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IL‑23 receptor deficiency results 
in lower bone mass via indirect 
regulation of bone formation
Wida Razawy1,2, Celso H. Alves1,2,6,7,8,9, Marijke Koedam3, Patrick S. Asmawidjaja1,2, 
Adriana M. C. Mus1,2, Mohamed Oukka4,5, Pieter J. M. Leenen2, Jenny A. Visser3, 
Bram C. J. van der Eerden3 & Erik Lubberts1,2*

The IL‑23 receptor (IL‑23R) signaling pathway has pleiotropic effects on the differentiation of 
osteoclasts and osteoblasts, since it can inhibit or stimulate these processes via different pathways. 
However, the potential role of this pathway in the regulation of bone homeostasis remains elusive. 
Therefore, we studied the role of IL‑23R signaling in physiological bone remodeling using IL‑23R 
deficient mice. Using µCT, we demonstrate that 7‑week‑old IL‑23R−/− mice have similar bone mass 
as age matched littermate control mice. In contrast, 12‑week‑old IL‑23R−/− mice have significantly 
lower trabecular and cortical bone mass, shorter femurs and more fragile bones. At the age of 26 
weeks, there were no differences in trabecular bone mass and femur length, but most of cortical bone 
mass parameters remain significantly lower in IL‑23R−/− mice. In vitro osteoclast differentiation and 
resorption capacity of 7‑ and 12‑week‑old IL‑23R−/− mice are similar to WT. However, serum levels of 
the bone formation marker, PINP, are significantly lower in 12‑week‑old IL‑23R−/− mice, but similar 
to WT at 7 and 26 weeks. Interestingly, Il23r gene expression was not detected in in vitro cultured 
osteoblasts, suggesting an indirect effect of IL‑23R. In conclusion, IL‑23R deficiency results in 
temporal and long‑term changes in bone growth via regulation of bone formation.

Abbreviations
IL-23R  Interleukin-23 receptor
RANK  Receptor activator of nuclear factor-κB
BM  Bone marrow
TRAP  Tartrate-resistant acid phosphatase
RA  Rheumatoid arthritis
PsA  Psoriatic arthritis
PINP  Procollagen I N-terminal propeptide

Bone homeostasis is maintained by bone resorbing osteoclasts and bone forming  osteoblasts1. The importance 
of maintenance of bone homeostasis is underlined by diseases where imbalance in bone formation and degra-
dation occurs. In many cases, disruption of bone homeostasis may be caused due to an imbalanced immune 
 system2. Examples of inflammatory diseases accompanied with extensive systemic and local bone degradation 
include rheumatoid  arthritis3,4 and psoriatic arthritis (PsA)5. In contrast, ankylosing spondylitis is associated 
with early process of systemic bone loss, but demonstrates extensive bone formation in the spine and periphery 
at later  stages6.
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Notably, in both extremes, a role for Interleukin-23 (IL-23) has been  reported6–8. IL-23 belongs to the IL-12 
cytokine family, and is composed of a heterodimer of the subunits IL-23p19 and IL-12p409,10. The receptor for 
IL-23 (IL-23R) is formed by the subunits IL-23R and IL-12Rβ111,12. Due to its role in induction of other pro-
inflammatory cytokines, such as IL-17A, GM-CSF, IL-22, the IL-23R signaling pathway has been the subject of 
interest in different immune-mediated inflammatory diseases accompanied with bone  erosions13.

In this context, patients with rheumatoid arthritis and psoriatic arthritis have increased levels of IL-23 in 
their  serum7,8. In mice, systemic overexpression of IL-23 via hydrodynamic delivery of IL-23 minicircle DNA, 
induces chronic arthritis, increases osteoclast differentiation and systemic bone  loss14. Similarly, a psoriasis-like 
disease develops in the novel K23 mouse model, which suffer from increased levels of IL-23 in the  skin15. In these 
mice, the psoriasis-like disease proceeds psoriatic arthritis including enthesitis, dactylitis and bone destruction. 
Interestingly, overexpression of IL-23 via IL-23 minicircle DNA in a murine model of spondyloarthropathy, leads 
to pathological new bone formation during the initial phase of disease, while destruction of articular surfaces 
occurs at later time  points16. These studies indicate that increased levels of IL-23 result to inflammatory condi-
tions accompanied with excessive bone formation and/or degradation.

On the other hand, studies have demonstrated that absence of IL-23 also affects bone physiology. Reduced 
trabecular bone mineral density was detected in 12- and 26-week-old IL-23p19−/−  mice17. Other studies did not 
find any bone abnormalities in 8–14 and 12-week-old18 IL-23p19−/− mice, but reported higher trabecular number 
(Tb.N) in 26-week-old IL-23p19−/−  mice14. Yet a recent study demonstrated higher trabecular bone mass in 2- and 
12-months-old IL-12p40−/− mice, which lack both IL-12 and IL-2319. Clearly, IL-23 deficiency results in altered 
bone physiology, however the lack of consensus in the findings emphasizes the need for additional in vivo studies 
to unravel the precise role of IL-23 deficiency herein.

In this attempt, knowledge gained from in vitro studies, which have demonstrated both direct or indirect 
effects of IL-23 on osteoblasts and osteoclasts is  valuable20. While one study demonstrated that IL-23 can pro-
mote osteoclast formation by upregulation of RANK on bone marrow (BM)-derived osteoclast  precursors21, 
another study demonstrated inhibitory effects of IL-23 on osteoclast formation through induction of GM-CSF 
in T  cells17. It should be noted that although most studies use the whole BM population for differentiation of 
osteoclasts, it was demonstrated earlier that only the early blasts  (CD31+Ly6C−), myeloid blasts  (CD31+Ly6C+) 
and monocytes  (CD31−Ly6c+) differentiated towards  osteoclasts22. From these three, myeloid blasts appeared to 
be the most potent in osteoclastogenesis.

In primary osteoblasts, IL-23R protein is absent, and IL-23 treatment does not influence alkaline phosphatase 
(ALP) activity, RANKL expression and the proliferation of these  cells23. However, signals of the IL-23R pathway 
can affect osteoblasts indirectly through IL-17A and IL-22, since their receptors are present on osteoblasts. 
Indeed, IL-17A inhibits ALP activity of  osteoblasts24, while IL-22 stimulates mesenchymal stem cell migration 
and osteogenesis-related  genes25. The above studies demonstrate the complexity of the interplay between IL-23 
and cells of the bone. Adding to this complexity, bone physiology is influenced by different factors such as endo-
crine  hormones26 or fat metabolism proteins such as  leptin27, which could also affect IL-23  levels28,29.

Despite the ample amount of data suggesting pleiotropic effects of the IL-23R pathway and its downstream 
cytokines on bone cells, the effects of IL-23R signaling on bone remodeling during steady state are not well 
defined. We studied the role of IL-23R signaling in bone homeostasis at different ages using IL-23R deficient 
mice, and demonstrate that IL-23R deficiency results in changes in bone mass via indirect regulation of osteo-
blast function.

Material and methods
Animals. Knock-in IL-23R-GFP reporter (IL-23RGFP/+) mice were kindly provided by Dr. Mohamed Oukka, 
Seattle, USA and Prof. Dr. Vijay Kuchroo, Boston,  USA30. For generation of IL-23RGFP/+ mice, an IRES-GFP cas-
sette was introduced after exon 8 of the endogenous IL-23R gene. The targeting construct was electroporated 
into Bruce4 ES cells. Targeted ES cells were injected into BALB/c blastocysts and male chimeras were bred with 
female C57BL/6  mice30. IL-23RGFP/+ mice were bred to generate IL-23R−/− (IL-23RGFP/GFP) and WT (IL-23R+/+) 
mice in the Erasmus MC experimental animal facility. Seven-, 12- and 26-week-old littermate male mice were 
used for this study. All mice were kept under specific pathogen-free conditions at the Erasmus MC experimental 
animal facility. Food and water were provided ad libitum. All animal experiments were performed in accordance 
with relevant guidelines and regulations and were approved by the Erasmus MC Dutch Animal Ethics Commit-
tee (DEC).

Micro‑computed tomography (μCT). The left femurs were dissected and fixed overnight in 10% forma-
lin at 4 ̊ C. The bones were then stored in 70% ethanol at 4 °C until microcomputed tomography (μCT) analysis 
was performed using a SkyScan 1076 at a 9 μm voxel resolution and 2300 ms exposure time. The following set-
tings were used: X-ray power of 40 kV and tube current of 250 mA. Beam hardening (20%) was reduced using a 
1 mm aluminum filter, ring-artefacts was set at 5 and an average of three photos (frame averaging) at each angle 
(0.8°) was taken to generate the final images. For the analysis of trabecular bone parameters, the distal metaphy-
sis was scanned (a scan area of 1.35 mm from the distal growth plate towards femoral center). Analysis of the 
cortical bone parameters was performed in the diaphyseal cortex, which comprised a scan area of 0.45 mm in 
the femoral center. 3D reconstruction and data analysis were performed using manufacturer-provided software 
from Bruker MicroCT (NRecon, Data viewer, CT analyzer, SkyScan). Analyzed trabecular and cortical bone 
parameters are depicted according to the ‘Guidelines for assessment of bone microstructure in rodents using 
micro-computed tomography’ of the American society for bone and mineral  research31.
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Three‑point bending test. The same femurs used for the μCT analysis were subjected to a three-point 
bending test using a Chatillon TCD225 series force measurement system (Technex BV, The Netherlands)32. Dis-
placement (mm) and force (N) were registered. Stiffness (N/mm) and work-to-failure (total amount of energy 
required to fracture, indicated by area under the curve for load and distance, Nmm) were calculated.

Flow cytometry. Monoclonal antibody stainings of BM cells were performed as described  previously33. 
Briefly, BM cells were incubated for 30 min with 50 μl anti-FCγRII/III antibodies (Bioceros) to block non-
specific binding. Cells were subsequently incubated for 30 min with anti-mouse CD31 (Biorad) and Ly6C (Bio-
Legend) antibodies. For exclusion of dead cells, BM cells were incubated with Fixable Viability Dye eFluor506 
(eBioscience) for 30 min. All incubation steps were performed at 4 °C in the dark. Samples were acquired on 
an LSRII flow cytometer (BD Biosciences), and data were analyzed using FlowJo v7.6 software (Tree Star Inc. 
Ashland, OR).

Cell culture. To obtain osteoclasts, BM cells from femurs and tibia were cultured for 5–9 days in the pres-
ence of 30 ng/ml recombinant M-CSF (R&D Systems) and 20 ng/ml recombinant RANKL-TEC (R&D Systems). 
Cells were seeded in 96-well flat-bottom plates at a density of 1.0 ×  105 BM cells/well in α-MEM (ThermoFisher 
Scientific) supplemented with 10% fetal calf serum, 100 U/ml penicillin/ streptomycin (Lonza) and 250 ng/ml 
amphotericine B/fungizone (Antibiotic antimycotic solution, Sigma). The medium was refreshed every 3 days. 
For the bone resorption assays, cells were cultured in a Corning osteoassay surface plate (Corning, USA).

To differentiate osteoblasts, 1.0 ×  106 BM cells were cultured in α-MEM supplemented with 15% fetal calf 
serum, 100 U/ml penicillin/streptomycin and 250 ng/ml amphotericine B/fungizone in 24-well plates. Half 
of the medium was refreshed every 3 or 4 days and l-ascorbic acid (Sigma-Aldrich) and β-glycerophosphate 
(Sigma-Aldrich) were added to the medium. At day three, 0.1 mM of l-ascorbic acid and 0.01 M of 
β-glycerophosphate were added. During subsequent medium refreshments, 0.05 mM of l-ascorbic acid and 5 
mM of β-glycerophosphate were added.

Tartrate‑resistant acid phosphatase (TRAP) assay. Cells were washed with PBS and fixed with 10% 
formalin.  TRAP+ cells were stained using a TRAP leukocyte kit (Sigma-Aldrich). The staining was performed 
according to manufacturer’s instructions, except the following adaptation: to visualize osteoclasts specifically, 
we used 1 M tartrate solution instead of the 0.3 M recommended by the manufacturer. Per well, 7 photos were 
taken at different locations to minimize the effect of unequal osteoclast development across the wells. Osteoclasts 
with ≥ 3 nuclei were counted using the online available ImageJ software (https:// imagej. net/ Welco me).

Bone resorption assay. The supernatant of the cells was removed, and the wells were washed three times 
with distilled water to lyse cells. The wells were stained with 5% silver nitrate (Sigma-Aldrich) in bright daylight 
for 30 min. The wells were subsequently fixed for 40–60 s in 5% sodium carbonate (Merck) solubilized in 25% 
formalin. Lastly, the wells were incubated for 2 min in 5% sodium thiosulphate (Merck) in deionized water. After 
each incubation step, wells were washed three times with distilled water. Per well, 4 photos were taken to mini-
mize the effect of unequal resorption activity across the wells. Bone resorption was quantified by measuring the 
percentage resorbed area per photo, using the online available ImageJ software (https:// imagej. net/ Welco me). 
The mean percentage of the 4 photos was used to determine osteoclast activity in each well.

Real‑time PCR. RNA was isolated from osteoblasts at day 10 of culture, using the GenElute Mammalian 
Total RNA Miniprep Kit according to the manufacturer’s instructions (Sigma Aldrich). RNA was treated with 
0.1 U/μl DNAse I Amplification Grade (Invitrogen). cDNA was synthesized using random hexamer primers, 
oligo(dT) primers and 10 U/μl Superscript II (Invitrogen). Primer sequences and probes are listed in Table 1. 
Real-time PCR was performed using the Viia7 (Applied Biosystems) system.

ELISA. Leptin and testosterone were measured in serum samples using the Leptin or the Testosterone mouse/
rat ELISA (Alpco Diagnostics). Procollagen I N-terminal propeptide (PINP) was measured using the mouse 
PINP ELISA (Abbexa), and Anti-Müllerian Hormone (AMH) was measured using the mouse AMH ELISA 
(Ansh Labs). ELISA’s were performed according to manufacturer’s instructions.

Statistical analysis
Data are expressed as mean ± SEM. Data were tested for normality with Kolmogorov–Smirnov method using 
IBM SPSS Statistics 24. Statistical difference between groups was assessed using unpaired t tests.

Table 1.  Primer sequences and probes used for RT-PCRs.

Gene Primer 1 Primer 2 Probe #

Gapdh AGC TTG TCA TCA ACG GGA AG TTT GAT GTT AGT GGG GTC TCG 9

Il23r CCA AGT ATA TTG TGC ATG TGA AGA AGC TTG AGG CAA GAT ATT GTTGT 94

Il12rβ1 GCT TGG GAA CCG AAC CAT GGA GGG GTC GTC TTG GTC 95

https://imagej.net/Welcome
https://imagej.net/Welcome
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To assess interactions between age (7, 12, 26 weeks) and genotype (WT and IL-23R−/−) of mice, two-way 
ANOVA was performed. In case of significant interaction between age and genotype, unpaired t test was per-
formed to compare WT vs IL-23R−/− at each age. One-way ANOVA with Tukey’s multiple comparison test was 
used to assess differences within each genotype over time (7, 12 and 26 weeks). In case of no significant interac-
tion between age and genotype according to two-way ANOVA, but a significant difference for only one of the 
parameters age or genotype, the steps were performed as explained above only for the parameter that came out 
as significantly different. Statistical differences were determined using GraphPad Prism version 5.01 (GraphPad 
Software) and p values < 0.05 were considered statistically significant.

Results
IL‑23R deficiency leads to temporal abnormalities in trabecular bone growth in mice. Previ-
ously, Quinn et  al. demonstrated that IL-23p19−/− mice have reduced trabecular bone mineral  density17. To 
investigate if IL-23R−/− mice present similar phenotype, we subjected the femurs of 7-, 12- and 26-week-old 
male mice to a μCT analysis (Figs. 1, 2, Fig. S1). Trabecular bone parameters such as trabecular thickness (Tb.
Th), number (Tb.N), bone volume fraction (BV/TV), separation (Tb.Sp) and structure model index (SMI) were 
similar between 7-week-old WT and IL-23R−/− mice (Fig. 1, Fig. S1A; Table S1). However, differences in these 
parameters were most notable at 12 weeks of age between both groups. IL-23R−/− BV/TV, Tb.Th, Tb.N and 
SMI were lower compared to WT, while Tb.Sp was higher (Fig. 1, Fig. S1A; Table S1). This difference can be 
explained by the stronger decrease in BV/TV (WT 3.5%; KO 33%) and Tb.N (WT 16%; KO 37%) of IL-23R−/− 
mice between the age of 7 and 12 weeks compared to WT mice (Fig. 1B). Furthermore, Tb.Th increased sig-
nificantly (14%; P < 0.01) in WT mice between 7 and 12 weeks, but this difference was not-significant (6%) in 
IL-23R deficient mice.

Surprisingly, trabecular bone mass was similar to WT in 26-week-old IL-23R−/− mice. In WT mice, there 
was a significant decrease of 65% in BV/TV (P < 0.001), 54% in Tb.N (P < 0.001) and 22% in Tb.Th (P < 0.001) 
between 12 and 26 weeks, while in IL-23R−/− mice there was a smaller decrease of 29% in BV/TV, 23% in Tb.N 
and 9% in Tb.Th. Above data demonstrate that IL-23R deficiency leads to temporal changes in trabecular bone 
mass parameters.

IL‑23R deficiency leads to long‑term abnormalities in cortical bone growth in mice. Cortical 
bone mass parameters such as cortical thickness (Ct.Th), total cross-sectional area inside the periosteal envelope 
(Tt.Ar), cortical bone area (Ct.Ar), cortical area fraction (Ct.Ar/Tt.Ar), periosteal perimeter (Ps.Pm), endocorti-
cal perimeter (Ec.Pm) and medullary area (Ma.Ar) were not significantly different between femurs of WT and 
IL-23R−/− mice at 7 weeks (Fig. 2, Fig. S1B; Table S1). At 12 weeks of age, Ct.Ar, Tt.Ar, Ct.Ar/Tt.Ar, Ps.Pm and 
Ec.Pm were significantly lower in IL-23R−/− mice compared to WT. Between 7 and 12 weeks, Ct.Th (WT 9%; KO 

Figure 1.  12-week-old IL-23R deficient mice have lower trabecular bone mass compared to WT. Femurs 
of 7-, 12- and 26-week-old WT and IL-23R−/− mice were used for μCT analysis. (A) Representative images 
of µCT analysis of trabecular bone. (B) Trabecular bone mass parameters. Tb.Th trabecular thickness, Tb.N 
trabecular number, BV/TV bone volume fraction, Tb.Sp trabecular separation. Pooled data of n = 7 (7 weeks; 
two independent experiments), n = 11 (12 weeks; three independent experiments) and n = 5 (26 weeks; one 
experiment) mice per group. Data are depicted as mean ± SEM. *Significant difference between WT and 
IL-23R−/− mice at indicated age, #significantly different from 12 weeks within WT group, &significantly different 
from 12 weeks within IL-23R−/− group. & p < 0.05, ##p < 0.01, ###, *** or &&&p < 0.001.
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6%), Ct.Ar (WT 17%; KO 9%), Tt.Ar (WT 14%; KO 8%), Ps.Pm (WT 7%; KO 4%), Ec.Pm (WT 8%; KO 4%), 
Ma.Ar (WT 11%; KO 6%) increased significantly in WT mice, however this increase was relatively small and not 
significant in IL-23R−/− mice. In contrast, between the ages of 12 and 26 weeks, there was a significant decrease in 
Ct.Ar (13%; P < 0.05) and Ct.Ar/Tt.Ar (12%; P < 0.001) of WT femurs, while there was a slight increase in these 
perimeters in IL-23R−/− mice (3% and 2% respectively). This resulted in similar Ct.Ar between both groups at 
26 weeks and higher Ct.Ar/Tt.Ar in IL-23R−/− mice. Notably, Tt.Ar (P < 0.05), Ps.Pm (P < 0.05), Ec.Pm (P < 0.01) 
and Ma.Ar (P < 0.01) were all significantly smaller in 26-week-old IL-23R−/− mice compared to WT. These data 
demonstrate that IL-23R deficiency leads to long-term abnormalities of cortical bone growth.

IL‑23R deficient mice have shorter femurs at 12 weeks. Femur length was similar between both 
groups at 7 weeks. In line with the lower bone mass at 12 weeks, IL-23R−/− femurs were significantly shorter than 
those of WT mice (WT 15.4 ± 0.2 µm; KO 14.9 ± 0.4 µm; P < 0.01; Fig. 3). Interestingly, femur length in 26-week-
old IL-23R−/− mice was similar to WT mice. This suggests that IL-23R deficiency leads to temporal abnormalities 
in longitudinal bone growth.

Femurs of 12‑week‑old IL‑23R deficient mice are more brittle than WT. The μCT data demon-
strated that 12-week-old IL-23R−/− mice have lower bone mass. To investigate if the mechanical properties of IL-
23R−/− femurs are also affected, we subjected the femurs to a three-point bending test. The total force required to 
fracture the bones was significantly lower in IL-23R−/− femurs (WT 20 ± 3.7 N; KO 16.1 ± 3.7 N; P < 0.05; Fig. 4). 
In agreement, there was a clear trend towards lower stiffness and energy required to fracture (work-to-failure) in 
IL-23R−/− femurs. Altogether, these data suggest that IL-23R deficiency leads to more fragile bones.

Differentiation and function of IL‑23R−/− osteoclasts is unaltered at 7 and 12 weeks. Since 
bone mass was lower in 12-week-old IL-23R−/− mice, we investigated if this was potentially induced by increased 
osteoclast development. To study if there were abnormalities in the osteoclast precursors of 12-week-old IL-
23R−/− mice, we analyzed their bone marrow by flow cytometry (Fig. S2). The percentage of early blasts and 
myeloid blasts did not differ between both groups (Fig. S2B). However, the fraction of monocytes was reduced 
in IL-23R−/− BM.

Next, we determined the ability of the BM cells to differentiate towards osteoclasts in vitro upon stimulation 
with RANKL and M-CSF at 7 and 12 weeks. We detected equal numbers of  TRAP+ cells, with similar sizes, in 
both WT and IL-23R−/− cultures (Fig. 5A,C).

In addition, the bone resorptive capacity of IL-23R−/− osteoclasts was similar to WT (Fig. 5B,D). In summary, 
these data demonstrate that IL-23R deficiency does not affect osteoclast function and differentiation in 7- and 
12-week-old mice.

Figure 2.  12-week-old IL-23R deficient mice have lower cortical bone mass compared to WT. Femurs of 7-, 12- 
and 26-week-old WT and IL-23R−/− mice were used for μCT analysis (A) Representative images of µCT analysis 
of cortical bone. (B) Cortical bone mass parameters. Ct.Th average cortical thickness, Ct.Ar cortical bone area, 
Tt.Ar total cross-sectional area inside the periosteal envelope, Ct.Ar/Tt.Ar cortical area fraction. Pooled data of 
n = 7 (7 weeks; two independent experiments), n = 11 (12 weeks; three independent experiments) and n = 5 (26 
weeks; one experiment) mice per group. Data are depicted as mean ± SEM. *Significant difference between WT 
and IL-23R−/− mice at indicated age, #significantly different from 12 weeks within WT group. * or #p < 0.05, ** or 
##p < 0.01, ### or ***p < 0.001.
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Bone formation marker PINP is lower in the serum of 12‑week‑old IL‑23R−/− mice compared to 
WT. Next, we assessed serum levels of the bone turnover marker PINP in our mice. At 7 weeks, there was no 
difference between both groups (Fig. 6A). However, at 12 weeks, IL-23R−/− mice had significantly lower PINP 
levels compared to WT (Fig. 6B). At 26 weeks, PINP levels were similar between the two groups (Fig. 6C). To 
determine if IL-23 can act directly on osteoblasts, we cultured BM cells towards osteoblasts and analyzed gene 
expression of the IL-23R subunits in these cells at day 10 of culture. Although Il12rβ1was expressed similarly in 
osteoblasts of both genotypes, Il23r could not be detected (Fig. S3). Combined, these data suggest that IL-23R 
signaling affects osteoblast activity indirectly.

Serum leptin is similar between 7‑ and 12‑week‑old WT and IL‑23R−/− mice. Our data suggest 
that the effects of IL-23 on osteoblasts are indirect, therefore, other factors are likely involved. To determine 
whether an altered gonadal function might be involved, we measured serum levels of testosterone and Anti-
Müllerian hormone, but did not detect differences between both groups (data not shown).

Next, we investigated whether absence of IL-23R affected the metabolic system by assessing the body weight 
of the mice at 7, 12 and 26 weeks. Notably, 12-week-old, but not 7- and 26-week-old, IL-23R−/− mice had sig-
nificantly lower body weight than WT mice (Fig. 7A, Fig. S4). This difference in weight prompted us to meas-
ure leptin levels in the mice. We detected similar serum levels of leptin in 7- and 12-week-old IL-23R−/− mice 
compared to WT (Fig. 7B). Our data suggest that testosterone, AMH and leptin are not involved in IL-23R 
signaling-mediated regulation of osteoblasts.

Discussion
In this study, we demonstrate that 12-week-old IL-23R deficient mice have reduced bone mass, more fragile bones 
and shorter femurs compared to WT. While trabecular bone mass is restored at 26 weeks, the effects on cortical 
bone parameters seem of long-term. No changes were found in osteoclasts of 7- or 12-week-old IL-23R−/− mice. 
However, serum PINP levels were significantly lower in 12-week-old IL-23R deficient mice. The effects of IL-
23R signaling on osteoblasts are most likely indirect, since the il23r subunit was not expressed in these cells. 

Figure 3.  12-week-old IL-23R deficient mice have shorter femurs compared to WT. Femur length of 7-, 12- and 
26-week-old WT and IL-23R−/− mice was determined using μCT. Pooled data of n = 7 (7 weeks; two independent 
experiments), n = 11 (12 weeks; three independent experiments) and n = 5 (26 weeks; one experiment) mice per 
group. Data are depicted as mean ± SEM. *Significant difference between WT and IL-23R−/− mice at indicated 
age, #significantly different from 12 weeks within WT group, &significantly different from 12 weeks within 
IL-23R−/− group. ** or &&p < 0.01, ###p < 0.001.

Figure 4.  IL-23R−/− mice have more brittle bones compared to WT at 12 weeks. Femurs of 12-week-old mice 
were subjected to three-point bending test for assessing bone strength. Pooled data of three independent 
experiments with n = 10–11 mice per group. Data are depicted as mean ± SEM. *p < 0.05. 
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Apparently, mice lacking IL-23R undergo systemically driven temporal changes in osteoblast function, for which 
the exact cause yet has to be identified. These changes result into temporal and long-term alterations of the bone.

Our finding that 7-week-old IL-23R deficient mice have similar bone mass as WT mice, is in agreement with 
the study of Adamopoulos et al., who did not find any bone abnormalities in 8-week-old IL-23p19−/−  mice14. Fur-
thermore, no defects in bone mass were found in 4-week-old IL-23p19−/−  mice17, suggesting that bone abnormali-
ties due to disruption of the IL-23/IL-23R signaling develop at later ages. Indeed, 12-week-old IL-23R deficient 
mice had significantly less bone mass compared to WT, which is in line with the previously reported trabecular 
bone phenotype in IL-23p19−/− mice of similar  age17. In contrast to our study and that of Quinn et al., Sato et al. 
did not find any bone abnormalities in 12-week-old IL-23p19−/−  mice18.

Earlier studies have demonstrated that cortical bone plays a major role in determining the mechanical prop-
erties of the bone and the risk of fracture, since most of fragility fractures occurs at non-vertebral sites where 
bone is composed mainly by cortical  tissue34. To our knowledge, we demonstrate here for the first time that 
cortical bone mass is affected in the absence of IL-23R at 12 weeks, and that the bones of IL-23R deficient mice 
are more fragile than WT.

Figure 5.  In vitro osteoclast differentiation and function of 7- and 12-week-old mice is unaltered in the absence 
of IL-23R. BM cells of 7- or 12-week-old mice were stimulated to differentiate towards osteoclasts with M-CSF 
and RANKL. Cells were assessed for osteoclasts at day 5 of culture via TRAP staining. Osteoclast function was 
assessed at day 7 (12-week-old) or 9 (7-week-old) of culture with resorption assay. (A) Trap staining at 7 weeks. 
(B) Bone resorption at 7 weeks. Pooled data of two independent experiments with n = 7 mice per group. (C) 
Trap staining at 12 weeks. (D) Bone resorption at 12 weeks. Representative of three independent experiments 
with n = 3–5 mice per group per experiment.
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We found that trabecular bone mass and femur length of 26-week-old IL-23R−/− mice were similar to WT. 
This seemed to be induced due to reduced bone loss in IL-23R−/− mice between the age of 12 and 26 weeks. Sup-
porting this, a recent study demonstrated higher bone mass in 12-months-old IL-12p40−/− mice, which lack both 
IL-12 and IL-23, suggesting that lack of IL-23 has a protective role in age-related bone  loss19. In contrast, Quinn 
et al. reported reduced BV/TV, Tb.N and Tb.Th in 26-week-old IL-23p19−/−  mice17, while Adamopoulos et al. 
reported no significant differences in BV/TV, but higher Tb.N in 26-week-old IL-23p19−/−  mice14. These differ-
ences could be due to the use of equipment with different sensitivities for bone mass determination, differences 
in the genetic background of the mice and/or differences in used control mice (littermate vs non-littermate). 
Additionally, due to reduction in trabecular bone mass at older ages, detection of small differences in bone mass 
could be more challenging. Nonetheless, all these studies demonstrate that age is an important factor in the IL-
23-dependent effects on the bone.

In contrast to trabecular bone, the effects of IL-23R deficiency on cortical bone including radial bone growth 
seemed to be of long-term. Considering the different effects of IL-23R deficiency on longitudinal (temporal) 
versus radial bone growth (long-term), it would be interesting to follow these mice for longer periods to obtain 
a better understanding of their phenotype at older ages.

In contrast to osteoclasts, our data suggest the involvement of osteoblasts in the IL-23R-dependent regula-
tion of bone mass. Notably, PINP levels were not different at 7 and 26 weeks, but were significantly lower in 
12-week-old IL-23R−/− mice compared to WT. PINP is a bone formation marker that is used by a large number 
of studies as a good clinical marker of bone metabolism related  diseases35. Serum PINP levels correlated well 
with the bone phenotype of the mice over time, suggesting that the observed lower bone mass is due to defects 
in bone formation. The notion that osteoblast-related factors are involved in the effects of IL-23 on the bone, are 
supported by a recent study which reported decrease in ALP activity in mice lacking IL-12p4019.

Interestingly, the effects of the IL-23/IL-23R signaling pathway on osteoblasts seem to be indirect, since we 
did not detect expression of Il23r subunit on osteoblasts. This is in line with previous studies which have reported 
lack of IL-23R on osteoblasts and no direct effect of IL-23 stimulation on these  cells17,24. To study which factors 
were involved in the indirect effects of IL-23R signaling on osteoblasts, we assessed body weight, serum levels of 
AMH, testosterone and leptin. The lower bone mass phenotype and body weight of 12-week-old IL-23R−/− mice 
was not due to systemic changes in AMH, testosterone or leptin levels. Future studies should reveal whether 
IL-23R signaling has a role on other aspects of osteoblast function, and what is causing the effects of IL-23R 

Figure 6.  Serum PINP is significantly lower in 12-week-old IL-23R−/− mice compared to WT. Serum PINP 
was measured in (A) 7-week-old, (B) 12-week-old or (C) 26-week-old WT and IL-23R−/− mice. Pooled data 
of n = 10–11 7-week-old mice (three independent experiments), n = 15 12-week-old mice (four independent 
experiments) and n = 4–5 26-week-old mice (one experiment). Data are depicted as mean ± SEM. **p < 0.01.

Figure 7.  Serum leptin is similar to WT in 7- and 12-week-old IL-23R deficient mice. Seven- and 12-week-
old WT and IL-23R−/− mice were weighed and serum was used for leptin measurement. (A) Weight of mice 
in grams. (B) Leptin measured in serum by ELISA. Pooled data of n = 9 mice (7 weeks) per group from two 
independent experiments, and n = 8–10 mice per group (12 weeks) from three independent experiments. Data 
are depicted as mean ± SEM. *p < 0.05.
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deficiency on the bone formation to occur at 12 weeks, but not at earlier or later ages. Also, it should be investi-
gated whether the lower body weight at 12 weeks is due to lower bone mass or whether other factors are involved.

The bone phenotype observed at 12 weeks of age in IL-23R−/− mice may resemble an osteoporotic pheno-
type. Our data support the study of Azizieh et al., who found lower IL-23 levels produced by peripheral blood 
mononuclear cells of osteoporotic women compared to women with normal bone mineral  density36. This sug-
gests that low IL-23 levels could serve as a marker for bone loss in these patients. On the other hand, in PsA 
patients, treatment with anti-IL-23 biologicals has been demonstrated effective in reduction of disease activity 
and consequently halting inflammation-induced bone  erosions37. However, the effects of long-term anti-IL-23 
biological treatment on (systemic) bone mass and excessive local bone formation has not been clearly established.

It should be noted that our study has a few limitations. We studied the effects of IL-23R deficiency on the 
bone until 26 weeks of age. Despite having studied these mice at 3 different ages and revealing both temporary 
and long-term effects of IL-23R deficiency, it would be interesting to study the long-term effects on bone mass 
and strength at later ages after 26 weeks.

Moreover, we used in vitro differentiated cells and since cultured cells do not necessarily reflect the in vivo 
situation, further in vivo studies should be performed to understand the effects of IL-23R deficiency on bone 
mass.

In conclusion, we demonstrate here that IL-23R deficient mice have a temporary defect in their bone forma-
tion, which results in temporal effects on trabecular bone and long-term effects on cortical bone. Our study 
points towards possible implications for patients with long term treatment with anti-IL-23 biologicals who may 
suffer from loss of bone mass due to prolonged decrease in IL-23 levels.
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