1 treatment reduces the expression of B7-H6 in 
primary AML cells. For this, AML cells isolated from two 
AML patients were treated with JQ1 and B7-H6 mRNA levels 
analyzed by RT-PCR. Results showed that JQ1 downregulated 
the expression of B7-H6 in a dose-dependent manner verifying 
the role of BRD4 as an essential regulator for B7-H6 expression 
(Figure 6c).

Next, B7-H6 expression was analyzed with respect to the 
clinical characteristics of patients. For this, AML patients were 
classified into three groups according to the relative B7-H6 
mRNA levels as low (≤0.1, n = 36), medium (>0.1-<0.6, 
n = 23), and high (≥0.6, n = 9). Firstly, we corroborated that 
the BRD4 levels were significantly different in those three 
established groups, showing the usefulness of that classification 
for further analysis (Figure 6d). Clinical association of B7-H6 
transcription levels in AML patients was found with the etiol
ogy, for which the highest B7-H6 expression levels were 
observed in patients with secondary AML derived from mye
lodysplastic syndrome (p = .016) (Figure 6e). Moreover, AML 
patients with the 5q deletion were significantly increased in the 
group with B7-H6 high levels (p = .019 in Figure 6f and p = .016 
in Table 2). In order to check the clinical impact of B7-H6 in 

Figure 3. BRD4 and JMJD6 co-bind at anti-pause enhancer regions to promote B7-H6 transcription. (a). JMJD6 was silenced in HEL-R cells using a specific siRNA. JMJD6 
and B7-H6 transcription levels were quantified by qRT-PCR. Results are shown as the mean ± SEM of three independent experiments. *p < .05. (b). HEL-R cells were 
treated with (+) or (-) JQ1 (500 nM) for 48 h and relative enrichment of JMJD6 was analyzed in a distal enhancer region (−8440 at −7403 bp) and in the promoter region 
of B7-H6 gene by ChIP assay. Enrichment was shown as the mean ± SEM of three independent experiments. Scheme shows the enhancer and promoter regions of B7-H6 
gene amplified by qRT-PCR after chromatin immunoprecipitation, sequence primers and specific binding site are shown in Supplementary Table 1. *p < .05.
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additional AML patient cohorts, we analyzed the clinical data 
and B7-H6 gene expression in a TARGET AML cohort from 
UCSC Xena database (https://xena.ucsc.edu/). Data showed 
that high B7-H6 transcription levels were found in higher risk- 
group, associated with the presence of cytogenetic character
istics of poor prognosis (t (10;11)(p11.2;q23)) and a worst 
4-y survival rate and overall survival (Fig. S5a-c). However, 
low B7-H6 levels were significantly associated with CEBPA and 
FTL-3 point mutations, both related to a favorable prognosis 
(Fig. S5b).

Discussion

B7-H6 is a ligand for the NKp30-activating receptor that plays 
an important role in the immune surveillance of cancer, but 

whose expression has been associated with poor prognosis in 
several human malignancies.10–14 However, the role of this 
ligand in AML is scarcely known. Thus, to elucidate the 
mechanism controlling its expression could be useful for the 
development of therapeutic targets. In this study, we found that 
B7-H6 is highly transcribed in AML cell lines and primary 
AML cells and it is associated with a worse prognosis. B7-H6 
transcription is dependent on the recognition and binding of 
BRD4 to acetylated histones in the promoter region of this 
gene. In fact, treatment with JQ1, a BET bromodomain inhi
bitor, or modification of the acetylation pattern with metfor
min significantly reduces the B7-H6 expression. Here, we 
found that the epigenetic reader BRD4 is involved in the 
regulation of B7-H6 expression, suggesting that the B7-H6 
blockage could be useful as a therapeutic target for AML.

Figure 4. Metformin modulates histone acetylation levels impairing the interaction of BRD4 to the B7-H6 promoter. (a). AML cell lines (HEL-R, HL-60, KG-1a, NB-4) were 
treated with metformin for 6 h and quantitative B7-H6 expression was analyzed by RT-PCR. Results are summarized as the mean ± SEM of three independent 
experiments. *p < .05. (b, c). B7-H6 protein levels were analyzed by western blot (b) and flow cytometry (c) after metformin treatment for 24 h in AML cell lines. (d). HEL- 
R cells were treated with 60 mM of metformin for 24 h. The relative enrichment of histones H3 and H4 acetylation (AcH3, AcH4) and BRD4 was analyzed by ChIP assay. 
Enrichment is shown as the mean ± SEM of three independent experiments. Each quantitative PCR was run in triplicate. *p < .05.
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The expression of B7-H6 might have a dual effect in tumor
igenesis. On the one hand, B7-H6 was first discovered as 
a ligand of NKp30 which allows the recognition and lysis of 
tumor cells by NK cells.2 However, B7-H6 has also an impor
tant role in tumorigenesis. So, B7-H6 increases the prolifera
tion and cell migration of tumor cells while reduces their 
apoptosis via STAT3 pathway.33–36 As consequence, high 
expression levels of B7-H6 in many tumors (esophageal, cervi
cal, hepatocellular, and breast cancers or non-Hodgkin lym
phoma) were associated with poor prognosis (advanced stages, 
high level of progression, or worse overall survival).10–14 It is 
possible that during tumor development, the role of B7-H6 in 
the immune recognition and tumor progression coexists over 
time. In the initial stages, the immune system could be 

recognizing and lysing the B7-H6-positive tumor cells. 
However, B7-H6 overexpression or the release in its soluble 
form might produce a chronic engagement with the NKp30 
receptor inducing its downregulation.37,38 As consequence, B7- 
H6 positive tumor cells, which have high capacity for prolif
eration, could escape of the immune system promoting the 
tumor development. According to that, immunotherapies 
using bispecific antibodies (anti-CD3 x anti-B7-H6) or B7-H6 
specific CAR in polyclonal delta one T cells have been pro
posed in hematological tumors (lymphoma, AML) due to their 
ability to decrease the tumor growth improving the survival in 
murine models.39–41

In AML, while it is clearly established that NKp30 expres
sion is reduced and associated with a poor prognosis, 15,42 little 

Figure 5. B7-H6 inhibition impair the immune recognition mediated by NK cells but increase the apoptosis of AML cells. (a). Isolated NK cells from healthy donors were 
co-cultured with KG-1a cells previously treated with 500 nM (+) or (-) JQ1 for 48 h, and used as target cells in a cytotoxicity assay. After 4 h of co-culture at different 
effector:target (E:T) ratios, the percentage of specific lysis was analyzed by flow cytometry. The role of the B7-H6/NKp30 engagement was analyzed pre-cultured the 
effector cells with an anti-NKp30 blocking mAb previously to the cytotoxicity assay. Data represent the mean ± SEM of three independent experiments. *p < .05. (b). 
HEL-R cells were transduced with a lentivirus plasmid (pLKO.1-puro) containing a specific shRNA for B7-H6 and B7-H6 silencing was confirmed by qRT-PCR and flow 
cytometry. (C). Effect of B7-H6 knockdown on cell proliferation was determined by fluorometric Cell Titer Blue assay. (d). Anexin V/7-ADD staining and flow cytometry 
were used to determine the number of apoptotic cells in control HEL-R cells or after B7-H6 knockdown. Numbers indicate the percentage of positive cells in each 
quadrant.
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is known about the expression of B7-H6 in this disease. A study 
by Chretien et al. showed a low level of B7-H6 expression on 
the cell surface of blasts in a small proportion of AML patients 
(2.5%).15 In our study, all analyzed AML cell lines showed high 
levels of B7-H6 on the cell surface and in a high number of 
AML patients (19.1%) compared with healthy controls in 
which B7-H6 expression was undetectable. The highest B7- 
H6 levels were found in myelodysplastic syndrome-derived 
AML patients and in patients with deletions in 5q (del5q). 
Both clinical characteristics are associated with an unfavorable 
prognosis because they increase treatment resistance and wor
sen the overall outcome.43,44 These findings seem to indicate 
that B7-H6 expression might increase during the tumoral 
progression associated with poor prognosis in AML. These 
data were corroborated in a second cohort from the public 

UCSC Xena database verifying the relevance of B7-H6 in the 
pathogenesis of AML. We observed a strong association 
between high B7-H6 expression and clinical characteristics of 
poor prognosis, endorsing the essential role of this ligand in the 
proliferation and survival of AML cells, similar to what was 
previously observed in other tumor types.33–36

One of the hallmarks of cancer is the alterations in DNA– 
protein interactions that promote abnormal chromatin 
remodeling.45 BET proteins are epigenetic readers, proteins 
that recognize and bind to post-translational histone modifica
tions, involved in the transcriptional regulation of key genes 
during malignant transformation. BRD4, the best-studied pro
tein of the BET family, has been involved in the pathogenesis of 
AML. BRD4 was overexpressed in AML patients and asso
ciated with shorter overall survival, the presence of specific 

Figure 6. B7-H6 overexpression is correlated with BRD4 levels in AML patients. (a). BRD4 and B7-H6 transcripts were analyzed by qRT-PCR in bone marrow samples from 
AML patients (n = 68) and healthy donors (HC, n = 21). (b). Association between B7-H6 and BRD4 mRNA levels was analyzed by the Pearson correlation coefficient (r) 
and p-value (p) is shown. (c). Primary AML cells from two AML patients were treated with JQ1 (+) (100–500 nM) or its negative enantiomer JQ1 (-) during 18 hours and 
B7-H6 expression was analyzed by qRT-PCR. Statistically significant differences between groups were examined using the Wilcoxon test. * p < 005. (d). AML patients 
were classified into three expression groups according to the B7-H6 mRNA levels (low, medium, high). Box plots show the BRD4 mRNA expression among the different 
groups of AML patients compared by Kruskal–Wallis test. (e, f). Pie charts showing the frequency of AML patients with primary or secondary AML (e) and the absence or 
presence of the 5q deletion (f) based on B7-H6 expression levels. Statistically significant differences between groups were examined using the chi-square test.
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mutations such as NPM1 or FLT3-ITD, or the expression of 
various anti-apoptotic proteins (Bcl-2) and oncogenes (CREB, 
ELK1, ERG).46 As a consequence, and because of their ability to 
arrest the cell cycle and promote apoptosis of AML cells in 
in vitro assays and murine models, treatment with BET protein 
inhibitors has been proposed as a therapeutic strategy.21,22 

Here, we found that treatment with JQ1, a broad-spectrum 
inhibitor of BET proteins, impairs B7-H6 transcription and 
reduces its expression on the cell surface of AML cells. Assays 
of specific inhibition and overexpression confirm that BRD4 is 
involved in B7-H6 transcription. Moreover, the downregula
tion of B7-H6 transcripts after JQ1 treatment in primary AML 
cells and the close correlation between BRD4 and B7-H6 
expression in AML patients suggests that BRD4 acts as 
a positive regulator of B7-H6. One of the first and most rele
vant genes regulated by BRD4 is the MYC proto-oncogene.26 It 
has been reported that MYC regulates B7-H6 expression in 
tumor cell lines and primary samples of hepatocarcinoma, 
lymphoma, and neuroblastoma.6 However, we did not find 
an association between MYC and B7-H6 in AML cell lines.

To regulate gene transcription, BRD4 recognizes and binds 
to acetylated lysine residues in histones and non-histone pro
teins, recruiting the P-TEFb complex to regulatory regions and 
allowing the phosphorylation of RNA pol II at the Ser2 
residue.47 Using chromatin immunoprecipitation studies, we 
demonstrated that the B7-H6 promoter is highly enriched in 
acetylated histones (H3 and H4), which are recognized by the 
bromodomains of BRD4 protein. After that, BRD4 recruits the 
P-TEFb factor, a cyclin-dependent kinase that facilitates the 
elongation phase of transcription by RNA pol II. We also 
determined that the histone acetyltransferase (HAT), CBP/ 
P300, is essential for facilitating the interaction of BRD4 to B7- 
H6 promoter and for regulating its expression. CBP/P300 

promotes the acetylation of lysine residues on histones and 
non-histone proteins and helps maintain the self-renewal of 
AML cells, thereby promoting the malignant 
transformation.48,49 Pharmacological inhibition of BET (JQ1) 
and CBP/P300 (CBP30) proteins prevents the recruitment of 
the transcriptional machinery to the regulatory region of the 
B7-H6 gene, thereby blocking its expression.

The RNA pol II pause was first discovered in genome-wide 
studies of stem cells and Drosophila, which revealed that this 
phenomenon affects 10–40% of all genes.50 In Drosophila, it 
has been reported that transcriptional pausing controls the 
rapid antiviral innate immune response.51 In mammals, multi
ple genes of rapid response such as heat-shock proteins are 
exhaustively regulated by RNA pol II pausing.52 BRD4 plays an 
important role in the regulation of this phenomenon through 
its interaction with JMJD6 in distal enhancers.24 As 
a consequence of this interaction, JMJD6 demethylates 
H4R3me2, releasing the binding of the 7SK snRNA/HEXIM 
inhibitory complex imposed on P-TEFb, in turn promoting the 
phosphorylation of RNA pol II and, thereby, the transcrip
tional elongation of target genes. We found an enrichment of 
JMJD6 in a potential enhancer region of B7-H6 that remains 
bound to BRD4. Specific blockage of JMJD6 or BRD4 inhibi
tion reduced the level of B7-H6 expression, suggesting that this 
molecule might be a paused gene in healthy cells waiting for 
a stimulus, damage signal, or inflammatory condition to be 
transcribed.

During malignant transformation, tumor cells modulate 
their metabolism in order to enhance cellular proliferation 
and development. One of these changes is an increase in 
TCA cycle metabolism to generate ATP, NADPH, and the 
substrates needed to synthesize the macromolecules and onco
metabolites required for tumoral proliferation.53 To achieve 
this, cells need a functional electron transport chain (ETC) to 
maintain the TCA cycle, which has led to mitochondrial ETC 
dysfunction being proposed as something that could be 
exploited in the development of cancer therapies.54 

Metformin, a drug used to treat type 2 diabetes, is 
a mitochondrial ETC complex I inhibitor.55 In recent years, 
many studies have shown that treatment with metformin inhi
bits the growth of tumor cells by activating the AMPK/mTOR, 
thereby promoting autophagy.56,57 Additionally, metformin 
alters the chromatin structure that regulates the function of 
enzymes such as CBP/P300, SIRT1, and HAT1, which are 
involved in histone acetylation.58–60 We found that metformin 
reduces B7-H6 expression, to a similar extent to JQ1, by mod
ulating acetylation patterns in the B7-H6 promoter. Moreover, 
the treatment of JQ1 plus metformin enhances the inhibition of 
B7-H6 in AML cells suggesting the potential of the combina
tory treatment as a new therapeutic strategy to suppress B7-H6 
expression in AML, as occurs in thyroid cancer.61

Conclusions

This study shows that the epigenetic reader BRD4 is essential 
for B7-H6 transcription in AML. We found that the tumor cell 
surface protein B7-H6 is highly expressed in some AML 
patients and associated with the clinical characteristics of 

Table 2. Genetic alterations of AML patients in association with B7-H6 expression.

Variant
Low B7-H6 

n = 36
Medium B7-H6 

n = 23 (%)
High B7-H6 

n = 9 p

Cytogenetic characteristics
t(8;21) 4 (80%) 1 (20%) 0 (0%) ns
t(15;17) 5 (50%) 4 (40%) 1 (10%) ns
inv(16) or t 

(16;16)
7 (77.8%) 1 (11.1%) 1 (11.1%) ns

t(9;11) 1 (10%) 0 (0%) 0 (0%) ns
−7/−7q 0 (0%) 1 (50%) 1 (50%) ns
−21 1 (25%) 3 (75%) 0 (0%) ns
+4 1 (50%) 1 (50%) 0 (0%) ns
+8 3 (75%) 1 (25%) 0 (0%) ns
+11 2 (66.7%) 0 (20%) 1 (33.3%) ns
+13 0 (0%) 2 (100%) 0 (0%) ns
+21 2 (50%) 1 (25%) 1 (25%) ns
del5q 3 (42.8%) 1 (14.4%) 3 (42.8%) 0.016
del7q 2 (33.3%) 4 (67.7%) 0 (0%) ns
del17p (p53) 5 (83.3%) 1 (16.7%) 0 (0%) ns
Normal 

karyotype
9 (56.2%) 6 (37.5%) 1 (6.3%) ns

Complex 
karyotype

3 (60%) 2 (40%) 0 (0%) ns

Gene mutations
NPM1 5 (71.4%) 1 (14.3%) 1 (14.3%) ns
FLT3-D835 1 (25%) 3 (75%) 0 (0%) ns
FLT3-ITD 5 (71.4%) 1 (14.3%) 1 (14.3%) ns
CEBPA 2 (100%) 0 (0%) 0 (0%) ns

Notes: ns: not significant. (%): number of positive AML patients for each cytoge
netic characteristic or gene mutation with respect to total patients harboring 
that clinical characteristic.
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poor prognosis. Therefore, the mechanisms involved in its 
expression could be useful in therapeutic strategies.

In AML cells, BRD4 acts as a bridge to regulate B7-H6 
transcription (Figure 7). BRD4 binds to hyperacetylated 
regions in the B7-H6 promoter, recruiting the transcriptional 
machinery that regulates its expression. Moreover, BRD4 and 
JMJD6 co-bind at the distal enhancer of B7-H6, suggesting that 
this ligand is a paused gene that might be activated during 
malignant transformation.

Treatment with the BET protein inhibitor, JQ1, or modula
tion of the acetylation patterns with metformin, a metabolic 
inhibitor, impairs the assembly of the transcriptional machin
ery, thereby reducing the B7-H6 expression. Knockdown of 
B7-H6 decreases the proliferation of AML cells and induces cell 
death by apoptosis of AML cells showing its essential role in 
promoting tumorigenesis. Overall, the results obtained here 
show that JQ1 and metformin, separately or in combination, 
could be successfully incorporated into an effective therapeutic 
strategy that targets B7-H6 in AML cells.

Abbreviations

AML: Acute myeloid leukemia
AMPk: AMP-activated protein kinase
B7-H6: B7 homolog 6
BET proteins: Bromodomain and extra-terminal domain proteins
BRD4: Bromodomain-containing protein 4
FAB: French-American-British classification
FLT3: FMS-like tyrosine kinase-3
I-BET: BET inhibitors
JMJD6: JmjC-domain-containing protein 6
mTOR: mammalian Target of Rapamycin
MYC: Myelocytomatosis viral oncogene

NKp30/NCR: Natural cytotoxicity triggering receptor 3
P-TEFb: Positive transcription elongation factor

Ethics approval and consent to participate

All patients and healthy donors gave their written informed consent, in 
accordance with the Principles of the Declaration of Helsinki. The local 
hospitals’ ethics committees approved the study.

Competing interest

The authors declare no conflicts of interest.

Author contributions

ABR, BSA, and CLL designed the study. ABR, RMR, and ABF did the 
research. AMP, PP, and EC provided samples. ABR, RMR, and BSA 
collected, analyzed, and interpreted the results. ABR, BSA, and CLL 
wrote and revised the manuscript.

ORCID

Alfredo Minguela http://orcid.org/0000-0003-2472-5893

References

1. Li Y, Wang Q, Mariuzza RA. Structure of the human activating 
natural cytotoxicity receptor NKp30 bound to its tumor cell ligand 
B7-H6. J Exp Med. 2011;208(4):703–714. doi:10.1084/ 
jem.20102548.

2. Brandt CS, Baratin M, Yi EC, Kennedy J, Gao Z, Fox B, 
Haldeman B, Ostrander CD, Kaifu T, Chabannon C, et al. The 
B7 family member B7-H6 is a tumor cell ligand for the activating 

Figure 7. BRD4 maintains expression of the B7-H6 tumorigenic molecule in AML. In AML, BRD4 co-binds with JMD6 in the distal enhancer of B7-H6 gene, and is recruited 
to the promoter region after recognition of acetylated histones. As consequence of this binding, BRD4 recruits the P-TEFb complex (CDK9, Cyc T1 subunits) releasing the 
pause of RNA pol II and allowing the transcriptional elongation of the tumorigenic molecule, B7-H6, in AML cells. Treatments with BET inhibitors (such as JQ1), the CBP/ 
P300 HAT inhibitor (SGC-CBP30) and/or metformin can damage the assembly of the transcriptional complexes, preventing B7-H6 transcription and its expression on the 
cell surface of AML cells.

e1897294-12 A. BARAGAÑO RANEROS ET AL.

https://doi.org/10.1084/jem.20102548
https://doi.org/10.1084/jem.20102548


natural killer cell receptor NKp30 in humans. J Exp Med. 2009;206 
(7):1495–1503. doi:10.1084/jem.20090681.

3. Matta J, Baratin M, Chiche L, Forel JM, Cognet C, Thomas G, 
Farnarier C, Piperoglou C, Papazian L, Chaussabel D, et al. 
Induction of B7-H6, a ligand for the natural killer cell activating 
receptor NKp30, in inflammatory conditions. Blood. 
2014;122:394–404. doi:10.1182/blood-2013-01-481705

4. Cao G, Wang J, Zheng X, Wei H, Tian Z, Sun R. Tumor therapeu
tics work as stress inducers to enhance tumor sensitivity to natural 
killer (NK) cell cytolysis by up-regulating NKp30 ligand B7-H6. 
J Biol Chem. 2015;290:29964–29973. doi:10.1074/jbc. 
M115.674010.

5. Obiedat A, Charpak-Amikam Y, Tai-Schmiedel J, Seidel E, 
Mahameed M, Avril T, Stern-Ginossar N, Springuel L, Bolsée J, 
Gilham DE, et al. The integrated stress response promotes B7H6 
expression. J Mol Med. 2020;98:135–148. doi:10.1007/s00109-019- 
01859-w.

6. Textor S, Bossler F, Henrich KO, Gartlgruber M, Pollmann J, 
Fiegler N, Arnold A, Westermann F, Waldburger N, Breuhahn K, 
et al. The proto-oncogene Myc drives expression of the NK 
cell-activating NKp30 ligand B7-H6 in tumor cells. 
Oncoimmunology. 2016;5(7):e1116674. doi:10.1080/ 
2162402X.2015.1116674.

7. Fiegler N, Textor S, Arnold A, Rölle A, Oehme I, Breuhahn K, 
Moldenhauer G, Witzens-Harig M, Cerwenka A.. Downregulation 
of the activating NKp30 ligand B7-H6 by HDAC inhibitors impairs 
tumor cell recognition by NK cells. Blood. 2013;122:684–693. 
doi:10.1182/blood-2013-02-482513.

8. Kaifu T, Escalière B, Gastinel LN, Vivier E, Baratin M. B7-H6 
/NKp30 interaction: a mechanism of alerting NK cells against 
tumors. Cell Mol Life Sci. 2011;68:3531–3539. doi:10.1007/ 
s00018-011-0802-7.

9. Hu Y, Zeng T, Xiao Z, Hu Q, Li Y, Tan X, Yue H, Wang W, Tan H, 
Zou J, et al. Immunological role and underlying mechanisms of 
B7-H6 in tumorigenesis. Clin Chim Acta. 2020;502:191–198. 
doi:10.1016/j.cca.2019.12.030.

10. Sun J, Tao H, Li X, Wang L, Yang J, Wu P, Zhang Y, Guo Y. 
Clinical significance of novel costimulatory molecule B7-H6 in 
human breast cancer. Oncol Lett. 2017;14:2405–2409. 
doi:10.3892/ol.2017.6417.

11. Zhou H, Dong J, Guo L, Wang X, Wang K, Cai X, Yang S. The 
prognostic value of B7-H6 in esophageal squamous cell carcinoma. 
Sci Rep. 2019;9:18122. doi:10.1038/s41598-019-54731-9.

12. Li D, Xiang S, Shen J, Xiao M, Zhao Y, Wu X, Du F, Ji H, Li M, 
Zhao Q, et al. Comprehensive understanding of B7 family in gastric 
cancer: expression profile, association with clinicopathological 
parameters and downstream targets. Int J Biol Sci. 2020;16 
(4):568–582. doi:10.7150/ijbs.39769.

13. Zhang X, Xie W, Wang Z, Song S, Qin Y, Zhang F, Chen F, Cai L. 
Expression of a novel immune checkpoint B7-H6 ligand in human 
small cell lung cancer. Ann Transl Med. 2020;8(9):589. 
doi:10.21037/atm-20-2548.

14. Yang S, Yuan L, Wang Y, Zhu M, Wang J, Ke X. B7-H6 Promotes 
Cell Proliferation, migration and invasion of non-Hodgkin lym
phoma via Ras/MEK/ERK pathway based on quantitative phos
phoproteomics data. Onco Targets Ther. 2020; 13: 5795–5805. 
doi:10.2147/OTT.S257512.

15. Chretien AS, Fauriat C, Orlanducci F, Rey J, Borg GB, Gautherot E, 
Granjeaud S, Demerle C, Hamel JF, Cerwenka A, et al. NKp30 
expression is a prognostic immune biomarker for stratification of 
patients with intermediate-risk acute myeloid leukemia. 
Oncotarget. 2017;8:49548–49563. doi:10.18632/oncotarget.17747.

16. Cullen SM, Mayle A, Rossi L, Goodell MA. Hematopoietic stem 
cell development: an epigenetic journey. Curr Top Dev Biol. 
2014;107:39–75.

17. Genome Atlas Research Network. Ley TJ, Miller C, Ding L, 
Raphael BJ, Mungall AJ, Robertson A, Hoadley K, Triche TJ Jr, 
Laird PW, et al. Genomic and epigenomic landscapes of adult de 
novo acute myeloid leukemia. N Engl J Med. 2013;368: 2059–2074.

18. Gambacorta V, Gnani D, Vago L, Di Micco R. Epigenetic therapies 
for acute myeloid leukemia and their immune-related effects. Front 
Cell Dev Biol. 2019;7:207. doi:10.3389/fcell.2019.00207.

19. Roboz GJ, DiNardo CD, Stein EM, De Botton S, Mims AS, 
Prince GT, Altman JK, Arellano ML, Donnellan W, Erba HP, 
et al. Ivosidenib induces deep durable remissions in patients with 
newly diagnosed IDH1-mutant acute myeloid leukemia. Blood. 
2019;135:463–471. doi:10.1182/blood.2019002140.

20. Dhalluin C, Carlson JE, Zeng L, He C, Aggarwal AK, Zhou MM. 
Structure and ligand of a histone acetyltransferase bromodomain. 
Nature. 1999;399:491–496. doi:10.1038/20974.

21. Bhagwat AS, Roe JS, Mok BYL, Hohmann AF, Shi J, Vakoc CR. 
BET bromodomain inhibition releases the mediator complex from 
select cis-regulatory elements. Cell Rep. 2016;15:519–530. 
doi:10.1016/j.celrep.2016.03.054.

22. Lovén J, Hoke HA, Lin CY, Lau A, Orlando DA, Vakoc CR, 
Bradner JE, Lee TI, Young RA. Selective inhibition of tumor 
oncogenes by disruption of super-enhancers. Cell. 
2013;153:320–334. doi:10.1016/j.cell.2013.03.036.

23. Itzen F, Greifenberg AK, Bösken CA, Geyer M. BRD4 activates 
P-TEFb for RNA polymerase II CTD phosphorylation. Nucleic 
Acids Res. 2014;42(12):7577–7590. doi:10.1093/nar/gku449.

24. Liu W, Ma Q, Wong K, Li W, Ohgi K, Zhang J, Aggarwal A, 
Rosenfeld M. Brd4 and JMJD6-associated anti-pause enhancers 
in regulation of transcriptional pause release. Cell. 2013;155 
(7):1581–1595. doi:10.1016/j.cell.2013.10.056.

25. White ME, Fenger JM, Carson WE. Emerging roles of and ther
apeutic strategies targeting BRD4 in cancer. Cell Immunol. 
2019;337:48–53. doi:10.1016/j.cellimm.2019.02.001.

26. Delmore JE, Issa GC, Lemieux ME, Rahl PB, Shi J, Jacobs HM, 
Kastritis E, Gilpatrick T, Paranal RM, Qi J, et al. BET bromodo
main inhibition as a therapeutic strategy to target c-Myc. Cell. 
2011;146:904–917.

27. Zuber J, Shi J, Wang E, Rappaport AR, Herrmann H, Sison EA, 
Magoon D, Qi J, Blatt K, Wunderlich M, et al. RNAi screen 
identifies BRD4 as a therapeutic target in acute myeloid 
leukaemia. Nature. 2011;478:524–528.

28. Herrmann H, Blatt K, Shi J, Gleixner KV, Cerny-Reiterer S, 
Müllauer L, Vakoc CR, Sperr WR, Horny HP, Bradner JE, et al. 
Small-molecule inhibition of BRD4 as a new potent approach to 
eliminate leukemic stem- and progenitor cells in acute myeloid 
leukemia AML. Oncotarget. 2012;3:1588–1599.

29. Patel MR, Garcia-Manero G, Paquette R, Dinner S, Donnellan W, 
Grunwald MR, Ribadeneira M, Schroeder P, Brevard J, Wilson LE, 
et al. Phase 1 dose escalation and expansion study to determine safety, 
tolerability, pharmacokinetics, and pharmacodynamics of the BET 
inhibitor FT-1101 as a single agent in patients with relapsed or refrac
tory hematologic malignancies. Blood. 2019;134 Suppl:3907.

30. Borthakur G, Wolff J, Aldoss I, Hou B, Dinh MH, Torres AH, Chen 
X, Rizzieri DA, Sood A, Odenike O, et al. First-In-Human Study of 
ABBV-075 (Mivebresib), a pan-inhibitor of bromodomain and 
extra terminal (BET) proteins, in patients (Pts) with relapsed/ 
refractory (RR) acute myeloid leukemia (AML): preliminary data. 
Clin Lymphoma Myeloma Leuk. 2018;18:S203 Suppl.

31. Berthon C, Raffoux E, Thomas X, Vey N, Gomez-Roca C, Yee K, 
Taussig DC, Rezai K, Roumier C, Herait P, et al. Bromodomain 
inhibitor OTX015 in patients with acute leukaemia: a 
dose-escalation, Phase 1 study. Lancet Haematol. 2016;3:e186–95.

32. Bridgeman SC, Ellison GC, Melton PE, Newsholme P, 
Mamotte CDS. Epigenetic effects of metformin: from molecular 
mechanisms to clinical implications. Diabetes Obes Metab. 
2018;20:1553–1562.

33. Che F, Xie X, Wang L, Su Q, Jia F, Ye Y, Zang L, Wang J, Li H, 
Quan Y, et al. B7-H6 expression is induced by lipopolysaccharide 
and facilitates cancer invasion and metastasis in human gliomas. 
Int Immunopharmacol. 2018 Jun;59:318–327.

34. Zhang B, Sun J, Yao X, Li J, Tu Y, Yao F, Sun S. Knockdown of 
B7H6 inhibits tumor progression in triple-negative breast cancer. 
Oncol Lett. 2018;16:91–96.

ONCOIMMUNOLOGY e1897294-13

https://doi.org/10.1084/jem.20090681
https://doi.org/10.1182/blood-2013-01-481705
https://doi.org/10.1074/jbc.M115.674010
https://doi.org/10.1074/jbc.M115.674010
https://doi.org/10.1007/s00109-019-01859-w
https://doi.org/10.1007/s00109-019-01859-w
https://doi.org/10.1080/2162402X.2015.1116674
https://doi.org/10.1080/2162402X.2015.1116674
https://doi.org/10.1182/blood-2013-02-482513
https://doi.org/10.1007/s00018-011-0802-7
https://doi.org/10.1007/s00018-011-0802-7
https://doi.org/10.1016/j.cca.2019.12.030
https://doi.org/10.3892/ol.2017.6417
https://doi.org/10.1038/s41598-019-54731-9
https://doi.org/10.7150/ijbs.39769
https://doi.org/10.21037/atm-20-2548
https://doi.org/10.2147/OTT.S257512
https://doi.org/10.18632/oncotarget.17747
https://doi.org/10.3389/fcell.2019.00207
https://doi.org/10.1182/blood.2019002140
https://doi.org/10.1038/20974
https://doi.org/10.1016/j.celrep.2016.03.054
https://doi.org/10.1016/j.cell.2013.03.036
https://doi.org/10.1093/nar/gku449
https://doi.org/10.1016/j.cell.2013.10.056
https://doi.org/10.1016/j.cellimm.2019.02.001


35. Wu F, Wang J, Ke X. Knockdown of B7-H6 inhibits tumor pro
gression and enhances chemosensitivity in B-cell non-Hodgkin 
lymphoma. Int J Oncol. 2016;48:1561–1570.

36. Li YM, Liu ZY, Li ZC, Wang JC, Yu JM, Yang HJ, Chen ZN, Tang J. 
Alterations of the immunologic co-stimulator B7 and TNFR 
families correlate with hepatocellular carcinoma prognosis and 
metastasis by inactivating STAT3. Int J Mol Sci. 2019;20:156.

37. Pesce S, Tabellini G, Cantoni C, Patrizi O, Coltrini D, Rampinelli F, 
Matta J, Vivier E, Moretta A, Parolini S, et al. B7-H6-mediated 
downregulation of NKp30 in NK cells contributes to ovarian car
cinoma immune escape. Oncoimmunology. 2015;4:e1001224.

38. Schlecker E, Fiegler N, Arnold A, Altevogt P, Rose-John S, 
Moldenhauer G, Sucker A, Paschen A, von Strandmann EP, 
Textor S, et al. Metalloprotease-mediated tumor cell shedding of 
B7-H6, the ligand of the natural killer cell-activating receptor 
NKp30. Cancer Res. 2014;74:3429–3440.

39. Wu MR, Zhang T, Gacerez AT, Coupet TA, DeMars LR, 
Sentman CL. B7H6-specific bispecific T cell engagers lead to 
tumor elimination and host antitumor immunity. J Immunol. 
2015;194:5305–5311.

40. Di Lorenzo B, Simões AE, Caiado F, Tieppo P, Correia DV, 
Carvalho T, da Silva MG, Déchanet-Merville J, Schumacher TN, 
Prinz I, et al. Broad cytotoxic targeting of acute myeloid leukemia by 
polyclonal delta one T cells. Cancer Immunol Res. 2019;7(4):552–558.

41. Sun X, Zhao J, Ma L, Sun X, Ge J, Yu Y, Ma J, Zhang M. B7-H6 as 
an efficient target for T cell-induced cytotoxicity in haematologic 
malignant cells. Invest New Drugs. 2021;39(1):24-33.

42. Fauriat C, Just-Landi S, Mallet F, Arnoulet C, Sainty D, Olive D, 
Costello RT. Deficient expression of NCR in NK cells from acute 
myeloid leukemia: evolution during leukemia treatment and 
impact of leukemia cells in NCRdull phenotype induction. Blood. 
2007;109:323–330.

43. Boddu P, Kantarjian HM, Garcia-Manero G, Ravandi F, Verstovsek S, 
Jabbour E, Borthakur G, Konopleva M, Bhalla KN, Daver N, et al. 
Treated secondary acute myeloid leukemia: a distinct high-risk subset 
of AML with adverse prognosis. Blood Adv. 2017;1:1312–1323.

44. Giagounidis AA, Germing U, Aul C. Biological and prognostic 
significance of chromosome 5q deletions in myeloid 
malignancies. Clin Cancer Res. 2006;12:5–10.

45. Flavahan WA, Gaskell E, Bernstein BE. Epigenetic plasticity and 
the hallmarks of cancer. Science. 2017;357:eaal2380.

46. Bansal H, Kornblau SM, Qiu Y, Coombes KR, Panneerdoss S, 
Karnad A, Weitman S, Tomlinson G,Bansal S, Iyer S. 
Overexpression of BRD4 is an adverse prognostic factor in acute 
myeloid leukemia. Blood. 2017;130 Supp 1:3794.

47. Gong F, Chiu LY, Miller KM. Acetylation reader proteins: linking 
acetylation signaling to genome maintenance and cancer. PLoS 
Genet. 2016;12:e1006272.

48. Goodman RH, Smolik S. CBP/p300 in cell growth, transformation, 
and development. Genes Dev. 2000;14:1553–1577.

49. Giotopoulos G, Chan WI, Horton SJ, Ruau D, Gallipoli P, 
Fowler A, Crawley C, Papaemmanuil E, Campbell PJ, Göttgens 
B, et al. The epigenetic regulators CBP and p300 facilitate leuke
mogenesis and represent therapeutic targets in acute myeloid 
leukemia. Oncogene. 2016;35:279–289.

50. Gaertner B, Zeitlinger J. RNA polymerase II pausing during 
development. Development. 2014;141:1179–1183.

51. Xu J, Grant G, Sabin LR, Gordesky-Gold B, Yasunaga A, Tudor M, 
Cherry S. Transcriptional pausing controls a rapid antiviral innate 
immune response in Drosophila. Cell Host Microbe. 2012;12:531–543.

52. Mahat DB, Salamanca HH, Duarte FM, Danko CG, Lis JT. 
Mammalian heat shock response and mechanisms underlying its 
genome-wide transcriptional regulation. Mol Cell. 2016;62:63–78.

53. Vasan K, Werner M, Chandel NS. Mitochondrial metabolism as 
a target for cancer therapy. Cell Metab. 2020;S1550-4131:30320–X.

54. Vial G, Detaille D, Guigas B. Role of mitochondria in the 
mechanism(s) of action of metformin. Front Endocrinol 
(Lausanne). 2019;10:294.

55. Zhao B, Luo J, Yu T, Zhou L, Lv H, Shang P. Anticancer mechan
isms of metformin: a review of the current evidence. Life Sci. 
2020;254:117717.

56. Grønningsæter IS, Reikvam H, Aasebø E, Bartaula-Brevik S, 
Tvedt TH, Bruserud Ø, Hatfield KJ. Targeting cellular metabolism 
in acute myeloid leukemia and the role of patient heterogeneity. 
Cells. 2020;9:1155.

57. Wang Y, Xu W, Yan Z, Zhao W, Mi J, Li J, Yan H. Metformin 
induces autophagy and G0/G1 phase cell cycle arrest in myeloma 
by targeting the AMPK/mTORC1 and mTORC2 pathways. J Exp 
Clin Cancer Res. 2018;37:63.

58. Marin TL, Gongol B, Zhang F, Martin M, Johnson DA, Xiao H, 
Wang Y, Subramaniam S, Chien S, Shyy JY. AMPK promotes 
mitochondrial biogenesis and function by phosphorylating the 
epigenetic factors DNMT1, RBBP7, and HAT1. Sci Signal. 
2017;10:eaaf7478.

59. Yang W, Hong YH, Shen XQ, Frankowski C, Camp HS, Leff T. 
Regulation of transcription by AMP-activated protein kinase: 
phosphorylation of p300 blocks its interaction with nuclear 
receptors. J Biol Chem. 2001;276:38341–38344.

60. Cuyàs E, Verdura S, Llorach-Parés L, Fernández-Arroyo S, Joven J, 
Martin-Castillo B, Bosch-Barrera J, Brunet J, Nonell-Canals A, 
Sanchez-Martinez M, et al. Metformin is a direct 
SIRT1-activating compound: computational modeling and experi
mental validation. Front Endocrinol (Lausanne). 2018;9:657.

61. Park S, Willingham MC, Qi J, Cheng SY. Metformin and JQ1 
synergistically inhibit obesity-activated thyroid cancer. Endocr 
Relat Cancer. 2018;25:865–877.

e1897294-14 A. BARAGAÑO RANEROS ET AL.


	Abstract
	Introduction
	Methods
	Cell lines and treatments
	Patient samples
	Flow cytometry analysis
	Western blot
	Real-time quantitative PCR (qRT-PCR)
	Gene silencing and overexpression
	Chromatin immunoprecipitation analysis
	Cytotoxicity assays
	Proliferation and cell apoptosis assays
	Statistical analysis

	Results
	Treatment with the BET inhibitor, JQ1, downregulates B7-H6 expression
	BRD4 directly binds to the B7-H6 promoter region, regulating its expression
	BRD4 and JMJD6 co-binds in distal enhancers to release the transcriptional pause of B7-H6 in tumor cells
	Metformin modulates the histone acetylation patterns involved in B7-H6 expression
	Blockage of B7-H6 inhibits the immune recognition mediated by NK cells but increases the cell death of AML cells
	B7-H6 overexpression in AML patients is decreased after BRD4 inhibition

	Discussion
	Conclusions
	Abbreviations
	Ethics approval and consent to participate
	Competing interest
	Author contributions
	ORCID
	References

