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mg v. 19.4 ng/mL/mg, respectively), and 2.49-fold (70.2 ng/
mL/mg v. 28.2 ng/mL/mg, respectively) higher in APN-treated 
cells than in the mock control cells, respectively, whereas there 
were no significant differences compared to the APPL1 knock-
down group (Fig. 3B, C). Similarly, increased Alizarin Red 
staining was observed in APN-treated cells compared to con-
trol cells in the presence of APPL1. In the absence of APPL1, APN 
had no effect on the osteogenesis of h-JBMMSCs (Fig. 3D).

Blockade of p38 MAPK Phosphorylation 
Inhibited h-JBMMSC Osteogenesis

The p38 MAPK inhibitor SB202190 was used to determine the 
role of p38 MAPK in the APN-induced osteogenesis of 
h-JBMMSCs. As expected, Western blotting revealed elevated 
RUNX2 expression in APN-treated cells, and this increase was 
mitigated in cells pretreated with the p38 inhibitor (Fig. 4A). 
Similarly, ALP activity, OCN expression, and OPN expression 
were significantly lower in cells treated with the p38 inhibitor 
(Fig. 4B, C). On Alizarin Red staining, fewer positive red cal-
cifying nodules were observed in the p38 MAPK inhibition 
group than in the other groups (Fig. 4D).

Discussion
It is well known that APN has insulin-sensitizing, anti-
inflammatory properties. Along with its metabolic function, 
APN was previously shown to be involved in tissue regenera-
tion, especially in osteogenesis (Yamauchi et al. 2001; 
Villarreal-Molina and Antuna-Puente 2012; Padmalayam and 
Suto 2013). APN was shown to promote human osteoblast pro-
liferation and improve the osteogenic differentiation of BMSCs 
and adipose-derived stem cells (ASCs) (Scherer et al. 1995; 
Kanazawa et al. 2007; Lee et al. 2007; Chen et al. 2015). A 
recent study also reported that APN had a relationship with 
rheumatoid arthritis (Skalska and Kontny 2016). However, few 
studies have addressed the relationship between APN and 
h-JBMMSCs. We previously determined that APN promotes 
the ossification of extraction sockets in vivo (Hu et al. 2015). 
However, it is not clear whether APN could produce a similar 
effect in vitro. With APN treatment for 1 wk, h-JBMMSCs 
showed a significant up-regulation of osteogenic genes, includ-
ing ALP, OCN, OPN, and IBSP. Luo et al. (2005) previously 
showed that with APN treatment for 24 or 48 h, osteoblasts 
expressed ALP and OCN at significant levels compared to con-
trols. These findings collectively suggest that APN promotes 
osteogenesis by bone-forming cells.

Next, we investigated the mechanism of APN-driven osteo-
genesis in h-JBMMSCs. APPL1 is a key regulator of the APN 
signaling pathway and has been studied extensively in myo-
blasts, where it was previously shown to elicit p38 MAPK and 
AMPK phosphorylation in ASCs (Mao et al. 2006; Xin et al. 
2011; Chen et al. 2015). Our study revealed similar APPL1 
expression between APN-treated and control cells, as previ-
ously shown (Mao et al. 2006). Confocal microscopy showed 
that APPL1 translocated from the nucleus to the cytoplasm in 

Figure 2. Adiponectin (APN) induced p38 MAPK phosphorylation and 
APPL1 cytoplasmic localization in human jaw bone marrow mesenchymal 
stem cells (h-JBMMSCs). (A) h-JBMMSCs were cultured in complete 
medium in 60-mm dishes, starved for 12 h in α-MEM, and then treated 
with or without APN at 1 µg/mL at the indicated time points. Then, 
phospho-p38, total p38, APPL1, and actin levels were examined by 
Western blotting (upper panel), and the data were quantitatively 
analyzed (lower panel). (B) Alternatively, FITC immunofluorescence was 
used to evaluate APPL1 localization using DAPI as a nuclear counterstain 
(upper panel), and the data were quantitatively analyzed (lower panel).
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response to APN treatment. In a previ-
ous study, APPL1 translocated from the 
cytoplasm to the nucleus in HeLa cells 
in response to Rh-EGF (Miaczynska et al. 
2004) and from the nucleus to the cyto-
plasm in ASCs in response to APN 
(Chen et al. 2015); thus, the distribution 
of APPL1 varies according to the cell 
type and stimulus applied (Miaczynska 
et al. 2004; Cheng et al. 2014).

Then, we knocked down APPL1 to 
explore the downstream signaling path-
way. APPL1 knockdown in h-JBMMSCs 
showed no effect on basal p38 phos-
phorylation, as previously noted (Xin  
et al. 2011), and these cells showed no 
reaction in response to APN treatment, 
suggesting that APPL1 was not indis-
pensable for the phosphorylation of p38 
but was an essential mediator of APN-
induced p38 MAPK pathway activation. 
Similar results were observed with respect 
to RUNX2 expression and osteogenesis-
related protein expression, indicating that 
APN may promote h-JBMMSC osteo-
genesis via APPL1. Moreover, treatment 
with a p38 inhibitor decreased RUNX2 
expression and blocked the APN-induced 
up-regulation of RUNX2, which has 
been observed in other studies (Kim and 
Kim 2010; Lee et al. 2011). Pretreatment 
with a p38 inhibitor decreased ALP 
activity, osteogenic protein expression, 
and the formation of calcifying nodules 
in h-JBMMSCs stimulated with or with-
out APN. This finding suggests that APN 
promoted the osteogenesis of h-JBMMSCs 
via the p38 MAPK pathway.

Finally, we verified the potency of 
the signaling pathway using Alizarin 
Red staining. Unsurprisingly, the osteogenic 
differentiation ability of h-JBMMSCs 
was inhibited in APPL1 knockdown 
cells and SB202190-pretreated cells 
regardless of APN treatment.

In conclusion, our data suggest that 
APN could promote h-JBMMSC osteo-
genesis via APPL1-mediated p38 pathway 
activation and increase ossification-related 
gene expression. We are the first to verify 
this pathway in h-JBMMSCs; however, 
the full mechanism of APN-mediated 
h-JBMMSC osteogenesis is complicated 
and will require further investigation.
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Figure 3. APPL1 was essential for adiponectin (APN)–induced p38 MAPK phosphorylation and 
human jaw bone marrow mesenchymal stem cell (h-JBMMSC) osteogenesis. (A) h-JBMMSCs 
were cultured in complete medium, starved for 12 h in α-MEM, and then treated with or without 
1 µg/mL APN for 15 min. APPL1, phospho-p38, total p38, and actin levels were then examined. 
h-JBMMSCs were cultured in osteoblast-inducing conditional medium and treated with or without 
APN at 1 µg/mL once every 3 d. After 7 d, total protein was extracted to examine RUNX2 and 
actin expression (upper panel), and the data were quantitatively analyzed (lower panel).  
(B) After 7 d of culture in osteoblast-inducing conditional medium, total protein was extracted 
in RIPA reagent to monitor the ALP activity. The protein concentration was normalized to the 
relative quantity of each sample. (C) After 7 d of culture in 24-well plates, cell supernatants were 
collected to examine the secretion of osteogenesis-related proteins. Protein concentrations were 
normalized to the relative quantity in each sample. (D) After 21 d of culture, cells were used 
for Alizarin Red staining (upper panel), and the data were quantitatively analyzed (lower panel). 
APPL1(+), mock-transfected controls; APPL1(–), APPL1 knockdown. *P < 0.05.
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