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Abstract: Cancer is a set of diseases characterized by several hallmark properties, such as increased
angiogenesis, proliferation, invasion, and metastasis. The increased angiogenic activity constantly
supplies the tumors with nutrients and a plethora of cytokines to ensure cell survival. Along these
cytokines is a newly discovered protein, called irisin, which is released into the circulation after
physical exercise. Irisin is the product of fibronectin type III domain-containing protein 5 (FNDC5)
proteolytic cleavage. Recently it has been the topic of investigation in several types of cancer. In
this study, we conducted a systematic review and meta-analysis to investigate its implication in
different types of cancer. Our results suggest that irisin expression is decreased in cancer patients,
thus it can be used as a valid biomarker for the diagnosis of several types of cancer. In addition, our
results indicate that irisin may have an important role in tumor progression and metastasis since it is
involved in multiple signaling pathways that promote cell proliferation and migration.

Keywords: irisin; cancers; physical exercise; thermogenesis

1. Introduction

Cancer is the second leading cause of death, and, according to the World Health
Organization, the leading cause of death before the age of 70 around the world [1]. Asitisa
set of diseases, cancer can affect different tissues of the human body, characterized, among
other things, by irregular growth of cells, increased angiogenesis, resistance in cell death,
increased proliferative activity, invasion, and metastasis [2]. The increased angiogenic
activity and extended vasculature network constantly supply tumor cells with oxygen and
nutrients that are crucial for their survival [2]. In addition, tumors produce a variety of
soluble factors, cytokines and growth factors that act locally to sustain tumor growth and
are released into the bloodstream where they can be exploited as diagnostic/prognostic
biomarkers [3].

One of these cytokines is irisin, discovered in 2012, which is released into the circulation
after its proteolytic cleavage from a larger transmembrane protein, fibronectin type III
domain-containing protein 5 (FNDCS5) [4]. When released, it binds to ocv integrin receptors
and initiates signaling cascades that mediate the beneficial effects physical exercise [5]. Irisin
was originally described as participating in the process called browning of white adipose
tissue and the induction of thermogenesis [4]. Further studies, though, have demonstrated
that irisin has a protective role against pathological conditions that are accompanied by
chronic inflammation [6,7]. Inflammation supports multiple cancer hallmark processes
by the recruitment of inflammatory cells and the modulation of bioactive molecules in
the tumor microenvironment [2]. Thus, inflammation caused by physical exercise has
important roles in the prevention and management of cancer [8]. Since irisin is a myokine
released during physical exercise [9], research has focused on its potential role in cancer
development and progression.
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Recent studies have shown a reduced irisin expression in tissues affected by cancer
in comparison with healthy tissues [10-13]. Also, irisin affects the signaling pathways in
several types of cancer [14-16]. Even though there is an increasing amount of literature
about the role of irisin in the occurrence and development of tumors or cancer prognosis,
the molecular mechanisms remain as yet unelucidated. As for its biological behavior, irisin
may become a new prognostic maker and/or a suitable target for the development of anti
cancer drugs [17].

Our incomplete understanding about the involvement of irisin in tumor progression
and prognosis limits the potential of establishing a new biomarker and the development
of new therapeutic treatments. In this systematic review, we glean for the first time all
the information about irisin and its involvement in cancer, including in vitro and in vivo
studies that were conducted upon its discovery. The primary aim of our study is to discuss
the possibility of irisin being used as a therapeutic agent for different types of cancers,
as well as its capability of becoming an independent prognostic factor. Moreover, our
meta-analysis strongly supports the circulating irisin as a tumoral prognostic/diagnostic
biomarker. Finally, we discuss how different doses of irisin can affect cancer cell viability.

2. Methods

To reduce bias and the likelihood of duplication and to maximize the validity of
the method used, our systematic review was registered in the international prospec-
tive register for systematic reviews (PROSPERO) database, with the registration number
CRD42019119590. This systematic review also fulfills the Preferred Reporting Items for
Systematic Reviews and Meta-Analyses (PRISMA) checklist.

2.1. Searching and Quality Assessment
2.1.1. Search Strategy and Selection Criteria

Following PRISMA guidelines, PubMed central, Embase and Cochrane libraries
databases were searched, from the date of their inception to 21 August 2022, for stud-
ies that researched any implication of irisin in different types of cancer. Studies that
included the investigation of irisin in any biological model (cell cultures, animals, and
humans) in relation to any type of cancer were included. No date or study design limits
were applied. The search algorithm that was used can be found in the (Supplement S1
Section 1.1). We excluded reviews, conference proceedings, editorials, magazine articles,
opinion papers, letters to editor or papers that were not in the English language, but we
screened the reference list of such articles and the reviewed publications to retrieve rele-
vant papers. Across all searches we included articles that consisted of original research
published in peer reviewed journals. The searching process was conducted independently
by two investigators (MV and EN) and any conflicts were resolved by consensus.

The screening of the titles, abstracts, and full texts for eligibility as well as the selection
of the studies included was conducted by two investigators (MV and EN). Any conflict
was resolved by a referee investigator (ADF). We included all methodological designs,
using healthy or non-affected control-groups and/or interventional studies that showed
the function of irisin in different signaling pathways in cancer; no sample size pre-set
criterion was considered for the studies included. The list of included and excluded papers
is available in the Supplement S2.

2.1.2. Risk of Bias Assessment

The studies included were evaluated for risk of bias by MV and EK. The selected
publications consisted of both in vivo and in vitro investigations. For the assessment
of risk of bias and internal validity, the tool developed from the Office for Human and
Animal Studies (OHAT) was used [18]. OHAT is a tool based on eleven (11) questions
(corresponding to 7 categories of bias) and four different answers (“+ +” for definitely
low, “+” for probably low, “-” or “NR” for probably high or not reported, and “- -” for
definitely high risk of bias). For ease of comparison the scores were recorded as +3, +2,
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+1 and 0 respectively [19]. The maximum total score for case control and cohort studies
was 21, for experimental animal studies and randomized controlled trials was 27, and for
cross-sectional studies was 24.

As mentioned above, the tool is designed to assess bias of multiple study designs but
not studies conducted in vitro. Despite our thorough investigation in the literature, we did
not identify a tool designed for in vitro studies. Thus, we modified the OHAT tool to fit the
purpose of our in vitro studies. Within this scope, we examined bias in six out of the seven
categories proposed by the OHAT tool and we slightly modified the original questions to
fit the purpose of in vitro studies. The scoring system was kept as in the original tool and
the maximum score in the in vitro studies was 30. The full version of the tool as well as the
tool which was modified for in vitro studies can be found in Supplement S1 Section 2.1.

2.1.3. Data Extraction

The data extraction was performed by MV, while EN performed data extraction on a
random sample (40%) of the selected publications. Any conflicts in the data extraction were
resolved through consensus and supervision by a third investigator (ADF). When necessary,
additional information was requested by the corresponding authors of the selected papers
via email. For all studies we extracted author name(s), year of publication, type of cancer
studied, analyzed samples (cell line, animal strain, or human) and health condition of
participants (healthy/diseased) (in the cases of human studies). In the case of in vivo
studies, the type of cancer, the type of assay that was used to measure irisin concentration
and the kit or antibody that was used were recorded. For the in vitro studies, the type of
cancer model, the type (modified /non modified) of irisin that was used, the dose of irisin
and period of treatment were recorded (Supplement 51, Tables S3-55).

2.2. Meta-Analyses
2.2.1. Differences in Irisin Protein Level and Cell Viability

We performed meta-analyses to calculate the differences between irisin levels in
healthy tissues and tissues affected with cancer, and the blood irisin levels between healthy
and diseased individuals. For the in vitro studies we calculated the difference in cell
viability between treated and untreated cells for different doses of irisin, at different
time points. In the cases where exact values were not reported in the text, we used
WebPlotDigitizer (v4.5, 2021) to extract the information from the available graphs [20].
Also, we calculated the differences in cell viability between treated and untreated cells, in
relation to time of treatment. For cell proliferation, migration, and invasion, there were not
enough data that we could use to perform meta-analysis. The doses have been categorized
into three groups, namely low (<5 nM), physiological (5-10 nM), and pharmacological
(>10 nM) dose, according to the literature [21]. Since different methods and scales were
utilized in the eligible studies, we used standardized mean differences (SMDs) instead
of absolute mean differences to standardize our findings to a uniform scale. For the
same reason, a random-effect model was used to account for heterogeneity due to the
differences in study populations, assays used, types of cancer and cell lines. All analyses
were conducted using the “metafor” package in the R language (Rstudio, version 1.3.1093,
PBC, Boston, MA, USA). The level of significance was set at an alpha level of p < 0.05.

2.2.2. Rating of Overall Study Effect

To rate the overall study effect of the studies included in our systematic review, we
used the Rating of Overall Study Effect (ROSE, www.rose.reviews, accesses on 1 August
2022), which is a newly developed meta-analysis tool. In this type of meta-analysis, each
article receives a score based on the study’s qualitative or quantitative data, which is
then adjusted based on the number of the participants or replications of each in vitro
experiment. The final ROSE score for all the assessed publications varies from —3.5 (high
negative effect) to 3.5 (high positive effect). The studies were independently assessed by
two independent investigators (MV and EK) based on qualitative or quantitative data. We


www.rose.reviews

Int. . Mol. Sci. 2022, 23,9971

40f 15

|dertification

Screening

Eligibility

Included

performed two ROSE meta-analyses, one for each of the two different research questions
that were addressed in this review: “Can irisin be used as a biomarker?” and “Does irisin
have any role in the development and progression of cancer?”. The papers that provided
information for both questions were evaluated in both meta-analyses using the relevant
information each time.

3. Results
3.1. Screening of Publications

In total, 573 records were identified through the search that we performed in the three
databases (401 from Embase, 126 from PubMed and 26 from Cochrane Library). Of these,
154 were duplicates and were removed. From the remaining 378 publications, 165 were
excluded as reviews, commentaries, conference proceedings or in a language different than
English. Finally, the abstracts of the remaining 254 papers were screened and 214 were
found to be irrelevant to the aim of this systematic review. A total of 38 publications were
included in this review while two more articles were retrieved by manual searching in the
references of the screened articles or via alerts from the searched databases. A list of the
included and excluded papers can be found in Supplement S2. The searching procedure
results are illustrated in a PRISMA flowchart (Figure 1).

573 records identified through systematic
database search

126 PubMed
401 EMBASE
26 Cochrane

Records excluded 319:

154 duplicates

—» | 165 Reviews, commentaries,
conferences, not in English

b

254 full-text articles assessed for eligibility

214 full-text did not meet inclusion criteria

h 4

40 studies included in qualitative analysis

- 38 met inclusion criteria
- 2 from reference lists

4

29 studies included in meta-analysis

Figure 1. PRISMA flowchart. Selection process of papers included in the systematic review.

Out of the 40 publications that were selected for this systematic review, 30 [11-13,16,22-46]
described in vivo studies, of which 6 [12,13,22,30,36,47] contained immunohistochemistry
results referring to the presence of irisin on tissue samples. The remaining 24 articles presented
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results referring to assays using blood sample extracts. Finally, 14 [14-16,30,47-53] articles pre-
sented results from in vitro experiments. In 4 [16,30] of the articles, both in vivo and in vitro
experiments were conducted.

3.2. Risk of Bias Assessment

For the case-control studies, the papers included scored between 12 and 21 (out of a
maximum score of 21) on the OHAT risk assessment. For 11 out of the 18 studies in this
category, detection bias was recorded, and we could not be confident about the outcome
assessment. Moreover, other sources of bias were also detected such as groups with low
number of participants or exogenous reasons for cancer development. For the rest of the
study designs (cohort studies, experimental animal studies, cross sectional studies and
randomized controlled trials), the articles scored as “definitely low risk of bias”.

Out of the 25 assessed studies, 20 (80%) scored a probably low or definitely low
risk of bias on the complete reporting item. Overall, the studies included in this review
present a moderate risk of bias. The full scoring of the included papers can be found in
Supplement S1, Tables S2 and S3.

3.3. Data Extraction
3.3.1. In Vivo Studies

In total, 4,357 human participant samples were investigated in the 30 publications
referring to in vivo studies and included in this systematic review, of which 988 (23.14%)
belonged to healthy individuals and 3349 (76.86%) to patients diagnosed with different
types of cancer. Also, one publication with 60 animals (mice) was included in this systematic
review, of which 12 were healthy and 48 were cancer induced (Supplement S1, Table S1).

Irisin serum level was decreased in cancer patients in 63% of the studies. In the rest
of the studies, irisin was found unaltered or there was no control group to compare. One
study reported an increased irisin serum protein level in renal cancer. In the in vivo study
that was performed on laboratory animals (mice), irisin serum protein level was increased.
(Supplement S1, Table S4). Eleven types of cancer were investigated. Interestingly, out of
the 24 studies that assessed irisin protein level in serum, 12 different ELISA kits were used
for producing the results (Supplement S1, Table S4).

Of the 6 studies that used immunohistochemistry to locate irisin on tissue samples, 3
used the same antibody and one did not report the source of antibody that was used. In
5 out of the 6 studies, increased irisin immunoreactivity was reported in the specimens
affected by cancer (Supplement S1, Table S5).

3.3.2. In Vitro Studies

The subjects in these studies were different cancer cell lines that were treated with
various concentrations of irisin or other substances in the presence or absence of irisin.
In total, 38 cell lines were used to investigate the role of irisin in ten types of cancer.
Three studies revealed that irisin can increase chemosensitivity of cancer cell lines to
other pharmacological treatments. Five studies used modified (glycosylated) irisin from
different manufacturers for treating cells, three used non-modified irisin while the rest used
anti-irisin antibodies for detection of the protein (Supplement S1, Table S6).

Ten out of thirteen studies reported the inhibiting role of irisin on tumor progression
through decreased cell proliferation, migration, invasion, and viability, which are all
hallmarks of cancer. Several signaling pathways were described, suggesting possible
molecular mechanisms of irisin role in tumor progression. Interestingly, four studies
suggested that irisin acts through modulation of PI3K/AKT signaling pathway which,
in turn, can control Snail or NF-kB signaling cascades (Supplement S1, Table S6). In
Figure 2. we present the signaling pathways that are affected from irisin as presented in
the publications of this review.
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Figure 2. Signaling pathways that are affected by irisin in different types of cancer.

3.4. Meta-Analysis Results

In total, we conducted five meta-analyses, two regarding the in vivo studies, cal-
culating the difference in irisin concentration in serum or tissue between healthy and
diseased participants. Three meta-analyses were conducted to calculate the effect of low,
physiological, and pharmacological doses of irisin on cell viability.

3.4.1. Standardized Mean Differences

For the in vivo studies that measured irisin concentration in plasma, our meta-analysis
results showed that irisin decreased significantly (p < 0.01) in cancer patients (Figure 3).

Irisin Control
Author(s) and Year Mean SD Mean SD Estimate [95% Cl]
Altay et al 2018 (renal cancer) 0208 0.097 011 0079 —— 2.99(1.63,5.48)
Aslan et al 2020 (prostate cancer) 0.00625 0.00263  0.01433 0.0068 —a— 0.18(0.11,0.30]
Gaggini et al 2017 (hepatocellular carcinoma) 3560 200 4400 150 . 0.01(0.00,0.03]
Esawy et al 2020 (bladder cancer) 1150 350 1630 470 —_— 0.32[0.22,0.45]
Provatopoulou X et al (breast cancer ) 2470 570 3240 660 —_—— 0.28 (0.19,0.40]
Pazgan-Simon et al (hepatocellular carcinoma) 2550 1030 3850 670 —— 0.26 (0.15,0.45]
Panagiotou et al 2016 (thyroid cancer) 10696 21.98 119.57  44.67 ——— 0.74(043,1.27)
Shi G. (hepatocellular carcinoma) 720 150 780 120 —— 0.65[0.35,1.21]
Zhu et al (colorectal cancer) 024 008 0.2 0.09 4—I—- 1.591(1.03,247)
Zhang J et al (hepatocellular carcinoma) 2170 1020 3200 1070 - 0.37(0.28,0.50]
Zybek—Kocik et al (thyroid cancer) 15505 1026 15114 11.85 -—-—-—c 1.42(0.70,2.88)
Shahidi et al (gastric cancer) 0.39 0.14 071 033 —— 0.31(0.17,0.56]
Temur et al 2021 (gastric cancer) 3319 1177 55.91 385 ——— 0.08 (0.04,0.18]
Temur et al 2021 (colorectal cancer) 2874 502 55.91 385 ————i 0.00[0.00,0.01]
Taken K. et al 2021 (bladder cancer) 453 225 16.5 567 —— 0.03 [0.02,0.06]
Pinkowska A. et al 2022 (Laryngeal squamous cell cancer) 3.57 241 1.36 1.08 —a— 2.57 (1.47,4.50]
RE Model for All Studies (Q = 352.69, df = 15, p < 0.01, I’ = 98.0%, ¥* = 3.36) — 0.26(0.11,0.66]

0 0.05 0.25 1 5 20

Transformed Standardized Mean Difference

Figure 3. Standardized mean differences between serum irisin level in healthy and diseased partici-
pants [11,16,23,24,28,32,33,35,38,40,41,44,45,54].
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In contrast, in the studies that assessed irisin concentration on tissues, irisin level was
not altered (p < 0.01) after immunohistochemical localization (Figure 4).

Irisin Control
Author(s) and Year Mean SD Mean SD Estimate [95% Cl]
Aydin et al 2016 (hepatocellular carcinoma) 0.52 0.1 0.54 0.09 D—I—! 0.82[ 040, 1.67]
Aydin et al 2016 (brain cancer) 252 037 012 042 : - 364.92(69.70, 1910.59]
Aydin et al 2016 (colen cancer [adenocarcinomal) 252 037 1.06 018 - 131.93[31.64, 550.03]
Aydin et al 2016 (colon cancer [mucinous adenocarcinomal) 243 043 1.06 0.18 - 57.04[16.36, 198.83]
Aydin et al 2016 (stomach [neurcendicrine carcinomal) 048 0.06 0.66 0.09 —— 0.10( 0.04, 0.25]
Aydin et al 2016 (stomach [adenosquamous carcinamal) 261 0.28 0.66 0.09 - 9,161.04 [817.29, 10,2686.66]
Aydin et al 2016 (stomach [signet ring carcinoma]) 225 0.47 0.66 0.09 - 96.71[24.81, 376.89]
Aydin et al 2016 (esophagus [epidermoid carcinomal) 2.25 0.06 207 0.43 —— 1770085 3.67]
Aydin et al 2016 (esophagus [adenacarcinomal) 261 0.28 2.07 0.43 —— 4.25[1.90, 9.51]
Aydin et al 2016 (esophagus [neuroendocrine carcinomal) 252 037 207 043 L 298[ 138, 641]
Aydin et al 2016 (pancreas [pancreatic ducts]) 243 0.43 1.06 018 - 57.04[16.36, 198.83]
Aydin et al 2016 (pancreas [adenocarcinoma]) 252 037 1.06 018 - 131.93[31.64, 550.03]
Kuloglu et al 2016 (breast cancer [invasive lobular carcinomal) 0.58 021 0 0 b 42.12[ 985, 180.14]
Kuloglu et al 2016 (breast cancer [intraductal papillary carcinomal) 1.53 0.49 0 0 - 68.63[14.18, 332.08]
Kuloglu et al 2016 (breast cancer [Invasive ductal carcinomal) 2.52 037 0 0 . = 10,137.47[509.86, 20,1562.66]
Kuloglu et al 2016 (breast cancer [Invasive intraductal carcinomal) 0.28 0.12 0 0 . —_— 2357[ 633, 87.74]
Kuloglu et al 2016 (breast cancer [Mucinous carcinomal) 024 014 0 0 : — 10.19[ 3.28, 3168]
Kuloglu et al 2016 (ovarian cancer [ovarian endometricid carcinomal) 243 043 14 0.36 — 12.03[ 3.74, 38.65]
Kuloglu et al 2016 (ovarian cancer [ovarian serous papillary carcinomal) 0 0 14 0.36 -— 0.01[ 0.00, 0.03]
Kuloglu et al 2016 (ovarian cancer [ovarian mucinous adenocarcinomal) 0.87 0.04 14 0.36 —— 0.14[ 0.05, 0.40]
Kuloglu et al 2016 (ovarian cancer [cervix nonkeratinizing squamous—cell carcinomal) 0.12 0.04 14 036 — 0.01[ 0.00, 0.05]
Kuloglu et al 2016 (ovarian cancer [cervix squamous cell carcinomal) 2.52 037 14 0.36 — 18.88[ 534, 66.83]
Shi G. et al (hepatocellular carcinoma) 7.03 3.79 0.89 0.04 : —— 044[ 428, 20.84]
Gaggini et al (hepatocellular carcinoma) 0.64 0.11 9.62 AR -— : 0.00[ 0.00, 0.01]
Zhu et al (NW vs OB CRC [subcutaneous WAT]) 0.38 0.14 071 033 —a— . 0.29( 0.18, 0.47]
Zhu et al (NW vs OB CRC [visceral WAT)) 9419 4078 181.79 120.28 —— 0.40[ 0.25, 0.64]
Kuloglu et al 2019 trenal encocytoma) 0.84 0.21 0.81 0.2 —— 1.15[ 064, 2.09]
Kuloglu et al 2019 {chromophobe RCC) 033 0.06 081 0.2 — : 0.04[ 0,02, 0.10]
Kuloglu et al 2019 (papillary RCC) 0 0 0.81 0.2 —— : 0.00[ 0.00, 0.01]
Kuloglu et al 2019 (clear cell RCC [Fuhrman grade 1) 0 0 0.81 0.2 -— : 0.00[ 0.00, 0.01]
Kuloglu et al 2019 (clear cell RCC [Fuhrman grade 2]) 0 0 0.81 0.2 -— : 0.00[ 0.00, 0.01]
Kuloglu et al 2019 (clear cell RCC [Fuhrman grade 3]) 0 0 0.81 0.2 -— i : 0.00[ 0.00, 0.01]
Kuloglu et al 2019 (clear cell RCC [Fuhrman grade: 98% of cases]) 0 0.81 0.2 -— : 0.00[ 0.00, 0.01]
Kuloglu et al 2019 (clear cell RCC [Fuhrman grade 4 2% of cases]) 0.78 022 081 0.2 —— 0.87[ 048, 1.57]
Ugur et al 2019 (papillary thyroid Cancer [PTC]) 031 0.1 022 013 —— 214[1.13, 407)
Ugur et al 2019 (oncecytic PTC) 0.8 0.2 022 013 . — 29.09(11.09, 76.28]
Ugur et al 2019 (follicular thyroic carcinoma) 0.25 0.09 0.22 013 —— 1.30[ 070, 242]
Ugur et al 2019 (oncecytic follicular thyriod carcinoma) 247 04 0.22 0.13 : - 1,660.64 [291.76, 9,452.15]
Ugur et al 2019 (MTC) 0 0 022 0.3 — : 0.10[ 0.04, 0.21]
Ugur et al 2019 (ATC) 0.95 0.19 0.22 0.13 : - 81.06[25.79, 254.80]
Nowinska et al (NSCL cancer ) 2.25 0.09 4.89 0.12 - : 0.00[ 0.00, 0.00]
Cebulski K et al 2022 (Breast cancer) 573 238 1 0.97 - 7.95[ 595 10.62]
RE Model for All Studies (Q = 3380.88, df = 39, p < 0.01, ' = 99.4%, T* = 36.50) . 1210018, 7.94]
e ——
[ [ I [ | |
0 0.05 0.25 1 5 20

Transformed Standardized Mean Difference

Figure 4. Standardized mean differences between irisin protein level on healthy and diseased tissues.
(Squares indicate the mean difference of each result in reference to the scale at the bottom. Triangles
are used when lower or upper bound are lower or higher than the limits of the scale used in the bottom.
Diamonds indicate the overall mean difference between healthy and diseased.) [11-13,16,22,30,36,40,42].

When cancer cell lines were treated with low doses of irisin, cell viability tended to
decrease but not significantly (p > 0.05). Though we observed a significant viability decrease
between 24 and 48 h (p < 0.05), indicating that longer exposure to low doses of irisin can
induce cell death (Figure 5).

With physiological and pharmacological doses, we observed a significant decrease
in cell viability after treatment, at 24 h and 48 h, respectively (p < 0.01) (Figures 6 and 7).
Overall, we show that the higher the dose of irisin used, the more potent the decrease in cell
viability is and, as expected, that the duration of treatment is also related to cell viability.
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Irisin Control

Author(s) and Year Mean SD Mean SD Estimate [95% Cl]
12 hours
Kong G. etal. 2017 89.91 82 100 9.87 — et 0.41 [0.08, 2.20]
Kong G. etal. 2017 9302 82 100 9.87 [ — ] 0.54(0.11,2.78)
Kong G. etal. 2017 97.45 8.54 100 9.87 —_— 0.80 [0.16, 3.99]
Kong G. etal. 2017 9248 7.02 100 94 -_— 0.49[0.09, 2.53]
Kong G. etal. 2017 97.24 727 100 94 —_— 0.77[0.15, 3.84]
Kong G. etal. 2017 9436 815 100 94 -_— 060[0.12, 3.05]
RE Model for Subgroup (Q = 0.4871, df = 5, p = 0.9926, = 0.0 %, T* = 0.0000) — 0.59(0.30,1.15]
24 hours
Tekin 5. etal. 2015 90 785 100 599 —_— 0.32[0.06,1.79]
Tekin S. etal. 2015 92.88 475 100 599 -_— 0.35[0.06, 1.93]
Tekin S. etal. 2015 939 484 100 4.29 — 0.34[0.06,1.91]
Tekin 5. etal. 2015 98.9 374 100 429 _— 0.80[0.16, 4.00]
Tekin S. etal. 2015 93.02 6.85 100 532 _— 0.40[0.08, 2.17]
Tekin 5. etal. 2015 987 376 100 532 —_— 0.58(0.11, 2.97)
Kong G. etal. 2017 8492 123 100 9.87 e et 0.34[0.06, 1.89]
Kong G. etal. 2017 8814 976 100 987 —_— 0.38[0.07, 2.07]
Kong G. etal, 2017 10432 1153 100 987 _— 1.38(0.28,6.90]
Kong G. etal. 2017 87.97 1153 100 965 —_————— 08, 2.
Kong G. etal. 2017 9223 9.78 100 965 — ), 4.,
Kong G. etal. 2017 9599 1103 100 965 ————
Gannon N. et al 2015 10362 725 100 7.25 _—
Gannon N. et al 2015 10362 218 100 7.25 —_— 1.72[0.34,8.75]
Gannon N. etal 2015 10362 562 100 7.25 —e ey 1.56[0.31,7.89)
RE Model for Subgroup (Q = 7.7298, df = 14, p = 0.9029, I = 0.0 %, 1* = 0.0000) — 0.64 [0.42, 0.98]
48 hours
Kong G. etal. 2017 64.41 532 100 9.87 0.03[0.00, 0.37]
Kong G. etal. 2017 68.07 9.2 100 9.87 0.07[0.01,063]
Kong G. etal. 2017 83.04 798 100 9.87 - 0.22[0.04, 1.36]
Kong G. etal. 2017 69.42 627 100 9.52 : 0.05[0.00, 0.51]
Kong G. etal. 2017 7419 827 100 9.52 0.10[0.01,0.78]
Kong G. etal. 2017 9236 7.4 100 9.52 —_— 0.48[0.09, 2.53]
RE Maodel for Subgroup (Q = 51937, df = 5, p = 0.3927, F = 11.6 %, 1 = 0.1449) . 0.13[0.05,031]
RE Madel for All Studies (Q = 24,5378, df = 26, p = 0.5452, I = 0.0%, ¥* = 0.0000) — 0.49(0.35, 0.68]
Test for Subgroup Differences: Qu = 8.3461888845, df = 1, p = 0.00385649718

[ I I I | 1

0 0.05 025 1 5 20

Transformed Standardized Mean Difference

Figure 5. Standardized mean differences between treated and untreated cells with a low dose of irisin
after 12, 24 and 48 h (shown in blue, green and yellow color respectively). (Squares indicate the mean
difference of each result in reference to the scale at the bottom. Triangles are used when lower or
upper bound are lower or higher than the limits of the scale used in the bottom. Diamonds indicate
the overall mean difference between healthy and diseased.) [14,48,55].

3.4.2. ROSE Meta-Analysis

The ROSE platform was used to evaluate the overall study effect for the two research
questions of this review: “Can irisin be used as a biomarker?” and “Does irisin have any role
in the development and progression of cancer?”. In the first meta-analysis, 28 publications
contained information that could address the research question, and the overall ROSE score
was 2.46 (MV =2.23 and EK = 2.68), indicating a moderately positive effect. This suggests
that irisin can be used as a biomarker with moderate confidence. As for the second research
question, 18 publications contained relevant information, resulting in an overall ROSE
score of 2.14 (MV = 2.33 and EK = 1.95), also indicating a moderately positive effect. This
suggests moderate confidence that irisin has a role in the development and progression
of cancer.

Authors should discuss the results and how they can be interpreted from the perspec-
tive of previous studies and of the working hypotheses. The findings and their implications
should be discussed in the broadest context possible. Future research directions may also
be highlighted.
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Irisin Control

Author(s) and Year Mean SD Mean SD Estimate [95% CI]
12hours :
Kong G. et al. 2017 8293 676 100 987 F - 0.20[0.03, 1.26)
Kong G. et al. 2017 87.72 664 00 94 [ — 0.30(0.05, 1.71]
RE Model for Subgroup (Q = 0.0987, df = 1, p = 0.7534, ¥ = 0.0 %, 1* = 0.0000) —— 0.25(0.07, 0.88]
24 hours :
LiuJ.etal. 2018 93 4 100 2 i - 0.17[0.03, 1.13]
LiuJ. etal 2018 97 1 100 2 } — 0.22[0.04, 1.35]
LiuJ.etal. 2018 ™ 2 100 1 F J 0.05[0.00, 0.50]
LiuJ.etal. 2018 97 1 100 1 i - 0.09(0.01, 0.74]
LiuJ.etal. 2018 89 5 100 3 i 0.12[0.02, 0.88]
Liu J.etal. 2018 92 6 100 3 F — 0.26(0.04, 1.53]
LiuJ.etal. 2018 89 2 100 2 -y { : 0.01(0.00, 0.24]
LiuJ.etal. 2018 93 1 100 2 1 0.03[0.00, 0.38)
Liu J.etal. 2019 9948 258 100 2.84 S | 0.86[0.17, 4.26]
Liu J.etal. 2019 1018 207 100 284 5 + i 1.78[0.35, 9.13]
Tekin 5. etal. 2015 7689 69 100 5.99 i 0.06 [0.01, 0.56]
Tekin S. et al. 2015 8385 5.82 100 429 1 0.08[0.01, 0.69]
TekinS. etal. 2015 8188 479 100 5.32 - 0.06(0.01, 0.56]
Kong G. et al. 2017 6308 6.54 100 9.87 i : 0.03(0.00, 0.38]
Kong G. et al. 2017 7218 652 100 965 ;o 0.07(0.01, 0.62]
Gannon et al 2015 10435 253 00 725 ' : h 1.90(0.37, 9.78)
Gannon et al 2015 10652 4.35 100 725 } . 4 2.39[0.45,12.74)
RE Model for Subgroup (Q = 39.0882, df = 16, p = 0.0011,F = 58.8 %, = 1.4846) ———— : 0.18[0.08, 0.39)
48 hours :

Liu J.etal. 2018 89 3 100 2 , : 0.03[0.00, 0.40]
Liu J.etal. 2018 90 2 100 2 ! P : 0.02[0.00, 0.29]
Liu J.etal. 2018 75 5 100 1 - 'l : 0.00[0.00, 0.13]
Liu J.etal. 2018 80 1 100 1 - : 0.00(0.00, 0.00]
Liu J.etal. 2018 91 7 100 2 } — 0.25[0.04, 148]
LiuJ.etal. 2018 93 5 100 2 } —f 0.23(0.04, 1.40]
Liu J.etal. 2018 90 10 100 2 I { 0.33[0.06, 1.84]
Liu J.etal. 2018 95 4 100 2 k - { 0.28[0.05, 1.63]
Fan G. etal. 2020 12 6 100 8 P 47901.31,1745]
Fan G. etal. 2020 94 7 100 8 [ ——— 0.48[0.15, 1.54]
Kong G. et al. 2017 5133 621 100 987 - : 0.01[0.00, 0.20]
Kong G. et al. 2017 6291 626 100 952 1 0.03(0.00, 0.35]
RE Model for Subgroup (Q = 49.3443, df =11, p < 0.0001,F = 78.5%, 7= 3.7009) 0.10[0.03, 0.38]
72 hours :

Liu 1. et al. 2018 88 4 100 1 1 . 0.04[0.00, 0.44]

Liu 1. et al. 2018 87 3 100 1 - { : 0.01[0.00, 0.21]

Liu 1. et al. 2018 73 5 100 1 - 4 : 0.00(0.00, 0.11]

Lin J. et al. 2018 80 3 100 1 - i : 0.00[0.00, 0.06]

Liu J.etal. 2018 68 9 100 ' { 0.04 [0.00, 0.42]

Lius J. et al. 2018 72 4 100 6 -y | . 0.01[0.00, 0.24]

Liu J. et al. 2018 77 10 100 4 i 0.09[0.01, 0.74]

Liu J. et al. 2018 82 6 100 4 { : 0.06 [0.01, 0.57]
RE Model for Subgroup (Q = 6.5989, df = 7, p = 0.4718,F = 0.0 %, 1°=0.0000) — 0.03[0.01, 0.07]
RE Model for All Studies (Q = 114.8827, df = 38, p < 0.0001, I = 64.9 %, t* = 2.0437) ~l— 0.11 [0.06, 0.20)
Test for Subgroup Differences: Qm = 6.2135366657, df = 1,p = 0.0126777101

| | | | | |
0 0.05 0.25 1 5 20

Transformed Standardized Mean Difference

Figure 6. Standardized mean differences between treated and untreated cells with physiological dose

of irisin after 12, 24, 48 and 72 h (shown in blue, green, yellow and red color respectively). (Squares

indicate the mean difference of each result in reference to the scale at the bottom. Triangles are used

when lower or upper bound are lower or higher than the limits of the scale used in the bottom.

Diamonds indicate the overall mean difference between healthy and diseased.) [14,15,48,50,55,56].
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Irisin Control
Author(s) and Year Mean SD Mean SD Estimate [95% Cl]
24 hours
Cheng G. et al. 2020 9525 507 100 3.16 [; { 0.41[0.08, 2.19]
Cheng G. et al. 2020 97.78 4.75 100 3.16 | P S— 0.64[0.13, 3.26]
Cheng G. et al. 2020 9968 348 100 3.16 i 0.93[0.19, 4.59]
Cheng G. et al. 2020 10158 6.01 100 3.16 e — 1.30[0.26, 6.49]
Liu J. etal. 2018 78 2 100 2 - 0.00[0.00, 0.03]
Liu J. et al. 2018 87 3 100 2 , i 0.02 [0.00, 0.28]
Liu J. etal. 2018 77 2 100 1 —— 0.00 [0.00, 0.01]
Liu J. etal. 2018 88 2 100 1 - ! 0.00 [0.00, 0.10]
Liu J. etal. 2018 89 5 100 3 t i 0.12[0.02, 0.88]
Liu J.etal. 2018 88 6 100 3 , { 0.13[0.02, 0.95]
Liu J. etal. 2018 78 3 100 2 B B S— : 0.00 [0.00, 0.07]
Liu J. etal. 2018 84 1 100 2 i s 0.00 [0.00, 0.04]
Liu J.et al. 2019 10335 0.77 100 284 - 361(0.62,20.95]
Liu J.etal. 2019 10206 155 100 284 ; o i 2.05[0.39,10.69]
Tekin S. etal. 2015 6299 837 100 599 ; i : 0.02[0.00, 0.28]
Tekin S. et al. 2015 68.85 824 100 429 ; 1 0.02[0.00, 0.33]
Tekin S. etal. 2015 7588 6.27 100 532 t i X 0.04[0.00, 0.43]
Gannon N. etal 2015 10942 217 100 7.25 — 4,07 [0.68, 24.32)
RE Model for Subgroup (Q = 0.4871, df =5, p = 0.9926, I= 0.0 %, T* = 0.0000) e S 0.08[0.02, 0.34]
48 hours ;
Cheng G. et al. 2020 9146 569 100 3.16 t — 0.23[0.04, 1.39]
Cheng G. et al. 2020 9462 506 100 316 k ; i 0.36[0.07, 1.98]
Cheng G. et al. 2020 98.1 5.06 100 3.16 -_—— 0.70[0.14, 3.50]
Cheng G. et al. 2020 9905 38 100 316 ] 0.81[0.16, 4.01)
Liu J.etal. 2018 77 2 100 2 1 2 0.00[0.00, 0.02]
Liu J. etal. 2018 89 1 100 2 — i ’ 0.00(0.00, 0.13]
Liu J. etal. 2018 70 7 100 1 - % 0.01[0.00, 0.19]
LiuJ.etal. 2018 73 1 100 1 - 7 0.00[0.00, 0.00]
Liu J. etal. 2018 85 6 100 2 F i 0.07 [0.01, 0.62]
Liu J.etal. 2018 89 5 100 2 , i 0.10[0.01, 0.79]
Liu J.etal. 2018 79 3 100 2 — 1 5 0.00[0.00, 0.08]
Liu J.etal. 2018 82 3 100 2 — 4 2 0.00 [0.00, 0.13]
Fan G. etal. 2020 % 9 100 8 —_— 0.65[0.21, 2.04]
Fan G. et al. 2020 104 5 100 8 [ e 1.74[0.55, 5.51]
FanG. etal. 2020 99 4 100 8 —_— 0.86[0.28, 2.68]
RE Model for Subgroup (Q = 81.1365, df = 17, p <.0001, I = 85.8 %, 12 = 7.5826) s 0.09[0.02, 0.34]
72 hours :
Cheng G. et al. 2020 8671 348 100 336 [ 4 : 0.04[0.00, 0.46)
Cheng G. et al. 2020 9225 49 100 316 , — 0.22[0.04, 1.37)
Cheng G. et al. 2020 943 443 100 3.6 [ — 0.31[0.05, 1.74]
Cheng G. et al. 2020 9684 443 100 3.16 , A 1 0.52[0.10, 2.68]
Huang C.W. et al 2020 7913 156 100 53 ~ i 0.01[0.00, 0.25]
Huang C.W. et al 2020 8411 485 100 53 5 I 0.08[0.01, 0.70]
Huang CW. et al 2020 8795 3.02 100 53 b i 0.11[0.01, 0.83]
Huang C.W. et al 2020 5794 601 100 53 s 1 y 0.00[0.00, 0.11]
Huang C.W. et al 2020 7508 218 100 53 it 4 0.01 [0.00, 0.18]
Huang C.W. et al 2020 9408 218 100 53 t - i 0.31[0.06, 1.76)
Huang C.W. et al 2020 7445 374 100 53 ~t { 0.01[0.00, 0.23]
Huang C.W. et al 2020 87.85 28 100 53 [} { 0.10[0.01, 0.80]
Huang C.W. etal 2020 9595 28 100 53 F - 4 0.47[0.09, 2.45]
Liu J.etal. 2018 73 1 100 1 - 0.00[0.00, 0.00]
Liu J. etal. 2018 85 3 100 1 - | : 0.00[0.00, 0.15]
Liu J.etal. 2018 65 1 100 1 - } 0.00 [0.00, 0.00)
Liu J.etal. 2018 69 5 100 1 . 1 % 0.00 [0.00, 0.07]
LiuJ.etal. 2018 65 2 100 6 - : 0.00 [0.00, 0.09]
Liu J.etal. 2018 65 2 100 6 i 0.00 [0.00, 0.09]
LiuJ. etal. 2018 64 3 100 4 0.00 [0.00, 0.04]
Liu J.etal. 2018 61 2 100 4 0.00 [0.00, 0.02]

.w"

RE Model for Subgroup (Q = 60.7869, df = 14, p <.0001, I* = 85.3 %, 12 = 5.3047) 0.02[0.01, 0.08]

RE Model for All Studies (Q = 230.5086, df = 53, p <.0001, I = 82.9%, T = 5.9155) i 0.05[0.02, 0.11]
Test for Subgroup Differences: Qm = 2.5759832496, df = 1, p = 0.1084966670 7
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Figure 7. Standardized mean differences between treated and untreated cells with pharmacological
dose of irisin after 24, 48 and 72 h (shown in green, yellow and red color respectively). (Squares
indicate the mean difference of each result in reference to the scale at the bottom. Triangles are used
when lower or upper bound are lower or higher than the limits of the scale used in the bottom.
Diamonds indicate the overall mean difference between healthy and diseased.) [25,47-50,55].

4. Discussion

Sedentary life, obesity and poor nutrition are believed to increase the risk for develop-
ing cancer [57,58]. The mechanisms underlying this relationship, though, have not been
established yet [59]. Exercise has been linked with reduced risk of cancer development
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and tumor progression [60]. The effects of exercise in chronic inflammation, cytokine
production and immune system can mediate the positive effects of exercise on cancer [61].
Irisin is one of the cytokines that are produced during exercise and an increasing amount
of literature indicates that it may have an important role in the prognosis and treatment
of various types of cancers [62,63]. Our findings in this review confirm that irisin could
be used as a biomarker and/or a prognostic factor for cancer. For a prognostic biomarker,
multivariate statistical analysis is required to be established as independent from other
factors [64]. In a few of the studies that were assessed in this systematic review [30-33]
irisin seems to be able to diagnose cancer independently of other biomarkers, making it a
promising independent prognostic factor. However, since the production or targeting of
specific tissues is different, unfortunately this cannot be applied to all types of cancer at
present. In our review we also show that irisin is implicated in tumor progression through
different signaling pathways.

The in vivo studies that assessed irisin levels in healthy and diseased patients show
that irisin significantly decreases in patients with prostate [24], osteosarcoma [25], bladder [28],
breast [33], colorectal [40], liver [38], and gastric cancers [35]. In addition, our meta-analyses
performed by applying a random effects model confirm that overall irisin decreases in
patients with cancer independently of the type of cancer or the assay that was employed to
detect irisin in serum samples. These indicate that irisin could be a good diagnostic factor
for cancer.

The fact that irisin is decreased in different types of cancer may indicate the interactive
relationship of irisin and cancer cachexia. Cancer cachexia is a wasting syndrome that
is accompanied with weight and muscle loss [65]. The loss of muscle mass can lead to a
decreased amount of irisin in the circulation or in the affected tissues [66]. Irisin, on the
other hand, can increase the expression of uncoupling protein 1, a protein that increases
thermogenesis and energy consumption in adipose tissue [67]. Indeed, Castro et al. [27]
showed that changes in myokines may induce tumor evasion and inflammation.

Furthermore, in our systematic review we also show that irisin is involved in different
signaling pathways that may reveal the mechanisms through which it may be implicated in
the different types of cancer. A hallmark of cancer is the endothelial to mesenchymal transi-
tion (EndMT), which is the phenotypic conversion of endothelial to mesenchymal cells and
is involved in the regulation of processes such as tissue fibrosis, promotion of metastasis and
chemotherapy resistance [68]. Irisin was shown to inhibit EndMT through the modulation
of STAT3/Snail pathway in osteosarcoma [14] and by mediating the PI3K/Akt/Snail sig-
naling pathway [52]. PI3K/ Akt signaling pathway is also downregulated in pancreatic and
liver cancer [15,16,23] by induction of cell apoptosis by irisin. Moreover, Zhang Z. et al. [39]
showed in their study that serum irisin is decreased in breast cancer patients with spinal
metastasis compared to non-metastatic patients. Finally, irisin was shown to inhibit NF-kB
signaling by increasing chemosensitivity and inducing cell apoptosis [15] which prevents
tumor progression. Also, as we show in our meta-analysis, cell viability is decreased in the
presence of irisin, which makes irisin a promising agent that could be used in the treatment
of cancer.

Strengths and Limitations

To the best of our knowledge this is the first systematic review with meta-analysis
conducted about the implication of irisin in different types of cancer. In our analysis we
gathered and analyzed information from 34 studies, including information about 13 types
of cancer and multiple subtypes of them. Also, our meta-analysis included information
for 34 different cell lines that were employed in these studies. We included both in vivo
and in vitro studies in our analysis to investigate both the possibility of irisin being a valid
biomarker for cancer diagnosis and the effect of irisin in cancer development.

We cannot disregard the fact that in our meta-analysis we included rather diverse
information, such as type of cancer, different assays for detecting irisin or measuring cell
viability, different antibodies, and different types of irisin (modified and non-modified).
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We tried to overcome these differences by applying a random effects model in our analysis.
In this review, since the goal was to identify the role of irisin in different types of cancer, we
examined all the different studies using the same method of analysis. However, it would
be valuable for future studies to identify patterns in irisin expression in specific cell lines or
tissues, to improve our understanding of its potential for preventing or diagnosing specific
types of cancer.

Nevertheless, we could not overcome limitations such as the lack of clinical history of
the patients, the lack of correlation with other health and lifestyle conditions, the gender
of the participants or small sample size in some of the studies, and the use of only animal
models or in vitro experiments to produce the results in the eligible studies. Thus, in
future studies these factors should be considered in order to create targeted, personalized
treatment for patients with different characteristics.

Although in this review we collectively present the signaling pathways that are trig-
gered by irisin and are involved in tumor progression, we still do not know what the exact
stimulus is that can lead to its release into the circulation. It is well known that irisin is
released after cleavage from the skeletal muscle as a response to exercise but the exact
type or duration of physical activity that is required is still unknown [9]. Also, there is
growing evidence that not only skeletal muscle is responsible for irisin production [69]. In
our review, we show that irisin can have a protective role against cancer development. This
highlights the need to shed light on the mechanisms that underlie the release of irisin in
the circulation in future studies.

5. Conclusions

We conclude that irisin decreases in cancer patients and can be used as a valid
biomarker for diagnosis of several types of cancer. Also, irisin can inhibit cell viability in
a time- and dose-dependent manner, which makes it a good candidate for the develop-
ment of treatments against cancer. Finally, irisin can inhibit EndMT and modulate tumor
progression by its implication in multiple signaling pathways.
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