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Abstract 

Rationale: Mesenchymal cell-derived osteosarcoma is a rare malignant bone tumor affecting children and 
adolescents. PTEN down-regulation or function-loss mutation is associated with the aggressive of 
osteosarcoma. Explicating the regulatory mechanism of PTEN might highlight new targets for improving the 
survival rate of osteosarcoma patients. 
Methods: The clinical relevance of FGD1 was examined by the TCGA data set, Western blotting and 
immunohistochemistry of osteosarcoma microarray slides. Functional assays, such as the MTS assay, colony 
formation assay and xenografts, were used to determine the biological role of FGD1 in osteosarcoma. The 
protein-protein interaction between FGD1 and PTEN was detected via co-immunoprecipitation. The 
relationship between FGD1 and PD-L1 was examined by Western blot analysis, RT-qPCR and 
immunohistochemistry. 
Results: In this study, analysis of the TCGA data set of sarcomas revealed that FGD1 was over-expressed with 
the highest P values. Then, we demonstrated that FGD1 was also abnormally up-regulated in osteosarcoma 
with unfavorable prognosis. Aberrant expressed FGD1 promoted the osteosarcoma tumor cell proliferation 
and invasion. Moreover, we found that FGD1 was participated in activating PI3K/AKT signaling pathway by 
interacting with PTEN. Finally, we showed that FGD1 was capable of regulating the tumor immune response via 
the PTEN/PD-L1 axis in osteosarcoma. 
Conclusions: Our data suggested that abnormally over-expressed FGD1 functions as an oncogenic protein to 
promote osteosarcoma progression through inhibiting PTEN activity and activating PI3K/AKT signaling. 
Notably, FGD1 increased PD-L1 expression in a PTEN dependent manner and modulated the sensitivity of 
immune checkpoint-based immunotherapy in osteosarcoma. Thus, FGD1 might be a potential target for 
improving the survival rate of osteosarcomas. 
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Introduction 
Mesenchymal cell-derived osteosarcoma is a rare 

malignant bone tumor affecting children and 
adolescents [1]. In the past decades, surgical resection 
and traditional adjuvant chemotherapy were applied 
to treat osteosarcoma. Consequently, the 5-year 
survival rate of high-grade osteosarcoma reached 
more than 70% [2]. Low-grade osteosarcoma is 

characterized by early metastasis and easy recurrence, 
which profoundly shortens the patient’s survival time 
[2, 3]. About 20% of osteosarcoma cases are diagnosed 
with metastasis at the first visit [1]. It is worth noting 
that osteosarcoma patients with distal metastasis or 
local relapse are resistant to conventional chemo-
therapy. Despite the use of intensive chemotherapy to 
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treat these osteosarcoma patients, chemotherapy 
drugs did not change the survival time of patients 
except for serious side effects [1]. Therefore, exploring 
and developing new effective therapeutic methods 
are an urgent need for osteosarcoma patients.  

Recently, a high level of genomic instability was 
defined in osteosarcoma [1] and several oncogenic 
pathways, such as the phosphatidylinositol 3-kinase 
(PI3K)/AKT signaling pathway, were shown to 
contribute towards the tumorigenesis of osteosarcoma 
[4]. The PI3K/AKT pathway is activated in almost all 
advanced osteosarcoma cases [4]. A cascade of events 
of the PI3K/AKT pathway is involved in modulating 
the osteosarcoma tumor cell proliferation, cell cycle, 
tumor cell apoptosis, migration, invasion and chemo-
therapy resistance [4]. Recently, small molecules 
targeting AKT or downstream proteins, including 
mTOR, have shown a promising anti-tumor effect on 
osteosarcoma cells [4] and in clinical trials [5]. Thus, a 
better understanding of the pathogenesis of the 
PI3K/AKT pathway might reveal more candidates for 
osteosarcoma treatment.  

Phosphatase and tensin homologue (PTEN) gene 
is located on chromosome 10 and encodes a protein 
containing 403 amino acids [6, 7]. PTEN consists of an 
N-terminal phosphatase domain involved in modula-
ting lipid phosphatase activity, and a C-terminal 
domain responsible for PTEN degradation [8]. PTEN 
functions as a tumor suppressor by dephosphoryla-
ting phosphatidylinositol (3,4,5)-triphosphate (PtdIns- 
3,4,5-P3) and negatively regulating the PI3K/AKT 
pathway [9]. PTEN is reported to inhibit the tumor 
growth and invasion in U-2OS and MG63 osteosar-
coma cell lines [10]. PTEN down-regulation or loss-of- 
function mutation is found in osteosarcoma and has a 
close relationship with the aggressiveness of osteosar-
coma [10]. Explicating the regulatory mechanism of 
PTEN could highlight new targets for improving the 
survival rate of osteosarcoma patients. In this study, 
we identified FYVE, RhoGEF and PH domain- 
containing protein 1 (FGD1) as a bona fide binding 
partner of PTEN. Our results revealed that FGD1 was 
markedly overexpressed and might be a prognostic 
biomarker in osteosarcoma patient specimens. More-
over, our data indicated that FGD1 promoted osteo-
sarcoma progression by increasing the proliferation 
and invasion ability of the tumor cells. Interestingly, 
we found that FGD1 could bind with PTEN to inhibit 
the activity of PTEN and activate PI3K/AKT/NK-kB 
signaling in osteosarcoma cells. Finally, we demon-
strated that FGD1 could regulate osteosarcoma 
immune response through PTEN/PD-L1 axis. Thus, 
FGD1 might be a novel candidate for osteosarcoma 
therapy.  

Material and Methods 
Cell lines and cell culture  

We purchased four human osteosarcoma cell 
lines (MNNG/HOS, MG-63, 143B and U-2OS) and a 
mouse osteosarcoma cell line (K7M2-WT) from the 
Cell Bank of China Academy of Sciences (Shanghai, 
China). MNNG/ HOS, MG-63 and U-2OS cells were 
cultured in α-MEM (HyClone, USA) supplemented 
with 10% fetal bovine serum (Gibco, USA). The 143B 
cells were cultured in McCoy’s 5A medium (Gibco, 
USA) supplemented with 10% fetal bovine serum. 
K7M2-WT cells were cultured in DMEM, High 
Glucose (Gibco, USA) supplemented with 10% fetal 
bovine serum. All the cell lines were maintained at 
37°C with 5% CO2 in a humidified incubator.  

Plasmids, antibodies and chemicals  
We purchased mammalian expression vectors 

for Flag-FGD1 and Myc-PTEN recombinant proteins 
from GeneChem (Shanghai, China). The FGD1 
antibody (#PA5-40416) was purchased from Thermo 
Fisher Scientific (working dilution 1:500); GAPDH 
(#ab9485) was from Abcam (working dilution 1:5000); 
PTEN (#9188S) was from Cell Signaling Technology 
(working dilution 1:1000); AKT (#4691T) was from 
Cell Signaling Technology (working dilution 1:1000); 
Phospho-AKT (Ser473) (#4060S) was from Cell 
Signaling Technology (working dilution 1:1000); 
FOXO1 (#2880S) was from Cell Signaling Technology 
(working dilution 1:1000); Phospho-FOXO1 (Ser319) 
(#2486) was from Cell Signaling Technology (working 
dilution 1:1000); PD-L1 (#13684S) was from Cell 
Signaling Technology (working dilution 1:1000); Flag 
(#A5712) was from Bimake (working dilution 1:2000). 
MK2206 and Ly294002 were purchased from 
MedChemExpress (Shanghai, China). 

Western blotting of cells and tissues 
The rationality of using human tissue (12 pairs of 

matched osteosarcoma/adjacent non-tumor tissues) 
was audited by the Local Ethics Committee (Tongji 
Medical College, China). All patients or their 
guardians provided written informed consent. Tumor 
tissues (after grinding) or cells were lysed with RIPA 
lysis buffer (Beyotime, China) containing 1% 
phosphatase and protease inhibitors. The protein 
content in the lysates was determined using the BCA 
protein assay kit (Beyotime Biotechnology, China). 
Proteins were separated by sodium dodecyl sulphate- 
polyacrylamide gel electrophoresis (SDS-PAGE) and 
transferred to PVDF membranes (Millipore, Massa-
chusetts, USA). 5% skim milk was used to block the 
PVDF membranes for 1 h at room temperature, fol-
lowed by incubation with specific antibody overnight 
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at 4°C. Next, the membrane was washed with 1X 
TBST and incubated with secondary antibodies for 1 h 
at room temperature. In the end, the immunoreactive 
bands were exposed by using the ECL Kit (Thermo 
Fisher Scientific) under the illumination of X-rays. 

Flow cytometry analysis 
We divided the osteosarcoma cells into four 

treatment groups (shControl, shControl+MK2206, 
shFGD1 and shFGD1+MK2206). All the cells were 
harvested and washed with 1X PBS. Then, we 
centrifuged the cells and discarded the liquid 
supernatant. We used a binding buffer to resuspend 
the cells before being labelled by Annexin V-FITC/PI 
double-staining (Keygen Biotech, China) in the dark. 
All the samples were analyzed by flow cytometry. The 
U-2OS, MNNG/HOS and 143B cells were infected by 
shControl or shFGD1. The cells were harvested and 
washed with 1X PBS followed by fixing in 4% 
paraformaldehyde for 15 min. After washing with 1X 
PBS, cells were incubated with chilled 100% methanol 
for 30 min on ice. We washed the cells with PBS again 
and incubated the cells with PD-L1 antibody 
(BioLegend, APC anti-human CD274, clone 29E.2A3) 
or isotype IgG (BioLegend, APC anti-human IgG Fc 
Antibody, clone HP6017) for 15 min at room 
temperature. Subsequently, the cells were given three 
washes with PBS and suspended in 1X PBS to be 
analyzed by flow cytometry. 

In vivo assay 
All the animal experimental protocols were 

authorized by the Ethics Committee of Tongji Medical 
College, Huazhong University of Science and Techno-
logy. Nude mice (BALB/c, female, 4 to 5-week-old, 
18-20 g) were injected hypodermically with 5×106 
MNNG/HOS cells. All mice were randomly divided 
into three groups (n=5/group) and the cells for inject-
tion were treated differently (Control, shFGD1 and 
shFGD1+Tsin-Flag-FGD1) or (shControl, shFGD1, 
shControl+MK2206 and shFGD1+MK2206). The 
shFGD1 and shControl were purchased from RiboBio 
(Guangzhou, China). The mice were administered 
normal saline solution or MK2206 (120/mg/kg/d), 
intraperitoneally. Tumor volumes were calculated 
from the length and the width using the following 
formula: volume (mm3) = L x W 2/2. Three weeks 
after injection, the animals were euthanized and 
tumors were harvested, weighed, and fixed in 4% 
paraformaldehyde. 

Phosphatidylinositol-3,4,5-trisphosphate 
(PIP3) phosphatase assay 

PIP3 phosphatase assay was performed 
following the manufacturer’s protocol of Assay kit for 
quantitative determination of PTEN activity by 

colorimetry (GMS50064.1, Genmed, Shanghai). 
Briefly, 5X106 pancreatic cancer cells were harvested 
from 6-well plated and lysed by specific lysis buffer 
(Reagent B). Then, the sample were reacted with 
Reagent E buffer at 37°C for 10 min. The reaction was 
stopped by Reagent F buffer. Reagent G buffer for 
color rendering was added and incubated in the room 
temperature in the dark for 15min. PIP3 was 
dephosphorylated by PTEN to release free phosphate, 
which reacted with malachite green dye and 
measured by spectrophotometer at 660nm.  

Statistical analysis 
Statistical analyses were performed with 

one-sided or two-sided paired Student’s t-test for 
single comparison and one-way ANOVA with a post 
hoc test for multiple comparisons. P value < 0.05 was 
considered statistically significant. All the values are 
expressed as the mean ± SD. 

Other methods are provided in Supplementary 
information. 

Results 
Expression of FGD1 is up-regulated in 
osteosarcoma patient specimens and 
associated with poor prognosis 

First, we analyzed the TCGA data set of sarco-
mas to explore the up-/down-regulated genes, which 
might be therapeutic targets for sarcoma patients [11, 
12]. Interestingly, we observed that FGD1 was over- 
expressed in the data set with the highest P values 
(Figure 1A). It has been found that the mRNA levels 
of FGD1 were up-regulated in 20 percent of sarcoma 
patients (Figure 1B). Moreover, the mRNA expression 
levels of FGD1 in normal tissues were found to be 
lower than those in the sarcoma tissues using GEPIA 
or Oncomine web tools (Figure 1C and Figure S1A) 
[13]. Similarly, the protein expression of FGD1 in 
osteosarcoma tissues was higher than that in the 
adjacent normal tissues after Western blot analysis or 
immunohistochemistry (IHC) staining of patient 
samples (Figure 1D-G), which is consistent with the 
mRNA levels (Figure S1B). Furthermore, we stained 
FGD1 in the osteosarcoma tissue microarray (osteo-
sarcoma specimens n = 80) and found that FGD1 
expression was positively correlated with the tumor 
stage (Figure 1H-1J). At last, the survival assay 
performed using the GEPIA web tool indicated that 
over-expression of FGD1 shortened the disease-free 
survival time (Logrank P = 0.065) and overall survival 
time (Logrank P = 0.0024) of osteosarcoma patients 
(Figure 1K). Besides, FGD1 was also overexpressed in 
melanoma and had a close relationship with the 
prognosis in melanoma patients (Figure S1C-S1D). 
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Together, the results demonstrate that FGD1 is 
up-regulated in osteosarcoma and could be used as a 

biomarker to predict the prognosis of osteosarcoma in 
patients. 

 

 
Figure 1. Expression of FGD1 is up-regulated in osteosarcoma patient specimens and associated with poor prognosis. A, Bioinformatics analysis of the TCGA 
data set by using the cbioportal web tool (http://www.cbioportal.org/) to get the under-/over-expressed genes in sarcoma. B, the mRNA expression levels of FGD1 in sarcoma. 
C, analysis of the mRNA expression levels of FGD1 by using the GEPIA web tool (http://gepia.cancer-pku.cn/). D-G, the protein levels of FGD1 from osteosarcoma specimens 
and corresponding adjacent non-tumor tissue (NAT) (n = 12) were detected by Western blotting analysis (D and E) and IHC analysis (F and G). P values as indicated. H-J, the 
protein levels of FGD1 from osteosarcoma tissue microarray (osteosarcoma specimens n = 80) were determined by IHC analysis. The typical image of FGD1 in different stage 
as indicated in H. K, the disease-free survival and overall survival rate in low/high FGD1 group was analyzed by the GEPIA web tool.  
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Abnormally overexpressed FGD1 results in 
osteosarcoma progression  

Given that FGD1 might be a prognostic 
biomarker of osteosarcoma, understanding the role of 
FGD1 in osteosarcoma tumor cells could verify its 
oncogenic property. FGD1 was repressed through 
infection with gene-specific short-hairpin RNA in 
U-2OS, MG63 and MNNG/HOS cells, respectively 
(Figure 2A and 2B). FGD1 inhibition profoundly 
decreased the osteosarcoma tumor cell proliferation 
ability in vitro, as revealed by the MTS assay and 
colony formation assay (Figure 2C and 2D). On the 
contrary, FGD1 overexpression after transfection with 
FGD1 plasmids resulted in an increasing tumor cell 
growth in osteosarcoma cells (Figure 2E-2H). More-
over, we observed that recusing the expression of 
FGD1 could reverse the decreased tumor cell 
proliferation effect induced by repression of FGD1 in 
MNNG/HOS cells (Figure 2I and 2J). Furthermore, 
the xenograft tumor assay was used to evaluate the 
capability of tumor cell growth in vivo. Similarly, 
knockdown of FGD1 suppressed the tumor growth 
and decreased the number of Ki-67-positive cells, but 
overexpression of FGD1 reversed this process (Figure 
2K-2O). Meanwhile, we also found that knockdown of 
FGD1 blocked the tumor cell migration and regulated 
the cell cycle in osteosarcoma cells (Figure S2A-S2C). 
Collectively, our data suggest that FGD1 promotes the 
osteosarcoma tumor cell progression in vivo and in 
vitro.  

Knockdown of FGD1 represses activation of 
PI3K/AKT signaling in osteosarcoma cells 

As FGD1 is responsible for the osteosarcoma 
tumor cell progression, the mechanism underlying the 
modulation of this process by FGD1 needs to be 
studied further. The RNA-Seq data analysis was 
conducted in MNNG/HOS cells with or without 
FGD1 knockdown (Figure 3A and 3B). Subsets of the 
down-/up-regulated genes by silencing FGD1 in 
three-replicates were identified (Figure 3A and 3B). 
GO and KEGG enrichment analysis indicated that 
down-regulated genes overlapped with the PI3K/ 
AKT signaling pathway and TNF signaling pathway 
after repression of FGD1 in MNNG/HOS cells (Figure 
3C, Figure S3A and S3B). To verify the above finding, 
we performed knockdown of FGD1 in three osteo-
sarcoma cell lines: U-2OS, MG63 and MNNG/HOS. 
FGD1 silencing inhibited the phosphorylation of AKT 
and FOXO1, which is a well-known downstream 
event of the PI3K/AKT pathway (Figure 3D). Besides, 
knockdown of FGD1 led to the osteosarcoma tumor 
cells being more sensitive to pan-AKT inhibitors 
(MK2206), as depicted by the decreasing IC50 values 
of MK2206 in three cell lines (Figure 3E). In contrast, 

ectopically overexpressed FGD1 led to an increase in 
the IC50 values of MK2206 in three osteosarcoma 
tumor cell lines (Figure S4A). Moreover, FGD1 
repression not only resulted in apoptotic cell death 
but also enhanced the growth-inhibitory effect of 
MK2206 in osteosarcoma tumor cell lines in vivo and 
in vitro (Figure 3F-3J, Figure S4B and S4C), which 
indicates that the PI3K/AKT pathway plays an 
important role in mediating the biological function of 
FGD1 in osteosarcoma cells.  

FGD1 interacts with PTEN to inhibit PTEN 
phosphatase activity in osteosarcoma cells 

Since we identified that FGD1 positively 
regulated the activation of the PI3K/AKT signaling 
pathway in osteosarcoma cells, the specific mecha-
nism was still not explicit. To explore the underlying 
mechanism, Flag-tagged FGD1 constructs were trans-
fected into 293T cells. Cell extracts were immunopre-
cipitated with IgG or Flag antibody and subjected to 
mass spectrometry analysis. Importantly, mass 
spectrometry analysis suggested that PTEN might be 
one of the binding partners of FGD1 (Figure 4A). As 
PTEN negatively modulated the PI3K/AKT pathway, 
we were interested in determining whether PTEN 
was the bridge between FGD1 and the PI3K/AKT 
pathway. Firstly, co-immunoprecipitation (Co-IP) was 
performed to verify the interaction between 
exogenously expressed Flag-FGD1 and Myc-PTEN in 
293T cells (Figure 4B and 4C). Then, the binding 
between endogenous FGD1 and PTEN was confirmed 
in U-2OS, MG63 and MNNG/HOS cells (Figure 4D 
and 4E). To further identify the region of PTEN that 
interacted with FGD1, the PTEN-N (amino acids 
1-186) and PTEN-C (amino acids 187-403) plasmids 
were constructed (Figure 4F). The recombinant 
proteins of Myc-PTEN-N, Myc-PTEN-C and Flag- 
FGD1 were expressed by the TNT Quick translation 
system [14]. The in vitro Co-IP assay demonstrated 
that the N-terminal of PTEN interacted with FGD1 in 
cells (Figure 4G and 4H). Given that the N-terminal 
region of PTEN is essential for controlling the 
cytoplasmic localization and activity of PTEN [15, 16] 
and that PTEN and FGD1 were mutually exclusively 
in sarcoma patient samples (Figure S5A), we 
wondered whether FGD1 inhibits the function of 
PTEN in osteosarcoma cells. PIP3 phosphatase assay 
indicated that the knockdown of FGD1 increased the 
activity of PTEN and this effect could be diminished 
after rescuing the expression of FGD1 in U-2OS, 
MG63 and MNNG/HOS cell lines (Figure 4I). 
Moreover, we found that FGD1 silencing or ove-
rexpression-induced decrease or increase in the 
phosphorylation levels of AKT could be attenuated by 
knockdown of PTEN in osteosarcoma tumor cells 
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(Figure 4J and 4K). Furthermore, our data 
demonstrated that PTEN knockdown diminishes the 
growth-inhibitory effect and rescues the down- 
regulated genes, such as IL-6, PDGF8, CXCL1 and 

CXCL8 [17, 18], after silencing FGD1 in osteosarcoma 
tumor cells (Figure S5C and S5D). Thus, our results 
suggest that FGD1 inhibit the function of PTEN 
through binding to the N-terminal region of PTEN. 

 

 
Figure 2. Abnormally overexpressed FGD1 results in osteosarcoma progression. A-D, the osteosarcoma tumor cells (U-2OS, MG63 and MNNG/HOS) were 
infected with indicated shRNAs. After 72 h, cells were harvested for Western blotting analysis (A), RT-qPCR analysis (B), MTS cell proliferation assay (C) and colony formation 
assay (D). Data presented as Mean ± SD with three replicates. **, P < 0.01; ***, P < 0.001. E-H, U-2OS, MG63 and MNNG/HOS cells were transfected with indicated plasmids 
for 72h. Cells were used for Western blotting analysis (E), RT-qPCR analysis (F), MTS cell proliferation assay (G) and colony formation assay (H). Data presented as Mean ± SD 
with three replicates. *, P < 0.05; **, P < 0.01; ***, P < 0.001. I-O, MNNG/HOS cells were transfected with indicated constructs. After 72 h transfection and puromycine selection, 
cells were harvested for Western blotting analysis (I), MTS assay (J), or injected subcutaneously into the nude mice for xenografts assay (K). The tumor growth curve (L) and 
excised tumor mass (M) as indicated. The tumor was subjected to Ki-67 staining (N and O). ***, P < 0.001. 
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Figure 3. Knockdown of FGD1 represses activation of PI3K/AKT signaling in osteosarcoma cells. A-C, MNNG/HOS cells were transfected with indicated 
constructs for 48h. Cells were subjected to RNA-seq analysis (A and B) and subsequent KEGG pathway enrichment (C). D, The whole cell lysates (WCL) of U-2OS, MG63 and 
MNNG/HOS cells after transfected with indicated constructs for 72 h. E, U-2OS, MG63 and MNNG/HOS cells were subjected to measuring the IC50 values of MK2206 after 
transfected with indicated shRNAs (shFGD1m means mixed with two different shRNA). The IC50 values as indicated. F-J, MNNG/HOS cells were infected with indicated 
constructs. After 72 h infection, cells were harvested for FACS assay (F) and MTS assay (G). Then, MNNG/HOS cells were subcutaneously into the nude mice for xenografts assay 
(H). The tumor growth curve (I) and the excise tumor mass (J) as indicated. ***, P < 0.001.  
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Figure 4. FGD1 interacts with PTEN to inhibit PTEN phosphates activity in osteosarcoma cells. A, the WCL of 293T cells were subjected to silver staining and 
mass spectrometry after transfected indicated plasmids. B-C, 293T cells transfected with indicated plasmids was harvested for co-immunoprecipitation. D-E, Western blotting 
analysis of WCL of U-2OS, MG63 and MNNG/HOS cells. F, a schematic diagram depicting the domain of PTEN. G, Flag-FGD1, Myc-PTEN-C and Myc-PTEN-N were translated 
in vitro, and the co-immunoprecipitation was performed to evaluate the interaction between the PTEN recombination protein and FGD1. H, a schematic diagram depicting FGD1 
interacted with the N-terminal region of PTEN. I, U-2OS, MG63 and MNNG/HOS cells were transfected with indicated constructs. After 72 h, the spend medium of each 
treatment group were collected for release phosphatase assay. ***, P < 0.001. J, Western blotting analysis of the WCL of osteosarcoma tumor cells (U-2OS, MG63 and 
MNNG/HOS) after transfected with indicated siRNAs. K, Western blotting analysis of the WCL of osteosarcoma tumor cells (U-2OS, MG63 and MNNG/HOS) after transfected 
with indicated plasmids. 
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FGD1 increases PD-L1 expression in 
osteosarcoma cells 

Immune checkpoint-based immunotherapy, 
including the programmed cell death receptor-1 
(PD-1) and its ligand (PD-L1) along with CTLA-4, 
represents a novel therapeutic strategy for 
osteosarcoma patients [19]. PD-L1 is expressed on 
tumor cell surface and targeting PD-L1 by 
corresponding antibodies could reactivate the T cell 
response and suppress the tumor growth [20]. Thus, 
understanding the regulatory mechanism of PD-L1 is 
important for improving the therapeutic effect of 
immune checkpoint-based therapy in osteosarcoma. It 
has been reported that PD-L1 is regulated by the 
PI3K/AKT signaling pathway and TNF/NF-κB 
pathway [21, 22]. PTEN is a negative regulator of the 
PI3K/AKT signaling pathway and TNF/NF-κB 
pathway and also represses the expression of PD-L1 
in cells [23]. We observed that FGD1 might participate 
in regulation of the PI3K/AKT signaling pathway and 
TNF/NF-κB pathway by inhibiting the function of 
PTEN (Figure 3 and 4). Therefore, we aimed to 
explore whether FGD1 modulates PD-L1 expression 
in osteosarcoma tumor cells. Strikingly, knockdown 
of FGD1 by gene-specific shRNA down-regulated 
PD-L1 expression in U-2OS, 143B and MNNG/HOS 
cells (Figure 5A-5C). In contrast, PD-L1 was increased 
after ectopic expression of FGD1 in osteosarcoma 
tumor cells (Figure 5D and 5E). Then, we stained 
FGD1 and PD-L1 in the osteosarcoma tissue 
microarray (n = 80) by IHC to investigate the 
correlation between FGD1 and PD-L1. The IHC 
images and the corresponding IHC score of FGD1 and 
PD-L1 are presented in Figure 5F and Figure 5H. 
Furthermore, FGD1 was found to be positively 
correlated with PD-L1 in the osteosarcoma tissue 
microarray (P < 0.001, Spearman correlation r = 
0.5182) (Figure 5G). Consistently, the GEPIA web tool 
analysis demonstrated that FGD1 mRNA expression 
was also positively correlated with PD-L1 mRNA in 
various types of tumors, including sarcoma, prostate 
cancer, pancreatic cancer, esophagus cancer, bladder 
cancer and melanoma (Figure S6A). Taken together, 
our data indicate that FGD1 promotes the expression 
of PD-L1 in osteosarcoma.  

FGD1 regulates immune response through the 
PTEN/PD-L1 axis in osteosarcoma 

To further investigate whether FGD1 regulates 
PD-L1 through PTEN, we performed knockdown of 
FGD1 and PTEN individually and in combination in 
the U-2OS, 143B and MNNG/HOS cells. PTEN 
knockdown up-regulated protein and mRNA levels of 
PD-L1 and most importantly attenuated the 
decreasing/increasing PD-L1 expression effect 

induced by FGD1 repression/overexpression in 
osteosarcoma tumor cells, respectively (Figure 6A and 
6B, Figure S6B and S6C). Similarly, treatment with 
PI3K inhibitors suppressed the protein and mRNA 
levels of PD-L1 and diminished the decreasing/ 
increasing PD-L1 expression effect produced by FGD1 
repression/overexpression in osteosarcoma tumor 
cells, respectively (Figure 6C and 6D, Figure S6D and 
S6E). The above data suggest that PTEN is the key 
mediator for FGD1 induced PD-L1 expression in 
osteosarcoma cells. Next, we sought to find whether 
FGD1 modulated the immune response via PD-L1 in 
osteosarcoma. Murine osteosarcoma tumor cell line 
K7M2 infected with shControl or shFgd1 were 
subcutaneously injected into the right dorsal flank of 
immune-proficient mice. After the tumor reached the 
volume of 50 mm3, mice were subjected to IgG/PD-1 
antibody administration indicated in figure S6F. The 
tumor growth curve was constructed every other day 
until the tumor volume went beyond 300 mm3 (Figure 
6E). In agreement with the previous findings, 
knockdown of FGD1 hindered the tumor growth and 
prolonged the survival time of the tumor-bearing 
mice (Figure 6E and 6F). Meanwhile, PD-1 antibody 
treatment inhibited the tumor growth, increased the 
survival time of mice, and resulted in an increased 
CD45+CD4+ and CD45+CD8+ T cell infiltration or 
decreased CD11b+Gr1+ myeloid cell infiltration in 
tumors compared to that in the control group (Figure 
6E-6G) [24]. Importantly, the FGD1 knockdown group 
treated with PD-1 not only manifested the slowest 
growth rate and longest survival time (Figure 6E and 
6F), but also further increased CD45+CD4+ and 
CD45+CD8+ T cell infiltration and decreased 
CD11b+Gr1+ myeloid cell infiltration in tumors 
(Figure 6E-6G). Collectively, we could demonstrate 
that FGD1 is capable of regulating the immune 
response via the PTEN/PD-L1 axis in osteosarcoma.  

Discussion 
FGD1 consists of Dbl homology (DH) and 

pleckstrin homology (PH) domains, implying that 
FGD1 could bind with the Rho GTPase family [25]. It 
has been well documented that FGD1 is a Rho GTPase 
cell division cycle 42 (CDC42) exchange factor in cells 
[25]. FGD1 is responsible for G1 cell cycle progression, 
podosome assembly, filopodia formation, and JNK 
mitogen-activated protein kinase in a CDC42- 
dependent manner [26, 27]. FGD1 loss-of-function 
mutation results in Aarskog-Scott syndrome, 
including facial, skeletal and urogenital anomalies 
[27]. FGD1 contributes to extracellular matrix 
formation [26], which is essential for tumor formation 
and bone development. However, the pathological 
impact of FGD1 in bone tumor, such as osteosarcoma, 
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is still unclear. Here, we revealed that abnormally 
overexpressed FGD1 promoted osteosarcoma 
progression (Figure 1 and 2). The study further 
uncovered that the knockdown of FGD1 repressed the 

PI3K/AKT signaling pathway and NF-κB signaling 
pathway in a PTEN-dependent manner. Thus, our 
data indicated a novel biological effect of FGD1 in the 
tumorigenesis of osteosarcoma. 

 

 
Figure 5. FGD1 increases PD-L1 expression in OS cells. A-C, U-2OS, MNNG/HOS and 143b cells were infected with indicated shRNAs. After 72 h, cells were harvested 
for Western blotting analysis (A), RT-qPCR analysis (B) and flow cytometry assay (C). Date showed as Mean ± SD with three replicates. *, P < 0.05; **, P < 0.01; ***, P < 0.001. 
D-E, U-2OS, MNNG/HOS and 143b cells were infected with indicated plasmids. After 48 h, cells were harvested for Western blotting analysis (D), and RT-qPCR analysis (E). 
Date showed as Mean ± SD with three replicates. *, P < 0.05; **, P < 0.01; ***, P < 0.001. F-H, IHC analysis of FGD1 and PD-L1 in osteosarcoma tissue microarray. The typical 
image of IHC as presented in panel F, the IHC scores of FGD1 or PD-L1 in each osteosarcoma specimens as indicated in panel G, the correlation between FGD1 and PD-L1 as 
showed in panel H.  
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Figure 6. FGD1 regulates OS immune response through PTEN/PD-L1 axis. A, U-2OS, MNNG/HOS and 143B cells were infected with indicated siRNAs. After 48 h, 
cells were harvested for Western blotting analysis. B, U-2OS, MNNG/HOS and 143B cells were transfected with indicated constructs. 48 h post-transfection, cells were 
subjected to Western blotting analysis. C, U-2OS, MNNG/HOS and 143B cells were infected with indicated siRNAs. After 48 h, cells were treated with or without LY294002 
(40 uM) for other 24 h. WCL of cells collected for Western blotting analysis. D, U-2OS, MNNG/HOS and 143B cells were infected with indicated constructs. After 48 h, cells 
were treated with or without LY294002 (40 uM) for other 24 h. WCL of cells collected for Western blotting analysis. E-G, K7M2 cells were infected with lentivirus vectors 
expressing control or Fgd1-specific shRNAs. 72 h after puromycin selection, 5 x 106 cells were injected subcutaneously into C57BL/6 mice. Mice (n=5/group) were treated with 
anti-PD-L1 (200 µg) or non-specific IgG for 45 days. Growth curves of tumors with different treatments are shown in (E). Kaplan-Meier survival curves for each treatment group 
demonstrate the improved efficacy of combining PD-L1 mAb with the knockdown of Fgd1. **, P < 0.01; ***P < 0.001. (Gehan-Breslow-Wilcoxo test) (F). At the end of treatment, 
the numbers of infiltrated CD45+CD8+ T cells, CD45+CD4+ T cells, and CD11b+Gr1+ myeloid cells in tumors with different treatments were analyzed by FACS (G). All data are 
shown as mean values ± SD. ns, not significant, ** P < 0.01, *** P < 0.001. H, a hypothesis model depicting that FGD1 inhibits PTEN to trigger PI3K/AKT/NK-kB signaling pathway 
activation and promote tumor progression in osteosarcoma. Meanwhile, FGD1 modulated immune response of osteosarcoma via PTEN/PD-L1 axis. 
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Several studies have revealed that PTEN is a 
tumor suppressor that modulates tumor cell 
metabolism, proliferation, and metastasis [28, 29]. 
Dysregulation of PTEN plays a key role in the 
development of osteosarcoma [10]. Exploring the 
regulatory mechanism of PTEN is essential for better 
understanding the tumor biology in osteosarcoma. 
PTEN is reported to be regulated at the transcriptional 
level by transcription factors, such as TP53, EGFR-1, 
c-Jun, NF-κB, MKK4 or HES1 [30-34]. Besides, 
miRNA, including miRNA-21, miRNA-22, mir-17-92 
or mir-367-302b, could bind to the 3’-untranslated 
region of PTEN and suppress its expression in tumor 
cells [8]. Moreover, post-translational modification of 
PTEN protein, such as phosphorylation, acetylation, 
and ubiquitination contributes towards regulating the 
PTEN phosphatase activity, cellular localization, and 
protein stability [8]. Notably, this process is mediated 
by numerous binding partners of PTEN in tumor 
cells. In this study, we demonstrated that the N- 
terminal region of PTEN containing the phosphatase 
domain interacted with FGD1 in osteosarcoma tumor 
cells. Further, the study indicated that FGD1 inhibited 
the phosphatase activity of PTEN and re-activated the 
PI3K/AKT pathway in cells. Therefore, our results 
identified FGD1 as a negative regulator of PTEN, 
which enhances our current understanding of the 
biology of osteosarcoma.  

Traditional cancer therapy, including surgical 
treatment and chemo-/radio-therapy, has consider-
ably extended the survival time of osteosarcoma 
patients in the past decades [35]. However, serious 
side effects of chemo-/radio-therapy, acquired 
resistance to anti-tumor drugs, and refractory features 
of osteosarcoma after extensive surgical resection 
make osteosarcoma treatment reach a plateau [35, 36]. 
Recently, immune checkpoint-based therapy has 
shown promising anti-tumor effects by restoring the 
immune response in the tumor microenvironment 
[37]. Targeting PD-1 and PD-L1 significantly 
improves the outcome in various types of cancer, such 
as melanoma, breast cancer, and non-small cell lung 
cancer [38-40]. It has been well documented that 
PD-L1 expression is high in approximately 20% of 
osteosarcoma patients [19], which is consistent with 
our findings via IHC analysis of osteosarcoma tissue 
microarray (Figure 5H). Mouse model studies 
demonstrate that anti-PD-l/anti-PD-L1 treatment 
markedly reduced the metastasis of osteosarcoma. 
Meanwhile, pembrolizumab (anti-PD-1 antibody) was 
found to be effective in treating osteosarcoma patients 
in a clinical trial (SARC028) [41]. Therefore, exploring 
the regulatory mechanism of PD-1/PD-L1 is 
important for improving the immunotherapy effect in 
osteosarcoma. Notably, PD-L1 is reported to be 

regulated at the transcriptional and post-transcrip-
tional level by various factors. Interestingly, PTEN 
down-regulates the mRNA levels of PD-L1 in tumor 
cells [42]. This process could be mediated by the 
PI3K/AKT signaling pathway or NF-κB pathway, 
which are documented to transcriptionally increase 
PD-L1 expression in cancer cells. Here, we revealed 
that FGD1 participated in increasing PD-L1 expres-
sion and regulating the tumor immune response in a 
PTEN-dependent manner. Silencing FGD1 improved 
the anti-PD-1 immunotherapy effect on osteosarcoma 
in mice. Therefore, targeting FGD1 might provide a 
direction in enhancing the anti-PD-1 based immuno-
therapeutic efficacy in the treatment of osteosarcoma 
in future experimental and clinical trials. 

In conclusion, our study revealed that FGD1 was 
aberrantly overexpressed in osteosarcoma specimens 
and associated with unfavorable prognosis. FGD1 
contributed to osteosarcoma tumor cell proliferation 
and invasion in vivo and in vitro (Figure 6H). 
Moreover, FGD1 interacted with PTEN to inhibit its 
phosphatase activity and re-activated PI3K/AKT/ 
NF-κB pathway in osteosarcoma tumor cells (Figure 
6H). Importantly, FGD1 was proved to increase 
PD-L1 expression and modulated immune response 
in a PTEN-dependent manner (Figure 6H). 
Collectively, FGD1 might be a potential target for 
improving the survival rate of patients with 
osteosarcoma. 

Abbreviations 
FGD1: FYVE, RhoGEF and PH domain- 

containing protein 1; PTEN: Phosphatase and tensin 
homolog; PI3K: phosphatidylinositol 3-kinase; PD-1: 
programmed cell death receptor-1; IP: immuno-
precipitated. 

Supplementary Material  
Supplementary methods, figures, and tables. 
http://www.thno.org/v10p2859s1.pdf  

Acknowledgements 
This work was supported by grants from the 

Chinese National Natural Science Foundation Grant 
No. 81702374 (X.J.) This study was also supported by 
the National Key Research and Development 
Program of China (No. 2016YFC1100100, Z.S.). 

Author Contributions 
ZS and XJ conceived and designed the study. 

WW and XJ contributed to carry out the experiments. 
DJ and BZ contributed to data analysis. ZM and XD 
provided clinical samples and clinical information.BH 
wrote the manuscript. XJ and ZS supervised the 



Theranostics 2020, Vol. 10, Issue 6 
 

 
http://www.thno.org 

2871 

research. All authors read and approved the final 
manuscript. 

Ethical Approval and Consent to participate 
The study was conducted in accordance with the 

principles of the Declaration of Helsinki principles. It 
was approved by the Animal Use and Care 
Committees at Tongji Medical College, Huazhong 
University of Science and Technology. 

Consent for publication 
All subjects have written informed consent. 

Availability of supporting data  
The datasets used and/or analyzed during the 

current study are available from the corresponding 
authors (Zengwu Shao, szwpro@163.com; Xin Jin, 
jinxinunion@hust.edu.cn) on reasonable request. 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Isakoff MS, Bielack SS, Meltzer P, Gorlick R. Osteosarcoma: Current Treatment 

and a Collaborative Pathway to Success. J Clin Oncol. 2015; 33: 3029-35. 
2. Kager L, Tamamyan G, Bielack S. Novel insights and therapeutic interventions 

for pediatric osteosarcoma. Future Oncol. 2017; 13: 357-68. 
3. Kansara M, Teng MW, Smyth MJ, Thomas DM. Translational biology of 

osteosarcoma. Nat Rev Cancer. 2014; 14: 722-35. 
4. Zhang J, Yu XH, Yan YG, Wang C, Wang WJ. PI3K/Akt signaling in 

osteosarcoma. Clin Chim Acta. 2015; 444: 182-92. 
5. Chawla SP, Staddon AP, Baker LH, Schuetze SM, Tolcher AW, D'Amato GZ, 

et al. Phase II study of the mammalian target of rapamycin inhibitor 
ridaforolimus in patients with advanced bone and soft tissue sarcomas. J Clin 
Oncol. 2012; 30: 78-84. 

6. Govender D, Chetty R. Gene of the month: PTEN. J Clin Pathol. 2012; 65: 601-3. 
7. Li J, Yen C, Liaw D, Podsypanina K, Bose S, Wang SI, et al. PTEN, a putative 

protein tyrosine phosphatase gene mutated in human brain, breast, and 
prostate cancer. Science. 1997; 275: 1943-7. 

8. Bermudez Brito M, Goulielmaki E, Papakonstanti EA. Focus on PTEN 
Regulation. Front Oncol. 2015; 5: 166. 

9. Simpson L, Parsons R. PTEN: life as a tumor suppressor. Exp Cell Res. 2001; 
264: 29-41. 

10. Xi Y, Chen Y. PTEN Plays Dual Roles As a Tumor Suppressor in Osteosarcoma 
Cells. J Cell Biochem. 2017; 118: 2684-92. 

11. Gao J, Aksoy BA, Dogrusoz U, Dresdner G, Gross B, Sumer SO, et al. 
Integrative analysis of complex cancer genomics and clinical profiles using the 
cBioPortal. Sci Signal. 2013; 6: pl1. 

12. Cerami E, Gao J, Dogrusoz U, Gross BE, Sumer SO, Aksoy BA, et al. The cBio 
cancer genomics portal: an open platform for exploring multidimensional 
cancer genomics data. Cancer Discov. 2012; 2: 401-4. 

13. Tang Z, Li C, Kang B, Gao G, Li C, Zhang Z. GEPIA: a web server for cancer 
and normal gene expression profiling and interactive analyses. Nucleic Acids 
Res. 2017; 45: W98-W102. 

14. Jin X, Ding D, Yan Y, Li H, Wang B, Ma L, et al. Phosphorylated RB Promotes 
Cancer Immunity by Inhibiting NF-kappaB Activation and PD-L1 Expression. 
Mol Cell. 2019; 73: 22-35 e6. 

15. Gil A, Rodriguez-Escudero I, Stumpf M, Molina M, Cid VJ, Pulido R. A 
functional dissection of PTEN N-terminus: implications in PTEN subcellular 
targeting and tumor suppressor activity. PLoS One. 2015; 10: e0119287. 

16. Denning G, Jean-Joseph B, Prince C, Durden DL, Vogt PK. A short N-terminal 
sequence of PTEN controls cytoplasmic localization and is required for 
suppression of cell growth. Oncogene. 2007; 26: 3930-40. 

17. Furgeson SB, Simpson PA, Park I, Vanputten V, Horita H, Kontos CD, et al. 
Inactivation of the tumour suppressor, PTEN, in smooth muscle promotes a 
pro-inflammatory phenotype and enhances neointima formation. Cardiovasc 
Res. 2010; 86: 274-82. 

18. Yanagisawa S, Baker JR, Vuppusetty C, Fenwick P, Donnelly LE, Ito K, et al. 
Decreased phosphatase PTEN amplifies PI3K signaling and enhances 
proinflammatory cytokine release in COPD. Am J Physiol Lung Cell Mol 
Physiol. 2017; 313: L230-L9. 

19. Thanindratarn P, Dean DC, Nelson SD, Hornicek FJ, Duan Z. Advances in 
immune checkpoint inhibitors for bone sarcoma therapy. J Bone Oncol. 2019; 
15: 100221. 

20. LaFleur MW, Muroyama Y, Drake CG, Sharpe AH. Inhibitors of the PD-1 
Pathway in Tumor Therapy. J Immunol. 2018; 200: 375-83. 

21. Lastwika KJ, Wilson W, 3rd, Li QK, Norris J, Xu H, Ghazarian SR, et al. 
Control of PD-L1 Expression by Oncogenic Activation of the AKT-mTOR 
Pathway in Non-Small Cell Lung Cancer. Cancer Res. 2016; 76: 227-38. 

22. Hartley G, Regan D, Guth A, Dow S. Regulation of PD-L1 expression on 
murine tumor-associated monocytes and macrophages by locally produced 
TNF-alpha. Cancer Immunol Immunother. 2017; 66: 523-35. 

23. Parsa AT, Waldron JS, Panner A, Crane CA, Parney IF, Barry JJ, et al. Loss of 
tumor suppressor PTEN function increases B7-H1 expression and 
immunoresistance in glioma. Nat Med. 2007; 13: 84-8. 

24. Fan P, Zhao J, Meng Z, Wu H, Wang B, Wu H, et al. Overexpressed histone 
acetyltransferase 1 regulates cancer immunity by increasing programmed 
death-ligand 1 expression in pancreatic cancer. J Exp Clin Cancer Res. 2019; 38: 
47. 

25. Nagata K, Driessens M, Lamarche N, Gorski JL, Hall A. Activation of G1 
progression, JNK mitogen-activated protein kinase, and actin filament 
assembly by the exchange factor FGD1. J Biol Chem. 1998; 273: 15453-7. 

26. Genot E, Daubon T, Sorrentino V, Buccione R. FGD1 as a central regulator of 
extracellular matrix remodelling--lessons from faciogenital dysplasia. J Cell 
Sci. 2012; 125: 3265-70. 

27. Daubon T, Buccione R, Genot E. The Aarskog-Scott syndrome protein Fgd1 
regulates podosome formation and extracellular matrix remodeling in 
transforming growth factor beta-stimulated aortic endothelial cells. Mol Cell 
Biol. 2011; 31: 4430-41. 

28. Stefano S, Giovanni S. The PTEN Tumor Suppressor Gene in Soft Tissue 
Sarcoma. Cancers (Basel). 2019; 11. 

29. Chen H, Wang X, Chen Y, Han J, Kong D, Zhu M, et al. Pten loss in Lgr5(+) 
hair follicle stem cells promotes SCC development. Theranostics. 2019; 9: 
8321-31. 

30. Stambolic V, MacPherson D, Sas D, Lin Y, Snow B, Jang Y, et al. Regulation of 
PTEN transcription by p53. Mol Cell. 2001; 8: 317-25. 

31. Okamura H, Yoshida K, Morimoto H, Haneji T. PTEN expression elicited by 
EGR-1 transcription factor in calyculin A-induced apoptotic cells. J Cell 
Biochem. 2005; 94: 117-25. 

32. Hettinger K, Vikhanskaya F, Poh MK, Lee MK, de Belle I, Zhang JT, et al. c-Jun 
promotes cellular survival by suppression of PTEN. Cell Death Differ. 2007; 
14: 218-29. 

33. Virolle T, Adamson ED, Baron V, Birle D, Mercola D, Mustelin T, et al. The 
Egr-1 transcription factor directly activates PTEN during irradiation-induced 
signalling. Nat Cell Biol. 2001; 3: 1124-8. 

34. Vasudevan KM, Gurumurthy S, Rangnekar VM. Suppression of PTEN 
expression by NF-kappa B prevents apoptosis. Mol Cell Biol. 2004; 24: 1007-21. 

35. Bishop MW, Janeway KA, Gorlick R. Future directions in the treatment of 
osteosarcoma. Curr Opin Pediatr. 2016; 28: 26-33. 

36. Luo J, Xia Y, Yin Y, Luo J, Liu M, Zhang H, et al. ATF4 destabilizes RET 
through nonclassical GRP78 inhibition to enhance chemosensitivity to 
bortezomib in human osteosarcoma. Theranostics. 2019; 9: 6334-53. 

37. Mahoney KM, Rennert PD, Freeman GJ. Combination cancer immunotherapy 
and new immunomodulatory targets. Nat Rev Drug Discov. 2015; 14: 561-84. 

38. Wolchok JD, Chiarion-Sileni V, Gonzalez R, Rutkowski P, Grob JJ, Cowey CL, 
et al. Overall Survival with Combined Nivolumab and Ipilimumab in 
Advanced Melanoma. N Engl J Med. 2017; 377: 1345-56. 

39. Herbst RS, Baas P, Kim DW, Felip E, Perez-Gracia JL, Han JY, et al. 
Pembrolizumab versus docetaxel for previously treated, PD-L1-positive, 
advanced non-small-cell lung cancer (KEYNOTE-010): a randomised 
controlled trial. Lancet. 2016; 387: 1540-50. 

40. Schmid P, Adams S, Rugo HS, Schneeweiss A, Barrios CH, Iwata H, et al. 
Atezolizumab and Nab-Paclitaxel in Advanced Triple-Negative Breast Cancer. 
N Engl J Med. 2018; 379: 2108-21. 

41. Tawbi HA, Burgess M, Bolejack V, Van Tine BA, Schuetze SM, Hu J, et al. 
Pembrolizumab in advanced soft-tissue sarcoma and bone sarcoma 
(SARC028): a multicentre, two-cohort, single-arm, open-label, phase 2 trial. 
Lancet Oncol. 2017; 18: 1493-501. 

42. Xu C, Fillmore CM, Koyama S, Wu H, Zhao Y, Chen Z, et al. Loss of Lkb1 and 
Pten leads to lung squamous cell carcinoma with elevated PD-L1 expression. 
Cancer Cell. 2014; 25: 590-604. 

 


