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Abstract
Tyrosine kinase inhibitors (TKIs) including ponatinib are commonly used to treat 
cancer patients. Unfortunately, TKIs induce cardiac as well as skeletal muscle 
dysfunction as a side effect. Therefore, detailed mechanistic studies are required 
to understand its pathogenesis and to develop a therapeutic treatment. The cur-
rent study was undertaken to examine whether ponatinib induces apoptosis and 
apoptotic mechanisms both in vitro and in vivo models and furthermore to test 
the potential of bone morphogenetic protein 7 (BMP-7) as a possible treatment 
option for its attenuation. Sol8 cells, a mouse myogenic cell line was exposed 
to ponatinib to generate an apoptotic cell culture model and were subsequently 
treated with BMP-7 to understand its protective effects. For the in vivo model, 
C57BL/6J mice were administered with ponatinib to understand apoptosis, cell 
signaling apoptotic mechanisms, and adverse muscle remodeling and its attenu-
ation with BMP-7. TUNEL staining, immunohistochemistry (IHC), and real-time 
polymerase chain reaction (RT-PCR) methods were used. Our data show sig-
nificantly (p < 0.05) increased TUNEL staining, caspase-3, BAX/Bcl2 ratio in the 
in vitro model. Furthermore, our in vivo muscle data show ponatinib-induced 
muscle myopathy, and loss in muscle function. The observed muscle myopathy 
was associated with increased apoptosis, caspase-3 staining, and BAX/Bcl-2 ratio 
as confirmed with IHC and RT-PCR. Furthermore, our data show a significant 
(p < 0.05) increase in the involvement of cell signaling apoptotic regulator pro-
tein PTEN and a decrease in cell survival protein AKT. These results suggest that 
increased apoptosis following ponatinib treatment showed an increase in skel-
etal muscle remodeling, sarcopenia, and fibrosis. Furthermore, BMP-7 treatment 
significantly (p < 0.05) attenuated ponatinib-induced apoptosis, BAX/Bcl2 ratio, 
decreased PTEN, and increased cell survival protein AKT, decreased adverse 
muscle remodeling, and improved muscle function. Overall, we provide evidence 
that ponatinib-induces apoptosis leading to sarcopenia and muscle myopathy 
with decreased function which was attenuated by BMP-7.
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1   |   INTRODUCTION

Ponatinib is a third generation tyrosine kinase inhibitor 
(TKI), used for various types of cancer therapies such as leu-
kemia, lung cancer, and glioblastoma (Gozgit et al., 2012; 
Luciano et al., 2020; Tan et al., 2019; Zhang et al., 2014). 
However, clinical utilization of TKIs is associated with sev-
eral adverse toxicities in various organs including cardio-
vascular, hepatic, and gastrointestinal (Bauer et al., 2016; 
Shah et al., 2013). Ponatinib-induced cardiotoxicity has re-
cently been shown to activate apoptosis in cardiomyocytes 
and causes cardiac dysfunction (Casavecchia et al., 2020; 
Chan et al., 2020; Ma et al., 2020; Singh et al., 2019; Talbert 
et al.,  2015). Additionally, loss of skeletal muscle mass 
and muscle myopathy due to TKIs is a commonly recog-
nized adverse drug reaction (Rinninella et al., 2020, 2021; 
Uchikawa et al.,  2020), seen in around 80% of chronic 
myeloid leukemia patients (Janssen et al.,  2019). The 
musculoskeletal symptoms reported in pre-clinical tri-
als of ponatinib and other TKI studies include muscular 
cramps, myalgia, pain, and fatigue (Bouitbir et al., 2020; 
Cortes et al., 2012, 2018; Janssen et al., 2019, 2020; Kekäle 
et al., 2015). These symptoms have debilitating effects on 
disease control and impair the quality of life in patients 
(Janssen et al., 2019, 2020). However, much is unknown 
about the effect of ponatinib on skeletal muscle cells and 
the resulting muscle myotoxicity.

Apoptosis is a type of programmed cell death that 
maintains tissue homeostasis during development and 
aging (Elmore,  2007). The early stage of apoptosis in-
cludes inducing signals for death receptors, increased 
reactive oxygen species, and change in protein levels of 
BCL2-Associated X Protein (BAX), B-cell lymphoma 2 
(Bcl2), and BCL2-associated agonist of cell death (BAD), 
this is followed by activation of mitochondrial pathway 
and commitment to cell death (Elmore,  2007; Shamas-
Din et al., 2013). Hallmarks for apoptosis include caspase-
mediated protein cleavage, chromatin condensation, and 
DNA fragmentation (Liu & Ahearn, 2001). Dysregulation 
of apoptosis is known to play important role in multi-
ple diseased conditions including cardiac infarction, 
neurological disorders, diabetes, cancer, and muscu-
lar dystrophy (Anversa et al., 1998; Reed, 1999; Savitz & 
Rosenbaum, 1998; Serdaroglu et al., 2002). Apoptosis has 
also been associated with skeletal muscle atrophy (Dirks 
& Leeuwenburgh,  2005; Dupont-Versteegden,  2006; 
Schwartz,  2008). However, the lack of understanding 

of the exact cause of apoptosis and its mechanisms in 
ponatinib-induced muscle myopathy is still unknown.

Available therapeutic strategies for skeletal mus-
cle toxicity following TKI treatment have been recom-
mended to patients, however, evidence-based research, 
treatment efficacy, and pharmacological interactions 
have not yet been established. Thus, alternate therapeu-
tic strategies are needed. Bone morphogenetic protein 7 
(BMP-7) is an anti-inflammatory growth factor belong-
ing to the transforming growth factor beta superfamily 
which plays an important role in various biological pro-
cesses (Aluganti Narasimhulu & Singla, 2020). Previous 
studies have established that BMP-7 has anti-fibrotic, 
anti-apoptotic, and anti-inflammatory effects in car-
diomyocytes of infarcted hearts and diabetic cardiomy-
opathy (Aluganti Narasimhulu & Singla,  2020, 2021; 
Elmadbouh & Singla,  2021; Urbina & Singla,  2014). It 
remains unknown whether BMP-7 could be a potential 
candidate to attenuate ponatinib-induced skeletal mus-
cle toxicity.

Therefore, in the current study, to the best of our 
knowledge, we establish for the first time: (1) ponatinib 
induces apoptosis in skeletal muscle cells both in vitro 
and in vivo models, (2) ponatinib-induced apoptosis is 
mediated through BAX-Bcl2 and PTEN-Akt pathway, (3) 
Increased apoptosis enhances skeletal muscle fibrosis and 
remodeling, (4) BMP-7 treatment inhibits apoptosis, BAX-
Bcl2 ratio, PTEN-Akt pathway, and skeletal muscle ad-
verse remodeling, (5) Most importantly, BMP-7 treatment 
improves skeletal muscle function.

2   |   MATERIALS AND METHODS

2.1  |  Cell culture model

Sol8 cells (mouse myogenic cell line) were obtained 
from the American Type Culture Collection (ATCC) 
and maintained in Dulbecco's Modified Eagle's Medium 
(DMEM; ThermoFisher Scientific; cat# 11965092), as 
we reported previously (Tavakoli Dargani et al.,  2018). 
The DMEM medium was supplemented with 10% fetal 
bovine serum (R&D Systems; cat# S11550), glutamine 
(ThermoFisher Scientific; cat# 25030081), sodium pyru-
vate (ThermoFisher Scientific; cat#11360070), and 
penicillin–streptomycin (P/S; ThermoFisher Scientific; 
cat# 15070063), and cells were cultured at 37°C, 5% CO2.
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2.2  |  MTT assay

The ponatinib dose curve was established via the MTT 
assay. A 96-well plate was used to culture the Sol8 cells 
that were treated with an increasing concentration of 
ponatinib (Selleck Chemicals; cat# S1490) (4, 8, 10, 12, 14, 
and 16 μM) to determine the optimal concentration and 
cell viability. MTT Kit (Roche; cat# 11465007001) was 
used as per the instructions provided by the manufacturer. 
Briefly, mitochondrial activity was assessed by the forma-
tion of formazan crystals as an indicator of cell viability. 
The optical density of the solubilized purple formazan 
crystals was measured at 550 and 600 nm via Bio-Rad 
plate reader (Bio-Rad) (Singla, Garner, et al., 2019). Cell 
viability data were presented as a percentage of the con-
trol values.

2.3  |  BrdU assay

The effect of ponatinib and BMP-7 on cell proliferation 
was determined by BrdU Cell Proliferation enzyme-
linked immunosorbent assay (ELISA) Kit (Abcam; cat# 
ab126556). Sol8 cells were plated in a 96-well plate (104 
cells/well) and treated with 8 μM ponatinib and 500 ng/
mL of BMP-7 (Bioclone; cat# PA-0401) for 24 h, which was 
then replaced with fresh DMEM for 24 h. Manufacturer's 
protocol provided with the kit was used to perform the 
cell proliferation assay. In brief, BrdU reagent (20 μL/
well) was added to the cells for 24 h. Cells were fixed with 
fixing solution (200 μL/well, 30 min, room temperature 
[RT]) and washed as per the instructions followed by in-
cubation with anti-BrdU detector antibody (100 μL/well, 
1  h, RT). Peroxidase Goat Anti-Mouse IgG conjugate 
(100 μL/well, 30 min, RT) was added, followed by final 
wash with both wash buffer and distilled water. Finally, 
the 3,3′,5,5′-tetramethylbenzidine peroxidase substrate 
(100 μL/well, 30 min, RT) was added followed by the ad-
dition of Stop solution (100 μL/well). Absorbance was 
measured at 450 and 550 nm via Bio-Rad plate reader and 
net absorbance was calculated by subtracting the blank 
absorbance (Bhansali et al., 2021).

2.4  |  Preparation of apoptotic cell 
culture model

Sol8 cells were cultured for 24 h in a 96-well plate or in 
8-well plates (104 cells/well). Three different study groups 
were assigned: control, ponatinib, and ponatinib + BMP-
7. Cells were treated with 8  μM of ponatinib (24 h) and 
500 ng/mL of BMP-7 (24 h), followed by replacement with 
DMEM for 24 h.

2.5  |  Animal preparation and 
experimental design

The Institutional Animal Care and Use Committee 
(IACUC) and The University of Central Florida (UCF) ap-
proved all the animal procedures and protocols. A total 
of 43 C57BL/6J male and female mice (10 ± 2-week-age) 
(JAX) were split into three groups (n  =  14–15 animals/
group): control (0.9% saline), ponatinib (5  mg/kg/day; 
cumulative dose of 25 mg/kg body weight) and ponatinib 
(5  mg/kg/day) + BMP-7 (200 μg/kg/day; cumulative dose 
of 600 μg/kg body weight). Saline and ponatinib were ad-
ministered for five consecutive days (Monday to Friday) 
via intraperitoneal injection and BMP-7 via intravenous 
injection on three alternative days (Monday, Wednesday, 
and Friday). The dose for ponatinib and BMP-7 used in 
the present study was followed as previously reported 
(Aluganti Narasimhulu & Singla, 2021; Zhang et al., 2014). 
Body weights were recorded prior to the first injection (in-
itial weight) and on the day of the sacrifice (final weight). 
On day 14 (D-14) mice were subjected to muscle function 
tests followed by euthanization via cervical dislocation 
under 4% isoflurane. Blood samples and bilateral soleus 
muscle (SM) tissues were collected after mice sacrifice. 
SM tissues were washed with 1× phosphate buffer saline 
(PBS), weighed, and stored at −80°C for RNA or saved in 
4% paraformaldehyde (PFA) for immunohistochemical 
(IHC) staining, ELISA, and histological staining.

2.6  |  Body weight and muscle 
function analysis

2.6.1  |  Body and SM weight

Change in body weight was evaluated by subtracting the 
initial body weight recorded prior to any treatment ad-
ministration from the final weight recorded on the day of 
the sacrifice (D-14). Ratio of SM weight to body weight 
was calculated to determine the change in SM mass after 
ponatinib administration.

2.6.2  |  Grip strength test

A grip strength meter (Columbus Instruments) was used 
to measure the grip strength of both the forelimbs and 
four limbs (combined) as mentioned previously (Aluganti 
Narasimhulu & Singla,  2021). In brief, the mouse was 
held and allowed to grab the grid by forelimbs and then by 
combined four-limbs and gently pulled away in a horizon-
tal manner. The grip strength was recorded in real-time 
as peak force in grams. Six to nine trials were averaged 
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and normalized with body weight (g). SigmaPlot software 
(Systat Software, Inc.) was used to plot the bar graphs.

2.6.3  |  Weights test

Muscle strength was further assessed using weights 
test as reported previously (Aluganti Narasimhulu & 
Singla, 2021; Dessouki et al., 2020). Briefly, mice were sub-
jected to carry weights in increasing order from 15 to 65 g 
(15, 25, 35, 45, 50, 55, 60, and 65 g) for 3 s. Analysis was 
done by calculating two scores: weigh × time (WT) and 
trial × time (TT). TT was scored by multiplying the trial 
number by the time of hold and WT was scored by mul-
tiplying the highest weight held by the time the weight 
was held. Data was presented by bar graph plotted using 
SigmaPlot software.

2.7  |  Tissue processing and 
deparaffinization

After 48 h in 4% PFA, SM tissues were washed with PBS 
thrice and transferred to 70% ethanol. The tissues were 
processed using Leica TP1020 tissue processing system 
(Leica Biosystems). Tissue Tek TEC (Sakura Finetek) was 
used to embed SM tissues and sectioned at 5  μm thick-
ness using a Microm HM 325 (Fisher Scientific) and 
placed on microscopic slides (Aluganti Narasimhulu & 
Singla, 2022).

2.8  |  TUNEL staining

Apoptosis was determined using TUNEL staining for 
both Sol8 cells and SM tissue sections. In Situ Cell Death 
Detection Kit (TMR red, Roche; cat# 12156792910) 
was used according to the provided protocol and as 
previously described (Singla & McDonald,  2007). 
Cells were washed, dried, and directly mounted with 
Antifade Vectashield mounting medium containing 
4′,6-diamidino-2-phenylindole (DAPI; Vector laborato-
ries; cat# H-120010) to stain the nuclei.

SM sections were deparaffinized using xylene, follow-
ing rehydration by successive incubation in decreasing 
concentration of ethanol (100%, 90%, 70%, 50%, 30%) and 
a final wash with distilled water. Tissue sections were pre-
treated with Proteinase K (25 μg/mL in 100 mM Tris–HCL) 
and Tunel assay was performed as mentioned in Merino 
and Singla (2018) followed by blocking with 10% normal 
goat serum (NGS, Vector Laboratories; cat# S-1000) and 
further co-stained with Myosin (1:100; Sigma Aldrich; 
cat# M7523-1ML) followed by secondary antibody, (Alexa 

488 goat anti-rabbit, 1:200; ThermoFisher Scientific; cat# 
A11008). Sections were then washed with PBS and cov-
ered with DAPI-containing mounting medium. The per-
centage of apoptotic nuclei was calculated by dividing the 
total TUNEL positive nuclei by total DAPI positive nuclei 
[(total TUNEL+ve/total DAPI) × 100]. Four areas were im-
aged using a Keyence BZ-X810 fluorescent microscope 
(Keyence), and quantified using ImageJ. Fluorescence 
and Brightfield representative images were taken in ×20 
and ×40 magnification and histograms were made using 
Sigma Plot.

2.9  |  Immunofluorescence staining

For immunocytochemistry (ICC) staining, Sol8 cells (104 
cells/well) were treated, fixed permeabilized, and blocked 
(10% NGS) as described previously (Tavakoli Dargani 
et al., 2018). Double Immunohistochemistry (IHC) stain-
ing was performed on SM tissue sections as previously 
published (Aluganti Narasimhulu & Singla, 2021). Briefly, 
SM sections underwent deparaffinization, rehydration, 
and blocking by 10% NGS. Prior to staining with apoptotic 
markers SM tissue sections were co-stained with Myosin 
(overnight at 4°C) and Alexa 488 goat anti-rabbit (1:200; 1 h 
30 m at RT). Both cells and tissue sections were incubated 
with primary antibodies of pro-apoptotic markers: caspase 
3 (1:300; Santa Cruz Biotechnology; Cat# sc-7148), BAX 
(1:300; Santa Cruz Biotechnology; Cat# sc-493) and anti-
apoptotic marker Bcl2 (1:300; Santa Cruz Biotechnology; 
Cat# sc-492) overnight at 4°C followed by washing with 
PBS and incubation with secondary antibody, (Alexa 568 
goat anti-rabbit; 1:1000 for in vitro and 1:500 for in vivo; 
Invitrogen; cat# A11011) for 1 h 30 min at RT. Finally, after 
washing nuclei were stained by Vectashield mounting me-
dium with DAPI (Aluganti Narasimhulu & Singla, 2022; 
Dessouki et al.,  2020). Images were recorded and quan-
tified as previously described (Aluganti Narasimhulu & 
Singla,  2021; Singla, Johnson, et al.,  2019). BAX to Bcl2 
ratio was also calculated by dividing the percent of BAX-
positive cells by the percent of Bcl2-positive cells (Salakou 
et al., 2007).

2.10  |  Real-time polymerase chain 
reaction analysis

For real-time polymerase chain reaction (RT-PCR), SM 
tissue was used to isolate RNA by TRIzol™ Reagent 
(ThermoFisher; cat# 15596018) following cDNA synthesis 
using SuperScript™ III First-Strand Synthesis SuperMix 
for quantitative real-time polymerase chain reaction 
(qRT-PCR, ThermoFisher; cat# 11752050). qRT-PCR was 
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performed by CFX96 C1000 Touch™ Thermal Cycler 
Multicolor Real-Time PCR Detection System (Bio-Rad) 
with SYBR Green (Invitrogen; cat# 11761500). PCR was 
performed using mouse primers (Table 1) for: caspase 3, 
BAX, Bcl2, PTEN, and AKT for apoptotic marker gene ex-
pressions and glyceraldehyde 3-phosphate dehydrogenase 
as a loading control. Melt curves were established for the 
reactions and normalized fold expressions were calcu-
lated using the 2−ΔΔCT method (Aluganti Narasimhulu & 
Singla, 2022).

2.11  |  Enzyme-linked 
immunosorbent assay

For ELISA Assay 25 μg of protein extracted from SM tis-
sue homogenate (Merino & Singla,  2018) was used as 
per the provided instructions for Mouse Phosphatase 
and Tensin Homologs (PTEN; MYBIOSOURCE; cat# 
MBS3806814) and Mouse RAC-alpha serine/threonine 
(AKT; MYBIOSOURCE; cat# MBS288382) ELISA kits. 
Absorbance was measured at 450 nm using Bio-Rad plate 
reader and histograms for each were plotted as arbitrary 
units.

2.12  |  Histological staining

Hematoxylin and eosin (H&E) staining was performed 
on SM sections as described previously (Aluganti 
Narasimhulu & Singla,  2021). The muscle sections are 
stained pink whereas nuclei are stained blue/purple. 
Myofibrillar size and atrophy were quantified by assessing 
the myocyte size (mm2). For Masson's staining, interstitial 
fibrosis (IF) was determined in SM sections as previously 
published (Singla, Johnson, et al., 2019). SM sections were 
stained red, nuclei in black, and fibrosis in blue. IF was 
measured by quantifying the total fibrotic area (in blue) 

in mm2. After staining sections were mounted with per-
mount and three to four areas/section were recorded 
using light microscopy under Keyence BZ-X810 for quan-
tification at 20× magnification via ImageJ. Representative 
images were taken at 40× magnification.

2.13  |  Statistical analysis

Statistical significance was analyzed between groups using 
Student's t-test and one-way analysis of variance followed 
by Tukey test using Sigma Plot. All values are presented as 
±standard error of mean, with p < 0.05 considered statisti-
cally significant.

3   |   RESULTS

3.1  |  Effect of ponatinib on skeletal 
muscle cell viability

To evaluate dose-dependent toxicity of ponatinib on SM 
(Sol8) cells, MTT assay was performed. As shown in 
Figure 1A ponatinib doses from 4 to 16 μM significantly 
(p < 0.05) decreased cell viability, with increased con-
centration of ponatinib as compared to control. Based 
on these results, further in vitro experiments, were per-
formed using 8 μM ponatinib concentration.

3.2  |  Effect of BMP-7 treatment on 
skeletal muscle cells proliferation

To further determine the effects of ponatinib on cell pro-
liferation, BrdU cell proliferation ELISA assay was per-
formed. Figure  1B shows a significant reduction in cell 
proliferation (p < 0.05) by ponatinib when compared to 
control. We observed a significant (p < 0.05) increase in 

Target Forward primer Reverse primer

AKT 5′-ATCCC​CTC​AAC​AAC​TTC​
TCAGT-3′

5′-CTTCC​GTC​CAC​TCT​TCT​
CTTTC-3′

BAX 5′-CTGGA​TCC​AAG​ACC​
AGGGTG-3′

5′-CTTCC​AGA​TGG​TGA​
GCGAGG-3′

BCL2 5′-GAACT​GGG​GGA​GGA​
TTGTGG-3′

5′-GCATG​CTG​GGG​CCA​
TATAGT-3′

Caspase-3 5′-GAGCT​TGG​AAC​GGT​
ACGCTA-3′

5′-GAGTC​CAC​TGA​CTT​
GCTCCC-3′

GAPDH 5′-ACCCA​GAA​GAC​TGT​
GGATGG-3′

5′-CACAT​TGG​GGG​TAG​
GAACAC-3′

PTEN 5′-CATTG​CCT​GTG​TGT​GGT​
GATA-3′

5′-AGGTT​TCC​TCT​GGT​CCT​
GGTA-3′

T A B L E  1   Mouse-specific primers 
used for the study.
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Sol8 cell proliferation in ponatinib + BMP-7 group com-
pared to the ponatinib group-suggesting BMP-7 plays a 
protective role in cell proliferation following ponatinib 
treatment.

3.3  |  Effect of BMP-7 treatment on 
ponatinib-induced apoptosis and  
pro-apoptotic marker caspase 3 in Sol8 cells

TUNEL staining was performed in Sol8 cells to es-
tablish ponatinib-induced apoptosis in Sol8 cells. 
Figure  2A show brightfield images (Figure  2A[a,g,m], 
×20) of Sol8 cells with and without treatment groups 
of ponatinib and BMP-7, TUNEL-positive cells in red 
(Figure  2A[b,h,n]), total nuclei stained with DAPI in 
blue (Figure  2A[c,i,o]), merged (Figure  2A[d,j,p], 20×), 
merged brightfield (Figure 2A[e,k,q], 40×), and enlarged 
images (Figure  2A[f,l,r]) shows TUNEL-positive nuclei 
in pink, suggesting an increase in apoptotic TUNEL nu-
clei in ponatinib-treated group as compared to control 
(Figure  2A[a–f]) and its reduction in the BMP-7-treated 
group. Furthermore, the quantitative analysis in Figure 2B 
shows a significant increase (p < 0.05) in TUNEL-positive 
nuclei in ponatinib treated group as compared to control. 
Whereas significant decrease (p < 0.05) in TUNEL-positive 
nuclei were observed following BMP-7 treatment suggest-
ing that BMP-7 attenuates ponatinib-induced apoptosis.

Next, to strengthen the finding of TUNEL staining, we 
performed caspase 3 ICC. Our data show higher num-
ber of positive cells for pro-apoptotic marker caspase 
3 in ponatinib (Figure  2C[g–l]) group as compared to 

control (Figure  2C) whereas ponatinib + BMP-7-treated 
(Figure 2C) group shows decrease in caspase 3 staining. 
The quantitative data Figure  2D show a significant in-
crease (p < 0.05) of caspase 3 in ponatinib-treated cells 
as compared to control. Whereas, following BMP-7 treat-
ment a significant decrease (p < 0.05) in caspase 3 staining 
was observed, suggesting BMP-7 inhibits caspase 3 expres-
sion following ponatinib treatment.

3.4  |  Effect of BMP-7 treatment on  
pro-apoptotic marker BAX, anti-apoptotic 
marker Bcl2, and BAX/Bcl2 ratio in 
Sol8 cells

To determine whether ponatinib-induced apoptosis triggers 
pro-apoptotic marker BAX and anti-apoptotic marker Bcl2 
double IHC staining was performed. Our ICC data demon-
strate an increase in expression of BAX protein positive cells 
in ponatinib group compared to control (Figure  3A). We 
observed a decreased expression of BAX protein following 
BMP-7 treatment (Figure 3A). Additionally, our quantita-
tive data analysis shows a significant (p < 0.05) increase in 
BAX staining in ponatinib group as compared to control. 
Upon BMP-7 treatment a significant (p < 0.05) reduction of 
BAX positive cells was seen (Figure 3B).

Figure 3C demonstrates the decrease in Bcl2-positive 
cells in ponatinib group as compared to controls. 
Following BMP-7 treatment Bcl2-positive cells were in-
creased (Figure 3C). The quantitative data showed a sig-
nificant (p < 0.05) reduction in number of positive cells of 
Bcl2 in ponatinib group as compared to control. Whereas 

F I G U R E  1   Effect of ponatinib on soleus muscle (Sol8) cell viability and BMP-7 on cell proliferation. Representative graph shows (A) 
dose-dependent toxicity of ponatinib on Sol8 cells, units presented in % viability (n = 6; in quadruplicates); (B) quantitative analysis of the 
effect of ponatinib and BMP-7 on Sol8 cell proliferation, units presented in optical density (n = 6–12; in duplicates). Error bar = ±standard 
error of the mean. Statistical significance was analyzed using Student's t-test and One-way ANOVA followed by Tukey test. *p < 0.05 versus 
Control; #p < 0.05 versus ponatinib. ANOVA, analysis of variance; BMP-7, bone morphogenetic protein 7.
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a significant (p < 0.05) increase was observed in ponati-
nib + BMP-7 group (Figure 3D). We further investigated 
the BAX/Bcl2 ratio after ponatinib and BMP-7 treatment, 
Figure 3E histogram shows a significant (p < 0.05) increase 
in BAX/Bcl2 ratio in ponatinib group as compared to con-
trol and this increase was reversed in BMP-7 group. This 
data is further indicative that ponatinib-induced apoptosis 
involves BAX and Bcl2 cell signaling.

3.5  |  Effect of BMP-7 treatment 
on ponatinib-induced weight 
loss and sarcopenia

Change in body weight after ponatinib and BMP-7 ad-
ministration was assessed by measuring weight gain and 
weight loss across the three groups. Figure 4B shows a sig-
nificant (p < 0.05) loss in weight after ponatinib adminis-
tration as compared to control and a significant (p < 0.05) 
weight gain was noted upon BMP-7 treatment. We further 

investigated the effect of ponatinib and BMP-7 on SM mass 
loss. Change in SM weight to body weight was calculated. 
Figure  4C shows ponatinib-treated muscles had signifi-
cantly (p < 0.05) reduced weight and developed sarcopenia 
as compared to control. Whereas a significant (p < 0.05) im-
provement in SM mass was seen after the BMP-7 treatment. 
This is indicative of BMP-7 being a potential therapeutic 
intervention that can be administered to attenuate weight 
loss and sarcopenia exhibited after ponatinib treatment.

3.6  |  Effect of BMP-7 treatment on 
ponatinib-induced muscle dysfunction

To study the effect of ponatinib on the loss of muscle func-
tion and assess its improvement by BMP-7, mice were sub-
jected to the following tests: (1) grip strength for forelimbs 
and four limbs and (2) weights test. Data for grip strength for 
both forelimb (Figure 4D) and four limbs (Figure 4E) show 
a significant (p < 0.05) loss of grip strength in the muscles 

F I G U R E  2   Effect of BMP-7 treatment on ponatinib-induced apoptosis and pro-apoptotic marker caspase 3 in Sol8 cells. Representative 
images show positive cells for (A) TUNEL staining and (C) caspase 3. (A, C) Show (×20) brightfield images (a, g, m), TUNEL and caspase 
3-positive cells in red (b, h, n), DAPI in blue (c, i, o), and merged images (d, j, p). Scale bar = 100 μm. ×40 Brightfield merged images (e, k, q) 
and black boxes and arrows indicate enlarged sections of brightfield merged images (f, l, r). Histograms (B, D) show quantitative analysis for 
TUNEL and caspase 3-positive cells over DAPI (n = 4; in triplicates). Error bar = ±standard error of the mean. Statistical significance was 
analyzed using Student's t-test and One-way ANOVA followed by Tukey test. *p < 0.05 versus Control; #p < 0.05 versus ponatinib. ANOVA, 
analysis of variance; BMP-7, bone morphogenetic protein 7; DAPI, 4′,6-diamidino-2-phenylindole.
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of ponatinib-treated mice as compared to control. However, 
following BMP-7 treatment a significant (p < 0.05) improve-
ment was noticed in the grip strength tests. Weights test data 
was achieved by analyzing TT method and the WT method. 
For both methods, as depicted in Figure 4F,G, a significant 
(p < 0.05) decrease in the forelimb muscle strength was ob-
served in ponatinib mice as compared to control, which was 
significantly (p < 0.05) improved upon BMP-7 treatment 
group. This is suggestive that BMP-7 treatment improves 
ponatinib-induced muscle dysfunction.

3.7  |  Effect of BMP-7 treatment on 
ponatinib-induced apoptosis and  
pro-apoptotic marker caspase 3 in SM

To further confirm our in vitro findings of ponatinib-
induced apoptosis, we performed TUNEL staining to assess 

ponatinib-induced apoptosis and its attenuation by BMP-7 
on SM tissue sections. We demonstrated TUNEL-positive 
nuclei (Figure 5A) and caspase 3-positive cells (Figure 5C). 
The images show a significantly higher number of TUNEL-
positive nuclei in ponatinib-treated SM (Figure  5A[f–
j]) in comparison with control (Figure  5A[a–e])  
whereas a decrease in TUNEL-positive cells was no-
ticed in ponatinib + BMP-7 group (Figure  5A[k–o]). 
Furthermore, the quantitative analysis shows a sig-
nificant (p < 0.05) increase in TUNEL-positive nuclei in 
ponatinib-treated group as compared to control. However, 
the ponatinib + BMP-7 group had a significant decrease 
in TUNEL-positive nuclei following BMP-7 treatment as 
compared to the ponatinib group (Figure 5B).

Pro-apoptotic marker caspase 3 was further exam-
ined by double IHC. Our data show increased expression 
of pro-apoptotic marker caspase 3 in ponatinib group 
as compared to control. Whereas a decrease in caspase 

F I G U R E  3   Effect of BMP-7 treatment on pro-apoptotic marker BAX, anti-apoptotic marker Bcl2 and BAX/Bcl2 ratio in Sol8 cells. 
Representative images show positive cells for (A) pro-apoptotic marker BAX and (C) anti-apoptotic marker Bcl2. (A, C) Show (×20) 
brightfield images (a, g, m), BAX and Bcl2-positive cells in red (b, h, n), DAPI in blue (c, i, o), merged images (d, j, p). Scale bar = 100 μm. 
×40 brightfield merged images (e, k, q) and black boxes and arrows indicate enlarged sections of brightfield merged images (f, l, r). Bar 
graphs (B, D) show quantitative analysis for pro-apoptotic marker BAX and anti-apoptotic marker Bcl2 ICC (n = 4; in triplicates). Histogram 
(E) show the quantitative analysis for BAX/Bcl2 ratio for ICC. Error bar = ±standard error of the mean. Statistical significance was analyzed 
using Student's t-test and one-way ANOVA followed by Tukey test. *p < 0.05 versus Control; #p < 0.05 versus ponatinib. ANOVA, analysis of 
variance; BAX, BCL2-associated X protein; Bcl2, B-cell lymphoma 2; BMP-7, bone morphogenetic protein 7; ICC, immunocytochemistry.
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3-positive cells is noticeably seen following BMP-7 treat-
ment (Figure  5C). Next, the quantitative data show a 
significant increase (p < 0.05) of caspase 3 in ponatinib-
treated group as compared to control and its significant 
decrease (p < 0.05) after BMP-7 treatment (Figure 5D). To 
strengthen our IHC findings, RT-PCR analysis was per-
formed, which shows a significant increase (p < 0.05) in 
caspase 3 gene expression in ponatinib-treated mice as 
compared to control (Figure  5E). After BMP-7 adminis-
tration a significant (p < 0.05) reduction in caspase 3 gene 
expression was observed. Both the in vitro and in vivo 
studies coincide in confirming the occurrence of apop-
tosis induced by ponatinib which is attenuated following 
BMP-7 treatment.

3.8  |  Effect of BMP-7 treatment on pro-
apoptotic marker BAX, anti-apoptotic 
marker Bcl2, and BAX/Bcl2 ratio in SM

The effect of ponatinib and BMP-7 on pro-apoptotic 
marker BAX and anti-apoptotic marker Bcl2 was fur-
ther determined by IHC and RT-PCR. Our IHC data 
show BAX-positive cells are increased in ponatinib (f-j, 
Figure 6A) group as compared to control (Figure 6A[a–e]).  
Following BMP-7 administration BAX-positive cells de-
creased in number (Figure  6A[k–o]). Our quantitative 
data further demonstrates a significant (p < 0.05) increase 
in BAX-positive cells in ponatinib group as compared 
to control and its significant (p < 0.05) attenuation in 

F I G U R E  4   Effect of BMP-7 treatment on ponatinib-induced weight loss, sarcopenia and muscle dysfunction. (A) Schematic 
representation of the injection schedule and the study design. Bar graphs showing increase in (B) body weight (BW) (C) soleus muscle 
weight on BMP-7 administration. Muscle function was evaluated on day 14 before mice sacrifice. Bar graphs representing the quantification 
and analysis for multiple muscle function tests (D) forelimb grip strength, (E) four-limbs grip strength, (F) weight's test-TT Test and (G) 
weight's test-WT test (n = 14–15). Error bar = ±standard error of the mean. Statistical significance was analyzed using Student's t-test and 
one-way ANOVA followed by Tukey test. *p < 0.05 versus control; #p < 0.05 versus ponatinib. ANOVA, analysis of variance; BMP-7, bone 
morphogenetic protein 7; TT, trial × time; WT, weigh × time.
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ponatinib + BMP-7 group (Figure 6B). RT-PCR data anal-
ysis for BAX gene showed a significant (p < 0.05) higher 
expression following ponatinib treatment as compared to 
control; however, a significant (p < 0.05) reduction in BAX 
gene expression was observed after BMP-7 administration 
(Figure 6C).

Our anti-apoptotic data show decreased number of 
Bcl2-positive cells in ponatinib (Figure  6E[f–j]) group 
as compared to control (Figure 6E[a–e]). Noticeably, an 
increase was seen in Bcl2 following BMP-7 treatment 
(Figure  6E[k–o]). The quantitative data also supports 
a significant (p < 0.05) reduction in number of positive 
cells of Bcl2 in ponatinib group as compared to control 
whereas a significant (p < 0.05) increase was observed 
in ponatinib + BMP-7 group (Figure  6F). RT-PCR data 

analysis in Figure 6G shows significantly (p < 0.05) low-
ered Bcl2 gene expression in ponatinib group as compared 
to control, whereas the Bcl2 gene expression signifi-
cantly (p < 0.05) increased in BMP-7 treated mice. Next, 
we evaluated the BAX/Bcl2 ratio using both IHC and 
RT-PCR data. The quantitative analysis in Figure  6D,H 
shows a significant (p < 0.05) increase in BAX/Bcl2 ratio 
in ponatinib group as compared to control and ponati-
nib + BMP-7 groups. This set of data strengthens the 
initial data of the in vitro study in our in vivo model, 
suggesting that significant changes in BAX, Bcl2 expres-
sion, and BAX/Bcl2 ratio occur due to ponatinib-induced 
apoptosis. Furthermore, indicating BMP-7 administra-
tion ameliorates pro-apoptotic marker BAX and BAX/
Bcl2 ratio and promotes anti-apoptotic Bcl2 expression.

F I G U R E  5   Effect of BMP-7 treatment on ponatinib-induced apoptosis and pro-apoptotic marker caspase 3 in SM tissue. As shown 
in ×40 representative photomicrographs of SM tissue sections (A) TUNEL staining and (C) caspase 3 demonstrating positive cells stained 
red (a, f, k), myosin stained muscle cells in green (b, g, l), total nuclei stained in blue with DAPI (c, h, m) and merged images (d, i, n). 
Scale bar = 100 μm. Dotted white boxes and arrows indicate enlarged sections of merged images (e, j, o). Bar graphs (B, D) represent 
quantitative analysis of IHC (n = 7–8) and graph (E) show the gene expression for caspase 3 (n = 4–6). Error bar = ± standard error of the 
mean. Statistical significance was analyzed using Student's t-test and one-way ANOVA followed by Tukey test. *p < 0.05 versus control; 
#p < 0.05 versus ponatinib. ANOVA, analysis of variance; BMP-7, bone morphogenetic protein 7; DAPI, 4′,6-diamidino-2-phenylindole; IHC, 
immunohistochemistry; SM, soleus muscle.
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3.9  |  Effect of BMP-7 treatment on cell 
signaling markers PTEN and AKT

To determine the regulatory effect of ponatinib and 
BMP-7 on pro-apoptotic regulator of apoptosis pro-
tein PTEN and pro-survival protein AKT, we examined 
expressions of both PTEN and AKT with ELISA and 
RT-PCR. Our ELISA data show a significant (p < 0.05) 
increase in PTEN expression of ponatinib-treated SM, 
compared to control (Figure 7A). However, a significant 
(p < 0.05) reduction in expression was observed follow-
ing BMP-7 treatment (Figure 7A). This data was further 

confirmed using PTEN gene expression where we ob-
served a significant increase of PTEN in ponatinib which 
was decreased following BMP-7 treatment. However, our 
ELISA data on pro-survival protein AKT demonstrate 
significant (p < 0.05) decrease in expression levels in the 
ponatinib group when compared to control and its sig-
nificant (p < 0.05) increase in ponatinib + BMP-7-treated 
group (Figure 7C). RT-PCR data following the pattern of 
AKT ELISA data and support its role in the regulation of 
ponatinib-induced apoptosis. This set of data suggests that 
ponatinib regulates ponatinib-induced apoptosis through 
PTEN-AKT pathway which is attenuated by BMP-7.

F I G U R E  6   Effect of BMP-7 treatment on pro-apoptotic marker BAX, anti-apoptotic marker Bcl2 and BAX/Bcl2 ratio in SM tissue. As 
shown in ×40 representative photomicrographs of SM tissue sections (A) BAX and (D) Bcl2-positive cells are stained red (a, f, k), muscle 
cells stained green by myosin (b, g, l), DAPI stained nuclei in blue (c, h, m) and merged images (d, i, n). Scale bar = 100 μm. Dotted white 
boxes and arrows indicate enlarged sections of merged images (e, j, o). Bar graphs (B, E) represent quantitative analysis of IHC (n = 7–8) and 
graphs (C, F) show the gene expression for BAX (n = 5–6) and Bcl2 (n = 5–7). Histograms (G, H) show the quantitative analysis for BAX/
Bcl2 ratio for IHC and real-time polymerase chain reaction. Error bar = ±standard error of the mean. Statistical significance was analyzed 
using Student's t-test and one-way ANOVA followed by Tukey test. *p < 0.05 versus control; #p < 0.05 versus ponatinib. ANOVA, analysis 
of variance; BAX, BCL2-associated X protein; Bcl2, B-cell lymphoma 2; BMP-7, bone morphogenetic protein 7; DAPI, 4′,6-diamidino-2-
phenylindole; IHC, immunohistochemistry; SM, soleus muscle.
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3.10  |  Effect of BMP-7 treatment on 
ponatinib-induced muscle atrophy and 
adverse muscle remodeling

To evaluate if ponatinib-induced apoptosis causes mus-
cle atrophy and adverse muscle remodeling and to deter-
mine their attenuation with BMP-7. H&E and Masson's 
trichrome staining were performed on SM tissue sections. 
In Figure  8A, representative photomicrographs of H&E 
staining show a visible decrease in the myofibrillar size 
of SM tissue in the ponatinib-treated group (Figure 8A,B) 
as compared to control (Figure 8A[a]) suggesting atrophy. 
Whereas in ponatinib + BMP-7-treated group following 
BMP-7 administration (Figure  8A[a–c]) a significant in-
crease in the muscle cell size was observed as compared to 
ponatinib-treated SM. Quantitative analysis in Figure 8B 

confirmed that ponatinib-treated SM tissues had signifi-
cantly (p < 0.05) reduced muscle cell size as compared to 
control. Whereas BMP-7 administered mice showed a sig-
nificant (p < 0.05) increase in their muscle cell size.

Skeletal muscle fibrosis in ponatinib mice and its re-
duction by BMP-7 was assessed by Masson's Trichrome 
staining. Representative photomicrographs in Figure 8C 
show increased collagen (blue area) in ponatinib-
treated SM tissues (Figure 8C[b]) as compared to control 
(Figure 8C[a]) indicating IF. Following BMP-7 treatment 
a significant decrease in IF was observed (Figure 8C[c]) 
as compared to the ponatinib group. The quantitative 
data in Figure 8D also shows a significant (p < 0.05) in-
crease in IF in ponatinib administered mice as compared 
to control and its significant (p < 0.05) decrease in BMP-
7-treated mice.

F I G U R E  7   Effect of BMP-7 treatment on cell signaling markers PTEN and AKT. Enzyme-linked immunosorbent assay and real-
time polymerase chain reaction was performed using SM tissue to determine the levels of PTEN and AKT. Histograms (A, B) represent 
the quantitative analysis of PTEN and AKT levels in 25 μg of protein (n = 6–8). Bar graphs (C, D) show the gene expression for PTEN 
(n = 5–6) and AKT (n = 5–6). Error bar = ±standard error of the mean. Statistical significance was analyzed using Student's t-test and 
one-way ANOVA followed by Tukey test. *p < 0.05 versus control; #p < 0.05 versus ponatinib. ANOVA, analysis of variance; BMP-7, bone 
morphogenetic protein 7; SM, soleus muscle.
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4   |   DISCUSSION

Ponatinib is a potent orally bioavailable TKI known 
to induce cardiotoxicity and myotoxicity as major ad-
verse side effects (ClinicalTrials.gov,  2020a, 2020b; 
Casavecchia et al., 2020; Chan et al., 2020; Ma et al., 2020; 
Singh et al., 2019; Talbert et al., 2015). Very limited stud-
ies have been done on ponatinib till now, Phase 2 pre-
clinical trials of ponatinib have reported muscle spasms, 
muscular weakness, musculoskeletal pain, and myalgia 
(ClinicalTrials.gov, 2020a, 2020b). The forenamed adverse 
side effects justified a study to investigate the mechanism 
of action for ponatinib-induced skeletal muscle toxicity. 
As of now, as per the best of our knowledge there are no 
published studies on ponatinib muscle toxicity in animals. 
The current work is a novel study being performed regard-
ing ponatinib-induced toxicity in SM cells and the pro-
tective effect of BMP-7 treatment in both in vitro and in 
vivo models. This study presents the following major and 
important information on ponatinib that demonstrates 
muscle toxicity as follows: (1) decrease in Sol8 cell vi-
ability and proliferation, (2) increase in apoptotic-positive 
nuclei as confirmed with TUNEL staining and upregu-
lation of pro-apoptotic markers caspase 3 and BAX, (3) 
decrease in anti- apoptotic marker Bcl2 expression, (4) 
increase in PTEN, a negative regulator of apoptosis and 
decrease in pro-survival protein AKT, (5) decrease in 
body weight and sarcopenia development, (6) increase in 

muscle dysfunction, and finally (7) development of mus-
cle atrophy and adverse muscle remodeling in SM. BMP-7 
treatment attenuates muscle toxicity both in in vitro and 
in vivo via decreasing apoptosis, decreased pro-apoptotic 
markers, increasing levels of anti-apoptotic proteins, re-
versing adverse muscle remodeling, and improving mus-
cle function.

First, we identified the correct dose of ponatinib-
induced muscle toxicity (PMIT) in Sol8 cells in vitro using 
MTT assay. After ponatinib dose confirmation we aimed 
to understand whether this anti-cancer drug has any ef-
fects on Sol8 cell proliferation. The result of our data 
demonstrated a significant decrease in cell proliferation 
following ponatinib treatment. Our data show significant 
skeletal muscle cell toxicity in Sol8 cells by ponatinib in a 
dose-dependent manner which correlates with previously 
published studies on ponatinib-induced dose-dependent 
cytotoxicity in endothelial cells, cardiomyocytes, and can-
cer cells (Casavecchia et al., 2020; Gozgit et al., 2011; Liu 
et al., 2019; Saussele et al., 2020; Singh et al., 2019; Talbert 
et al., 2015).

Apoptosis is a programmed cell death mechanism 
identified by DNA fragmentation and mitochondrial-
mediated protein such as caspase 3. Ponatinib-induced 
apoptosis in Sol8 cells was initially determined by sig-
nificant increase in DNA fragmentation using TUNEL 
staining and increased levels of caspase 3. Furthermore, 
presence of apoptosis was confirmed by upregulation of 

F I G U R E  8   Effect of BMP-7 treatment on ponatinib-induced muscle atrophy and adverse muscle remodeling. Representative images 
(×40) of SM sections (A) stained with hematoxylin and eosin to detect atrophy and (C) of Masson's trichrome staining to show interstitial 
fibrosis in soleus muscle on day 14 after ponatinib administration in control and experimental groups. Stained sections were quantified 
at ×20 magnification and magnified for visualization of atrophy and interstitial fibrosis. Bar graphs (B, D) represent quantitative analysis 
for muscle atrophy and interstitial fibrosis (n = 6–8). Error bar = ±standard error of the mean. Statistical significance was analyzed using 
Student's t-test and one-way ANOVA followed by Tukey test. *p < 0.05 versus control; #p < 0.05 versus ponatinib. Scale bar = 100 μm. 
ANOVA, analysis of variance; BMP-7, bone morphogenetic protein 7; SM, soleus muscle.
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pro-apoptotic protein BAX and downregulation of anti-
apoptotic protein Bcl2 in in vitro studies. To further un-
derstand the significance of ponatinib-induced apoptosis 
in cell culture model, we developed ponatinib-induced 
muscle toxicity in an in vivo model. Our model shows sig-
nificant decrease in body weight, loss of muscle mass with 
decreased muscle function. Loss of skeletal muscle mass 
and body weight during TKI therapy has been associated 
with dose limiting clinical toxicities which leads to neg-
ative clinical outcomes such as temporary or permanent 
treatment discontinuation and decrease in overall sur-
vival of patients (Rinninella et al., 2020, 2021). Therefore, 
our animal studies are in agreement with clinical studies 
using ponatinib and other TKIs (ClinicalTrials.gov, 2020a, 
2020b; Janssen et al., 2019; Kekäle et al., 2015). Next, we 
investigated the impact of ponatinib-induced sarcopenia 
by assessing the muscle function of mice. A significant in-
crease in muscle dysfunction was observed in both grip 
strength test and weight's test for ponatinib-treated mice. 
This anti-cancer drug-induced muscle toxicity model cor-
roborates with other published studies on muscle toxicity 
(Dessouki et al., 2020; Merino & Singla, 2018).

Additionally, we performed TUNEL staining and 
caspase 3  staining on SM to confirm our in vitro find-
ings. Our data show significantly increased apoptosis and 
caspase 3 using immunostaining and RT-PCR methods. 
Next, to strengthen our apoptosis findings, we performed 
Bcl2 and BAX IHC and gene expression. Bcl2 family of 
interacting proteins play a pro-survival role whereas fam-
ily members BAX and Bcl-2 homologus antagonist/killer 
(BAK) play an opposing role in the regulation of apopto-
sis in cancer, cardiomyocyte, and muscle cells (Aluganti 
Narasimhulu & Singla,  2022; Merino & Singla,  2018; 
Ramadan et al.,  2019). However, the role of BAX and 
Bcl2 proteins in ponatinib-induced apoptosis is not well-
established; therefore, our performed studies suggest a 
significant increase in BAX protein following ponatinib 
treatment whereas a decrease in Bcl2 protein was observed 
using IHC and RT-PCR. Moreover, significant increase in 
BAX/Bcl2 ratio for both ICC and IHC were noticed. Our 
data on BAX and Bcl2 agrees with other reported studies 
published on hypoxia-induced muscle and cardiac apop-
tosis (Cho et al., 2004; Webster et al., 1999).

Next, we confirmed whether ponatinib-induced apopto-
sis in SM is mediated by PTEN-AKT pathway. Loss of PTEN 
due to mutations in cancer cells upregulates cell prolifer-
ation mediated by Akt pathway whereas upregulation of 
PTEN in cells induces apoptosis (Johnson & Singla, 2018; 
Singla,  2015), therefore, balance on PTEN/Akt confirms 
cell survival vs cell death. Moreover, PTEN is a negative 
regulator of pro-survival protein AKT. Previous studies 
have shown inhibition of pro-survival pathways during 
ponatinib-induced apoptosis in cardiomyocytes (Merino 

& Singla,  2018; Singh et al.,  2020; Talbert et al.,  2015). 
However, the role of PTEN-AKT pathway in ponatinib-
induced apoptosis in SM is not known. A significant 
increase in PTEN expression was observed in ponatinib-
treated SMs. Moreover, a significant decrease in AKT ex-
pression was noticed following ponatinib treatment. Our 
data in the present study suggest that ponatinib-induced 
apoptosis in SM is regulated by PTEN-AKT pathway.

Following apoptosis confirmation in ponatinib-
induced SM, it becomes reasonable to ask whether apop-
tosis has further effects on muscle remodeling. Therefore, 
we examine myofibrillar size for muscle atrophy and IF 
using H&E and Mason's trichrome histological staining. 
Our data showed significant loss of myofibrillar size and 
increased collagen deposition in the SM after ponati-
nib administration, suggesting presence of atrophy and 
fibrosis. This muscle remodeling data agrees with pre-
viously published studies showing apoptosis-induces at-
rophy and muscle fibrosis in variety of conditions such 
as aging, inflammation, and liver cirrhosis (Dirks & 
Leeuwenburgh, 2005; Kurosawa et al., 2021; Lala-Tabbert 
et al., 2019; Saito et al., 2020).

Based on current literature, there are no readily avail-
able therapeutic options to treat ponatinib-induced skel-
etal muscle toxicity. In this study, we identified BMP-7 
a growth factor belonging to the transforming growth 
factor-β superfamily, commonly given to osteoporo-
sis patients as a potential therapeutic agent. BMP-7 has 
previously been reported to have anti-fibrotic properties 
in heart, muscle, and kidney (Aluganti Narasimhulu & 
Singla,  2020, 2021; Elmadbouh & Singla,  2021; Urbina 
& Singla, 2014; Zeisberg et al., 2003). The findings of the 
current study suggests that BMP-7 promotes Sol8 cell pro-
liferation, inhibits ponatinib-induced apoptosis in both in 
vitro and in vivo models as observed by decrease in TUNEL 
stained nuclei, pro-apoptotic markers caspase 3 and BAX, 
and increase in anti-apoptotic marker Bcl2 expressions. 
Furthermore, decrease in BAX/Bcl2 ratio, PTEN expres-
sion and increased AKT expression also reinforces that 
BMP-7 reduces ponatinib-induced apoptosis. Moreover, 
significant decrease in loss of body weight and sarcopenia, 
improved muscle function and decrease in muscle atrophy 
and fibrosis after BMP-7 treatment was observed. This set 
of data suggests potential therapeutic efficacy of BMP-7 
in attenuation of ponatinib-induced apoptosis and muscle 
remodeling. This agrees with previously reported studies 
showing BMP-7 improves skeletal muscle fibrosis, atro-
phy, sarcopenia, and muscle dysfunction in diabetes and 
atherosclerosis (Aluganti Narasimhulu & Singla,  2020, 
2021; Elmadbouh & Singla, 2021; Urbina & Singla, 2014).

In conclusion, to the best of our knowledge we report 
for the first time that ponatinib induces skeletal muscle 
toxicity via apoptosis in both in vitro (Sol8 cells) and in 
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vivo (SM) models. Apoptosis is confirmed by TUNEL 
staining, expression of pro-apoptotic and anti-apoptotic 
markers, caspase 3, BAX and Bcl2, and BAX/Bcl2 ratio. 
Further expanding on how ponatinib-induced apoptosis 
leads to the development and progression of muscle my-
opathy as seen by increase in sarcopenia, muscle dysfunc-
tion, atrophy, and adverse muscle remodeling. Evident 
attenuation of apoptosis, sarcopenia, muscle dysfunction, 
atrophy, and adverse muscle remodeling after BMP-7 
treatment is promising. These results shed light on BMP-7 
as a potent therapeutic agent against ponatinib-induced 
muscle myopathy.

AUTHOR CONTRIBUTIONS
Dinender K. Singla designed and supervised the study. 
Ayushi Srivastava performed the experiments, analyzed 
data, prepared figures, and drafted the manuscript. 
Dinender K. Singla revised the manuscript and approved 
final version of the manuscript.

ACKNOWLEDGMENTS
The authors would like to thank Chandrakala Aluganti 
Narasimhulu for proofreading the manuscript.

FUNDING INFORMATION
This study was supported by National Institute of Diabetes 
and Digestive and Kidney Diseases (R01DK120866-01) 
and National institute of Health (5R01CA221813-04).

CONFLICT OF INTEREST STATEMENT
The authors declare no competing interests.

ETHICS STATEMENT
All the animal procedures and protocols were approved 
by the Institutional Animal Care and Use Committee 
(IACUC) and The University of Central Florida (UCF).

ORCID
Dinender K. Singla   https://orcid.
org/0000-0001-5030-2785 

REFERENCES
Aluganti Narasimhulu, C., & Singla, D. K. (2020). The role of bone 

morphogenetic protein 7 (BMP-7) in inflammation in heart dis-
eases. Cell, 9, 280.

Aluganti Narasimhulu, C., & Singla, D. K. (2021). Amelioration of 
diabetes-induced inflammation mediated pyroptosis, sarcope-
nia, and adverse muscle remodelling by bone morphogenetic 
protein-7. Journal of Cachexia, Sarcopenia and Muscle, 12, 
403–420.

Aluganti Narasimhulu, C., & Singla, D. K. (2022). Doxorubicin-
induced apoptosis enhances monocyte infiltration and adverse 
cardiac remodeling in diabetic animals. Canadian Journal of 
Physiology and Pharmacology, 100, 441–452.

Anversa, P., Cheng, W., Liu, Y., Leri, A., Redaelli, G., & Kajstura, J. 
(1998). Apoptosis and myocardial infarction. Basic Research in 
Cardiology, 93(Suppl 3), 8–12.

Bauer, S., Buchanan, S., & Ryan, I. (2016). Tyrosine kinase inhibi-
tors for the treatment of chronic-phase chronic myeloid leuke-
mia: Long-term patient care and management. Journal of the 
Advanced Practitioner in Oncology, 7, 42–54.

Bhansali, S., Sohi, K., & Dhawan, V. (2021). Hypoxia-induced mito-
chondrial reactive oxygen species (mtROS) differentially regu-
lates smooth muscle cell (SMC) proliferation of pulmonary and 
systemic vasculature. Mitochondrion, 57, 97–107.

Bouitbir, J., Panajatovic, M. V., Frechard, T., Roos, N. J., & Krähenbühl, 
S. (2020). Imatinib and dasatinib provoke mitochondrial dys-
function leading to oxidative stress in C2C12 myotubes and 
human RD cells. Frontiers in Pharmacology, 11, 1106.

Casavecchia, G., Galderisi, M., Novo, G., Gravina, M., Santoro, C., 
Agricola, E., Capalbo, S., Zicchino, S., Cameli, M., De Gennaro, 
L., Righini, F. M., Monte, I., Tocchetti, C. G., Brunetti, N. D., 
Cadeddu, C., & Mercuro, G. (2020). Early diagnosis, clinical 
management, and follow-up of cardiovascular events with 
ponatinib. Heart Failure Reviews, 25, 447–456.

Chan, O., Talati, C., Isenalumhe, L., Shams, S., Nodzon, L., Fradley, 
M., Sweet, K., & Pinilla-Ibarz, J. (2020). Side-effects profile and 
outcomes of ponatinib in the treatment of chronic myeloid leu-
kemia. Blood Advances, 4, 530–538.

Cho, D. H., Hong, Y. M., Lee, H. J., Woo, H. N., Pyo, J. O., Mak, T. W., 
& Jung, Y. K. (2004). Induced inhibition of ischemic/hypoxic 
injury by APIP, a novel Apaf-1-interacting protein. The Journal 
of Biological Chemistry, 279, 39942–39950.

ClinicalTrials.gov. (2020a). Ponatinib for chronic myeloid leukemia 
(cml) evaluation and ph+ acute lymphoblastic leukemia (all) 
(pace). https://clini​caltr​ials.gov/ct2/show/resul​ts/NCT01​20744​
0?view=results

ClinicalTrials.gov. (2020b). Ponatinib in participants with resistant 
chronic phase chronic myeloid leukemia (cp-cml) to characterize 
the efficacy and safety of a range of doses (optic). https://clini​
caltr​ials.gov/ct2/show/resul​ts/NCT02​467270

Cortes, J. E., Kantarjian, H., Shah, N. P., Bixby, D., Mauro, M. J., Flinn, 
I., O'Hare, T., Hu, S., Narasimhan, N. I., Rivera, V. M., Clackson, 
T., Turner, C. D., Haluska, F. G., Druker, B. J., Deininger, M. 
W., & Talpaz, M. (2012). Ponatinib in refractory Philadelphia 
chromosome-positive leukemias. The New England Journal of 
Medicine, 367, 2075–2088.

Cortes, J. E., Kim, D. W., Pinilla-Ibarz, J., le Coutre, P. D., Paquette, R., 
Chuah, C., Nicolini, F. E., Apperley, J. F., Khoury, H. J., Talpaz, 
M., DeAngelo, D. J., Abruzzese, E., Rea, D., Baccarani, M., 
Müller, M. C., Gambacorti-Passerini, C., Lustgarten, S., Rivera, 
V. M., Haluska, F. G., … Kantarjian, H. M. (2018). Ponatinib ef-
ficacy and safety in Philadelphia chromosome-positive leuke-
mia: Final 5-year results of the phase 2 PACE trial. Blood, 132, 
393–404.

Dessouki, F. B. A., Kukreja, R. C., & Singla, D. K. (2020). Stem cell-
derived exosomes ameliorate doxorubicin-induced muscle 
toxicity through counteracting pyroptosis. Pharmaceuticals 
(Basel), 13, 450.

Dirks, A. J., & Leeuwenburgh, C. (2005). The role of apoptosis in age-
related skeletal muscle atrophy. Sports Medicine, 35, 473–483.

Dupont-Versteegden, E. E. (2006). Apoptosis in skeletal muscle and 
its relevance to atrophy. World Journal of Gastroenterology, 12, 
7463–7466.

https://orcid.org/0000-0001-5030-2785
https://orcid.org/0000-0001-5030-2785
https://orcid.org/0000-0001-5030-2785
https://clinicaltrials.gov/ct2/show/results/NCT01207440?view=results
https://clinicaltrials.gov/ct2/show/results/NCT01207440?view=results
https://clinicaltrials.gov/ct2/show/results/NCT02467270
https://clinicaltrials.gov/ct2/show/results/NCT02467270


16 of 17  |      SRIVASTAVA and SINGLA

Elmadbouh, I., & Singla, D. K. (2021). BMP-7 attenuates 
inflammation-induced pyroptosis and improves cardiac repair 
in diabetic cardiomyopathy. Cells, 10, 2640.

Elmore, S. (2007). Apoptosis: A review of programmed cell death. 
Toxicologic Pathology, 35, 495–516.

Gozgit, J. M., Wong, M. J., Moran, L., Wardwell, S., Mohemmad, Q. K., 
Narasimhan, N. I., Shakespeare, W. C., Wang, F., Clackson, T., & 
Rivera, V. M. (2012). Ponatinib (AP24534), a multitargeted pan-
FGFR inhibitor with activity in multiple FGFR-amplified or mu-
tated cancer models. Molecular Cancer Therapeutics, 11, 690–699.

Gozgit, J. M., Wong, M. J., Wardwell, S., Tyner, J. W., Loriaux, M. 
M., Mohemmad, Q. K., Narasimhan, N. I., Shakespeare, W. C., 
Wang, F., Druker, B. J., Clackson, T., & Rivera, V. M. (2011). 
Potent activity of ponatinib (AP24534) in models of FLT3-
driven acute myeloid leukemia and other hematologic malig-
nancies. Molecular Cancer Therapeutics, 10, 1028–1035.

Janssen, L., Allard, N. A. E., Saris, C. G. J., Keijer, J., Hopman, M. T. 
E., & Timmers, S. (2020). Muscle toxicity of drugs: When drugs 
turn physiology into pathophysiology. Physiological Reviews, 
100, 633–672.

Janssen, L., Frambach, S., Allard, N. A. E., Hopman, M. T. E., 
Schirris, T. J. J., Voermans, N. C., Rodenburg, R. J., Blijlevens, N. 
M. A., & Timmers, S. (2019). Skeletal muscle toxicity associated 
with tyrosine kinase inhibitor therapy in patients with chronic 
myeloid leukemia. Leukemia, 33, 2116–2120.

Johnson, T. A., & Singla, D. K. (2018). PTEN inhibitor VO-OHpic 
attenuates inflammatory M1 macrophages and cardiac re-
modeling in doxorubicin-induced cardiomyopathy. American 
Journal of Physiology. Heart and Circulatory Physiology, 315, 
H1236–h1249.

Kekäle, M., Peltoniemi, M., & Airaksinen, M. (2015). Patient-
reported adverse drug reactions and their influence on adher-
ence and quality of life of chronic myeloid leukemia patients on 
per oral tyrosine kinase inhibitor treatment. Patient Preference 
and Adherence, 9, 1733–1740.

Kurosawa, T., Goto, M., Kaji, N., Aikiyo, S., Mihara, T., Ikemoto-
Uezumi, M., Toyoda, M., Kanazawa, N., Nakazawa, T., Hori, M., 
& Uezumi, A. (2021). Liver fibrosis-induced muscle atrophy is 
mediated by elevated levels of circulating TNFα. Cell Death & 
Disease, 12, 11.

Lala-Tabbert, N., Lejmi-Mrad, R., Timusk, K., Fukano, M., Holbrook, 
J., St-Jean, M., LaCasse, E. C., & Korneluk, R. G. (2019). Targeted 
ablation of the cellular inhibitor of apoptosis 1 (cIAP1) atten-
uates denervation-induced skeletal muscle atrophy. Skeletal 
Muscle, 9, 13.

Liu, C., Mu, X., Wang, X., Zhang, C., Zhang, L., Yu, B., & Sun, G. 
(2019). Ponatinib inhibits proliferation and induces apoptosis 
of liver cancer cells, but its efficacy is compromised by its acti-
vation on PDK1/Akt/mTOR signaling. Molecules, 24, 1363.

Liu, C. C., & Ahearn, J. M. (2001). Apoptosis of skeletal muscle 
cells and the pathogenesis of myositis: A perspective. Current 
Rheumatology Reports, 3, 325–333.

Luciano, L., Annunziata, M., Attolico, I., Di Raimondo, F., Maggi, 
A., Malato, A., Martino, B., Palmieri, F., Pane, F., Sgherza, N., & 
Specchia, G. (2020). The multi-tyrosine kinase inhibitor pona-
tinib for chronic myeloid leukemia: Real-world data. European 
Journal of Haematology, 105, 3–15.

Ma, W., Wei, S., Zhang, B., & Li, W. (2020). Molecular mechanisms of 
cardiomyocyte death in drug-induced cardiotoxicity. Frontiers 
in Cell and Development Biology, 8, 434.

Merino, H., & Singla, D. K. (2018). Secreted frizzled-related protein-2 
inhibits doxorubicin-induced apoptosis mediated through the 
Akt-mTOR pathway in soleus muscle. Oxidative Medicine and 
Cellular Longevity, 2018, 6043064.

Ramadan, M. A., Shawkey, A. E., Rabeh, M. A., & Abdellatif, A. O. 
(2019). Expression of P53, BAX, and BCL-2 in human malig-
nant melanoma and squamous cell carcinoma cells after tea 
tree oil treatment in vitro. Cytotechnology, 71, 461–473.

Reed, J. C. (1999). Dysregulation of apoptosis in cancer. Journal of 
Clinical Oncology, 17, 2941–2941.

Rinninella, E., Cintoni, M., Raoul, P., Ponziani, F. R., Pompili, M., 
Pozzo, C., Strippoli, A., Bria, E., Tortora, G., Gasbarrini, A., & 
Mele, M. C. (2021). Prognostic value of skeletal muscle mass 
during tyrosine kinase inhibitor (TKI) therapy in cancer pa-
tients: A systematic review and meta-analysis. Internal and 
Emergency Medicine, 16, 1341–1356.

Rinninella, E., Cintoni, M., Raoul, P., Pozzo, C., Strippoli, A., 
Ponziani, F. R., Pompili, M., Bria, E., Tortora, G., Gasbarrini, A., 
& Mele, M. C. (2020). Skeletal muscle loss during multikinase 
inhibitors therapy: Molecular pathways, clinical implications, 
and nutritional challenges. Nutrients, 12, 3101.

Saito, Y., Chikenji, T. S., Matsumura, T., Nakano, M., & Fujimiya, 
M. (2020). Exercise enhances skeletal muscle regeneration by 
promoting senescence in fibro-adipogenic progenitors. Nature 
Communications, 11, 889.

Salakou, S., Kardamakis, D., Tsamandas, A. C., Zolota, V., 
Apostolakis, E., Tzelepi, V., Papathanasopoulos, P., Bonikos, 
D. S., Papapetropoulos, T., Petsas, T., & Dougenis, D. (2007). 
Increased Bax/Bcl-2 ratio up-regulates caspase-3 and increases 
apoptosis in the thymus of patients with myasthenia gravis. In 
Vivo, 21, 123–132.

Saussele, S., Haverkamp, W., Lang, F., Koschmieder, S., Kiani, A., 
Jentsch-Ullrich, K., Stegelmann, F., Pfeifer, H., La Rosée, 
P., Goekbuget, N., Rieger, C., Waller, C. F., Franke, G. N., le 
Coutre, P., Kirchmair, R., & Junghanss, C. (2020). Ponatinib in 
the treatment of chronic myeloid leukemia and Philadelphia 
chromosome-positive acute leukemia: Recommendations of a 
German expert consensus panel with focus on cardiovascular 
management. Acta Haematologica, 143, 217–231.

Savitz, S. I., & Rosenbaum, D. M. (1998). Apoptosis in neurological 
disease. Neurosurgery, 42, 555–572; discussion 573–574.

Schwartz, L. M. (2008). Atrophy and programmed cell death of skel-
etal muscle. Cell Death and Differentiation, 15, 1163–1169.

Serdaroglu, A., Gücüyener, K., Erdem, S., Köse, G., Tan, E., & 
Okuyaz, C. (2002). Role of apoptosis in Duchenne's muscular 
dystrophy. Journal of Child Neurology, 17, 66–68.

Shah, D. R., Shah, R. R., & Morganroth, J. (2013). Tyrosine kinase 
inhibitors: Their on-target toxicities as potential indicators of 
efficacy. Drug Safety, 36, 413–426.

Shamas-Din, A., Kale, J., Leber, B., & Andrews, D. W. (2013). 
Mechanisms of action of Bcl-2 family proteins. Cold Spring 
Harbor Perspectives in Biology, 5, a008714.

Singh, A. P., Glennon, M. S., Umbarkar, P., Gupte, M., Galindo, C. L., 
Zhang, Q., Force, T., Becker, J. R., & Lal, H. (2019). Ponatinib-
induced cardiotoxicity: Delineating the signalling mechanisms 
and potential rescue strategies. Cardiovascular Research, 115, 
966–977.

Singh, A. P., Umbarkar, P., Tousif, S., & Lal, H. (2020). Cardiotoxicity 
of the BCR-ABL1 tyrosine kinase inhibitors: Emphasis on 
ponatinib. International Journal of Cardiology, 316, 214–221.



      |  17 of 17SRIVASTAVA and SINGLA

Singla, D. K. (2015). Akt-mTOR pathway inhibits apoptosis and fibro-
sis in doxorubicin-induced cardiotoxicity following embryonic 
stem cell transplantation. Cell Transplantation, 24, 1031–1042.

Singla, D. K., Johnson, T. A., & Tavakoli, D. Z. (2019). Exosome 
treatment enhances anti-inflammatory M2 macrophages and 
reduces inflammation-induced pyroptosis in doxorubicin-
induced cardiomyopathy. Cells, 8, 1224.

Singla, D. K., & McDonald, D. E. (2007). Factors released from em-
bryonic stem cells inhibit apoptosis of H9c2 cells. American 
Journal of Physiology. Heart and Circulatory Physiology, 293, 
H1590–H1595.

Singla, R., Garner, K. H., Samsam, M., Cheng, Z., & Singla, D. K. 
(2019). Exosomes derived from cardiac parasympathetic gan-
glionic neurons inhibit apoptosis in hyperglycemic cardiomyo-
blasts. Molecular and Cellular Biochemistry, 462, 1–10.

Talbert, D. R., Doherty, K. R., Trusk, P. B., Moran, D. M., Shell, S. 
A., & Bacus, S. (2015). A multi-parameter in vitro screen in 
human stem cell-derived cardiomyocytes identifies ponatinib-
induced structural and functional cardiac toxicity. Toxicological 
Sciences, 143, 147–155.

Tan, F. H., Putoczki, T. L., Stylli, S. S., & Luwor, R. B. (2019). 
Ponatinib: A novel multi-tyrosine kinase inhibitor against 
human malignancies. Oncotargets and Therapy, 12, 635–645.

Tavakoli Dargani, Z., Singla, R., Johnson, T., Kukreja, R., & Singla, D. 
K. (2018). Exosomes derived from embryonic stem cells inhibit 
doxorubicin and inflammation-induced pyroptosis in muscle 
cells. Canadian Journal of Physiology and Pharmacology, 96, 
304–307.

Uchikawa, S., Kawaoka, T., Namba, M., Kodama, K., Ohya, K., 
Morio, K., Nakahara, T., Murakami, E., Tsuge, M., Hiramatsu, 
A., Imamura, M., Takahashi, S., Chayama, K., & Aikata, H. 

(2020). Skeletal muscle loss during tyrosine kinase inhibitor 
treatment for advanced hepatocellular carcinoma patients. 
Liver Cancer, 9, 148–155.

Urbina, P., & Singla, D. K. (2014). BMP-7 attenuates adverse cardiac 
remodeling mediated through M2 macrophages in prediabetic 
cardiomyopathy. American Journal of Physiology. Heart and 
Circulatory Physiology, 307, H762–H772.

Webster, K. A., Discher, D. J., Kaiser, S., Hernandez, O., Sato, B., & 
Bishopric, N. H. (1999). Hypoxia-activated apoptosis of cardiac 
myocytes requires reoxygenation or a pH shift and is indepen-
dent of p53. The Journal of Clinical Investigation, 104, 239–252.

Zeisberg, M., Bottiglio, C., Kumar, N., Maeshima, Y., Strutz, F., 
Müller, G. A., & Kalluri, R. (2003). Bone morphogenic protein-7 
inhibits progression of chronic renal fibrosis associated with 
two genetic mouse models. American Journal of Physiology. 
Renal Physiology, 285, F1060–F1067.

Zhang, J., Zhou, Q., Gao, G., Wang, Y., Fang, Z., Li, G., Yu, M., Kong, 
L., Xing, Y., & Gao, X. (2014). The effects of ponatinib, a multi-
targeted tyrosine kinase inhibitor, against human U87 malig-
nant glioblastoma cells. Oncotargets and Therapy, 7, 2013–2019.

How to cite this article: Srivastava, A., & Singla, 
D K. (2023). PTEN-AKT pathway attenuates 
apoptosis and adverse remodeling in ponatinib-
induced skeletal muscle toxicity following BMP-7 
treatment. Physiological Reports, 11, e15629. 
https://doi.org/10.14814/​phy2.15629

https://doi.org/10.14814/phy2.15629

	PTEN-­AKT pathway attenuates apoptosis and adverse remodeling in ponatinib-­induced skeletal muscle toxicity following BMP-­7 treatment
	Abstract
	1|INTRODUCTION
	2|MATERIALS AND METHODS
	2.1|Cell culture model
	2.2|MTT assay
	2.3|BrdU assay
	2.4|Preparation of apoptotic cell culture model
	2.5|Animal preparation and experimental design
	2.6|Body weight and muscle function analysis
	2.6.1|Body and SM weight
	2.6.2|Grip strength test
	2.6.3|Weights test

	2.7|Tissue processing and deparaffinization
	2.8|TUNEL staining
	2.9|Immunofluorescence staining
	2.10|Real-­time polymerase chain reaction analysis
	2.11|Enzyme-­linked immunosorbent assay
	2.12|Histological staining
	2.13|Statistical analysis

	3|RESULTS
	3.1|Effect of ponatinib on skeletal muscle cell viability
	3.2|Effect of BMP-­7 treatment on skeletal muscle cells proliferation
	3.3|Effect of BMP-­7 treatment on ponatinib-­induced apoptosis and pro-­apoptotic marker caspase 3 in Sol8 cells
	3.4|Effect of BMP-­7 treatment on pro-­apoptotic marker BAX, anti-­apoptotic marker Bcl2, and BAX/Bcl2 ratio in Sol8 cells
	3.5|Effect of BMP-­7 treatment on ponatinib-­induced weight loss and sarcopenia
	3.6|Effect of BMP-­7 treatment on ponatinib-­induced muscle dysfunction
	3.7|Effect of BMP-­7 treatment on ponatinib-­induced apoptosis and pro-­apoptotic marker caspase 3 in SM
	3.8|Effect of BMP-­7 treatment on pro-­apoptotic marker BAX, anti-­apoptotic marker Bcl2, and BAX/Bcl2 ratio in SM
	3.9|Effect of BMP-­7 treatment on cell signaling markers PTEN and AKT
	3.10|Effect of BMP-­7 treatment on ponatinib-­induced muscle atrophy and adverse muscle remodeling

	4|DISCUSSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGMENTS
	FUNDING INFORMATION
	CONFLICT OF INTEREST STATEMENT
	ETHICS STATEMENT
	REFERENCES


