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ABSTRACT

various musculoskeletal disorders, aged from 21 to 79.

platelet-rich plasma in the patients of different age and gender.

Platelet-rich plasma (PRP) is plasma with high concentration of platelets compared with whole blood. The therapeutic effect of platelet-rich
plasma is based on the effect of growth factors contained in a-granules of platelets. Transforming growth factor 81 (TGF-B1) is a growth
factor of TGF-B superfamily which an amount is considerable in platelets and have the important role in musculoskeletal system regeneration.

MATERIALS AND METHODS. In this study using the ELISA, we determined the content of TGF-B1 in platelet-rich plasma in 14 patients with

RESULTS. The level of TGF-B1 in platelet-rich plasma was found to be 194.57 + 25.76 ng/ml, which was 30 times higher than its control content
(platelet-poor plasma), where its content was 6.52 + 3.26 ng/ml. No statistically significant difference was observed between TGF-B1 levels in

CONCLUSIONS. It has been established that platelet-rich plasma can serve as a source of TGF-B1 for therapeutic purposes. TGF-B1 content
in platelet-rich plasma has been shown to be independent of gender and age and, therefore, a wide range of patients may be treated with it.
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Platelet-rich plasma (PRP) is plasma with high platelet count. Cur-
rently, PRP is used in many fields of medicine [1, 2, 9]. It is believed
that the platelet count in PRP should be about 1 million per 1 pl, or 2-5
times higher than in whole blood of a healthy person, where their content
is 150,000 to 450,000 per 1 pl. This platelet concentration is considered
necessary for effective tissue regeneration. PRP is usually obtained from
the patient’s own blood (autologous PRP) [10].

There are many methods and techniques to obtain PRP [18, 21],
which significantly complicates the development of its classification. The
most commonly used classification is developed by D. Dohan Ehrenfest,
who divided platelet concentrates by leukocyte concentration and fibrin
content into 4 groups [11]. According to this classification, PRP is di-
vided by the content of leukocytes into leukocyte-containing and pure.
Leukocyte-containing PRP has a high concentration of leukocytes, pure
PRP is characterized by their low content. Other classifications of platelet
concentrates have been proposed, in particular by J. Magalon. It uses the
number of platelets, the percentage of platelets and other cells in PRP.
This classification takes into account the effectiveness of techniques and
devices for platelet isolation [20].

Although PRP is used in many fields of medicine [3, 12], the mecha-
nisms of its action have not been completely studied yet. It is believed that
the therapeutic effect of PRP is due to the action of intracellular growth
factor proteins contained in platelet a-granules. Growth factors stimulate
cell proliferation and migration in damaged tissue, accelerating the rege-
neration [5, 14, 13].

Transforming growth factor 31 (TGF-B1) is one of the growth factors
abundantly present in platelets [25, 15]. TGF-31 belongs to the cytokine
of TGF-B superfamily, which plays an important role in the regeneration
of musculoskeletal tissues. It participates in all stages of cartilage develop-
ment, promotes differentiation, proliferation of chondroblasts and synthesis
of extracellular matrix molecules, such as type Il collagen and proteogly-
cans [6, 17, 19, 24, 23]. In addition, TGF-B1 is involved in the prolifera-
tion of tendon fibroblasts and their synthesis of the extracellular matrix,
in particular type | collagen [8, 16]. It also participates in the remodeling
of the bone tissue, contributing to the fracture consolidation [7, 22].

The PURPOSE of the study was to determine the level of TGF-p1
in platelet-rich plasma in patients with various disorders of the musculo-
skeletal system.
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MATERIALS AND METHODS

Autologous biotechnological products of the blood of 14 patients
with various diseases and injuries of the musculoskeletal system became
the material for the study. Patients had exclusively local pathology of the
musculoskeletal system, without systemic concomitant diseases, so this
sample can be considered homogeneous. The distribution of patients by
types of pathology is given in table. 1. There were 7 women and 7 men
aged 21 to 79 years among them, at the average age of 49 + 22 years. The
study involved women aged 21 to 79 years (average age 52 + 25 years)
and men aged 25-77 years (average age 48 + 20 years). The patients
provided an informed consent to the study.

To prepare PRP, we performed the sampling of 50 ml venous blood
in vacuum tubes with anticoagulant citrate dextrose. Blood sampling was
performed fasting. A week before blood sampling, non-steroidal anti-
inflammatory drugs were discontinued, patients were assigned a special
diet (exclusion of fatty, fried and spicy foods, fluid intake up to 3 liters per
day, exclusion of coffee) and regimen (refusal of smoking and alcohol).

The blood was centrifuged at 250 xg for 10 min to separate plasma
and blood cells using a centrifuge CM-3 (MICROmed, China). Thereafter,
the plasma was transferred to new tubes and centrifuged at 2300 xg for
5 min. The pellet containing platelets was resuspended in 3 ml platelet-
poor plasma (PPP) [4]. Platelet-poor plasma (PPP) obtained from the
second plasma centrifugation was used as a control. 500 pl samples
of PRP and PPP were frozen and stored at -20 °C.

For enzyme-linked immunosorbent assay (ELISA), the samples
of PRP and PPP were thawed at room temperature and were centrifuged

at 250 xg for 10 min. The supernatant was used to further study using
the TGF-B1 ELISA kit (DRG International, Inc., USA) according to the manu-
facturer’s instructions. Optical density measurements were performed on
a microplate reader Synergy HT SIAFRTD (Bio-Tek Instruments, USA) at
a wavelength of 450 nm. According to the optical density of standards
with known concentrations of TGF-B1, a calibration curve was designed,
according to which the content of TGF-1 in ng/ml was calculated.

The variables of experimental data were determined by descriptive
statistics and are presented as mean + standard deviation. The Student’s
t-test was used as the criterion for the significance of differences between
the groups. The differences were considered as statistically significant
at p < 0.05. Statistical analysis of the data was performed using Excel
statistics software (Microsoft, USA).

RESULTS AND DISCUSSION

The content of TGF-B1 was determined by ELISA in 23 samples of
PRP obtained from 14 patients with various pathologies of the muscu-
loskeletal system (Table 1). The blood of each patient as a donor was
used to prepare from 1 to 3 PRP products without taking into account the
pathology of the musculoskeletal system, age and gender.

It was determined that the average level of TGF-B1 in PRP samples
was 194.57 + 25.76 ng/ml compared to the control PPP group, where its
content was 6.52 + 3.26 ng/ml (Fig. 1). Accordingly, the level of TGF-31 in
the PRP was 30 times higher than in control PPP.

TGF-B1 plays a key role at all stages of chondrogenesis [24] and is
therefore considered as a potential therapeutic agent for osteoarthritis

PATIENT DIAGNOSIS AGE GENDER
1 Knee osteoarthritis 57 Female
2 Meniscus injury 39 Male
3 Knee osteoarthritis 77 Male
4 Meniscus tear 25 Male
5 Torn foot ligament 21 Female
6 Knee osteoarthritis 74 Female
7 Tendinitis 40 Male

Non consolidated femoral
8 shaft fracture 33 Female
9 Knee osteoarthritis 79 Female
10 Knee osteoarthritis 70 Male
1 Knee osteoarthritis 29 Female
Osteoarthritis of the phalangeal
12 joint of the foot 3 Female
13 Knee osteoarthritis 65 Female
14 Meniscus tear 48 Male
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PRP SAMPLES PPP, ng/ml PRP, ng/ml
1 7.34 184.44
1 2.44 184.00

3.59 210.72
3 6.13 206.27
9.60 200.57
5 6.27 214.90
6.79 211.70
5 3.94 224.63
3.59 220.46
5 4.15 203.49
210 128.12
1 10.20 156.63
1 6.86 213.23
1 2.82 175.68
1 8.49 219.35
9 15.76 22115
11.24 138.40
1 10.44 210.59
1 3.21 205.58
1 9.53 204.47
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treatment [26, 27]. TGF-B1 enhances cartilage cell proliferation and ex-
tracellular matrix synthesis [24]. It also contributes to the chondrogenic
differentiation of mesenchymal stem cells in vitro [23, 28]. TGF-31 pro-
motes the proliferation of tendon fibroblasts and their synthesis of extra-
cellular matrix, in particular collagen type I, etc. [8, 16], which can help
to restore tendons after injuries. This growth factor, also involved in the
regulation of tissue repair [29], in particular TGF-B1, promotes healing
of bone fractures, involving bone marrow stem cells at the site of injury
[7, 22]. Therefore, TGF-B1 can be used to treat a variety of disorders
of the musculoskeletal system while PRP serves as a source for thera-
peutic purposes.

No statistically significant difference was found between TGF-B1 level
in PRP in the patients of different genders (p = 0.4), which is consistent
with the literature data [25, 30, 31]. In women, the content of cytokine
was 207.13 + 16.28 ng/ml, and in men 196.36 + 22.42 ng/ml (Fig. 2).

The level of TGF-B1 was investigated in patients’ PRP, depending
on their age without taking into account gender, since no significant
difference was found between the content of TGF-B1 and gender in the
samples. We did not find any dependence of TGF-B1 content in platelet-
enriched plasma on patients’ age (p > 0.008).

Data on the dependence of TGF-B1 content in PRP on the age are
quite contradictory. Some studies showed that the content of TGF-p1
in PRP does not depend on the age of the studied patients [25, 30].
Whereas, J. Evanson et al. found that people up to 25 years old had higher
cytokine levels in PRP than those of older age groups [31].

280

2401

www.transplantology.org

TGF-B1, ng/ml

[ [ N
Sy ) N [e)] o
c. ... ?

m

PRP PPP PRP

Female Male

280+

240 I

200+

160

120+

80+

TGF-B1, ng/ml

40+

_— e

PPP  PRP
20-39

PPP  PRP PPP  PRP
40-59 >60

Age, years

CONCLUSION

N

1. In the study of TGF-B1 content in platelet-rich plasma, it was shown that its level was 30 times higher than in the control platelet-
poor plasma samples. No statistically significant difference was found between TGF-B1 levels in platelet-rich plasma between different
genders. No dependence of TGF-B1 content in platelet-rich plasma on patient age was found.

2. 2. In vitro study determined that platelet-rich plasma can serve as a source of TGF-B1 for the treatment of various diseases of the
musculoskeletal system. In this study, it was shown that the content of TGF-B1 in platelet-rich plasma was independent of the gender and
age of the examined patients, and therefore may be recommended for use in a wide range of patients.
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