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Abstract: Acute or intense exercise can result in metabolic imbalances, muscle injuries, or reveal
hidden disorders. Laboratory medicine in sports is playing an increasingly crucial role in monitoring
athletes” health conditions. In this study, we designed an integrated approach to explore the causes of a
deep venous thrombosis event in an elite basketball player. Since the complete blood count revealed a
marked platelet count (838 x 10° pL), and thrombophilia screening tests did not reveal any significant
alteration, we evaluated the thrombin generation, which highlights a state of hypercoagulability. First-
level haemostasis exams showed only a slight prolongation of the activated Partial Thromboplastin
Time (aPTT). Thus, screening tests for von Willebrand Disease showed a reduction in vVIWF parameters.
Therefore, we directed our hypothesis towards a diagnosis of acquired von Willebrand disease
secondary to Essential Thrombocythemia (ET). To confirm this hypothesis and highlight the molecular
mechanism underlying the observed phenotype, molecular tests were performed to evaluate the
presence of the most common mutations associated with ET, revealing a 52-bp deletion in the coding
region of CALR exon 9. This case report highlights the importance of an integrated approach to
monitoring the athletes” health status to personalise training and treatments, thus avoiding the
appearance of diseases and injuries that, if underestimated, can undermine the athlete’s life.
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1. Introduction

Although physical exercise and an appropriate diet represent a correct lifestyle capable
of preventing the appearance of some pathologies, such as heart disease [1], stroke [2],
diabetes [3], and breast and colon cancer [4], the practice of physical activity can have a
double effect. Indeed, mild to moderate aerobic exercise can be beneficial to health and
can also increase life expectancy [5]. On the other hand, intense effort could promote
the occurrence of specific conditions, such as hereditary or congenital cardiovascular
diseases [6], thrombotic events [7], or metabolic defects [8], which may not be evident,
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especially in the absence of family history and symptoms. For this reason, the monitoring
and identification of specific biochemical and/or molecular parameters can represent a
valid support tool in the evaluation of the general state of health of the athlete [9].

In particular, although exercise is thought to have a protective role against thrombosis
as a result of the controlled balance between exercise-activated coagulation and fibrinolytic
pathways [10], recent studies have demonstrated a negative correlation between sport
activity and thrombotic events. Indeed, deep venous thrombosis (DVT) is the result of
three different mechanisms: venous stasis, hypercoagulability, and endothelial dysfunction,
also known as Virchow’s triad [11]. Each of these factors, alone or combined, may appear
in an athlete depending on the intensity and duration of exercise. In addition, athletes
are exposed to many acquired risk factors, including trauma, immobilization, and long-
term travel, that may predispose them to thrombotic events. Thrombosis of the deep
veins of the upper limb after strenuous exercise or trauma is a rare but well-recognised
condition, often called Paget-Schroetter’s syndrome or effort thrombosis, and in most cases,
it affects the axillary and subclavian veins. A potentially lethal complication is pulmonary
embolism, which may occur in 36% of patients. On the other hand, lower limb venous
thrombosis appears post-trauma mostly at the level of the popliteal vein, posterior tibial
vein, and peroneal vein. Clinically, the patient presents unilateral oedema of the lower
limb, particularly visible on the calf and ankle; tension or pain in the calf; moderate fever;
and positive Homans sign (calf pain on leg dorsiflexion) [12]. The potential complications
are pulmonary embolism and post-thrombotic syndrome (PTS). Pulmonary embolism may
occur in 50% of untreated DVT patients and may cause death in 2.1% of cases.

It has to be underlined that inherited diseases may also alter the coagulation status
of an individual and be responsible for a deep venous thrombosis event. In this context,
essential thrombocythemia (ET) is a rare Philadelphia-negative chronic disease charac-
terised by an uncontrolled proliferation of atypical megakaryocytes in the bone marrow.
It belongs to a group of haematological disorders called Myeloproliferative Neoplasms
(MPN), which include, in addition to ET, also Polycythemia Vera (PV) and Primary Myelofi-
brosis. The common denominator of MPN is the presence of mutations (known as driver
mutations) constitutively activating the JAK-STAT signalling transduction pathways in the
haematopoiesis [13]. Mutated genes responsible for ET are Janus kinase 2 (JACK2 V617F),
Calreticulin (CALR) and Thrombopoietin Receptor (TPO-R) MPL (with a frequency of 60%,
20%, and 3%, respectively). There is a percentage of patients who do not present any of the
three driver mutations (about 10-20%), hence are called Triple Negative [14]. Assessment
of patients affected by ET comprises a complete blood count, a bone marrow biopsy, and
genetic analysis to assess the existence of genetic alterations causing ET. Due to the similar-
ity of symptoms in myeloproliferative neoplasms, it is crucial to exclude alternate reasons
for thrombocytosis, such as clonal and reactive factors, prior to establishing a conclusive
diagnosis of essential thrombocytosis [15]. Acquired von Willebrand syndrome (AVWS)
is a rare bleeding disorder most commonly observed in patients with essential thrombo-
cythemia (ET). The main factors distinguishing AVWS from the congenital form of von
Willebrand disease encompass the absence of previous bleeding disorders, a diagnosis later
in life, and a negative family history [16,17]. AvWS often occurs secondary to underlying
disorders like cardiovascular disorders, lymphoproliferative disorders, hematologic and
solid malignancies, and autoimmune disorders [18].

Considering all the above, in recent years, laboratory medicine applied to sports has
assumed an essential role in monitoring athletes” health status. In fact, it provides valuable
information to coaches and sports doctors who establish personalised training and recovery
programs and, if necessary, provide nutritional supplements to athletes in order to improve
their athletic performance and reduce the decline in performance and/or risk of muscle
injury [19,20]. In this scenario, we described a case report of a young basketball athlete in
which an integrated approach made of biochemical and haematological dosages, as well as
genetic investigations, allowed us to identify the molecular mechanisms responsible for a
single thrombotic event reported by the same athlete.
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2. Results
2.1. Clinical History

Here, we report the case of a 28-year-old competitive athlete who came to our attention
because he was part of the basketball team monitored by our team for 5 years [19]. The
athlete was admitted to our Haematology Department following a thrombotic event, and
he did not report the use of any anticoagulant drugs or other medications at the time
of the event. The athlete referred to an “A” blood type and stated that he suffered an
occlusive left femoral vein thrombus with no impairment to perfusion or motor function
present on evaluation. He denied any family history of cardiovascular diseases or sudden
cardiac death in the first-degree relatives. He was not a smoker and denied using drugs or
other substances. As supported by the current guidelines [21,22], the athlete underwent
a standard clinical evaluation consisting of family and personal history, pre-participation
examination, electrocardiogram (ECG), and stress tests. The medical examination revealed
that the athlete was rated suitable for competitive sporting practice.

2.2. Clinical Laboratory Determinations

To evaluate the general health status of the athlete, we performed biochemical and
haematological determinations, and the results show that all are within reference values,
except for red blood cell and platelet counts. In Table 1, we have reported only a few of the
analysed parameters, i.e., those most suggestive of the athlete’s health conditions.

Table 1. Biochemical and haematological parameters of the athlete.

Parameters Results
Iron

(65-175 ng/dL) * 143
Ferritin 90

(22-275ng/dL) *
C-reactive protein (CRP)

(0-5mg/dL) * 0.3
Leucocytes

(4.8-10.8 x 103/uL) * 6.43
Erytrocytes

(4.2-5.6 x 106/uL) * 394
Haemoglobin 11
(12-17.5g/dL) * .
Haematocrit

(37-54%) * 39.8
Platelets 5981

(130-400 x 103/pL) *

* Reference values of the Italian Society of Clinical Biochemistry and Clinical Molecular Biology (SIBioC);
1, measure lower respect to the reference values; 1, measure higher respect to the reference values.

2.3. Coagulation Assays

The assessment of the patient’s coagulation status included first- and second-level
haemostasis tests. Apart from a mild prolongation of the aPTT, the classic coagulation
assays showed no significant alterations (Table 2).

Given the athlete’s thrombotic manifestation, for a more global view of the patient’s
haemostatic asset, we decided to perform a Thrombin Generation Assay (TGA), whose
curves highlighted an alteration of the parameters obtained in the absence and presence of
thrombomodulin (Figure 1).
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Table 2. Coagulation parameters.

Parameters Results
Prothrombin Time (PT) 118
(0.8-1.20 Ratio) ** ’
Activated Partial Thromboplastin Time (aPTT) T
(0.8-1.20 Ratio) ** 1.21
FIBRINOGEN 207
(160-350 mg/dL) **

D-DIMER

(0-500 ng/mL) ** 424
ANTITHROMBIN III 107

(70-120%) **
Lupus anticoagulant (LAC)

(0.8-1.20 Ratio) ** 098
Anti-Cardiolipin IgG 78
(<20 U/mL) ** '
Anti-Cardiolipin IgM 11
(<20 U/mL) ** '
Anti-B2 glycoprotein I IgG 39
(<20 U/mL) ** ’
Anti-B2 glycoprotein I IgM 03
(<20 U/mL) ** '
APC Resistance 1.04
(>0.75 NTR) ** '
Protein C

(>62%) ** 88
Free Protein s

(>58%) ** 103
Factor VIII (FVIII) 57
(50-130%) **

Factor IX (FIX) 76
(50-120%) **

Factor XI (FXI) 95
(50-120%) **

Factor XII (EXII) 67
(50-120%) **

vWF:Ag

(Blood type 0 44-116% 335 ¢
non-0 Blood type 63-159%) ** ’
vWE:RCo

(Blood type 0 44-116% 213 ¢
non-0 Blood type 63-159%) ** ’
vWE:CB

(Blood type 0 44-116% 248 ¢

non-0 Blood type 63-159%) **

** Reference values were defined based on a healthy population; T, measure higher respect to the reference values;

L, measure lower respect to the reference values.
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Figure 1. Thrombin generation curves obtained from athletes” plasma using the ThromboScreen
assay. (A) TGA curve measured in the absence of TM. TGA parameters are related to a reference
plasma and expressed as ratios (temporal data) or percentages (thrombin concentration-related data).
(B) TGA curve measured in the presence of TM. TM, thrombomodulin.

At the same time, the slight lengthening of the aPTT and the minor decrease in FVIII
activity induced us to further investigate the von Willebrand panel, which showed a
reduction in vWF Antigen (vVWF:Ag), vVWF Ristocetin Cofactor Activity (vWF:RCo), vWF
Collagen Binding (vVWEF:CB). All the results are shown in Table 2.

Normalized values for lag time, peak height, time to peak, endogenous thrombin
potential (ETP), and Velocity Index were collected using the ThromboScreen assay in the
absence of thrombomodulin (TM). The ETP inhibition parameter has been calculated from
ETP values obtained in the presence and absence of TM (Table 3).

Table 3. TGA data measured by ST Genesia using the ThromboScreen assay. Hypercoagulable state
is evidenced by thrombogram parameters due to the reduction of lag time, time to peak and ETP
inhibition and increase in peak height, ETP, and velocity Index.

TGA Parameters Results
Lag Time L
(1.1-1.3 ratio) ° 0.88
Peak Height T
(45-66%) ° 125.7
Time To Peak L
(1.2-1.3 ratio) ° 0.97
ETP ?
(59-80%) °© 100.4
ETP Inhibition ¢
(60-73%) °© 16.05
Velocity Index ?
(36-57%) °© 124

° Reference values obtained from Calzavarini et al. [23] L, measure lower respect to the reference values;

T, measure higher respect to the reference values.
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2.4. Genetic Tests

Based on the results of the biochemical, haematological and coagulation parameters, a
diagnosis of acquired von Willebrand disease secondary to Essential Thrombocythemia
(ET) was hypothesized. To confirm this hypothesis and unveil the mechanisms underlying
the observed thrombotic event, specific molecular tests were carried out. In particular,
molecular analyses were performed to evaluate the most common mutations known to be
associated with ET. First, JAK2 exon 14 sequence analysis was carried out. Indeed, JAK2
exon 14 is mutated in about 60% of all ET cases, the mutation ¢.1849 G > T p.(Val617Phe)
being the most common. However, no variants were found in our case. Thus, CALR exon 9
and MPL exon 10 were also sequenced, taking into account that their mutations explain
30% and 3-8% of all cases of the disease, respectively. Even if no variants were found in
MPL gene exon 10, one variant was instead identified in the coding region of CALR exon 9.
In detail, a 52-bp deletion that is known to be responsible for more than 80% of all CALR
mutations was identified. Interestingly, the agarose gel electrophoresis analysis allows the
identification of the deletion in heterozygous status since the pattern of migration highlights
two different bands, differing from the deletion-related base pair length (Figure 2A). The
mutation’s presence was then confirmed by Sanger sequencing electropherogram analysis
(Figure 2B). This deletion, namely ¢.1099_1150del p.(Leu367ThrfsTer46) causes frameshift
with a premature protein stop codon and is classified as “pathogenic” according to the
ACMG guidelines.

M S NC
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Figure 2. CALR mutation identified in the analysed athlete. (A) Agarose gel electrophoresis showing
the difference in length of the two alleles, one being wild type and the other carrying the 52-bp
deletion. (M: Marker IX, S: Sample, NC: Negative Control). (B) Sanger electropherogram represents
the frameshift caused by the 52-bp deletion.
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Moreover, to further support this finding and exclude a thrombophilic status, we also
searched for the following mutations: Leiden-type mutation of the Factor V gene (FVL),
G20210A mutation of the prothrombin gene, and C677T mutation of the
5,10-methylenetetrahydrofolate reductase (MTHFR) gene. All the above-mentioned mutations
resulted in wild-type results in the tested athlete (data not shown). Thus, all together, the
results obtained allowed to clarify the molecular mechanisms responsible for the observed
thrombotic event and confirmed the hypothesised diagnosis of ET in this athlete.

3. Discussion

In recent years, laboratory medicine has assumed considerable importance in sports
medicine, providing a valid tool for monitoring the athlete’s health. In fact, it is known that
practicing sports at agonist levels exposes athletes to an increased risk of infections, inflam-
mation, muscle damage, and cardiovascular disorders, which can be seriously harmful if
not promptly treated.

A 28-year-old male athlete was admitted to our Haematology department following
a thrombotic event. A biochemical, haematological, and coagulation check-up showed
a normal leukocyte count, a slightly reduced erythrocyte count, and normal levels of
haemoglobin and haematocrit, but a marked thrombocytosis. To rule out that the increase
in the number of platelets was due to a reactive nature or iron deficiency anaemia, as
reported by Bleeker et al. [24], we measured the concentrations of CRP, ferritin, and iron,
all of which were within the normal range. First-level haemostasis analysis showed a
normal range for fibrinogen, D-dimer and PT but a slight prolongation of the aPTT. Since
no other reasons that could explain the lengthening of the aPTT emerged and because the
athlete was not taking any anticoagulant drugs, considering the widely known correlation
between the increase in the number of platelets and AvWD [18], a screening test for von
Willebrand disease was performed. Surprisingly, the von Willebrand panel displayed a
reduction of vWF:Ag, vWF:RCo, vVWF:CB and a mild decrease in FVIII, with a pathological
vWE:Rco/vWEF:Ag ratio of 0.63 and a borderline normal vWF:CB/vWEF:Ag ratio of 0.74.
Therefore, based on biochemical data, we directed our laboratory diagnosis towards a
possible AvWD secondary to ET, confirmed by a negative personal and familial anamnesis
for haemorrhagic events. The reduction of vWF in the acquired form of VWD is complex
and underlies several pathophysiological mechanisms: antibodies directed against the vVIWF,
absorption of vWF by platelets or malignant cells, high shear stress conditions, or increased
proteolysis of vVWF [14]. To exclude any antibody evolution direct against the vWF and
pinpoint the cause of the reduction of vW:Ag mixing studies were performed on a 1:1
mixture of the patient’s plasma and normal pool plasma, revealing the complete correction
of the vW:Ag test. This comes from the fact that mechanisms likely involved in the patho-
genesis of AvWD in ET are linked to the increase in proteolysis by the ADAMTS-13 enzyme,
inducing a loss of large VWF multimers; the intensity of this loss is inversely proportional
to the number of platelets [25]. Nevertheless, since our athlete never had a hemorrhagic
phenotype but presented a thrombotic event, thrombophilia screening was carried out.
The screening didn’t reveal any significant alteration, despite the presence of natural co-
agulation inhibitors, APS screening, and APC resistance. Molecular analyses excluded
the presence of a thrombophilic status since the FVL, the prothrombin G20210A, and the
MTHEFR C677T mutations were not present in the tested athlete. To further investigate the
patient’s pro-thrombotic state, we measured the thrombin generation of the athlete by TGA,
which is a global hemostasis assay investigating, in platelet-poor plasma, both thrombin
formation and inhibition. Classical coagulation tests, such as PT and PTT, are sensitive
to procoagulant factor deficiencies but not to reductions in the anticoagulant counterpart,
making it difficult to detect hypercoagulable states [26]. On the other hand, TGA allows
for a global view of the in vivo haemostatic situation, considering both procoagulant and
anticoagulant forces. Data obtained by TGA highlighted a hypercoagulable state due to
an increase in peak height, ETP, velocity index and a reduction of lag time and time to
peak. Hypercoagulability was most evident when TM was added to the patient’s plasma.
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The latter, acting as a co-factor of thrombin in the activation of the protein C-pathway,
inhibit the procoagulant function of thrombin and should decrease the ETP of the thrombo-
gram in a normal individual. In our case, the ineffectiveness of the TM-PC-PS system was
highlighted, as shown by the decrease in ETP inhibition. The enhancement of thrombin
production highlighted through TGA on the athlete plasma is certainly not directly linked
to the increase in platelets, since this test is performed on a platelet-poor plasma, but can be
explained by the activation of platelets that is observed in ET patients. This is caused by the
exposure of phospholipids present on the surface of platelets to tenase and prothrombinase
complexes; moreover, activated platelets can express anionic phospholipids and TF on
their surface, thereby providing the conditions for stimulating the coagulation cascade [27].
Furthermore, it is well known that athletes are frequently exposed to several conditions
associated with an increased risk of thrombosis, including long-haul travel, dehydration,
trauma, post-exercise haemoconcentration, and high-intensity exercise, which exposes
them to an increase in hypercoagulability compared to a normal individual [28]. All these
aspects may have contributed to the coagulation derangement in this athlete, inducing
an increase in thrombin generated and leading to thrombotic event. The results obtained
by this study confirm how ET is characterised by a wide range of clinical manifestations,
ranging from thrombotic to haemorrhagic manifestations. Thrombotic risk should also be
taken into account in these patients, particularly in subjects such as athletes, who already
have an imbalance of the haemostatic system generated by the transient increase in blood
clotting, platelet clumping and fibrinolytic activity due to intense physical exercise [28].
Thus, performing TGA in athletes with a family or personal history of thrombotic events
may be useful, particularly in the case of athletes with a positive history of a thrombotic
event but without alterations highlighted by classic coagulation tests (as in our case). Any-
way, the extensive use of TGA in all athletes, regardless of their clinical background, should
be avoided, taking into account both the appropriateness of the laboratory tests and the
expense related to the test.

Mutated genes responsible for ET are Janus kinase 2, calreticulin and thrombopoietin
receptor, with a frequency of 60%, 30%, and 3%, respectively. Moreover, 10-20% of ET
patients, called Triple Negative, do not carry any of the three driver mutations. Based
on the previous findings and using molecular approaches, we found a 52-bp deletion
in exon 9 of the CALR gene, known as the CALR type 1 mutation, responsible for the
generation of a frameshift mutation determining the alteration of the amino acid sequence
at the C-terminal of the protein. The mutation causes the replacement of negatively
charged with positively charged or neutral amino acids [29]. Calreticulin resides in the
lumen of the endoplasmic reticulum, and its C-terminal domain is responsible for calcium
buffering activity, which controls calcium homeostasis [30]. According to Kim et al., mutant
CALR has been suggested to induce myeloproliferative neoplasm via interactions with
the thrombopoietin receptor (MPL): in fact, the oncogenicity of mutant CALR is thought
to depend on the positive charge of the C-terminus, which is necessary for the physical
interaction between mutant CALR and MPL [30]. Indeed, mutant CALR is accountable for a
gain-of-function property, triggering thrombopoietin receptor activation and downstream
cellular signalling via the JAK-signal transducer and activator of transcription (JAK-STAT)
pathway. Despite all of this evidence, making CALR one of the most important diagnostic
markers tested upon diagnosis of a myeloproliferative disorder, our data suggest a milder
disease in patients harbouring CALR mutations since it is related to higher platelet counts,
lower haemoglobin levels, and leukocyte counts but a lower risk of thrombosis than patients
with JAK2 and MPL mutations [31].

4. Materials and Methods
4.1. Ethical Approval

The study was conducted according to the ethical guidelines of the Helsinki Declara-
tion of the World Medical Association and was approved by the ethics committee (protocol
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200/17) of the University of Naples Federico II. The athlete provided written consent to
carry out biochemical laboratory tests and genetic analysis.

4.2. Clinical Laboratory Determinations

Blood samples were taken in the morning (8:00 a.m.) before training, after 72 h of
rest from training. As a safeguard measure, blood, serum, and plasma samples were
frozen at —80 °C in case any analysis had to be repeated. Standard biochemical analyses
were performed using a standard serum analyser in Architect c16000 (Abbott Diagnostics,
Chicago, IL, USA). Red blood cell and platelet counts were performed through the Siemens
Advia 2120i haematology analyser. All analyses were performed in duplicate in order to
guarantee the accuracy of the results.

All the procedures took place according to the manufacturer’s recommendation.

4.3. Coagulation Assay

Standard coagulation analyses evaluating first and second-level determinations were
assessed using an ACLTOP 550CTS coagulometer system (Instrumentation Laboratory
Company, Bedford, MA, USA). Results obtained for aCL and ap2GPI IgG and IgM and
the von Willebrand parameters were carried out with a fully automated quantitative
chemiluminescent immunoassay by HemosIL® AcuStar (Instrumentation Laboratory Com-
pany, Bedford, MA, USA). To better understand the global coagulation process, we mea-
sured thrombin generation by TGA on a platelet-poor plasma sample with the aid of
the ST Genesia® Automated TG Tool (STG, Stago, Asniéres-sur-Seine, France), using the
STG®-ThromboScreen (STG-TS) reagent in the presence and absence of thrombomodulin
(TM). TGA is a comprehensive assay for haemostasis evaluation based on the analysis in
platelet-poor plasma of both thrombin formation and inhibition that allows, as a result,
to evaluate the effects of plasma pro- and anticoagulant factors. The following TG pa-
rameters were recorded and investigated: lag time, peak height, time to peak, start tail,
ETP, and ETP inhibition mediated by TM. All the procedures took place according to the
manufacturer’s recommendation.

4.4. Molecular Analyses

One genomic DNA sample was obtained from a peripheral blood sample in EDTA
by standard procedures (Promega, Madison, WI, USA) and processed for a quantitative
check using the NanoDrop spectrophotometer instrument (Thermo Fisher Scientific Inc.,
Waltham, MA, USA).

JAK2, CALR, and MPL gene genomic sequences were downloaded from the Ensemble
genome browser (https://www.ensembl.org/index.html, accessed on 1 January 2023),
choosing all of them with the canonical transcript. Custom primer pairs were designed to
specifically amplify JAK2 exon 14, CALR exon 9, and MPL exon 10, respectively, by using
the web-based tool Primer3 Input (https://primer3.ut.ee/, accessed on 1 January 2023)
and checked for amplification specificity through the web-based tool Primer Blast (https:
/ /www.ncbi.nlm.nih.gov/tools/primer-blast, accessed on 1 January 2023) (Table 4).

Table 4. Full list of the primers sequences used to amplify JAK2, CALR, and MPL genes.

Gene Transcript Exon Forward 5'->3' Reverse 5'->3’ Product Lenght (bp)
JAK2 NM_004972.4 14 GGTTTCCTCAGAACGTTGATGG TTGTTTGGGCATTGTAACCTTCT 492
CALR NM_004343.4 9 CAAGTCTGGCACCATCTTTGAC  AGGAGGGGAACAAAACCAAAATC 524
MPL NM_005373.3 10 TAGGGGCTGGCTGGATGAG ACAGAGCGAACCAAGAATGC 250

Polymerase Chain Reaction (PCR) experiments were performed using the AccuStart™
PCR Super Mix (VWR International, Radnor, PA, USA) following the manufacturer’s
instructions. Amplicons qualitative analysis was carried out by electrophoresis on a 3%
agarose gel.
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https://www.ncbi.nlm.nih.gov/tools/primer-blast
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Direct sequencing was performed for each PCR product with the ABI 3100 capillary
sequencer (Applied Biosystems Inc., Foster City, CA, USA), and sequence data analy-
sis was carried out using the SeqMan Pro programme (DNASTAR, Inc., Madison, WI,
USA). Next, DNA variants were categorised according to Ensembl (https://www.ensembl.
org/index.html, accessed on 1 February 2023), ClinVar (https://www.ncbi.nlm.nih.gov/
clinvar/, accessed on 1 February 2023) and dbSNP (https://www.ncbinlm.nih.gov/SNP/,
accessed on 1 February 2023) databases, and the possible impact of specific variations at
the protein level were predicted using the VarSome (https:/ /varsome.com, accessed on
1 February 2023) tool.

5. Conclusions

An appropriate functional and clinical evaluation, possibly including some major
laboratory investigations, should be recommended to anyone wishing to begin an exercise
program. Furthermore, continuous and correct monitoring of the health of athletes, espe-
cially at elite levels, is suggested in order to avoid muscle damage or even the appearance
of pathological conditions that could endanger the athlete’s life. In this context, the case re-
ported herein underlines once again the need for integrated, multidisciplinary approaches,
including biochemical, haematological, immunological, and molecular analyses, in order to
clarify the bases of clinical signs and diseases and provide useful information to support
athletes’ management and avoid the onset of diseases that could also be fatal, as recently
reported. In particular, based on clinical observation, biochemical, haematological and
coagulation evaluations, and molecular tests, we were able to highlight the molecular
mechanisms related to the onset of the observed phenotype. This, in turn, will not only
improve the management of the analysed athlete but may also provide a model for a more
appropriate and multidisciplinary evaluation of elite athletes, including molecular aspects.

Author Contributions: Conceptualization, C.M. (Cristina Mennitti), C.M. (Ciro Miele), V.D. and
O.S.; methodology, C.M. (Cristina Mennitti), C.M. (Ciro Miele), CS., A.G., ES., EC., V.D. and
0O.S,; investigation, C.M. (Cristina Mennitti), C.M. (Ciro Miele), C.S., A.G.,ES.,EC,, V.D.and O.S;
data curation, C.M. (Cristina Mennitti), C.M. (Ciro Miele), C.S., I.V,, A.G., RM,, ES., G.D., CM.
(Cristina Mazzaccara), G.F, FC.,, VD. and O.S.; writing—original draft preparation, C.M.
(Cristina Mennitti), C.M. (Ciro Miele), C.S., EC., V.D. and O.S.; writing—review and editing, C.M.
(Cristina Mennitti), C.M. (Ciro Miele), C.S., EC., V.D. and O.S.; visualization, V.D. and O.S.; supervi-
sion, V.D. and O.S. All authors have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: The study was conducted according to the ethical guidelines
of the Helsinki Declaration of the World Medical Association and was approved by the ethics
committee (protocol 200/17) of the University of Naples Federico II.

Informed Consent Statement: Informed consent was obtained from all subjects involved in
the study.

Data Availability Statement: Data are contained within the article.

Conflicts of Interest: The authors declare no conflict of interest.

1.  Fioozi, S.; Sharma, S.; McKenna, W.J. Risk of competitive sport in young athletes with heart disease. Heart 2003, 89, 710-714.

[CrossRef]

2. Doyle-Baker, PK.; Mitchell, T.; Hayden, K.A. Stroke and Athletes: A Scoping Review. Int. ]. Environ. Res. Public Health 2021,

18,10047. [CrossRef]

3. Colberg, S.R; Sigal, R.].; Yardley, ].E.; Riddell, M.C.; Dunstan, D.W.; Dempsey, P.C.; Horton, E.S.; Castorino, K.; Tate, D.F. Physical
activity /exercise and diabetes: A position statement of the American Diabetes Association. Diabetes Care 2016, 39, 2065-2079.

[CrossRef]


https://www.ensembl.org/index.html
https://www.ensembl.org/index.html
https://www.ncbi.nlm.nih.gov/clinvar/
https://www.ncbi.nlm.nih.gov/clinvar/
https://www.ncbi.nlm.nih.gov/SNP/
https://varsome.com
https://doi.org/10.1136/heart.89.7.710
https://doi.org/10.3390/ijerph181910047
https://doi.org/10.2337/dc16-1728

Int. . Mol. Sci. 2023, 24, 12256 11 0f12

10.
11.

12.
13.
14.
15.
16.
17.
18.
19.
20.

21.

22.

23.

24.

25.

26.
27.

28.

29.

Galanti, G.; Stefani, L.; Gensini, G. Exercise as a prescription therapy for breast and colon cancer survivors. Int. |. Gen. Med. 2013,
6,245-251.

Lippi, G.; Banfi, G.; Botre, F,; de la Torre, X.; De Vita, F,; Gomez-Cabrera, M.C.; Maffulli, N.; Marchioro, L.; Pacifici, R.; Sanchis-
Gomar, F; et al. Laboratory medicine and sports: Between Scylla and Charybdis. Clin. Chem. Lab. Med. 2012, 50, 1309-1316.
[CrossRef]

Brancaccio, M.; Mennitti, C.; Cesaro, A.; Monda, E.; D’Argenio, V.; Casaburi, G.; Mazzaccara, C.; Ranieri, A.; Fimiani, F.; Barretta,
F.; et al. Multidisciplinary In-Depth Investigation in a Young Athlete Suffering from Syncope Caused by Myocardial Bridge.
Diagnostics 2021, 11, 2144. [CrossRef]

Hilberg, T.; Ransmann, P.; Hagedorn, T. Sport and Venous Thromboembolism—Site, Accompanying Features, Symptoms, and
Diagnosis. Dtsch. Arztebl. Int. 2021, 118, 181-187.

Carroll, S.; Dudfield, M. What is the relationship between exercise and metabolic abnormalities? A review of the metabolic
syndrome. Sports Med. 2004, 34, 371-418. [CrossRef]

Lombardo, B.; Izzo, V.; Terracciano, D.; Ranieri, A.; Mazzaccara, C.; Fimiani, F,; Cesaro, A.; Gentile, L.; Leggiero, E.; Pero, R.; et al.
Laboratory medicine: Health evaluation in elite athletes. Clin. Chem. Lab. Med. 2019, 57, 1450-1473. [CrossRef]

Smith, J.E. Effects of strenuous exercise on haemostasis. Br. |. Sports Med. 2003, 37, 433-435. [CrossRef]

Di Felice, G.S.; Paletta, G.A., Jr.; Phillips, B.B.; Wright, R.W. Effort Thrombosis in the Elite Throwing Athlete. Am. J. Sports Med.
2002, 30, 708-712. [CrossRef]

Para, I; Leach, N.; Negrean, V.; Alexescu, T. Venous pathology in athletes. Palestrica Third Millenn.—Civiliz. Sport 2015,
16, 351-354.

Spivak, J.L. Myeloproliferative Neoplasms. N. Engl. J. Med. 2017, 376, 2168-2181. [CrossRef] [PubMed]

Tefferi, A.; Pardanani, A. Myeloproliferative Neoplasms: A Contemporary Review. JAMA Oncol. 2015, 1, 97-105. [PubMed]
Okoli, S.; Harrison, C. Emerging treatments for essential thrombocythemia. J. Blood Med. 2011, 2, 151-159. [PubMed]

Collins, P.; Budde, U.; Rand, J.H.; Federici, A.B.; Kessler, C.M. Epidemiology and general guidelines of the management of
acquired haemophilia and von Willebrand syndrome. Haemophilia 2008, 14, 49-55. [CrossRef] [PubMed]

Federici, A.B. Acquired von Willebrand syndrome: An underdiagnosed and misdiagnosed bleeding complication in patients
with lymphoproliferative and myeloproliferative disorders. Semin. Hematol. 2006, 43, S48-S58.

Franchini, M.; Mannucci, PM. Acquired von Willebrand syndrome: Focused for hematologists. Haematologica 2020, 105, 2032-2037.
Mennitti, C.; Brancaccio, M.; Gentile, L.; Ranieri, A.; Terracciano, D.; Cennamo, M.; La Civita, E.; Liotti, A.; D’Alicandro, G.;
Mazzaccara, C.; et al. Athlete’s Passport: Prevention of Infections, Inflammations, Injuries and Cardiovascular Diseases. J. Clin.
Med. 2020, 9, 2540. [CrossRef]

Pero, R.; Brancaccio, M.; Mennitti, C.; Gentile, L.; Arpino, S.; De Falco, R.; Leggiero, E.; Ranieri, A.; Pagliuca, C.; Colicchio, R.; et al.
Urinary Biomarkers: Diagnostic Tools for Monitoring Athletes” Health Status. Int. . Environ. Res. Public Health 2020, 17, 6065.
[CrossRef]

Mont, L.; Pelliccia, A.; Sharma, S.; Biffi, A.; Borjesson, M.; Brugada Terradellas, J.; Carré, F.; Guasch, E.; Heidbuchel, H.; La Gerche,
A.; et al. Pre-participation cardiovascular evaluation for athletic participants to prevent sudden death: Position paper from the
EHRA and the EACPR; branches of the ESC. Endorsed by APHRS; HRS; and SOLAECE. Eur. ]. Prev. Cardiol. 2017, 24, 41-69.
[CrossRef] [PubMed]

Corrado, D.; Pelliccia, A.; Bjornstad, H.H.; Vanhees, L.; Biffi, A.; Borjesson, M.; Panhuyzen-Goedkoop, N.; Deligiannis, A.; Solberg,
E.; Dugmore, D.; et al. Cardiovascular pre-participation screening of young competitive athletes for prevention of sudden
death: Proposal for a common European protocol. Consensus Statement of the Study Group of Sport Cardiology of the Working
Group of Cardiac Rehabilitation and Exercise Physiology and the Working Group of Myocardial and Pericardial Diseases of the
European Society of Cardiology. Eur. Heart |. 2005, 26, 516-524.

Calzavarini, S.; Brodard, J.; Quarroz, C.; Maire, L.; Niitzi, R.; Jankovic, J.; Rotondo, L.C.; Giabbani, E.; Fiedler, G.M.; Nagler,
M.; et al. Thrombin generation measurement using the ST Genesia Thrombin Generation System in a cohort of healthy adults:
Normal values and variability. Res. Pract. Thromb. Haemost. 2019, 3, 758-768. [CrossRef] [PubMed]

Bleeker, ].S.; Hogan, W.J. Thrombocytosis: Diagnostic evaluation, thrombotic risk stratification, and risk-based management
strategies. Thrombosis 2011, 2011, 536062. [CrossRef]

Mital, A.; Prejzner, W.; Bieniaszewska, M.; Hellmann, A. Prevalence of acquired von Willebrand syndrome during essential
thrombocythemia: A retrospective analysis of 170 consecutive patients. Pol. Arch. Med. Wewn. 2015, 125, 914-920. [CrossRef]
Tripodi, A. Thrombin Generation Assay and Its Application in the Clinical Laboratory. Clin. Chem. 2016, 62, 699-707. [CrossRef]
Maleknia, M.; Shahrabi, S.; Ghanavat, M.; Vosoughi, T.; Saki, N. Essential thrombocythemia: A hemostatic view of thrombogenic
risk factors and prognosis. Mol. Biol. Rep. 2020, 47, 4767—-4778. [CrossRef]

Zadow, EK.; Adams, M.].; Kitic, C.M.; Wu, S.5.X,; Fell, ] W. Acquired and Genetic Thrombotic Risk Factors in the Athlete. Semin.
Thromb. Hemost. 2018, 44, 723-733.

Lavi, N. Calreticulin mutations in myeloproliferative neoplasms. Rambam Maimonides Med. |. 2014, 5, e0035. [CrossRef]


https://doi.org/10.1515/cclm-2012-0062
https://doi.org/10.3390/diagnostics11112144
https://doi.org/10.2165/00007256-200434060-00004
https://doi.org/10.1515/cclm-2018-1107
https://doi.org/10.1136/bjsm.37.5.433
https://doi.org/10.1177/03635465020300051401
https://doi.org/10.1056/NEJMra1406186
https://www.ncbi.nlm.nih.gov/pubmed/28564565
https://www.ncbi.nlm.nih.gov/pubmed/26182311
https://www.ncbi.nlm.nih.gov/pubmed/22287874
https://doi.org/10.1111/j.1365-2516.2008.01745.x
https://www.ncbi.nlm.nih.gov/pubmed/18510522
https://doi.org/10.3390/jcm9082540
https://doi.org/10.3390/ijerph17176065
https://doi.org/10.1177/2047487316676042
https://www.ncbi.nlm.nih.gov/pubmed/27815537
https://doi.org/10.1002/rth2.12238
https://www.ncbi.nlm.nih.gov/pubmed/31624796
https://doi.org/10.1155/2011/536062
https://doi.org/10.20452/pamw.3211
https://doi.org/10.1373/clinchem.2015.248625
https://doi.org/10.1007/s11033-020-05536-x
https://doi.org/10.5041/RMMJ.10169

Int. . Mol. Sci. 2023, 24, 12256 12 0of 12

30. Rumi, E; Pietra, D.; Ferretti, V.; Klampfl, T.; Harutyunyan, A.S.; Milosevic, ].D.; Them, N.C.; Berg, T; Elena, C.; Casetti, I.C.; et al.
JAK?2 or CALR mutation status defines subtypes of essential thrombocythemia with substantially different clinical course and
outcomes. Blood 2014, 123, 1544-1551. [CrossRef]

31. Kim, HY,; Han, Y;; Jang, ].H.; Jung, CW.; Kim, S.H.; Kim, H.J. Effects of CALR-Mutant Type and Burden on the Phenotype of
Myeloproliferative Neoplasms. Diagnostics 2022, 12, 2570. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1182/blood-2013-11-539098
https://doi.org/10.3390/diagnostics12112570
https://www.ncbi.nlm.nih.gov/pubmed/36359414

	Introduction 
	Results 
	Clinical History 
	Clinical Laboratory Determinations 
	Coagulation Assays 
	Genetic Tests 

	Discussion 
	Materials and Methods 
	Ethical Approval 
	Clinical Laboratory Determinations 
	Coagulation Assay 
	Molecular Analyses 

	Conclusions 
	References

