
Abstract. Background/Aim: Recent knowledge implicates a
differential expression of the insulin-like growth factor-I
(IGF-I) mRNA splice variants (i.e., IGF-IEa, IGF-IEb and
IGF-IEc) in cancerous tissues, implying possible specific
roles of the encoded IGF-I protein isoforms in cancer
biology. In particular, there is growing evidence that the
IGF-IEc isoform may play a distinct biological role in
various types of cancers. The present study investigated
whether IGF-IEc expression is associated with a particular
type of thyroid cancer. Materials and Methods: Formalin-
fixed paraffin-embedded tissue specimens of different types
of thyroid cancers from 92 patients were assessed for IGF-
IEc expression by immunohistochemistry. In addition, thyroid
cancer biopsies of different TNM staging histological types
were evaluated for mRNA expression of the IGF-IEc
transcript by real-time polymerase chain reaction (PCR).
Results: From the total number of 92 samples, 2 were
anaplastic, 10 medullary, 4 hyperplasias of C-cells, 11
follicular, 5 hurtle cell carcinomas, 2 poorly differentiated,
5 nodular hyperplasias, 1 lymphoma and 52 were papillary
thyroid cancers. The age of cancer diagnosis or tumor size
did not significantly affect the IGF-IEc expression. Among
all types of cancers, IGF-IEc was expressed in papillary
differentiated thyroid cancer. Its expression/localization was
mainly cytoplasmic and significantly associated with TNM

staging and the presence of muscular and capsule cancerous
invasion (p<0.05). Similarly, a differential profile was
revealed regarding the mRNA expression of the IGF-IEc
transcript, that exhibited a higher expression in aggressive
compared to the non-aggressive papillary cancers.
Conclusion: IGF-IEc isoform expression in thyroid cancer is
positively associated with more advanced stages of papillary
thyroid cancer. 

Thyroid cancer accounts for the 1% of all human neoplasias
and is the most common endocrine cancer. Over the last
decades, its rate has developed rapidly because of the
multiple, congregate environmental factors and the rapid
advances in diagnostic radiology tools that detect small size
cancers, that otherwise would remain undiagnosed. Basically,
thyroid cancer is classified in 4 main categories; the
differentiated cancer (papillary and follicular thyroid cancer),
the poorly differentiated, the medullary cancer, which derives
from parafollicular C cells of thyroid, and the anaplastic
cancer, which has the poorest prognosis (1, 2). 

Several common oncogenes, such as RAS, RET, BRAF and
p53, have been involved in thyroid carcinogenesis (3).
However, these are rarely used as prognostic factors in
everyday clinical practice, since their frequency varies
depending on the population while they mainly reflect the
different genetic and environmental factors that induce
carcinogenesis (1). On the other hand, insulin-like growth
factor-I (IGF-I) regulates various aspects of cancer biology,
such as cell proliferation, survival, differentiation and migration
(4-7) and, thus, it has been implicated in the pathophysiology
and progression of several human cancers (8-12). 

IGF-I is secreted by the liver under the control of growth
hormone (GH), but is also produced by other organs such as
skeletal muscle, kidney and brain (13-24). The Igf-1 gene
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consists of 6 exons and can produce multiple heterogeneous
transcripts via alternative splicing during its transcription.
Specifically, parts of the exons 3 and 4 encode the mature
IGF-I peptide, while alternative splicing of exons 5 and 
6 results in three different IGF-I transcripts, namely the 
IGF-IEa, IGF-IEb, and IGF-IEc, encoding the corresponding
IGF-I protein isoforms (20, 22). 

Mature IGF-I peptide represents the common bioactive
product of all IGF-I isoforms (20, 25) and multiple studies
have shown that this peptide is involved in cell survival and
apoptosis, as well as in the process of uncontrolled cell
proliferation, which generally characterizes cancer
development (7, 26, 27). These IGF-I functions have been
shown to affect various types of human cancer cells, such as
prostate, breast and osteosarcoma cells (5, 28-32), while IGF-
I has also been shown to contribute to neovascularization (33),
tumor aggressiveness and cancer cell migration (34). 

Interestingly, there is a growing body of evidence pointing
out for a distinct, IGF-I isoform-related expression pattern
in the pathophysiology of various cancer models, in vitro and
in vivo (8, 10, 30, 31, 35-37). Although the biological
significance of the IGF-I isoforms is, yet, not fully
understood, their differential regulation in the
pathophysiology of various cancers (10, 30, 35) may indicate
their discrete biological roles beyond mature IGF-I,
potentially via the putative Ea, Eb and Ec peptides (8, 14,
16, 30-32, 38-40), that are produced by post-translational
cleavage of the IGF-I isoforms (propeptides) (20, 38). In
particular, the IGF-IEc isoform produces a bioactive Ec
peptide, whose action has been documented to be mediated
via an IGF-I receptor–independent mechanism (8, 14-16, 30,
39) and has been postulated to be oncogenic (41). 

IGF-I expression has been previously reported in thyroid
follicular cell lines in vitro (42), while in a recent study a
positive correlation was revealed between serum IGF-I levels
and the development of differentiated thyroid cancer (43).
Nevertheless, to the authors’ best knowledge there are no
studies investigating the expression of the different IGF-I
isoforms in thyroid cancer. Given the potentially distinct
biological role, particularly of the IGF-IEc isoform and its
posttranslational product Ec peptide in various cancers (10,

30, 41, 44), the aim of the present study was to characterize
the expression and localization of IGF-1Ec in thyroid cancer
and investigate whether its expression is associated with a
particular type, in terms of differentiation state and
metastatic behavior of thyroid cancer. 

Materials and Methods
Ethical approval. A retrospective selection of thyroid tissue
diagnostic biopsy samples was performed from the archives of the
Pathology Department of the “Laiko” University Hospital and this
research approach was approved by the Ethics Committee of the
hospital, while all experimental procedures conformed to the
Declaration of Helsinki.

Patients. Formaldehyde-fixed and paraffin wax embedded thyroid
tissue samples, derived from ninety-two patients who underwent
total or near total thyroidectomy for histologically proving thyroid
carcinoma within the last decade, were retrospectively selected from
the archives of the Pathology Department of the “Laiko” University
Hospital of Athens. The patients were between 13 and 76 years of
age, while in four histological reports the age was not given. Based
on the pathology reports, detailed information was recorded and
analyzed regarding the tumor aggressiveness, stage, and any
possible muscular, vascular or capsular invasion. A copy of the
official pathology report provided by a certified pathologist was
kept in file for all cases, while all tissue specimens were further re-
evaluated and confirmed by another pathologist. 

Immunohistochemical analysis. Paraffin wax-embedded thyroid
tissue samples were processed for paraffin sections and the
Bondmax automated system (Leica Microsystems, New Castle,
Newcastle Upon Tyne, UK) was used for the immuno -
histochemical (IHC) staining of the sections. The sections were
then incubated with a specific anti-human IGF-IEc antibody (45)
at a dilution of 1:1,000 in PBS, as previously described (14).
Secondary biotinylated goat anti-rabbit IgG antibody (Dako Real
EnVision, Glostrup, Denmark) was used and tissue sections were
visualized under light microscopy. Prostate cancer biopsy sections
were used as positive control (30), while control for the specificity
of the reactions obtained in immunohistochemical analysis was
performed by substituting the primary anti-IGF-IEc antibody with
the antibody diluent (PBS) minus the primary antibody (negative
control). Each section was then evaluated independently by two
blinded trained pathologists, using intermediate-power light
microscopy. One representative tumor section was evaluated per
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Table I. Sequence of specific sets of primers used in mRNA real-time PCR analysis.

Target mRNA                                              PCR Primer Sequence                                                                                    Product Size (bp)

IGF-IEc                                                       5’-CGAAGTCTCAGAGAAGGAAAGG-3’
                                                                     5’-ACAGGTAACTCGTGCAGAGC-3’                                                                    150
GAPDH                                                        5’-TCAAGAACGAAAGTCGGAGG-3’
                                                                     5’-GGACATCTAAGGGCATCACA-3’                                                                    293

Primers were designed to include sequences from different exons, to ensure the specific detection of only the transcript of interest and to avoid
amplification of a similar-sized product from contaminating genomic DNA.



case. Localization of IGF-IEc was assessed and categorized as
either grade 1 (weak intensity), grade 2 (moderate intensity) or
grade 3 (strong intensity) according to both intensity and
distribution of the staining.

RNA Extraction and Real-time Polymerase Chain Reaction (RT-PCR)
analysis. Intact total RNA became possible to extract from six
paraffin wax embedded thyroid tissue samples of different TNM
staging (i.e., 3 aggressive and 3 non-aggressive papillary cancers)
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Figure 1. A: Histological score of different thyroid cancers. Asterisk indicates the significantly higher expression of IGF-IEc in aggressive (A)
papillary thyroid cancer (PTC) compared to non-aggressive (NA) PTC, according to the TNM staging. Panels depict the comparison of IGF-IEc
IHC expression in terms of B: Recurrence risk stratification, C: Presence or absence of capsule invasion, D: Presence or absence of muscular
invasion, E: Age, and F: Tumor size. Significantly different at *p<0.05. FTC: Follicular thyroid cancer; MTC: medullary thyroid cancer; MTC-
Hyperplasia: hyperplasia of c-cells; PDC: poorly differentiated cancer; ATC: anaplastic thyroid cancer.



after homogenizing tissue specimens, and using TRIzol reagent
according to the manufacturer’s instructions (Invitrogen, Carlsbad,
CA, USA). The extracted RNA was dissolved in diethylpyrocarbonate
(DEPC)-treated water and the concentration and purity were
determined spectrophotometrically (Genova, Jenway, Essex, UK) by
absorption at 260 and 280 nm. The quality and integrity of total RNA
were assessed by visual inspection of the electrophoretic pattern of
18S and 28S ribosomal RNA in ethidium bromide-stained 1% agarose
gels under ultraviolet (UV) light. The RNA samples were used for the
determination of the mRNA expression profile of the IGF-IEc isoform
by reverse transcription and semi-quantitative real time-PCR
procedures. 

Specifically, 1 μg of total RNA from each sample was used for
the production of single-stranded cDNA by means of reverse
transcription (QuantiTect, Qiagen, Hilden, Germany) and the
resultant complementary DNA (cDNA) was used in real-time PCR
analyses. Real-time PCR was performed with the use of the Bio-
Rad 96-well iCycler thermal cycler (Bio-Rad iQ5 Real-Time PCR
Detection System; Hercules, CA, USA) and Kapa Biosystems
reagents (Kapa SYBR Fast qPCR Kit, Boston, MA, USA). The
primer set sequences used for the specific detection of the IGF-IEc
transcipt are presented in Table I. In particular, to prevent detection

of genomic DNA and to detect and amplify only the specific, IGF-
IEc transcript, the primers were designed to lie within different
exons of the Igf-1 gene. That target sequence has been previously
identified by sequencing analysis, ensuring specificity of the primers
(16). The real-time PCR parameters were the following: initial
denaturation at 95˚C for 5 minutes followed by 40 cycles of 
15 seconds at 95˚C, 30 seconds at 62˚C for annealing, and 30
seconds at 72˚C for extension. All real-time PCR reactions were
performed at 20 μl final volume using 50 ng cDNA as a template.
IGF-IEc transcript levels were assessed by automatically calculating
the threshold cycle (Ct) as the number of cycles at which the
measured fluorescence exceeds the threshold for detection.
Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) was used as
housekeeping gene (internal standard) for the relative quantification
(dCt) of the specific, IGF-IEc transcript expression. Each sample
was analyzed in triplicate, and the resulting data were averaged. A
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Figure 2. A: Representative PCR gel image demonstrates the expression
of the IGF-IEc transcript in thyroid tissues derived from three
aggressive (A) and three non-aggressive (NA) cancers according to
TNM staging. B: Semi-quantitative real-time RT-PCR analysis.
Threshold cycle (Ct) values of the IGF-IEc transcript for each sample
were normalized (ΔCts) to each corresponding reference gene
(GAPDH). Because greater Ct values correspond to smaller expression,
levels of relative expression are represented as the reversed difference
between the Ct of target gene and reference gene (1/ΔCt). Each sample
was analyzed in triplicate, and the resulting data were averaged
(means±SD).

Table II. Relationship between IGF-IEc expression and pathological
variables of 52 papillary thyroid cancer samples.

Variables                                                              Association with 
                                                                           IGF-IEc expression

Age (13-76 years)
  30 subjects <45 yrs                                                       ns
  22 subjects >45 yrs
TNM Stage
  Low: 23 
  Intermediate: 21                                                       p<0.05
  High: 8 
Surgical margins
  Negative: 50                                                                  ns
  Positive: 2
Capsule invasion
  Absent: 25                                                                 p<0.05
  Present: 27
Vascular invasion
  Absent: 47                                                                     ns
  Present: 5
Tumor size (<0.5 mm – 6.5 cm)
  <2 cm: 31
  2-4 cm: 17                                                                     ns
  >4 cm: 4
Lymph nodes
  Absent: 47                                                                     ns
  Present: 5
Muscular invasion
  Absent: 45                                                                 p<0.05
  Present: 7
Foci 
  Multifocal: 21                                                               ns
  Unifocal: 31

ns: Not significant.



melting curve (Tm) was also generated by the Bio-Rad iQ5 Real-
Time PCR Detection System software after the final cycle for each
experimental sample, by means of continuous monitoring the Kapa
SYBR fluorescence throughout the temperature ramp from 65˚C to
95˚C. The specificity of the primers for the corresponding transcript
was also confirmed by melting curve analysis of samples, where
there was only 1 melting curve for each sample, and electrophoretic
analysis of the real-time PCR products further verified the
specificity of the target IGF-IEc transcript. Control for specificity
included cDNA-free reactions.

Statistical analysis. Results are expressed as mean±standard error
of the mean (SEM) unless otherwise indicated. Comparisons of
IGF-IEc expression between two groups of values were performed
using Student’s t-test or Mann Whitney U-test, for parametric or
non-parametric analysis, respectively. One-way analysis of variance
(ANOVA) was used to assess differences between more than two
groups. A p-value <0.05 was considered as statistically significant.

All statistical analyses were performed using StatView (SAS
Institute, Carry, NC, USA).

Results

Of the total 92 samples, 2 were anaplastic, 10 medullary, 4
hyperplasia of C-Cell, 11 follicular, 5 hurtle Cell, 2 poorly
differentiated, 5 nodular hyperplasia, 1 was lymphoma and
52 were papillary thyroid cancer. The characteristics of the
tissue samples are presented in Table II. Specifically,
according to their TNM stage, 23 (44.2%) samples were of
low, 21 (40.4%) of intermediate and 8 (15.4%) of high
aggressiveness. From the total number of samples, capsule
filtration was present in 27 (52%) samples. Positive surgical
margins were observed in 2 cases (3.8%), muscular invasion
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Figure 3. An example of the IGF-IEc expression/localization in thyroid tissues, as detected by immunohistochemical (IHC) analysis in paraffin
sections stained with a specific polyclonal rabbit anti-human IGF-IEc antibody. Arrows indicate the expression/localization, which is mainly
cytoplasmic, in papillary thyroid cancer (A, B and C panels) as well as in minimally invasive follicular thyroid cancer (D panel). Magnification: A
and B ×100, C and D ×400.



in 7 (13.5%), vascular invasion in 5 (9.6%), while in other
5 cases (9.6%) there were positive lymph nodes. The tumor
size ranged from less than 0.5 mm to 6.5 cm and in 21
tissues (40.4%) there were more than one foci. 

IGF-IEc expression is associated with differentiated and
medullary thyroid cancer. Among all types of cancer
included in this study, HIC expression of IGF-IEc was
observed only in medullary, follicular, hurtle cell and
papillary carcinoma and not in anaplastic, hyperplasia of C-
Cells or poorly differentiated cancer (Figure 1A).

IGF-IEc is highly expressed in differentiated papillary thyroid
cancers. Among differentiated cancer types, IGF-IEc expression
was high in papillary thyroid cancer while, interestingly, there
was a significant difference between its expression in the more
aggressive compared with the non-aggressive types, according
to the TNM staging of the American Thyroid Association (ATA)
(p<0.05; Figure 1A). Moreover, in terms of the recurrence risk
stratification according to ATA guidelines (2015), there were
statistical differences in IGF-IEc expression between all three
groups, i.e., the low, intermediate or high-risk group (p<0.05;
Figure 1B).

IGF-IEc mRNA expression is higher in aggressive compared
to non-aggressive papillary cancers. To further investigate
whether the expression of the IGF-IEc isoform is associated
with the histological type of TNM staging, its mRNA
expression was evaluated in thyroid tissue samples derived
from three aggressive and three non-aggressive cancers. IGF-
IEc transcript exhibited an expression profile similar to that
observed by IHC, i.e., a high expression in aggressive
cancers (Figure 2A and B). 

IGF-IEc expression in DTC is associated with the presence
of capsular and muscular invasion. The IGF-IEc expression
in differentiated thyroid cancer was significantly higher
when muscular or capsular invasion was present than when
was absent (p<0.05; Figure 1C and D). 

Age and tumor size are not predicting factors of IGF-IEc
expression. When samples were classified by age, as groups
above or under 45 yrs of age, no differences in IGF-IEc
expression were found between the groups (p>0.05; Figure
1E). Moreover, no significant differences were revealed
when the tumors were classified based on their size,
according to TNM staging, i.e., as below 2 cm, between 2cm
and 4 cm, or above 4cm (p>0.05; Figure 1F).

IGF-IEc exhibits cytoplasmic localization in thyroid cancer
cells. Immunohistochemical analysis revealed the
cytoplasmic expression of IGF-IEc, while positive staining
was also present in the membrane of the thyroid cancer cells.

In particular, papillary thyroid cancer and minimally invasive
follicular thyroid cancer appeared highly stained with the
anti-IGF-IEc antibody, as seen in the representative images
in Figure 3A-D (See also Figure 1A). 

Discussion

The present study investigated the IHC expression of IGF-
IEc isoform in different types of thyroid cancer, revealing
that IGF-IEc expression is positively associated with more
aggressive thyroid cancer variables, as evidenced by the
recurrence risk stratification index and the advanced cancer
stages.

The investigation of the expression pattern of the IGF-I
isoforms in various conditions and pathologies including
cancer (10, 14-16, 21, 30, 46, 47) is of particular interest, as
a differential regulation of the IGF-I isoforms in those
pathologies may indicate a distinct biological role for the
different IGF-I precursor polypeptides and/or their Ea, Eb
and Ec peptides. Although the role of particularly the E
peptides of IGF-I remains as yet unclear (20), initial
evidence has been provided recently that Ec peptide is
differentially regulated during the process of muscle
regeneration in humans (38) while the synthetic Ec peptide
was documented to possess bioactivity (8, 14-16, 39, 48),
and its over-expression in prostate cancer cells (PC-3) was
found to increase their oncogenic potential in mice (41).

In particular, previous studies of our group have
documented the mitogenic effect of an E domain-related
product of the IGF-IEc isoform in human prostate cancer
(PCa), breast cancer, endometrial and osteosarcoma cells, in
vitro (14, 30-32, 41), as well as a potential role of the IGF-
IEc isoform in the pathophysiology of bladder cancer (10)
and neuroendocrine neoplasms (44), in vivo. Specifically, a
differential expression of the IGF-IEc isoform has been
detected in PCa and prostatic intraepithelial neoplasia, as
well as in bladder cancer (10, 30) compared to the
corresponding normal tissues. Herein we further
demonstrated that its expression/localization in thyroid
cancer cells was mainly cytoplasmic and significantly related
to TNM staging and the presence of muscular and capsule
cancerous invasion, exhibiting increased levels in the more
aggressive compared with the non-aggressive types of
thyroid cancer. The mRNA expression analysis of this
specific, IGF-IEc transcript corroborated this association,
i.e., the more aggressive the cancer type, the more intense
the mRNA expression. These findings are in line with
previous in vivo studies showing increased IGF-IEc
expression in secondary compared to primary foci in
neuroendocrine neoplasms (44), and that IGF-IEc expression
was positively correlated with the prostate cancer stage and
Gleason’s score (28), implying a possible gradual increase
of the IGF-IEc expression during the progress of the disease. 
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To the best of our knowledge, the present study is the first
demonstrating the expression pattern of IGF-IEc in different
types of thyroid cancer revealing a positive association
between the expression levels of this IGF-I isoform and the
risk of disease recurrence. Another interesting finding of this
study was that IGF-IEc expression was significantly
associated with capsular and muscular invasion in DTC,
while no association was revealed between IGF-IEc
expression and vascular invasion or lymph node metastasis.
Thus, it could be speculated that while IGF-IEc isoform is
highly expressed in thyroid tumors with advanced
histopathological stage, the mechanisms mediating the
invasion into adjacent structures may not be IGF-IEc-
dependent. Whether IGF-IEc isoform expression could be
evidence of the metastatic potential of the advanced thyroid
tumors remains to be further investigated. 

Moreover, no significant associations were revealed when
the IGF-IEc expression was adjusted for age, tumor size or
foci. Specifically, regarding tumor size, the total number of
samples was divided into three groups according to the TNM
staging and, although IGF-IEc expression was found to be
higher in advanced cancer stage, this increased expression is
possibly independent of the tumor size. Similarly, while the
thyroid cancer is usually more aggressive in young patients
however IGF-IEc expression was not found to be associated
with the age of the patients.

Due to the limited number of follicular thyroid cancer
(FTC) cases, any potential difference in the IGF-IEc
expression between follicular adenoma (FA) and FTC was not
analyzed in this study. The small number of cases could be
also responsible for not detecting the expression of IGF-IEc
in the undifferentiated cancer types, though the mechanisms
underlying those cancers seem to be quite complex. More
studies are needed to shed more light on the role of the IGF-
IEc isoform in the pathogenesis of other thyroid cancers.

Our study has certain limitations; firstly, its retrospective
design includes the inevitable innate difficulty to isolate
intact RNA from all the paraffin wax embedded tissue
samples for the RT-PCR analyses; thus, the results regarding
the mRNA expression should be interpreted with caution due
to the limited number of thyroid tissue samples used.
Similarly, we were not able to extract an adequate amount of
protein from the paraffin-embedded samples to proceed with
western blot analyses. Finally, some of the samples in the
IHC intermediate risk population might have been biased,
because they were selected and categorized as more
aggressive/advanced thyroid cancers, mainly due to the lack
of real distant metastatic cases. Thus, further studies
including a larger number of samples in each cancer type
population are needed to provide clearer evidence regarding
the IGF-IEc expression profile in the various thyroid cancers.

In conclusion, the present study demonstrated that the
expression of IGF-IEc isoform was positively associated

with more a aggressive phenotype and advanced stage of
differentiated thyroid tumors, as evidenced by several
prognostic clinicopathological variables in our cohort of
thyroid tumor samples. Thus, this study can be a resource to
be used as a database providing the first evidence for the
implication of IGF-IEc expression in thyroid cancer
progression. The possible tumor type-specific regulation of
the IGF-IEc isoform in the pathophysiology of cancer, as
previously shown in various cancers, requires further
investigation, in order to confirm whether this specific IGF-
I isoform could be used as a potential prognostic biomarker
and/or a novel therapeutic target in cancer. 
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