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1  | INTRODUC TION

Bone is a dynamic organ that has a delicate balance between osteo-
blast-mediated bone formation and osteoclast-mediated bone resorp-
tion.1 Excessive bone resorption can lead to imbalance of bone turnover 
and result in various bone diseases, such as osteoporosis. Osteoporosis is 
a metabolic skeletal disease characterized by decreased mineral density 

and increased susceptibility to fracture.2 Approximately 200 million peo-
ple around the world suffer from this disease, causing a heavy burden 
on public health.3 Although several anti-osteoporotic drugs are available, 
the limitations and side effects of them cannot be ignored.4 Exploring 
novel targets or mechanisms underlying osteoclastic bone resorption 
may improve therapeutic benefits and reduce side effects in the treat-
ment of osteoporosis, and other disorders caused by osteoclasts.
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Abstract
Osteoclasts are multinucleated cells derived from the monocyte/macrophage cell lin-
eage under the regulation of receptor activator of nuclear factor-κB ligand (RANKL). 
In previous studies, stimulation by RANKL during osteoclastogenesis was shown to 
induce a metabolic switch to enhanced glycolytic metabolism. Thus, we hypothesized 
that blockage of glycolysis might serve as a novel strategy to treat osteoclast-re-
lated diseases. In the present study, 6-phosphofructo-2-kinase/fructose-2,6-bispho-
sphatase 3 (PFKFB3), an essential regulator of glycolysis, was up-regulated during 
osteoclast differentiation. Genetic and pharmacological inhibition of PFKFB3 in bone 
marrow-derived macrophages suppressed the differentiation and function of osteo-
clasts. Moreover, intraperitoneal administration of the PFKFB3 inhibitor PFK15 pre-
vented ovariectomy-induced bone loss. In addition, glycolytic activity characterized 
by lactate accumulation and glucose consumption in growth medium was reduced 
by PFKFB3 inhibition. Further investigation indicated that the administration of 
L-lactate partially reversed the repression of osteoclastogenesis caused by PFKFB3 
inhibition and abrogated the inhibitory effect of PFK15 on the activation of NF-κB 
and MAPK pathways. In conclusion, the results of this study suggest that blockage 
of glycolysis by targeting PFKFB3 represents a potential therapeutic strategy for 
osteoclast-related disorders.
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Osteoclasts are multinucleated cells derived from the mono-
cyte/macrophage cell lineage under the regulation of two crucial 
cytokines, macrophage colony stimulating factor (M-CSF) and re-
ceptor activator of nuclear factor-κB (RANK) ligand (RANKL).5 
M-CSF is responsible for vitality and proliferation of osteoclast pre-
cursors, whereas RANKL induces the differentiation of osteoclasts. 
RANKL exerts its effect by binding to its receptor RANK to recruit 
the tumour necrosis factor receptor associated factor 6 (TRAF6). 
Consequently, mitogen-activated protein kinase (MAPK) and nuclear 
factor-κB (NF-κB) pathways are activated, eventually leading to the 
induction of transcription factors such as c-FOS and nuclear factor 
of activated T cells c1 (NFATc1).6,7

Osteoclastogenesis is an active metabolic process, and pre-
vious studies have shed light on the metabolic changes during 
RANKL-induced osteoclastogenesis. For example, the meta-
bolic enzymes involved in glycolysis and mitochondrial oxidative 
phosphorylation were reportedly up-regulated during osteoclast 
differentiation.8,9 Additionally, stimulation by RANKL during 
osteoclastogenesis was shown in previous studies to induce a 
metabolic switch to both enhanced glycolysis and accelerated 
mitochondrial respiration.10,11 Taken together, these results indi-
cate that both glycolysis and mitochondrial respiration might par-
ticipate in the regulation of osteoclastogenesis and can serve as 
potential targets for osteoclast-related diseases. The importance 
of mitochondrial respiration during RANKL-induced osteoclasto-
genesis has been well-established. For example, an abundance of 
mitochondria has been identified as the typical morphological fea-
ture of osteoclasts,12 and inhibitors of mitochondrial complexes 
such as rotenone and antimycin A were shown in previous studies 
to significantly inhibit osteoclast differentiation.10,13 However, a 
little is known about the role of glycolysis during RANKL-induced 
osteoclastogenesis.

Glycolysis is the metabolic pathway that converts glucose 
into pyruvate eventually resulting in the production of L-lactate. 
Glycolytic metabolism supplies energy for multiple physiological 
phenomena and regulates physiological processes by the forma-
tion of specific glycolytic intermediates. The conversion of fruc-
tose-6-phosphate (F6P) to fructose-1,6-bisphosphate (F1,6BP) by 
6-phosphofructo-1-kinase (PFK-1) is a rate-limiting and irrevers-
ible step of glycolysis, suggesting that PFK-1 serves as an essential 
regulator in glycolytic metabolism.14 Synthesis and degradation of 
fructose-2,6-bisphosphate (F2,6BP), the most potent allosteric acti-
vator of PFK-1, are under the control of 6-phosphofructo-2-kinase/
fructose-2,6-bisphosphatase (PFKFB).15 PFKFB is a bifunctional 
enzyme with both kinase and phosphatase activities. Four PFKFB 
isoenzymes have been identified (PFKFB1-4), among which PFKFB3 
has the highest kinase/phosphatase activity ratio.16 Thus, PFKFB3 
can promote glycolytic activity by producing F2,6BP with its high 
kinase activity. Previous studies concerning PFKFB3 mainly focused 
on its role in cancer. Li et al17 showed that pharmacological inhibi-
tion of PFKFB3 with its inhibitor PFK15 suppressed the growth of 
head and neck squamous cell carcinoma by reducing glycolytic flux. 
In addition, PFKFB3 has been reported as a mediator of circadian 

control of cancer growth.18 Moreover, based on the results of a re-
cent study, PFKFB3 radiosensitized cancer cells and suppressed ho-
mologous recombination.19 However, the function of PFKFB3 during 
osteoclastogenesis remains obscure. In the present study, genetic 
and pharmacological inhibition of PFKFB3 was utilized to investigate 
the function of PFKFB3 in osteoclast differentiation. Furthermore, 
an ovariectomized murine model was used to further elucidate the 
contribution of PFKFB3 to the pathogenesis of osteoclast-related 
diseases.

2  | MATERIAL S AND METHODS

2.1 | Reagents and antibodies

PFK15 was purchased from Selleck Chemicals. Recombinant mu-
rine M-CSF and recombinant murine RANKL were obtained from 
PeproTech. Antibodies against P65 (#8242), p-P65 (#3033), IκBα 
(#4812), p-IκBα (#2859), P38 (#8690), p-P38 (#4511), JNK (#9252), 
p-JNK (#4668), ERK (#4695), p-ERK (#4370), NFATc1 (#8032) and 
c-FOS (#2250) were purchased from Cell Signaling Technology. 
Antibodies against PFKFB3 (#13763-1-AP), MMP9 (#10375-2-AP) 
and β-Actin (#20536-1-AP) were obtained from Proteintech Group. 
L-lactate and other reagents were purchased from Sigma-Aldrich.

2.2 | Bone marrow-derived macrophage 
isolation and osteoclast differentiation

Bone marrow-derived macrophages (BMMs) were isolated from the 
long bones of eight-week-old male C57BL/6 mice. Briefly, the tibias and 
femurs were separated from the mice and the bone marrow cells were 
flushed out from marrow cavities. The cells were cultured in α-MEM 
medium containing 10% foetal bovine serum (FBS) and M-CSF (30 ng/
mL) for 16 hours. Next, the medium containing floating cells was trans-
ferred to a new culture dish. After 2 days, the medium was discarded 
and adherent cells were considered as BMMs for further use.

For osteoclast differentiation, BMMs were seeded in 96-well 
plates at a density of 1.5 × 104 cells/well and cultured in osteoclasto-
genic medium (α-MEM medium containing 10% FBS, 30 ng/mL M-CSF 
and 75 ng/mL RANKL) for 5 days to differentiate into osteoclasts. 
Next, TRAP staining was performed. TRAP-positive multinucleated 
cells with three or more nuclei were identified as mature osteoclasts.

2.3 | Adenoviral transduction

Adenoviruses encoding murine PFKFB3 and control adenoviruses 
were obtained from Vigene Biosciences. Four short hairpin RNAs 
(shRNAs) were designed and packaged in one vector targeting dif-
ferent regions of PFKFB3. The following sequences were used: 
shRNA1, 5′-GGATAGGTGTTCCAACGAAAGTTCAAGAGACTTTC 
GTTGGAACACCTATCCTTTTTT-3′, shRNA2, 5′-GCGAGAATGAGT 
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ACAACTTGCTTCAAGAGAGCAAGTTGTACTCATTCTCGCTTT 
TTT-3′, shRNA3, 5′-GGAGCCTGTGATCATGGAATTTTCAAGAGA 
AATTCCATGATCACAGGCTCCTTTTTT -3′ and shRNA4, 5′-GCCT 
CGCATCAACAGCTTTGATTCAAGAGATCAAAGCTGTTGATGC 
GAGGCTTTTTT -3′.

For adenoviral transduction, BMMs were isolated as previ-
ously described and incubated in α-MEM medium with M-CSF 
supplementation. After 24 hours, cells were washed and then cul-
tured with adenoviral particles (50 particles per cell) for 12 hours. 
Knockdown effects were confirmed by qPCR and Western blotting.

2.4 | Cell proliferation assay

Bone marrow-derived macrophages were seeded in 96-well plates 
at a density of 5 × 103 cells/well and cultured in α-MEM medium 
with M-CSF supplementation for 24 hours. Then, the cells were 
treated with various concentrations of PFK15 for 1, 3 and 5 days. 
Cell viability was measured by adding cell counting kit-8 (Boster 
Biotechnology) buffer to the medium and incubating at 37°C for 
1 hour. Absorbance at 450 nm was detected using a microplate 
reader (Bio-Tek).

2.5 | Pit formation assay

Bone marrow-derived macrophages were seeded into a 0.2% col-
lagen-gel–coated 6-well plate and cultured in osteoclastogenic me-
dium for 4 days. Then, the cells were dissociated from the plate using 
collagenase (0.2%) and equal numbers of cells were seeded onto an 
osteo assay surface coated with hydroxyapatite in a 96-well plate 
(Corning). The cells were treated with different concentrations of 
PFK15 for 2 days. Finally, the cells were removed from the surface 
by incubating with 10% bleaching solution for 5 minutes and resorp-
tion pits were captured using a light microscope.

2.6 | Immunofluorescence staining

Bone marrow-derived macrophages were washed with phosphate-
buffered saline (PBS) and fixed with 4% paraformaldehyde for 
15 minutes. Then, the cells were permeabilized with 0.1% Triton-X 
and incubated with rhodamine-conjugated phalloidin (Sigma-
Aldrich) for 1 hour at 25°C to stain for F-actin. Next, the nuclei were 
stained with DAPI for 5 minutes after washing with PBS for three 
times. Fluorescence images were captured using a fluorescence mi-
croscope and analysed with ImageJ software.

2.7 | RNA isolation and qPCR

Total RNA was isolated using TRIzol reagent (Invitrogen) ac-
cording to the manufacturer's specifications. One microgram 

of total RNA was used to synthesize cDNA with an oligo-dT 
primer and reverse transcriptase (Thermo Scientific). qPCR was 
performed using the mixture of cDNA, SYBR reagent (Kapa 
Biosystems) and specific primers shown as follows: PFKFB3, for-
ward 5′-CCCAGAGCCGGGTACAGAA-3′ and reverse 5′-GGGGAG 
TTGGTCAGCTTCG-3′; NFATc1, forward 5′-CAACGCCCTGACCA 
CCGATAG-3′ and reverse 5′-GGGAAGTCAGAAGTGGGTGGA-3′;  
c-FOS, forward 5′-CCAGTCAAGAGCATCAGCAA-3′ and reverse  
5′-AAGTAGTGCAGCCCGGAGTA-3′; TRAP, forward 5′-TACCTGTG 
TGGACATGACC-3′ and reverse 5′-CAGATCCATAGTGAAACCG 
C-3′; MMP9, forward 5′-TCCAGTACCAAGACAAAGCCTA-3′ and  
reverse 5′-TTGCACTGCACGGTTGAA-3′; GAPDH, forward 5′-T 
CATTGACCTCAACTACATG-3′ and reverse 5′-TCGCTCCTGGAA 
GATGGTGAT-3′. The relative mRNA levels of target genes were 
calculated by the 2–ΔΔCT method using GAPDH as an internal 
control.

2.8 | Western blotting

Total protein was extracted from cultured cells by using RIPA buffer 
supplemented with 1% proteinase inhibitor and 1% phosphotrans-
ferase inhibitor (Boster Biotechnology). Proteins were separated by 
10% SDS-PAGE gel electrophoresis and then transferred to PVDF 
membranes (Millipore). The membranes were blocked with 5% BSA 
a for 1 hour and then incubated with primary antibodies followed 
by washing with Tris-buffered saline Tween 20 (TBST) for three 
times. Blots were then incubated with horseradish peroxidase–
conjugated secondary antibodies, and the signals were detected 
with ECL Substrate Kit (Thermo Scientific).

2.9 | Murine model of ovariectomy (OVX)-induced 
bone loss

Twelve-week-old female C57BL/6 mice were provided by the 
Experimental Animal Centre of Tongji Medical College. All mice 
were housed in cages with 12-hours light and dark cycles and 
were fed with food and water ad libitum. The mice were ran-
domly divided into four equal groups (n = 7): sham-surgery mice 
treated with vehicle (SHAM + VEH), sham-surgery mice treated 
with PFK15 (SHAM + PFK15), OVX mice treated with vehicle 
(OVX + VEH), and OVX mice treated with PFK15 (OVX + PFK15, 
20 mg/kg, every other day). For OVX and sham surgeries, mice 
were anaesthetized with pentobarbital, and incisions were made 
through a dorsal approach. Ovariectomy was performed by re-
moving the bilateral ovaries, and the sham surgery was conducted 
by only identifying the bilateral ovaries. Three days after the sur-
gery, mice were injected intraperitoneally with PFK15 or vehicle 
for 6 weeks. Finally, the mice were killed to collect serum, tibias 
and femurs for further experiments. All intervention procedures 
of the mice were approved by the Animal Care and Use Committee 
of Tongji Medical College.
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2.10 | Microcomputed tomography scanning and 
histomorphometric analysis

After removal of soft tissues, the left femur of each mouse was 
fixed and scanned using microcomputed tomography (μ-CT, Scanco 
Medical). Scans were taken with a source voltage of 100 kV, a cur-
rent of 98 μA and a voxel size of 10 μm. The three-dimensional bone 
structure images and the bone structural parameters including bone 
volume/tissue volume (BV/TV), trabecular numbers (Tb.N), tra-
becular thickness (Tb.Th) and trabecular space (Tb.Sp) were recon-
structed using the built-in software.

The right femur of each mouse was fixed in 4% paraformalde-
hyde solution for 1 day and then decalcified with 10% EDTA for 
2 weeks. Next, the decalcified femurs were embedded in paraffin 
and sectioned for TRAP staining.

2.11 | Measurement of intracellular F2,6BP

Bone marrow-derived macrophages were collected to detect F2,6BP 
levels using a coupled enzyme reaction as previously reported.20 
Finally, the F2,6BP concentration was normalized to total cellu-
lar protein based on the bicinchoninic acid (BCA) assay (Beyotime) 
measurements according to the manufacturer's instructions.

2.12 | L-lactate detection assay

L-lactate concentration in growth media was measured using a 
L-Lactate Assay kit (Abcam) according to the manufacturer's pro-
tocols. L-lactate is oxidized by lactate dehydrogenase to generate a 
product which interacts with a probe to produce a colour (λ = 450 nm). 
Briefly, the medium was collected and then incubated with reaction 
mix at room temperature for 30 minutes. Absorbance at a wavelength 
of 450 nm was measured using a microplate reader (Bio-Tek).

2.13 | Glucose detection assay

Glucose concentration in growth media was detected using a 
Glucose Assay kit (Abcam) according to the manufacturer's instruc-
tions. Glucose can be specifically oxidized by the glucose enzyme 
mix to generate a product which reacts with a dye to generate colour 
(λ = 570 nm). In brief, the medium was collected and then incubated 
with reaction mix at 37°C in the dark for 30 minutes. Absorbance 
at a wavelength of 570 nm was assessed using a microplate reader 
(Bio-Tek).

2.14 | Oxygen consumption assay

Oxygen consumption was measured using an oxygen consump-
tion assay kit (Abcam) following the manufacturer's instructions. 

The assay is based on the ability of oxygen to quench the excited 
state of oxygen consumption reagent presents in the kit, and the 
consumption of oxygen is reflected by an increase in phosphores-
cence signal. Briefly, the culture medium was added with oxygen 
consumption reagent and sealed with high-sensitivity mineral oil 
to limit diffusion of ambient oxygen. The fluorescent signal (exci-
tation of 380 nm/emission of 650 nm) was detected using a micro-
plate reader (Bio-Tek).

2.15 | Statistical analysis

Data are expressed as the means ± standard deviation (SD) of at 
least three independent experiments. Unpaired Student's t tests 
were used to determine the significance of differences between two 
groups, and one-way ANOVA was used for multiple comparisons. 
Statistical significance was considered as P < .05.

3  | RESULTS

3.1 | Inhibition of PFKFB3 suppresses 
osteoclastogenesis

To investigate the role of PFKFB3 during osteoclastogenesis, the 
protein levels of PFKFB3 were measured. Western blot analysis re-
vealed the expression of PFKFB3 increased during osteoclast dif-
ferentiation (Figure 1A). To further clarify the function of PFKFB3 
in osteoclastogenesis, the adenovirus encoding PFKFB3 shRNA or 
the control adenovirus was transfected into BMMs. The mRNA and 
protein expression of PFKFB3 was dramatically down-regulated by 
the adenovirus encoding PFKFB3 shRNA (Figure 1B). TRAP stain-
ing results indicated genetic knockdown of PFKFB3 decreased the 
number and the size of mature osteoclasts (Figure 1C). Next, PFK15, 
a selective inhibitor of PFKFB3, was used to assess the effects of 
PFKFB3 inhibition on osteoclastogenesis. The CCK8 results showed 
that BMMs did not display a significant decline in cell viability with 
PFK15 treatment (Figure 1D). In addition, the differentiation of os-
teoclasts was significantly suppressed by PFK15 in a concentration-
dependent manner at 2-8 μmol/L (Figure 1E). To identify which 
stage of osteoclastogenesis was mostly affected by PFK15, BMMs 
were treated with 8 μmol/L PFK15 at different time-points dur-
ing osteoclastogenesis. Our results indicated the effects of PFK15 
were mainly exerted at the early stage of osteoclast differentiation 
(Figure 1F).

3.2 | Blockage of PFKFB3 inhibits actin ring 
formation and osteoclastic bone resorption

To explore the effects of PFKFB3 on osteoclast function, F-actin 
ring formation assay was performed. F-actin, a special and charac-
teristic structure of osteoclasts, is necessary for the attachment of 
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F I G U R E  1   PFKFB3 is up-regulated during osteoclast differentiation, and inhibition of PFKFB3 suppresses osteoclastogenesis. A, BMMs 
were treated with RANKL (75 ng/mL) for the indicated times. The protein level of PFKFB3 was analysed by Western blotting. B, Knockdown 
efficacy of adenoviral transduction. BMMs were infected with the adenovirus carrying PFKFB3 shRNA or the control adenovirus with 
M-CSF supplementation for 3 d, and the expression of PFKFB3 was measured using qPCR and Western blotting. C, BMMs were infected 
with the adenovirus carrying PFKFB3 shRNA or the control adenovirus and then cultured in the presence of M-CSF and RANKL for 5 d. 
TRAP staining was performed, and TRAP-positive cells with three or more nuclei were quantified. D, BMMs were cultured with M-CSF and 
various concentrations of PFK15 for different time periods. Proliferation of BMMs was detected with CCK8. E, BMMs were cultured with 
various concentrations of PFK15 in the presence of M-CSF and RANKL for 5 d. TRAP-positive multinucleated osteoclasts were counted. 
F, BMMs were cultured with M-CSF and RANKL for 5 d. PFK15 was added on the indicated time-points. The culture medium was changed 
daily during the differentiation process. Next, the cells were fixed and stained for TRAP assay. TRAP-positive multinucleated osteoclasts 
were quantified. *P < .05, **P < .01 vs control. Data are presented as means ± SD of three independent experiments. Original scale bars, 
500 μm
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osteoclasts to the bone surface and subsequently bone resorption. 
Immunofluorescence staining showed the size and morphology of 
F-actin rings was significantly impaired by the adenovirus encoding 
PFKFB3 shRNA (Figure 2A). Consistent with the adenovirus results, 
PFK15 also noticeably suppressed actin ring formation (Figure 2C). 
Additionally, pit formation assay was conducted to further confirm 
the influence of PFKFB3 on osteoclast function. The results showed 
resorption pits were strongly inhibited by the adenovirus carrying 
PFKFB3 shRNA as well as the PFKFB3 inhibitor PFK15 (Figure 2B,D).

3.3 | PFK15 prevents OVX-induced bone loss

To mimic post-menopausal osteoporosis, an ovariectomized murine 
model was used. μ-CT scanning was conducted on the trabecular bone 
of the distal femurs. μ-CT scanning results showed that the OVX mice 
suffered from an extensive loss of trabecular bone in comparison with 
the sham-operated mice. However, PFK15 administration in the OVX 
mice markedly blocked the trabecular bone loss (Figure 3A). In addition, 
the mice from the OVX + PFK15 group displayed an increase in BV/TV, 

F I G U R E  2   Genetic and pharmacological blockage of PFKFB3 inhibits the bone resorption activity of osteoclasts. A, B, Mature 
osteoclasts from BMMs were seeded in Corning osteo assay strip wells and infected with the adenovirus carrying PFKFB3 shRNA or the 
control adenovirus, then cultured for 2 d with M-CSF and RANKL supplementation. F-actin staining (A) or pit formation (B) assays were 
performed. C, D, Mature osteoclasts from BMMs were seeded in Corning osteo assay strip wells and treated with different concentrations 
of PFK15 for 2 d in the presence of M-CSF and RANKL. F-actin staining (C) or pit formation (D) assays were conducted. *P < .05, **P < .01 vs 
control. Data are presented as means ± SD of three independent experiments. Original scale bars, 250 μm
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Tb.N and Tb.Th, and a decrease in Tb.Sp, compared with the mice from 
the OVX + VEH group (Figure 3B). To further confirm whether PFK15 
prevented OVX-induced bone loss by inhibiting osteoclast formation, 
TRAP staining was conducted. Our results revealed that the mice from 
the OVX + PFK15 group exhibited reduced numbers of red-coloured 
TRAP-positive cells at the surface of trabecular bone compared to the 
mice from the OVX + VEH group (Figure 3C,D).

3.4 | PFKFB3 inhibition down-regulates osteoclast 
marker gene expression

Next, the expression of osteoclast-related transcription factors and 
specific genes was measured. NFATc1 and c-FOS have been reported 
as key transcription factors of osteoclast differentiation. TRAP and 
MMP-9 are known as osteoclast marker genes. qPCR results showed 
the mRNA levels of NFATc1, c-FOS, TRAP and MMP9 were en-
hanced by the stimulation of RANKL, but they were all dramatically 
reduced by PFK15 as well as the adenovirus carrying PFKFB3 shRNA 
(Figure 4A,B). Additionally, the expression changes of osteoclastogenic 

genes were further confirmed by Western blotting; our results in-
dicated the protein expression of NFATc1, c-FOS and MMP9, which 
was up-regulated upon RANKL stimulation, was suppressed by both 
administration of PFK15 and transfection of adenovirus carrying 
PFKFB3 shRNA (Figure 4C,D).

3.5 | PFK15 inhibits RANKL-induced NF-κB and 
MAPK activation

In previous studies, NF-κB and MAPK pathways have been shown to 
play vital roles during osteoclast differentiation. To explore whether 
PFK15 inhibited osteoclastogenesis by suppressing NF-κB and 
MAPK pathways, BMMs pre-treated with DMSO or 8 μmol/L PFK15 
were then stimulated with RANKL for 0, 15, 30 and 60 minutes. As 
shown by Western blotting, the phosphorylation levels of P65 and 
IκBα, the two major subfamilies of the NF-κB pathway, were signifi-
cantly attenuated by PFK15. In the MAPK pathway, the phospho-
rylation levels of P38, JNK and ERK were also dramatically inhibited 
by the administration of PFK15 (Figure 5A,B).

F I G U R E  3   PFK15 prevents ovariectomy-induced bone loss. A, Representative three-dimensional μ-CT images of distal femurs of the 
mice from SHAM + VEH, SHAM + PFK15, OVX + VEH, OVX + PFK15 groups. B, Bone structural parameters of the distal femurs: bone 
volume/tissue volume (BV/TV), trabecular numbers (Tb.N), trabecular thickness (Tb.Th) and trabecular space (Tb.Sp). C, TRAP staining 
of representative sections of the distal femurs in each group. D, Bone histomorphometric analyses for number of osteoclasts per bone 
perimeter (N.Oc/B.Pm) and osteoclast surface per bone surface (Oc.S/BS). *P < .05, **P < .01 vs the SHAM + VEH group. ##P < .01 vs the 
OVX + VEH group. Data are presented as means ± SD
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F I G U R E  4   Suppression of PFKFB3 down-regulates the expression of osteoclast marker genes. A, BMMs were treated with PFK15 of 
indicated concentrations in the presence of M-CSF and RANKL for 2 d. mRNA levels of osteoclast marker genes were determined using 
qPCR. *P < .05, **P < .01 vs control. #P < .05, ##P < .01 vs the PFK15 (0 μmol/L) + RANKL group. B, BMMs were infected with the adenovirus 
carrying PFKFB3 shRNA or the control adenovirus and then cultured in the presence of M-CSF and RANKL for 2 d. mRNA expression was 
quantified. **P < .01 vs the shRNA-CON group. ##P < .01 vs the shRNA-CON + RANKL group. C, BMMs were cultured with or without 
PFK15 in the presence of M-CSF and RANKL for the indicated times. Protein levels of osteoclast marker genes were measured using 
Western blotting. *P < .05, **P < .01 vs control. D, BMMs were treated as described in (B), and protein expression of osteoclast marker genes 
was detected by Western blotting. *P < .05, **P < .01 vs the shRNA-CON group. #P < .05, ##P < .01 vs the shRNA-CON + RANKL group. Data 
are presented as means ± SD of three independent experiments
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3.6 | Glucose metabolic changes during RANKL-
induced osteoclastogenesis

To clarify the glucose metabolic changes during RANKL-induced 
osteoclast differentiation, the cellular glycolytic activity char-
acterized by lactate accumulation and glucose consumption in 
growth medium during early and late stages of osteoclastogenesis 
was assessed. RANKL-stimulated BMMs showed time-dependent 
increases in both glucose consumption and lactate accumulation 
compared with RANKL-untreated BMMs (Figure 6A). Then, the 
mitochondrial respiration activity represented by oxygen con-
sumption was measured and the oxygen consumption was also 
enhanced upon RANKL stimulation during osteoclastogenesis 
(Figure S1A). Therefore, stimulation by RANKL during osteoclas-
togenesis induced metabolic changes to both enhanced glycolysis 
and accelerated mitochondrial respiration. And to further com-
pare the role of glycolysis and mitochondrial respiration during 
osteoclast differentiation, the effects of rotenone, an inhibitor of 
mitochondrial complexes, on osteoclastogenesis were evaluated 
and treatment with rotenone also showed remarkable inhibitory 
effects on osteoclast differentiation compared with PFK15 (Figure 
S1C,D).

3.7 | Glycolysis is involved in PFKFB3-mediated 
regulation of osteoclastogenesis

To investigate whether glycolysis contributed to PFKFB3-
mediated regulation of osteoclastogenesis, the effects of the 
adenovirus carrying PFKFB3 shRNA or PFK15 on lactate accumu-
lation and glucose consumption in growth medium were assessed, 
respectively. The results showed the glycolytic activity in BMMs 
was markedly inhibited by both transfection of adenovirus car-
rying PFKFB3 shRNA and administration of PFK15 (Figure 6B,C). 
Additionally, blockage of glycolysis by PFK15 showed a negligible 
inhibitory effect on oxygen consumption compared with rotenone 
(Figure S1B). In previous studies, PFKFB3 was shown to play a vital 
role in glycolysis by regulating the intercellular level of F2,6BP. 
Therefore, the concentration of F2,6BP in BMMs was measured 
in the present study. As shown in Figure 6D,E, the intracellular 
concentration of F2,6BP was significantly reduced by the inhibi-
tion of PFKFB3. L-lactate is produced from pyruvate which is the 
end product of glycolysis, and it partially reversed the repression 
of osteoclastogenesis caused by PFK15 (Figure 6F). Additionally, 
L-lactate also rescued the inhibitory effects of PFK15 on actin 
ring formation and osteoclastic resorption (Figure 6G,H). We thus 

F I G U R E  5   PFK15 inhibits RANKL-induced NF-κB and MAPK activation in BMMs. A, B, BMMs were cultured with α-MEM in the absence 
of FBS for 16 h and then pre-treated with or without PFK15 (8 μmol/L) for 24 h. Finally, BMMs were stimulated with RANKL (75 ng/mL) 
for the indicated times. Total and phosphorylated protein levels of NF-κB and MAPK signalling components were analysed using Western 
blotting. *P < .05, **P < .01 vs control. Data are presented as means ± SD of three independent experiments
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F I G U R E  6   Involvement of glycolytic metabolism in PFKFB3-mediated regulation of osteoclastogenesis. A, BMMs were stimulated 
with or without RANKL as indicated during early and late stages of osteoclast differentiation. Lactate and glucose concentrations in the 
medium were assayed using the L-Lactate Assay kit and the Glucose Assay kit, respectively. *P < .05, **P < .01 between the two groups. B, 
BMMs were infected with the adenovirus carrying PFKFB3 shRNA or the control adenovirus and then cultured with or without RANKL in 
the presence of M-CSF for 24 h. Lactate and glucose levels in the medium were measured. *P < .05, **P < .01 vs the shRNA-CON group. 
##P < .01 vs the shRNA-CON + RANKL group. C, BMMs were pre-treated with or without PFK15 (8 μmol/L) for 24 h and then stimulated 
with RANKL for 24 h. Lactate and glucose levels in the media were assayed. *P < .05, **P < .01 vs control. #P < .05, ##P < .01 vs the RANKL 
group. D, BMMs were treated as described in (B), and intracellular F2,6BP levels were detected. *P < .05, **P < .01 vs the shRNA-CON 
group. ##P < .01 vs the shRNA-CON + RANKL group. E, BMMs were treated as described in (C), and intracellular F2,6BP levels were assayed. 
*P < .05, **P < .01 vs control. ##P < .01 vs the RANKL group. F-H, BMMs were treated with PFK15 (8 μmol/L) and L-lactate (5 mmol/L) as 
indicated in the presence of M-CSF and RANKL. TRAP staining (F), F-actin staining (G) or pit formation (H) assays were conducted. **P < .01 
vs control. ##P < .01 vs the PFK15 group. Data are presented as means ± SD of three independent experiments

F I G U R E  7   L-lactate partially reverses PFK15-mediated inhibition of NF-κB and MAPK signalling cascades. A, BMMs were treated with 
PFK15 (8 μmol/L) and L-lactate (5 mmol/L) as indicated in the presence of M-CSF and RANKL for 3 d. Protein levels of NFATc1 and c-FOS 
were determined by Western blotting. *P < .05, **P < .01 vs control. #P < .05 vs the PFK15 group. B, C, BMMs were cultured with α-MEM in 
the absence of FBS for 16 h and then pre-treated with PFK15 (8 μmol/L) and L-lactate (5 mmol/L) for 24 h. Finally, BMMs were stimulated 
with RANKL (75 ng/mL) for the indicated times. Total and phosphorylated protein levels of NF-κB and MAPK were analysed using Western 
blotting. *P < .05, **P < .01 vs control. Data are presented as means ± SD of three independent experiments
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inferred that glycolysis is involved in PFKFB3-mediated regulation 
of osteoclastogenesis.

3.8 | L-lactate partially ameliorates PFK15-mediated 
inhibition of NF-κB and MAPK signalling cascades

To further confirm the role of glycolytic metabolism in PFKFB3-
mediated regulation of osteoclastogenesis, the protein levels of 
crucial transcription factors during osteoclast differentiation were 
assessed. Western blot analysis revealed the protein expression 
of NFATc1 and c-FOS, which was markedly inhibited by PFK15, 
was partially reversed by L-lactate (Figure 7A). Next, the effects of 
L-lactate on NF-κB and MAPK pathways were evaluated. The de-
creased phosphorylation levels of P65 and IκBα in the NF-κB sig-
nalling pathway, and P38 and ERK in the MAPK signalling pathway 
induced by PFK15, were partially rescued by the administration 
of L-lactate (Figure 7B,C). We thus concluded that the PFK15-
mediated inhibition of NF-κB and MAPK pathways was partially 
abrogated by L-lactate.

4  | DISCUSSION

In the current study, PFKFB3 expression was up-regulated during 
RANKL-induced osteoclast differentiation, suggesting that PFKFB3 
possibly participated in the regulation of osteoclastogenesis. Next, 
pharmacological and genetic disruption of PFKFB3 was shown to dra-
matically inhibit the differentiation and function of osteoclasts. In addi-
tion, the PFKFB3 inhibitor PFK15 exhibited no apparent cytotoxicity in 
BMMs. Moreover, PFK15 prevented OVX-induced bone loss in an ova-
riectomized murine model and abnormal health conditions were not 
observed in any animal. Previous studies have also shown that intra-
peritoneal administration of PFK15 displayed no end organ toxicity.21 
These results suggested that targeting PFKFB3 might be a safe and 
promising strategy to treat oestrogen deficiency-induced bone loss.

Our further investigation showed that blockage of PFKFB3 sup-
pressed osteoclast specific genes such as NFATc1, c-FOS, TRAP and 
MMP9. Moreover, the activation of NF-κB and MAPK signalling cas-
cades was also suppressed by PFK15. These results are consistent with 
a previous study that showed PFK15 inhibited TNFα-induced MAPK 
and NF-κB activation.22 NF-κB and MAPK pathways are essential for 
osteoclastogenesis and are closely associated with inflammation.23,24 
A recent study demonstrated that the switch to enhanced glycolysis 
mediated by PFKFB3 was accompanied by the release of inflammatory 
cytokines in peripheral blood mononuclear cells.25 Another research 
also reported that glycolytic inhibitors of PFKFB3 reduced the expres-
sion of inflammatory cytokines in synovial fibroblasts,26 supporting 
our results that inhibition of PFKFB3 suppressed osteoclastogenesis 
through inflammation-related NF-κB and MAPK signalling pathways.

The metabolic change from oxidative phosphorylation to 
glycolysis in cancer cells has been reported in several stud-
ies,27,28 and this metabolic change offered novel strategies for 

cancer treatment. Notably, we and others found that stimulation 
by RANKL during osteoclastogenesis induced a metabolic shift to-
wards elevated glycolytic metabolism.10,11 In addition, the mRNA 
levels of glycolytic marker genes, such as pyruvate kinase, phos-
phofructokinase and hexokinase, were reportedly up-regulated 
during osteoclast differentiation.8 To further enrich the under-
standing of glucose metabolic changes during RANKL-induced 
osteoclastogenesis, the role of mitochondrial respiration was in-
vestigated. We found that the mitochondrial respiration activity 
characterized by oxygen consumption was also enhanced upon 
RANKL stimulation during osteoclast differentiation and rote-
none, an inhibitor of mitochondrial complexes, also dramatically 
suppressed RANKL-induced osteoclastogenesis. Collectively, 
these results indicate that osteoclastogenesis is an active met-
abolic process with both increased glycolysis and mitochondrial 
respiration, and targeting these metabolic changes such as accel-
erated glycolysis or enhanced mitochondrial respiration might be 
promising treatments for osteoclast-related diseases.

PFKFB3 is a key regulator in glycolytic metabolism, and its role 
in cancer cells has been well-established.29 In recent studies, block-
age of PFKFB3 suppressed the growth of various cancer cells, such 
as head and neck squamous cell carcinoma cells 17 and breast can-
cer cells.30 However, studies investigating the function of PFKFB3 
in macrophage cells mostly focused on the relationship between 
glycolytic metabolism and immune defence,31,32 and the role of 
PFKFB3 during osteoclast differentiation remains unclear. In our 
present study, pharmacological and genetic disruption of PFKFB3 
suppressed glycolytic metabolism during osteoclast differentiation, 
which is partially in line with results from a previous study show-
ing the PFKFB3 inhibitor attenuated lipopolysaccharide-induced 
increased glycolysis in BMMs.33 In addition, PFK15 only showed a 
negligible inhibitory effect on oxygen consumption of BMMs com-
pared with rotenone. These results revealed that PFKFB3 mainly 
affected glycolysis rather than mitochondrial respiration during 
osteoclast differentiation, and the slight inhibitory effect on ox-
ygen consumption might also be attributed to the suppression of 
glycolysis. Moreover, Tang et al34 demonstrated that mandibular os-
teotomy-induced hypoxia enhanced osteoclast differentiation and 
function by increasing glycolysis, supporting our result that glyco-
lytic metabolism is essential for osteoclastogenesis.

Glycolytic metabolism regulates various physiological processes by 
the formation of glycolytic metabolites. L-lactate is an essential metab-
olite of glycolysis, and the importance of lactate in osteoclast and bone 
metabolism has been reported. Lemma et al35 showed that lactate 
released from breast cancer cells promoted osteoclast activation and 
the formation of osteolytic lesions as a source of energy. In our pres-
ent study, L-lactate concentration in the medium was reduced by the 
blockage of PFKFB3 during osteoclast differentiation and administra-
tion of L-lactate partially reversed the repression of osteoclastogenesis 
caused by PFKFB3 inhibition. Additionally, L-lactate has been shown to 
participate in the regulation of various signalling cascades. For exam-
ple, a previous study showed that lactate promoted endothelial tube 
formation by activating the NF-κB signalling pathway.36 Furthermore, 
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lactate contributed to PFKFB3-driven endothelial angiogenesis by in-
ducing AKT phosphorylation.37 Intriguingly, we found that administra-
tion of L-lactate partially abrogated the inhibitory effects of PFK15 on 
the activation of MAPK and NF-κB pathways. Taken together, L-lactate 
served as a crucial glycolytic metabolite in PFKFB3-mediated regula-
tion of osteoclastogenesis.

Despite these promising results, our study has certain limita-
tions. Balance of bone turnover is maintained by osteoclast-medi-
ated bone resorption and osteoblast-mediated bone formation. Our 
results showed that inhibition of PFKFB3 suppressed osteoclasto-
genesis, but the function of PFKFB3 during osteoblast differentia-
tion remains unknown and needs further investigation.

In summary, our results demonstrated that ablation of PFKFB3 
suppressed osteoclast differentiation in vitro and prevented ova-
riectomy-induced bone loss in vivo. Overall, the results indicate that 
blockage of glycolysis by targeting PFKFB3 represents a potential 
therapeutic strategy for osteoclast-related disorders.

ACKNOWLEDG EMENTS
This study was supported by grants from the National Key Research 
and Development Programme of China (no. 2016YFB1101305) and 
the National Natural Science Foundation of China (no. 81874024).

CONFLIC T OF INTERE S T
The authors confirm that there are no conflicts of interest.

AUTHOR CONTRIBUTIONS
J. Wang, H. Guan, Z. Fang and F. Li designed the study; J. Wang, Hui 
Liu, H. Kang, Q. Guo and Y. Dong conducted the study; J. Wang, Z. 
Lei, Huiyong Liu and Y. Sun analysed the data; J. Wang, Z. Fang and 
F. Li wrote the manuscript.

DATA AVAIL ABILIT Y S TATEMENT
The data that support the findings of this study are available from 
the corresponding author upon reasonable request.

ORCID
Jia Wang  https://orcid.org/0000-0001-6973-2566 

R E FE R E N C E S
 1. Boyle WJ, Simonet WS, Lacey DL. Osteoclast differentiation and 

activation. Nature. 2003;423(6937):337-342.
 2. Compston JE, McClung MR, Leslie WD. Osteoporosis. The Lancet. 

2019;393:364-376.
 3. Pisani P, Renna MD, Conversano F, et al. Major osteoporotic fra-

gility fractures: Risk factor updates and societal impact. World J 
Orthop. 2016;7:171-181.

 4. Awasthi H, Mani D, Singh D, Gupta A. The underlying pathophys-
iology and therapeutic approaches for osteoporosis. Med Res Rev. 
2018;38:2024-2057.

 5. Asagiri M, Takayanagi H. The molecular understanding of osteo-
clast differentiation. Bone. 2007;40:251-264.

 6. Wada T, Nakashima T, Hiroshi N, Penninger JM. RANKL-RANK 
signaling in osteoclastogenesis and bone disease. Trends Mol Med. 
2006;12:17-25.

 7. Kim JH, Kim N. Regulation of NFATc1 in Osteoclast Differentiation. 
J Bone Metab. 2014;21:233-241.

 8. Indo Y, Takeshita S, Ishii KA, et al. Metabolic regulation of osteoclast 
differentiation and function. J Bone Miner Res. 2013;28:2392-2399.

 9. Czupalla C, Mansukoski H, Pursche T, et al. Comparative study 
of protein and mRNA expression during osteoclastogenesis. 
Proteomics. 2005;5:3868-3875.

 10. Kim JM, Jeong D, Kang HK, et al. Osteoclast precursors display dy-
namic metabolic shifts toward accelerated glucose metabolism at 
an early stage of RANKL-stimulated osteoclast differentiation. Cell 
Physiol Biochem. 2007;20:935-946.

 11. Ahn H, Lee K, Kim JM, et al. Accelerated Lactate Dehydrogenase 
Activity Potentiates Osteoclastogenesis via NFATc1 Signaling. PLoS 
ONE. 2016;11:e0153886.

 12. Brown D, Breton S. Mitochondria-rich, proton-secreting epithelial 
cells. J Exp Biol. 1996;199:2345-2358.

 13. Kwak HB, Lee BK, Oh J, et al. Inhibition of osteoclast differen-
tiation and bone resorption by rotenone, through down-regu-
lation of RANKL-induced c-Fos and NFATc1 expression. Bone. 
2010;46:724-731.

 14. Weber G. Enzymology of cancer cells (second of two parts). N Engl 
J Med. 1977;296:541-551.

 15. Van Schaftingen E. Fructose 2,6-bisphosphate. Adv Enzymol Relat 
Areas Mol Biol. 1987;59:315-395.

 16. Mahlknecht U, Chesney J, Hoelzer D, Bucala R. Cloning and chro-
mosomal characterization of the 6-phosphofructo-2-kinase/fruc-
tose-2,6-bisphosphatase-3 gene (PFKFB3, iPFK2). Int J Oncol. 
2003;23:883-891.

 17. Li HM, Yang JG, Liu ZJ, et al. Blockage of glycolysis by targeting 
PFKFB3 suppresses tumor growth and metastasis in head and neck 
squamous cell carcinoma. J Exp Clin Cancer Res. 2017;36:7.

 18. Chen L, Zhao J, Tang Q, et al. PFKFB3 Control of Cancer Growth  
by Responding to Circadian Clock Outputs. Sci Rep. 2016;6: 
24324.

 19. Gustafsson NMS, Farnegardh K, Bonagas N, et al. Targeting 
PFKFB3 radiosensitizes cancer cells and suppresses homologous 
recombination. Nat Commun. 2018;9:3872.

 20. Van Schaftingen E, Lederer B, Bartrons R. Hers HG. A kinetic study 
of pyrophosphate: fructose-6-phosphate phosphotransferase from 
potato tubers. Application to a microassay of fructose 2,6-bisphos-
phate. Eur J Biochem. 1982;129:191-195.

 21. Clem BF, O'Neal J, Tapolsky G, et al. Targeting 6-phosphofruc-
to-2-kinase (PFKFB3) as a therapeutic strategy against cancer. Mol 
Cancer Ther. 2013;12:1461-1470.

 22. Zou Y, Zeng S, Huang M, et al. Inhibition of 6-phosphofructo-2-ki-
nase suppresses fibroblast-like synoviocytes-mediated synovial 
inflammation and joint destruction in rheumatoid arthritis. Br J 
Pharmacol. 2017;174:893-908.

 23. Monaco C, Andreakos E, Kiriakidis S, et al. Canonical pathway of 
nuclear factor kappa B activation selectively regulates proinflam-
matory and prothrombotic responses in human atherosclerosis. 
Proc Natl Acad Sci U S A. 2004;101:5634-5639.

 24. Menon MB, Gropengiesser J, Fischer J, et al. p38(MAPK)/MK2-
dependent phosphorylation controls cytotoxic RIPK1 signalling in 
inflammation and infection. Nat Cell Biol. 2017;19:1248-1259.

 25. Wolfe H, Hannigan C, O'Sullivan M, et al. A shift to glycolysis ac-
companies the inflammatory changes in PBMCs from individuals 
with an IQ-discrepant memory. J Neuroimmunol. 2018;317:24-31.

 26. Biniecka M, Canavan M, McGarry T, et al. Dysregulated bioen-
ergetics: a key regulator of joint inflammation. Ann Rheum Dis. 
2016;75:2192-2200.

 27. Alfarouk KO, Verduzco D, Rauch C, et al. tumor metabolism, can-
cer growth and dissemination. A new pH-based etiopathogenic 
perspective and therapeutic approach to an old cancer question. 
Oncoscience. 2014;1:777-802.

https://orcid.org/0000-0001-6973-2566
https://orcid.org/0000-0001-6973-2566


     |  2307WANG et Al.

 28. Alfarouk KO. Tumor metabolism, cancer cell transporters, 
and microenvironmental resistance. J Enzyme Inhib Med Chem. 
2016;31:859-866.

 29. Shi L, Pan H, Liu Z, et al. Roles of PFKFB3 in cancer. Signal Transduct 
Target Ther. 2017;2:17044.

 30. O'Neal J, Clem A, Reynolds L, et al. Inhibition of 6-phosphof-
ructo-2-kinase (PFKFB3) suppresses glucose metabolism and 
the growth of HER2+ breast cancer. Breast Cancer Res Treat. 
2016;160:29-40.

 31. Jiang H, Shi H, Sun M, et al. PFKFB3-Driven Macrophage Glycolytic 
Metabolism Is a Crucial Component of Innate Antiviral Defense. J 
Immunol. 2016;197:2880-2890.

 32. Tawakol A, Singh P, Mojena M, et al. HIF-1alpha and PFKFB3 me-
diate a tight relationship between proinflammatory activation and 
anerobic metabolism in atherosclerotic macrophages. Arterioscler 
Thromb Vasc Biol. 2015;35:1463-1471.

 33. Finucane OM, Sugrue J, Rubio-Araiz A, et al. The NLRP3 inflam-
masome modulates glycolysis by increasing PFKFB3 in an IL-1beta-
dependent manner in macrophages. Sci Rep. 2019;9:4034.

 34. Tang Y, Zhu J, Huang D, et al. Mandibular osteotomy-induced hy-
poxia enhances osteoclast activation and acid secretion by increas-
ing glycolysis. J Cell Physiol. 2019;234:11165-11175.

 35. Lemma S, Di Pompo G, Porporato PE, et al. MDA-MB-231 breast 
cancer cells fuel osteoclast metabolism and activity: A new 

rationale for the pathogenesis of osteolytic bone metastases. 
Biochim Biophys Acta Mol Basis Dis. 2017;1863:3254-3264.

 36. Vegran F, Boidot R, Michiels C, et al. Lactate influx through the en-
dothelial cell monocarboxylate transporter MCT1 supports an NF-
kappaB/IL-8 pathway that drives tumor angiogenesis. Cancer Res. 
2011;71:2550-2560.

 37. Xu Y, An X, Guo X, et al. Endothelial PFKFB3 plays a critical role in 
angiogenesis. Arterioscler Thromb Vasc Biol. 2014;34:1231-1239.

SUPPORTING INFORMATION
Additional supporting information may be found online in the 
Supporting Information section.  

How to cite this article: Wang J, Guan H, Liu H, et al. 
Inhibition of PFKFB3 suppresses osteoclastogenesis and 
prevents ovariectomy-induced bone loss. J Cell Mol Med. 
2020;24:2294–2307. https ://doi.org/10.1111/jcmm.14912 

https://doi.org/10.1111/jcmm.14912

