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Osteosarcoma (OS) is a familiar malignant bone tumor that occurs mainly in adolescents. Immature colon carcinoma transcript-1
(ICT1) is an important member of the large mitoribosomal subunit in mitochondrial ribosomes, which has been shown to be
closely related to tumorigenesis. Its expression and function in OS, however, remained unclear. Here, we showed that ICT1 was
significantly upregulated in OS and promoted the growth of OS cells. Mechanistically, ICT1 acted as an oncogene in OS and
promoted proliferation and inhibited apoptosis of OS cells through the STAT3/BCL-2 axis. These results reveal a novel insight
into the role of the ICT1/STAT3/BCL-2 axis in OS and therefore may represent a novel molecular target for novel treatments.

1. Background

Osteosarcoma (OS) is a common bone cancer in teenagers
and originates in interstitial cells [1]. The basic characteristics
of OS are its heterogeneity, genomic instability, and the high
risk of metastasis, primarily to the lungs [2]. Currently, sur-
gery, chemotherapy, immuno-therapy, and gene therapy rep-
resent the main treatments [3]. However, the strong
proliferative and migratory capacity of OS has led to poor
prognosis [4]. Therefore, it is important for us to investigate
novel oncogenes that play crucial roles in the origin and pro-
gression of OS, in order to develop better treatments for
patients with this devastating disease.

Immature colon carcinoma transcript-1 (ICT1) belongs
to a family of four putative mitochondrial translation release
factors and controls the terminal stage of translation [5]. Fur-

thermore, studies have revealed that ICT1 plays a significant
role in the development and progression of tumors. Evidence
suggests that ICT1 is closely associated with proliferation in
some human cancer cells, such as hepatocellular carcinoma,
gastric cancer, non-small-cell lung cancer, and breast cancer
[6, 7]. However, the effect of ICT1 in OS is unclear.

Proteins of the B-Cell CLL/Lymphoma 2 (BCL-2) family
play a crucial role in the control of apoptosis and have proa-
poptotic and antiapoptotic activities. Some proteins from this
family, such as BCL-2, are antiapoptotic, whereas others such
as BAX are proapoptotic. The BCL-2 protein plays an impor-
tant role in the control of prolonged cell survival, and as
mentioned, it is a major antiapoptotic protein [8]. BCL-2 is
responsible for preventing the mitochondrial release of
cytochrome ¢, which leads to caspase-3 cleavage and cell
apoptosis [9, 10].
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STATS3 is a critical signal protein that is involved in a
variety of growth factors and cytokines, which triggers a vari-
ety of biological outcomes, including cell growth, differentia-
tion, and survival [11]. Moreover, STAT3 is reported to be an
important oncogene in many malignant tumors. It is
reported that activation of STAT3 was involved in the devel-
opment and progression of gastric cancer [12]. Previous
work demonstrated that STAT3 signaling was activated by
RHPN?2 to promote malignant cell behaviors in ovarian can-
cer [13]. Li et al. reported that Farnesoid X receptor inhibited
the progression of colorectal cancer by suppressing JAK2/-
STATS3 signaling [14]. However, the role of STAT3 signaling
in OS is not entirely clear.

In this study, the expression level of ICT1 in OS cells was
found to be higher than that in osteoblast cells. Database
analysis showed that patients with the high expression of
ICT1 had a significantly poorer prognosis. Our data showed
that the expression of ICT1 increased in OS. The biological
functions of ICT1 in the growth of OS were investigated
in vitro and in vivo. Furthermore, we identified a novel
mechanism showing that ICT1 promoted OS cell prolifera-
tion and inhibited apoptosis through the STAT3/BCL-2 axis.
Thus, ICT1 may serve as an anticancer biomarker with high
efficacy.

2. Materials and Methods

2.1. Cell Culture and Reagents. Two human OS cell lines
(MNNG-HOS, 143B) and human osteoblast cells (hnFOB1.19)
were purchased from the Cell Bank of the Chinese Academy
of Sciences (Shanghai, China). The American Type Culture
Collection (ATCC, Manassas, VA, USA) provided the
human OS U-20S cell line. All cell lines were cultured under
standard conditions. Human OS cells were cultured at 37°C
in a 5% CO, atmosphere, and the hFOB1.19 cells were cul-
tured in a 5% CO, atmosphere at 34.5°C. Antibodies against
ICT1 (AP20382b; Abgent, San Diego, CA, USA), cleaved
caspase-3 (YT6161, Immunoway, Beijing, China), cleaved
caspase-9 (YP0598, Immunoway, Beijing, China), BCL-2
(ab32124; Abcam, Cambridge, UK), f-actin (M1210-2;
Hua’an Biology, Chuzhou, China), STAT3 (#4904, Cell Signal-
ing Technology, Danvers, MA, USA), and p-STAT3(#9145,
Cell Signaling Technology, Danvers, MA, USA) were used.

2.2. Establishment of Stable ICT1 Knockdown Cell Lines and
BCL-2 Overexpression Cell Lines. The stable ICT1 knock-
down and BCL-2 overexpressing cell lines (U-20S and
143B) were established using plasmids containing sh-ICT1
or BCL-2 and a negative control plasmid provided by OBiO
Technology (Shanghai, China). The shRNA sequences for
ICT1 are as follows: 5'-GCTGTTAATGCTTGTCTATAA
CTCGAGTTATAGACAAGCATTAACAGC-3' and 5'-GC
AGAATGTGAACAAAGTGAACTCGAGTTCACTTTGTT
CACATTCTG C-3'. The overexpression RNA sequence for
BCL-2 was 5 -GTTGTAGCGGGACAC CTACTGAAAGT
TCTCTTCAGTAGGTGTCCCGCTACAAAAAAACTTA-3'.
HEK 293T cells provided by OBiO Technology were used to
package these plasmids into virus particles, and then, the viral
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titers were measured. To produce stable ICT1-knockdown
cells and BCL-2 overexpressing cells, the target cells were
infected with 1x10® lentivirus-transducing units with
6mg/mL polybrene (Sigma-Aldrich, St. Louis, MO, USA).
After 72h, infected cells were screened with 2.5mg/mL of
puromycin. Finally, we used western blotting and qRT-PCR
to measure the efficiency.

2.3. RNA Isolation and qRT-PCR Analysis. Total RNAs were
extracted and reverse transcribed as detailed previously [15].
ICT1 and BCL-2 transcripts were quantified with a SYBR
Green qPCR Master Mix (Roche, Switzerland). The primer
sequences used for measuring the expression level of ICT1
were as follows: forward 5'-CAGCCTGGACAAGCTCTAC
C-3', reverse: 5'-GGAACCTGACTTCTGCCTTG-3'. The
reaction conditions were set up in accordance with the
manufacturer’s instructions. 3-Actin and 18S were used as
internal controls.

2.4. Western Blotting. Total cellular protein was extracted
using a protein extraction buffer (Beyotime, Shanghai,
China). Proteins were resolved by sodium dodecyl sulfate-
polyacrylamide gel electrophoresis and transferred onto a
nitrocellulose membrane (Millipore, Belfor, MA, USA). After
blocking, the membranes were incubated with primary anti-
bodies at 4°C overnight. The next day, the membranes were
probed with secondary antibodies. Finally, protein bands were
visualized using a chemiluminescence substrate (Share-bio,
Shanghai, China).

2.5. Immunohistochemistry (IHC). Alena Biotechnology Co.,
Ltd. (Xi’an, China) provided a microarray containing tissue
from 40 OS patients, and the IHC assay was carried out as
previously described [16]. We employed the corresponding
primary antibodies at a 1:200 dilution to detect Ki67. We
took micrographs of all the sections using a fluorescence
microscope (Carl Zeiss, Oberkochen, Germany). The final
IHC score was counted by multiplying the intensity score
with the quantity score as previously described [17]. These
scores were judged independently by two experienced
pathologists in a blinded manner.

2.6. Cell Counting Kit-8 (CCK-8) Assay and Colony
Formation Assay. The CCK-8 assay was performed according
to the vendor’s instructions (Dojindo Molecular Technolo-
gies, Japan). Briefly, 3 x 10° cells were seeded into 96-well
plates, and absorbance at a wavelength of 450 nm was mea-
sured at 0, 24, 48, 72, 96, and 120h using a tablet reader
(Thermo Fisher Scientific, Waltham, MA, USA).

The infected OS cells were cultured in a six-well plate at
an initial cell density of 1x 10° cells/well. After two weeks,
ice-cold PBS was used to wash the colonies. Then, cell pellets
were fixed with 4% paraformaldehyde and stained with 0.1%
crystal violet. These were then photographed, and the cell
numbers were counted.

2.7. Cell Apoptosis. In order to assess cell apoptosis, adherent
cells were separated after culturing for 24h in serum-free
medium. Cells were then stained with the Annexin V/FITC
Kit (BD Biosciences, San Jose, CA, USA) following the
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Figure 1: Continued.

4 ICT1
s .
Z 3 kkk E
£ 8 2
g2 e T 2
2527 28 2 .
) O & Z = >
2E 2 5 § = &
s 17 ICT1| ---|—23kDA g
~ i P=0.012
PB-actin [ e— e—-— 13 kDA
0 - 0.0 T T T T T T T T T
2 8 8 A 0 120 240
= & ] = Time (months)
o P O
= % —— Higher ICT1 expression
= —— Lower ICT1 expression
(a) (b) @)
L5 - U-208 L5 143B 143B
sh-CON  sh-1 sh-2
g g
'z 2 ICT1 ‘ —— ‘ —23kDA
$ 1.0 £z 10T
8% g o
Sl g3 ﬁ—actin‘--- ‘—43kDA
< = <
Z s £ U-208
v &8 © &
&~ 0.5 F 7 0.5 sh-CON  sh-1 sh-2
s =
= ~ ICTI‘- — — ‘—23kDA
*k okl sk
kk
Bactin | S GENES GmMmS | — 43 kDA
0.0 - 0.0 -
sh-CON sh-1  sh-2 sh-CON sh-1  sh-2
(d) (e) ()
®%
ek
sk ke
200
U-208 143B
g 2.0 - g 207 2 150
g g <
° 15 Q1.5 A S
7 13 ¢ ., 51001
g Kk < i s
ug 1.0 . g 1.0 sk ..g -
4 E -
£05 - 205 2 = [
2 2
<00l — +— <0l - 0 - .
0 24 48 72 0 24 48 72 96 120 U-20S
Time (hours) Time (hours)
mm sh-CON
—=—sh-CON —a—sh-CON sh-1
—+—sh-1 —+—sh-1 mm sh-2
—e—sh-2 —e—sh-2

®



4 BioMed Research International

15 — U-208
A sh-CON sh-1 sh-2
10 10* *%
0.97 471 °
10° 4 § = 10 4 sk
2 &%
» g =
o 10° as
S = g
=} <o
10" 4 = & 54
3]
=
100 - =
10° 100 102 10° 10 10° 100 100 10°  10* 0
Annexin-FITC sh-CON sh-1  sh-2
G
20 4 143B
A sh-CON sh-1 sh-2
] .
10°4 0.51 ) 404 % 15 4 3k
s _
2 &
g8
2 = g8 107
< ~ &5
= = A
Bt
£ 07
10° 163 .164 10°
' 0-
Annexin-FITC sh-CON sh-1  sh-2

FIGURE 1: The expression of ICT1 is closely related to the overall survival, and ICT1 promotes proliferation and inhibits apoptosis of OS cells
in vitro. (a) The mRNA expression patterns of ICT1 in normal osteoblast cell line (hnFOB1.19) and OS cell lines (U-20S, MNNG-HOS, and
143B) by qPCR. Values are means + SD, **p < 0.01, ***p < 0.001 (Student’s ¢-test). (b) The expression patterns of ICT1 in normal osteoblast
cell line (hFOB1.19) and OS cell lines (U-20S, MNNG-HOS, and 143B) by western blotting. (c) Kaplan-Meier analysis of overall survival rate
related to the expression of ICT1 in 88 OS cases based on a human osteosarcoma gene expression database (https://hgserverl.amc.nl/cgi-bin/
r2/main.cgi). (d, ) Knockdown efficacy of ICT1 in wild OS cells (U-20S and 143B) was determined by qPCR. Values are means + SD, **p
<0.01 (Student’s t-test). (f) Knockdown efficacy of ICT1 in wild OS cells (U-20S and 143B) was determined by western blotting. (g, h)
Knockdown of ICT1 inhibited U-20S and 143B cell proliferation using the cell counting kit (CCK)-8 assay. Values are means + SD, **p <
0.01 (Student’s t-test). (i) Knockdown of ICT1 suppressed OS cell (U-20S and 143B) proliferation using colony formation assay. Values
are means = SD, **p < 0.01 (Student’s ¢-test). (j, k) Knockdown of ICT1 significantly induced U-20S and 143B cell apoptosis. Values are
means + SD, **p < 0.01 (Student’s ¢-test).

with five mice per group. In brief, the Balb/c nude mice
were anesthetized with 1.5% pentobarbital sodium. Then,
U-20S cells (1.5x 10°) were subcutaneously inoculated

manufacturer’s instructions. Finally, flow cytometry was
used to assess the results.

2.8. Caspase-3/9 Activity Assay. Caspase-3 and caspase-9
activity was measured by using a caspase-3 and caspase-9
activity assay kit according to manufacturer’s protocol
(Beyotime Institute of Biotechnology, Chuzhou, China). At
48h posttransfection, the OS cells (U-20S and 143B) were
harvested and lysed at 4°C for 30 min using lysis buffer. Total
protein was incubated with 10 4L Ac-DEVD-pNA and 10 uL
Ac-LEHD-pNA at 37°C for 2 h. The absorbance of each well
was measured with a microplate reader set at 405 nm.

2.9. Xenograft Tumor Production in Nude Mice. Balb/c nude
mice (no sex limitation; 20-25g) were fed and housed and
experimented on at the East China Normal University
and were carried out according to the animal experimental
protocols authorized by the Animal Care and Use Commit-
tee of the Animal Care and Use Committee of the Affiliated
Hospital of Nanjing Medical University, Changzhou No.2
People’s Hospital. The mice were assigned to several groups

into mice. Tumor size data were collected every five days,
and all of the mice were euthanized using CO, after 20
days. All tumors were removed, and their weight and size
were recorded. There are other novel methods to measure
3D tumor volume [18].

2.10. Terminal Deoxynucleotidyl Transferase (TdT) dUTP
Nick-End Labeling (TUNEL) Assay. The percentage of apo-
ptotic cells in the xenografted tumors was quantified using
a TUNEL kit (Roche, Basel, Switzerland). This assay was
carried out as previously reported [17].

2.11. Statistical Analyses. The GraphPad software was used
for statistical analyses. The expression of all data was repre-
sented as mean + SD. Comparisons between different groups
were performed using Student’s ¢-test, and a value of p < 0.05
was considered to be statistically different.
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F1Gure 2: ICT1 regulated BCL-2 through controlling STAT3 phosphorylation. (a, b) Caspase-3 and caspase-9 activity was dramatically
increased in the sh-ICT1 OS cells (U-20S and 143B). Values are means + SD, **p < 0.01 (Student’s ¢-test). (c) The expression levels of
STATS3, p-STAT3, BAX, BCL-2, cleaved caspase-3, and cleaved caspase-9 were detected using western blotting in sh-Control and sh-ICT1
OS cells (U-20S and 143B). (d) IHC analysis showed representative positive (up) and negative (down) staining of ICT1 and BCL-2 in
consecutive sections; scale bar: 50 yum. (e) Statistical analysis of the correlation between ICT1 and BCL-2 expression in human
osteosarcoma tissue microarrays.
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F1GURE 3: The effect of ICT1 knockdown on osteosarcoma cell proliferation was reversed partly by BCL-2 overexpression. (a) Overexpression
efficacy of BCL-2 in sh-ICT1 OS cells (U-20S and 143B) was detected by western blotting. (b) Overexpression of BCL-2 partly reversed the
suppressed effects of ICT1-knockdown on the CCK8 assay of U-20S and 143B cells. Values are means + SD, **p < 0.01 (Student’s ¢-test). (c)
Overexpression of BCL-2 partly reversed the suppressed effects of ICT1-knockdown on the colony formation capability of U-20S and 143B
cells. Values are means + SD, **p < 0.01, ***p < 0.001 (Student’s ¢-test). (d, e) Overexpression of BCL-2 partly reversed the induce effect of
ICT1-knockdown on the apoptosis of OS cells (U-20S and 143B). Values are means + SD, **p < 0.01 (Student’s ¢-test).

3. Results

3.1. ICT1 Is Upregulated in OS Cell Lines and Promotes
Proliferation and Inhibits Apoptosis of OS Cells In Vitro.
First, qRT-PCR analysis and western blotting were used
to detect the expression levels of ICT1 in hFOB1.19 cells, a
common osteoblast cell line, and in the human OS cell lines
(MNNG-HOS, 143B, and U-20S). The results showed that
ICT1 was upregulated in the OS cell lines when compared
to the hFOBI.19 cell line (Figures 1(a) and 1(b)). The prog-
nostic value of measuring ICT1 in patients with OS was also
revealed by using the following website http://hgserverl.amc
.nl, which is an online gene expression database. As shown in
Figure 1(c), a Kaplan Meier analysis showed that patients
with the high expression of ICT1 had a significantly poorer
prognosis (p=0.012). To investigate the role of ICT1 in
OS, ICT1 stable knockdown cell lines (U-20S and 143B cells)
were constructed. The knockdown efficiency was validated
by qRT-PCR and western blotting (Figures 1(d)-1(f)). We
found that the proliferation of OS cells decreased when the
expression of ICT1 was silenced, as determined by a CCK8
assay and a colony forming assay (Figures 1(g)-1(i)). How-
ever, ICT1 knockdown had little effect on the growth of the
normal human osteoblast cell line (hFOB1.19) (Supplemen-
tary Fig. 1A-B). The results of cell apoptosis experiments
revealed that apoptosis increased when ICT1 was silenced
in the OS cells (Figures 1(j) and 1(k)). The above data showed
that ICT1 is upregulated in OS cell lines and promotes
growth of OS cells in vitro.

3.2. ICT1 Regulates BCL-2 by Controlling STAT3
Phosphorylation. Since the cell apoptosis assay indicated that
knockdown of ICT'1 promoted apoptosis of OS cells, we mea-
sured the activities of caspase-3/9. As shown in Figures 2(a)
and 2(b), in the U-20S and 143B cell lines, caspase-3/9 activ-
ities were markedly increased after silencing of ICT1. Then,

using western blotting, we found that cleaved caspase-3
and cleaved caspase-9 were increased in the U-20S and
143B cell lines (Figure 2(c)). Moreover, we found that the
expression of BCL-2 was markedly reduced, and the expres-
sion of BAX was remarkably increased after the silencing of
ICT1 (Figure 2(c)). Notably, we found ICTI expression
levels in OS tissues had a positive correlation with the
expression levels of BCL-2 (r =0.523, p < 0.001) when inter-
rogating the tissue microarray using immunohistochemical
analysis (Figures 2(d)-2(e)). The above results indicated that
BCL-2 was a potential target for ICT1. STAT3 is an impor-
tant signaling molecule, and it is closely associated with apo-
ptosis in cancer. Furthermore, the previous studies showed
that STAT3 can regulate cell survival by inducing BCL-2 to
suppress apoptosis in OS and other tumors [19-22]. West-
ern blotting was used to investigate whether ICT1 regulates
BCL-2 through activation of STAT3. The results showed
that the knockdown of ICT1 dramatically decreased the level
of phosphorylated STAT3 (p-STAT3, Figure 2(c)). These
results showed that ICT1 may regulate BCL-2 through the
activation of STATS3.

3.3. The Effect of ICT1 Knockdown on OS Cell Proliferation
and Apoptosis Is Reversed in Part, by BCL-2 Overexpression.
In order to determine whether ICT1 regulated cell growth
by targeting BCL-2, we firstly overexpressed BCL-2 in stable
ICT1 knockdown cell lines (U-20S cells and 143B cells), and
the efficiency of overexpression was detected by western blot-
ting (Figure 3(a)). Then, the CCK8 assays, colony formation
assays, and cell apoptosis assays revealed that the overexpres-
sion of BCL-2 partly reversed the prohibitive functions of
ICT1 knockdown on the protumorigenic features of U-20S
cells and 143B cells in vitro (Figures 3(b)-3(e)). The above
data suggested that ICT1 promoted growth of OS cells by
targeting BCL-2.
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FiGure 4: ICT1 promoted OS cell growth targeting BCL-2 in vivo. (a) Morphologic characteristics of xenograft tumors from U-20S/sh-
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TUNEL staining in the xenograft tumors from the sh-Control, sh-ICT1, and sh-ICT1 + overexpression of BCL-2 mice. A TUNEL positive
cell is indicated (arrow). (f) IHC analysis showed representative positive (up) and negative (down) staining of ICT1 and BCL-2 in

consecutive sections of xenografted tumor tissues; scale bar: 50 ym.

3.4. ICT1 Promoted OS Cell Growth Targeting BCL-2 In Vivo.
To investigate the role of ICT1 in tumor growth in vivo,
we established a xenograft model by stably silencing
ICT1 and transfecting BCL-2 into U-20S cells. As shown in
Figures 4(a)-4(d), the stable ICT1-knockdown group exhib-
ited significantly decreased the xenografted tumor growth
and a decreased tumor burden compared to the control group.
Moreover, the compromised tumorigenic potential in the
ICT1-knockdown group was partly offset by overexpression

of BCL-2. TUNEL and immunohistochemical staining assays
showed that revealed declining expression of Ki67 and a rising
rate of apoptosis in the xenografted tumors of ICT1-
knockdown group (Figure 4(e)). These data further indicate
that ICT1 promoted OS cell growth targeting BCL-2. Finally,
we confirmed that ICT1 protein levels in xenografted tumor
tissues had a positive correlation with the expression levels
of BCL-2 (Figure 4(f)). The above results revealed that ICT1
may promote growth of OS cells by targeting BCL-2 in vivo.
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4. Discussion

Previous studies have found significant biological effects of
ICT1 on the regulation of tumor growth and apoptosis. In
hepatocellular carcinoma, ICT1 promoted cell growth by facil-
itating cell cycle progression and preventing apoptosis [23]. In
non-small-cell lung cancer, depletion of ICT1 inhibited prolif-
eration and promoted apoptosis [6]. A recent study revealed
that ICT1 was upregulated in gastric cancer and promoted
its invasion and migration [7]. However, the expression and
biological effects of ICT1 in OS have not been studied. Here,
we demonstrated that the levels of the ICT1 expression were
markedly higher in the OS cell lines. Additionally, we showed
that knockdown of ICT1 inhibited proliferation and promoted
apoptosis of OS cells in vitro and in vivo.

The BCL-2 family of proteins, known as the apoptotic
proteins, can be broadly divided into proapoptotic and anti-
apoptotic. BCL-2, which belongs to the antiapoptotic class, is
a typical oncogene [24]. Since Fukuhara and Rowley discov-
ered the BCL-2 protein, evidence has consistently demon-
strated that BCL-2 plays an important role in cancer cell
growth, metastasis, angiogenesis, and apoptosis [25]. Fur-
thermore, recent studies have confirmed that some micro-
RNAs can inhibit OS growth by regulating BCL-2 and that
some drugs can promote OS apoptosis through BCL-2 [22,
26-28]. As the intersection of many carcinogenic signaling
pathways, STAT3 is involved in cell proliferation. Further-
more, previous studies have revealed that STAT3 signaling
is an important signaling molecule involved in many cellular
processes, including inflammation, apoptosis, and cell-cycle
control, and has become a promising target for cancer treat-
ment [29-31]. Furthermore, Dziennis in 2007 showed that
phosphorylated STAT3 promotes BCL-2 transcription [32].
A different study revealed that FZKA induced lung cancer
cell apoptosis involving the STAT3/BCL-2/Caspase-3 path-
way [33]. In our study, we showed that knockdown of ICT1
can alter the expression of apoptosis-related genes including
BCL-2, BAX, cleaved caspase-3, and cleaved caspase-9 in OS
cell lines. More importantly, we confirmed that ICT1 protein
levels had a positive correlation with the expression levels of
BCL-2 in both xenografted tumor tissues and tissues derived
from OS patients and that ICT1 regulated BCL-2 by control-
ling STAT3 phosphorylation. The overexpression of BCL-2
also partly reversed the inhibitory effects of ICT1 knockdown
on the growth of OS cell lines. However, the mechanisms by
which ICT1 regulates the activity of STAT3 remain unknown.
This question will be further explored in future studies.

In conclusion, our data confirmed that the ICT1 expres-
sion was increased in OS cells and that ICT1 promoted OS
cell growth both in vitro and in vivo by inhibiting apoptosis
through the STAT3/BCL-2 pathway. This study provides
biological insights into the evolution of OS and suggests that
ICT1 can be regarded as a new target for OS treatment in the
clinic.

Data Availability

The data used to support the findings of this study are
included within the article.

Ethical Approval

The animal experiments were approved by the Animal Care
and Use Committee of the Affiliated Hospital of Nanjing
Medical University, Changzhou No.2 People’s Hospital.

Conflicts of Interest

All authors declare that they have no conflict of interest.

Authors’ Contributions

D.Z conceived and designed this study. J.X.T, YP.W and
Y.ES performed the experiment. R.D analyzed the data.
The article was written by Y.Q.J] and X.H.P. Xiaohui Pan,
Jingxue Tan, Xiaokun Weng and Rui Du contributed equally
to this work.

Acknowledgments

The preprint of this article has been submitted to the website
of research square (https://www.researchsquare.com/article/
rs-25599/v2). This work was supported by grants from the
science and technology planning project (BY2019KJ05) and
the Nineteenth Batch of Science Technology Program of
Changzhou (CJ20160047).

Supplementary Materials

Figure 1: (a) Knockdown efficacy of ICT1 in normal osteo-
blast cell line (hFOB1.19) was determined by western blot-
ting. (b) ICT1 knockdown had little effect on the growth of
the normal human osteoblast cell line (hFOB1.19) using col-
ony formation assay. (Supplementary Materials)

References

[1] J.Ritter and S. S. Bielack, “Osteosarcoma,” Annals of Oncology,
vol. 21, Supplement 7, pp. vii320-vii325, 2010.

[2] D. M. Gianferante, L. Mirabello, and S. A. Savage, “Germline
and somatic genetics of osteosarcoma - connecting aetiology,
biology and therapy,” Nature Reviews. Endocrinology, vol. 13,
no. 8, pp. 480-491, 2017.

[3] M. S. Isakoff, S. S. Bielack, P. Meltzer, and R. Gorlick, “Osteo-
sarcoma: current treatment and a collaborative pathway to
success,” Journal of Clinical Oncology, vol. 33, no. 27,
pp. 3029-3035, 2015.

[4] M. E. Anderson, “Update on survival in osteosarcoma,” The
Orthopedic Clinics of North America, vol. 47, no. 1, pp. 283-
292, 2016.

[5] R. Richter, J. Rorbach, A. Pajak et al., “A functional peptidyl-
tRNA hydrolase, ICT1, has been recruited into the human
mitochondrial ribosome,” The EMBO Journal, vol. 29, no. 6,
pp. 1116-1125, 2010.

[6] Y. Wang, J. He, S. Zhang et al., “Knockdown of immature
colon carcinoma transcript 1 inhibits proliferation and pro-
motes apoptosis of non-small cell lung cancer cells,” Technol-
ogy in Cancer Research & Treatment, vol. 16, pp. 559-569,
2016.

[7] Y. Tao, Y. Song, T. Han, C. Wang, T. Zhao, and Y. Gu, “miR-
205 regulation of ICT1 has an oncogenic potential via


https://www.researchsquare.com/article/rs-25599/v2
https://www.researchsquare.com/article/rs-25599/v2
http://downloads.hindawi.com/journals/bmri/2021/8971728.f1.docx

10

(10]

(11]

(12]

(13]

(14]

(15]

(16]

(17]

(18]

(19]

[20]

(21]

(22]

promoting the migration and invasion of gastric cancer cells,”
Biomedicine ¢ Pharmacotherapy, vol. 96, pp. 191-197, 2017.

A. R. Delbridge, S. Grabow, A. Strasser, and D. L. Vaux,
“Thirty years of BCL-2: translating cell death discoveries into
novel cancer therapies,” Nature Reviews. Cancer, vol. 16,
no. 2, pp. 99-109, 2016.

A. Ashkenazi, W. J. Fairbrother, J. D. Leverson, and A. J.
Souers, “From basic apoptosis discoveries to advanced selec-
tive BCL-2 family inhibitors,” Nature Reviews. Drug Discovery,
vol. 16, no. 4, pp. 273-284, 2017.

A. B. Parrish, C. D. Freel, and S. Kornbluth, “Cellular mecha-
nisms controlling caspase activation and function,” Cold
Spring Harbor Perspectives in Biology, vol. 5, no. 6, article
a008672, 2013.

Z. Wu, H. Liu, W. Sun et al., “RNF180 mediates STAT3 activ-
ity by regulating the expression of RhoC via the proteasomal
pathway in gastric cancer cells,” Cell Death & Disease,
vol. 11, no. 10, p. 881, 2020.

B.J. Jenkins, D. Grail, T. Nheu et al., “Hyperactivation of Stat3
in gp130 mutant mice promotes gastric hyperproliferation and
desensitizes TGF-beta signaling,” Nature Medicine, vol. 11,
no. 8, pp. 845-852, 2005.

F. Yu, P. Qiao, G. Yin et al., “RHPN2 promotes malignant cell
behaviours in ovarian cancer by activating STAT3 signalling,”
OncoTargets and Therapy, vol. 13, pp. 11517-11527, 2020.

S. Li, Z. Xu, J. Guo, J. Zheng, X. Sun, and J. Yu, “Farnesoid X
receptor activation induces antitumour activity in colorectal
cancer by suppressing JAK2/STATS3 signalling via transactiva-
tion of SOCS3 gene,” Journal of Cellular and Molecular Medi-
cine, vol. 24, no. 24, pp. 14549-14560, 2020.

S.J. Zhao, Y. Q. Jiang, N. W. Xu et al., “SPARCLI1 suppresses
osteosarcoma metastasis and recruits macrophages by activa-
tion of canonical WNT/f-catenin signaling through stabiliza-
tion of the WNT-receptor complex,” Oncogene, vol. 37, no. 8,
pp. 1049-1061, 2018.

Y. Weng, Y. Shen, Y. He et al., “The miR-15b-5p/PDK4 axis
regulates osteosarcoma proliferation through modulation of
the Warburg effect,” Biochemical and Biophysical Research
Communications, vol. 503, no. 4, pp. 2749-2757, 2018.

S.J. Zhao, Y. F. Shen, Q. Li et al., “SLIT2/ROBO1 axis contrib-
utes to the Warburg effect in osteosarcoma through activation
of SRC/ERK/c-MYC/PFKFB2 pathway,” Cell Death & Disease,
vol. 9, no. 3, p. 390, 2018.

J. Troebs, C. Asam, E. Pion, L. Prantl, T. Aung, and S. Haerteis,
“3D monitoring of tumor volume in an in vivo model,” Clini-
cal Hemorheology and Microcirculation, vol. 76, no. 2, pp. 123-
131, 2020.

Y. Tian, W. Zhang, D. Xia, P. Modi, D. Liang, and M. Wei,
“Postconditioning inhibits myocardial apoptosis during pro-
longed reperfusion via a JAK2-STAT3-Bcl-2 pathway,” Jour-
nal of Biomedical Science, vol. 18, no. 1, p. 53, 2011.

H. Tang, M. Gamdzyk, L. Huang et al,, “Delayed recanalization
after MCAO ameliorates ischemic stroke by inhibiting apopto-
sis via HGF/c-Met/STAT3/Bcl-2 pathway in rats,” Experimen-
tal Neurology, vol. 330, article 113359, 2020.

D. Zhang, D. He, Y. Xue et al., “PrLZ protects prostate cancer
cells from apoptosis induced by androgen deprivation via the
activation of Stat3/Bcl-2 pathway,” Cancer Research, vol. 71,
no. 6, pp. 2193-2202, 2011.

K. Liu, T. Ren, Y. Huang et al., “Apatinib promotes autophagy
and apoptosis through VEGFR2/STAT3/BCL-2 signaling in

(23]

[24]

[25]

[26]

(27]

(28]

[29]

(30]

(31]

(32]

(33]

BioMed Research International

osteosarcoma,” Cell Death ¢ Disease, vol. 8, no. 8, article
e3015, 2017.

W. Chang, Z. Yu, M. Tian, and X. Lin, “Immature colon carci-
noma transcript-1 promotes cell growth of hepatocellular car-
cinoma via facilitating cell cycle progression and apoptosis
resistance,” Oncology Reports, vol. 38, no. 6, pp. 3489-3496,
2017.

R. Singh, A. Letai, and K. Sarosiek, “Regulation of apoptosis in
health and disease: the balancing act of BCL-2 family pro-
teins,” Nature Reviews. Molecular Cell Biology, vol. 20, no. 3,
pp. 175-193, 2019.

P. E. Czabotar, G. Lessene, A. Strasser, and J. M. Adams, “Con-
trol of apoptosis by the BCL-2 protein family: implications for
physiology and therapy,” Nature Reviews. Molecular Cell Biol-
ogy, vol. 15, no. 1, pp. 49-63, 2014.

J. Wen, Y. K. Zhao, Y. Liu, and J. F. Zhao, “MicroRNA-34a
inhibits tumor invasion and metastasis in osteosarcoma partly
by effecting C-IAP2 and Bcl-2,” Tumour Biology, vol. 39,
pp- 1-10, 2017.

Y. Zhang, Q. Zhang, J. Bao, J. Huang, and H. Zhang, “Apios-
poramide, a 4-hydroxy-2-pyridone alkaloid, induces apoptosis
via PI3K/Akt signaling pathway in osteosarcoma cells,” Onco-
targets and Therapy, vol. 12, pp. 8611-8620, 2019.

C. H. Cheng, Y. P. Cheng, I. L. Chang, H. Y. Chen, C. C. Wu,
and C. P. Hsieh, “Dodecyl gallate induces apoptosis by upreg-
ulating the caspase-dependent apoptotic pathway and inhibit-
ing the expression of anti-apoptotic Bcl-2 family proteins in
human osteosarcoma cells,” Molecular Medicine Reports,
vol. 13, no. 2, pp- 1495-1500, 2016.

H. Yu, H. Lee, A. Herrmann, R. Buettner, and R. Jove, “Revisit-
ing STAT3 signalling in cancer: new and unexpected biological
functions,” Nature Reviews. Cancer, vol. 14, no. 11, pp. 736-
746, 2014.

H. Yu, D. Pardoll, and R. Jove, “STATS in cancer inflammation
and immunity: a leading role for STAT3,” Nature Reviews.
Cancer, vol. 9, no. 11, pp. 798-809, 2009.

S. P. Barry, P. A. Townsend, D. S. Latchman, and
A. Stephanou, “Role of the JAK-STAT pathway in myocardial
injury,” Trends in Molecular Medicine, vol. 13, no. 2, pp. 82—
89, 2007.

S. Dziennis, T. Jia, O. K. Rgnnekleiv, P. D. Hurn, and N. J.
Alkayed, “Role of signal transducer and activator of
transcription-3 in estradiol-mediated neuroprotection,” The
Journal of Neuroscience, vol. 27, no. 27, pp. 7268-7274, 2007.

S. Wang, Z. Peng, W. Li, S. Long, S. Xiao, and W. Wu, “Fuz-
heng Kang-Ai decoction enhances the effect of Gefitinib-
induced cell apoptosis in lung cancer through mitochondrial
pathway,” Cancer Cell International, vol. 20, no. 1, p. 185,
2020.



	ICT1 Promotes Osteosarcoma Cell Proliferation and Inhibits Apoptosis via STAT3/BCL-2 Pathway
	1. Background
	2. Materials and Methods
	2.1. Cell Culture and Reagents
	2.2. Establishment of Stable ICT1 Knockdown Cell Lines and BCL-2 Overexpression Cell Lines
	2.3. RNA Isolation and qRT-PCR Analysis
	2.4. Western Blotting
	2.5. Immunohistochemistry (IHC)
	2.6. Cell Counting Kit-8 (CCK-8) Assay and Colony Formation Assay
	2.7. Cell Apoptosis
	2.8. Caspase-3/9 Activity Assay
	2.9. Xenograft Tumor Production in Nude Mice
	2.10. Terminal Deoxynucleotidyl Transferase (TdT) dUTP Nick-End Labeling (TUNEL) Assay
	2.11. Statistical Analyses

	3. Results
	3.1. ICT1 Is Upregulated in OS Cell Lines and Promotes Proliferation and Inhibits Apoptosis of OS Cells In Vitro
	3.2. ICT1 Regulates BCL-2 by Controlling STAT3 Phosphorylation
	3.3. The Effect of ICT1 Knockdown on OS Cell Proliferation and Apoptosis Is Reversed in Part, by BCL-2 Overexpression
	3.4. ICT1 Promoted OS Cell Growth Targeting BCL-2 In Vivo

	4. Discussion
	Data Availability
	Ethical Approval
	Conflicts of Interest
	Authors’ Contributions
	Acknowledgments
	Supplementary Materials

