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Immune thrombocytopenia (ITP) is one of the most common causes of decreased platelet count.
Bleeding is the main clinical symptom of ITP; although its severity correlates with the depth of thrombocytopenia,
it may also depend on changes in the functional activity of platelets. In this study we have compared platelet functional
activity in healthy volunteers (HV) and in ITP patients, as well as in groups of ITP patients with different levels
of bleeding. The study included 65 HV and 84 ITP patients. Platelet activity was assessed by flow cytometry.
Platelets were activated with thrombin receptor activating peptide (TRAP) or ADP, and the exposure of activation
markers, activated form of glycoprotein (GP) IIb-Illa and alpha-granule membrane protein P-selectin, was determined
on their surface by measuring the binding of PAC-1 and CD62P antibodies, respectively. Platelet-associated IgG
(PA-IgG, an indicator of the level of antiplatelet autoantibodies), the percentage of “young” reticular platelets (RP, %)
and platelet light scatter (an indicator of their size) were also assessed using flow cytofluorimetry.
Platelet binding of PAC-1 (and, to a lesser extent, CD62P binding) was lower in ITP patients than in HV.
In ITP patients, PAC-1 binding inversely correlated with the PA-IgG content. In contrast to HV, in ITP patients,
PAC-1 and CD62P binding did not directly correlate with the platelet size and RP, %. In ITP patients with severe
bleeding, the platelet count was lower, PAC-1 and CD62P binding was reduced and PA-IgG and RP, % levels
were increased. Thus, a decrease in the content of activation markers on the platelet surface was registered
in ITP patients; it was more pronounced in patients with severe bleeding. It is suggested that the cause of this decrease
may be due to the effect of autoantibodies (PA-IgG) on platelets, and in particular on GP IIb-IIIa.
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INTRODUCTION

Immune thrombocytopenia (ITP) is a classic
autoimmune disease and one of the most common
causes of decreased platelet count in the circulation
(2—4 cases per 100,000 population per year in the USA
and European countries). Autoantibodies in ITP
are usually directed against the main platelet antigens,
glycoproteins (GP) IIb-Illa and Ib. By binding
to their targets, autoantibodies accelerate the destruction
of platelets by macrophages in the spleen and liver
and can suppress platelet production by bone marrow
megakaryocytes (mainly in chronic ITP) [1-3].

Bleeding (or hemorrhagic syndrome) is the main
clinical symptom of ITP. Although the frequency and
severity of bleeding generally correlate with the depth
of thrombocytopenia [4], bleeding may also depend
on changes in platelet functional activity. Platelet
function in patients with thrombocytopenia is usually
assessed using flow cytometry. In contrast to the routine
platelet aggregation test in platelet-rich plasma,

platelet activity can be measured by flow cytometry
at low platelet counts and in a small volume of whole
blood. Using this approach, it has been demonstrated
that ITP patients with hemorrhagic complications
have a slight decrease in agonist-induced platelet
surface exposure of specific markers of platelet
activation (such as the activated form of the fibrinogen
receptor, GP IIb-IIla, and the alpha granule membrane
protein P-selectin) [5-9].

Comparisons of platelet activity in ITP patients
and healthy controls gave conflicting results;
there were reports on both decreased [10, 11] and
increased activity [12, 13] and also mixed results,
which depended on the agonist used for platelet
activation [14, 15]. The presence of antiplatelet
autoantibodies is the main specific feature of ITP, which
distinguishes it from other types of thrombocytopenia
(e.g., hypoproductive forms due to impaired platelet
production in the bone marrow). Possible effects
of autoantibodies on platelet function have been
investigated in only two studies. Panzer et al. found

Abbreviations used: FSC — forward scattering; GP — glycoprotein; HV — healthy volunteers; ITP — immune
thrombocytopenia; MFI — mean fluorescence intensity, PA-IgG — platelet-associated IgG; RP — reticulated platelets;
TO — thiazole orange; TPO — thrombopoietin; TRAP — thrombin receptor activating peptide.
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no difference in platelet activity between ITP patients
with and without anti-GP IIb-IIla or anti-GP Ib
autoantibodies [16], while Nishiura et al. found
lower activity in ITP patients with anti-GP IIb-I1la
autoantibodies [12]. In ITP, platelets, due to their
accelerated turnover, are characterized by an increased
size [17-20] and an increased percentage of “young”
reticulated platelets (RP) [21-24]. In healthy
individuals, such changes directly correlate with
an increase in platelet activity [25], but such
relationships have not been described for ITP patients.
Thus, it remains unclear, how platelet function
changes in ITP and what factors influence
these changes.

In this study we have compared platelet activity,
which was measured by flow cytometry, in healthy
volunteers (HV) and ITP patients, as well as in groups
of ITP patients with different levels of bleeding.
To identify factors that could affect platelet activity
in patients with ITP, we analyzed the relationships
between the parameters of their functional activity and
(1) the level of antiplatelet autoantibodies
(platelet-associated IgG, PA-IgG), (2) platelet size,
(3) RP content.

MATERIALS AND METHODS

HYV and ITP Patients

The study included 65 HV and 84 ITP patients,
which were observed in hematology clinics in Moscow,
mainly in the National Medical Research Center
of Hematology. ITP was diagnosed according
to international recommendations [2] using
the following criteria: (1) isolated thrombocytopenia

(platelet count <100x10°1), (2) the absence
of diseases causing secondary thrombocytopenia
(antiphospholipid  syndrome, systemic lupus

erythematosus, lymphoproliferative diseases, etc.).
Platelet-associated IgG (PA-IgG) and plasma
glycocalicin were measured in all patients with
thrombocytopenia. Patients without increased PA-IgG
(<200% of control values in HV), an indicator
of the presence of autoantibodies on the platelet surface,
and with a significant decrease in plasma glycocalicin
(<50% of control values in HV), an indicator
of impaired platelet production in the bone marrow,
were excluded from the study. Most patients had newly
diagnosed (<3 months, n=24) or persistent ITP
(3—12 months, n=47), and a minority had chronic ITP
(>12 months, n=13). At the time of the examination,
none of the patients received specific ITP therapy:
intravenous immunoglobulin, corticosteroids,
thrombopoietin receptor agonists (TPO), or other
treatment. Patients with newly diagnosed ITP were
examined before starting any therapy, and patients with
persistent and chronic ITP were examined while they
had not received therapy for at least one week (in most
cases after an ineffective course of corticosteroids).
The degree of bleeding was assessed using the scale

recommended by the International ITP Working Group
(grades 1-4) [26]. The assessment was performed
by a qualified hematologist based on the patient's history
and complaints (recent episodes of internal bleeding,
nosebleeds, gingival bleeding, post-traumatic bleeding,
menorrhagia in women, etc.), physical examination
(petychia, ecchymoses, hematomas, etc.) and blood tests
(red blood cell count and hemoglobin level).
ITP was initially diagnosed in hematology clinics,
and the diagnosis was then confirmed after
additional laboratory tests during the patient's visit
to Chazov National Medical Research Center
of Cardiology. The platelet count of the patients
included in the study was >150x10°1 and the patients
were not taking drugs that affect platelet function.

Blood Sampling

Blood from HV and ITP patients was collected
from the cubital vein in 5% EDTA or 3.8% sodium
citrate in a blood:anticoagulant ratio of 9:1 using
needles of at least 18 G (thinner needles and
vacutainers were not used to prevent possible platelet
activation). EDTA-anticoagulated blood was used
to count platelets, measure RP, platelet forward
scattering (FSC), and PA-IgG, and also to prepare
plasma samples for glycocalicin and TPO assays.
Sodium citrate-anticoagulated blood was used to assess
platelet activity.

Platelet Counting

Platelet counting was performed in an Abacus
Junior B hematology analyzer (Diatron Ltd., Austria).
The device was regularly calibrated using standard
blood samples.

Reticulated Platelets

Reticulated platelets (RP) were determined by their
residual nucleic acid content, assayed using thiazole
orange (TO) as a dye as described previously [25].
For samples without TO, 5 ul of whole blood
was mixed with 990 ul of the BD FACS Flow reagent
(BD Bioscience, USA), and 5 pl of CD42b-APC
(BD Biosciences). For samples with TO, 5 pul of whole
blood was mixed with 940 pl of the BD FACS Flow
reagent, 5 pl of CD42b-APC and 50 pl of TO solution
(10 pg/ml). Samples were incubated for 30 min at room
temperature, centrifuged at 2500 g for 3 min, and
the pellet was resuspended in 350 ul of the BD FACS
Flow reagent. The analysis was performed
ina BD FACSCanto II flow cytometer (BD Biosciences)
using BD FACS Diva software (BD Biosciences).
Platelets were detected (gated) according to their size
and staining with the specific marker CD42b-APC.
Platelets were considered positive for TO staining
when their fluorescence exceeded the fluorescence
of >99% of platelets in the sample without TO, and
the percentage of TO positive platelets was calculated,
i.e. RP in the total population (RP, %).
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Platelet Light Scattering

The average value of forward scattering
of platelets (FSC), characterizing the size of platelets,
was determined by flow cytometry in the same
sample as RP (see above) and expressed in arbitrary
units (a.u.).

Platelet-Associated IgG

Platelet-associated IgG (PA-IgG) was determined
using flow cytofluorimetry by binding of FITC-labeled
affinity-purified goat polyclonal antibodies against
human IgG (anti-IgGh-FITC) (IMTEK, Russia)
to platelets. Because of the low platelet count
in ITP patients, EDTA-anticoagulated blood was left
to stand for 30 min at room temperature for partial
sedimentation of erythrocytes, and the platelet-rich
supernatant was collected. Samples were diluted 1:5
with phosphate-buffered saline (150 mM NaCl,
10 mM Na,HPO,/NaH,PO,, pH 7.4) containing
5 mM EDTA and 2% BSA, and after addition
of 10 ug/ml CD42b-Alexa Fluor 647 (IMTEK) and
30 pg/ml anti-IgGh-FITC were incubated at 37°C
for 30 min in the dark. Samples (60 pl) were diluted
with 250 pl of the BD FACS Flow reagent and
analyzed on a BD FACSCanto II flow cytometer
using BD FACS Diva software. Platelets were
detected (gated) according to their size and
CD42b-Alexa Fluor 647 staining. The mean
fluorescence intensity (MFI) for anti-IgGh-FITC
binding was estimated in arbitrary units (a.u.) in each
ITP patient and compared with that in the control
group of HV. PA-IgG in patients was expressed
as a percent of HV control samples defined as 100%.
An example of PA-IgG determination is given
in the Supplementary Materials (Fig. S1).

Platelet Function

Platelet functional activity was assessed
by flow cytometry assay for platelet surface expression
of activation markers, activated GP IIb-IIla, and
the alpha granule membrane protein P-selectin,
by binding of PAC-1 and CD62P antibodies,
respectively, as described in detail previously [25].
Because of low platelet counts in ITP patients, sodium
citrate-anticoagulated blood was left to stand at room
temperature for 30 min for partial sedimentation
of erythrocytes, and platelet-rich supernatant
was collected. Samples were diluted with CaCl,-free
Tyrode/HEPES solution (137 mM NaCl, 2.7 mM KCl,
0.36 mM NaH,PO,, 0.1% dextrose, 5 mM HEPES,
pH 7.35, 1 mM MgCl,), containing 0.35% BSA.
For HV and ITP patients with platelet counts >50x10°/1,
a 1:5 dilution was used, and for ITP patients with
lower platelet counts, lower dilutions (up to 1:2)
were used. To 60 pl of the diluted blood samples,
3 pl of CD42b-APC and either 10 pl of PAC-1-FITC
(BD Biosciences), 5 pl of CD62P-FITC (IMTEK),
or 5 ul of mouse IgG-FITC (IMTEK) were added.
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The mouse IgG-FITC control was used to assess
nonspecific binding of the IgG anti-CD62P antibody
to platelets. However, this control was not used
for PAC-1 binding (an IgM antibody). Platelets were
either unactivated or activated with 10 uM TRAP
(thrombin receptor activating peptide, the SFLLRN
sequence), kindly provided by M.V. Ovchinnikov,
Chazov  National Medical Research Center
of Cardiology) or 20 uM or 2.5 uM ADP (AppliChem,
Germany). Samples with antibodies and agonists were
incubated for 15 min at 37°C in the dark, fixed with
an equal volume of 2% paraformaldehyde for 40 min
in the dark, diluted with 250 pl of the BD FACS Flow
reagent and analyzed in a BD FACSCanto II flow
cytometer using BD FACS Diva software. Platelets
were detected (gated) according to their size and
by CD42b-APC staining. MFI for PAC-1-FITC and
CD62P-FITC binding (in a.u.) and the percentage
of platelets positive for PAC-1 and CDG62P
(PAC-1+ and CD62P+) were determined. Platelets were
considered PAC-1+ and CD62P+ if their fluorescence
exceeded that of 95% of platelets in control samples
(non-activated platelets for PAC-1 and non-activated
platelets with mouse control IgG-FITC for CD62P).
Examples of PAC-1 and CD62P binding in HV and ITP
patients are shown in Figure 1.

Glycocalicin

Plasma glycocalicin levels were measured using
a home-developed ELISA protocol as described
previously [20, 27]. Plasma samples from several HV
were mixed, frozen in aliquots at -70°C, and used
as a standard plasma pool for the calibration curve.
Glycocalicin levels in patients and HV were expressed
as % of the glycocalicin content in the standard
plasma pool, which was defined as 100%.

Thrombopoietin

Plasma thrombopoietin (TPO) levels were
measured using the Quantikine® ELISA for human TPO
(R&D Systems, USA) according to the manufacturer's
recommendations.

Statistics
Statistical analysis was performed using
Statistica 12 software (Stat. Soft, USA).

Most of the variables did not follow normal distribution
(Shapiro-Wilk test) and, therefore, nonparametric
statistics were used to analyze the results. Variables
were presented as medians and 25-75 percentiles.
For comparison of groups, the following tests
were used: the Mann-Whitney test (for quantitative
variables), the Chi-square criterion (for qualitative
variables). For correlation analysis, the Spearman test
was used. Construction and analysis of ROC curves
were performed using the Med Calc 15.8 program
(MedCalc Software, USA).
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Figure 1. Platelet functional activity in HV and ITP patients (as indicated). Platelet binding of PAC-1-FITC antibody
against activated GP IIb-1lla (upper panel) and CD62P-FITC antibody against P-selectin (lower panel).
Flow cytometry, examples of the fluorescence histogram. Platelets were not activated (control without agonists (C)) or
activated by 10 uM TRAP (TRAP) or 20 uM ADP (ADP). MFI values and % of PAC-1+ or CD62P+ platelets
(in brackets) are shown.
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RESULTS
Characteristics of HV and ITP Patients

The main characteristics of HV and ITP patients,
given in Table 1, indicate no significant differences
between the groups in age and a men to women
ratio. The platelet count was significantly lower
in the ITP group compared to HV (medians of 29x10°%1
and 199x10%1, respectively). The platelet size (assessed
using the FSC index) and the percentage of RP (RP, %)
were significantly higher in the ITP group.
The PA-IgG level in ITP patients was 500% (median)
of the control level in the HV group (defined as 100%).
Plasma glycocalicin and TPO were approximately
the same in both groups.

A strong inverse correlation was found between
the platelet count and PA-IgG in ITP patients
(R = -0.605, p<0.001). The platelet size (FSC index)
and RP, % directly correlated with each other,
both in ITP patients and in HV (R = 0.578, p<0.001 and
R =0.605, p<0.001, respectively).

Functional Activity of Platelets in ITP Patients

Comparative analysis of functional activity
of platelets in ITP patients and HV was assessed using
flow cytometry by determining PAC-1-FITC antibody
binding to platelets (recognizing activated GP IIb-IIIa),
and CD62P-FITC antibody binding (recognizing
the membrane protein o-granules P-selectin).
MFI and the percentage of PAC-1+ and CD62P+
were assessed before and after platelet activation.
In HV and ITP patients, the low baseline levels
of PAC-1 and CD62P binding by unactivated
platelets (“without agonists”) did not differ.
However, activation of platelets from ITP patients
with TRAP and ADP resulted a significant decrease
of most PAC-1 and CD62P binding parameters (Fig. 2).
When platelets were activated with 10 pM TRAP,
the reduction was more pronounced for PAC-1 than
for CD62P: both PAC-1 MFI and PAC-1+, % reduced
by about 30-40%, while CD62P MFI remained
unchanged and CD62P+, % was lower by only 8%.
When platelets were activated with ADP (used at both

Table 1. The main characteristics of HV and ITP patients

concentrations) the reduction was almost the same
(about 20%) for all parameters, except for PAC-1+, %
for 2.5 uM ADP (39%).

In ITP patients all the parameters of agonist-induced
PAC-1 binding (MFI and PAC-1+, % for all agonists)
were inversely correlated with PA-IgG levels
(R from -0.302 to -0.446) (Table 2). However,
for CD62P binding, a significant correlation was found
only for CD62P+, % at platelet activation with
10 uM TRAP (R =-0.389) (Table 2).

In accordance with our earlier results [25], in HV,
most MFI values for PAC-1 and CD62 binding directly
correlated with the platelet size (FSC index) and RP, %
(Table 3). However, in ITP patients, significant
correlations were found only for CD62P MFI during
platelet activation with 10 uM TRAP.

ITP Patients with Different Bleeding Levels

We have compared ITP patients with no bleeding
and low bleeding levels corresponding to grades 0/1
of the bleeding assessment scale (group 0/1) and
patients with more severe bleeding corresponding
to grades 2/3 (group 2/3) (our group did not include
patients with the most dangerous bleeding
corresponding to grade 4). These groups did not differ
in age and the men to women ratio. There were
no differences in the levels of glycocalicin and TPO
and the platelet size (FSC index) (TPO and FSC were
slightly higher in the group 2/3, but the differences
were not statistically significant). In the group 2/3,
the platelet count was lower (by 34%), and
PA-IgG and RP, % were higher (by 55% and 59%,
respectively) compared with the group 0/1 (Table 4).

Several indices of the platelet functional activity
were reduced in the group 2/3 (Fig. 3). These
differences were more pronounced for PAC-1 binding.
Significant differences were found for PAC-1 MFI
after platelet activation with 10 pM TRAP and
20 uM ADP (20% decrease in both cases) and
for the initial level without agonists (21% decrease) and
in the case of PAC-1+, % after platelet activation with
10 uM TRAP (24% decrease). However, no differences

HYV (n=65) ITP patients (n=84)
Age 57 (48-66) 52 (37-61)
Gender, m/f 27/38 32/52
Platelets, x10%1 199 (168-243) 29 (19-46)***
FSC, a.u. 19696 (16747-23406) 30760 (25585-39673)***
RP, % 11,4 (8.5-15.4) 16.5 (10.2-21.1)**

PA-IgG, % of control'

100 (88-115)

500 (370-820)***

Glycocalicin, % of control®

100 (68—120)

75 (60-100)

TPO, ng/ml

0.86 (0.36-2.34)

1.16 (0.56-3.36)

1 — Patients with PA-IgG < 200% of control values in HV were not included in the study. 2 — Patients with glycocalicin
<50% of control values in HV were not included in the study. Data represent medians (and 25-75 percentiles).

**p<0.01, ***p<0.001 — significance of differences from HV.
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Figure 2. Platelet functional activity in HV and ITP patients (as indicated). Display of activated GP IIb-IIla
(PAC-1 antibody binding, upper panel) and P-selectin (CD62P antibody binding, lower panel). Platelets were
not activated (“no agonist”) or activated by 10 uM TRAP, 20 uM ADP, and 2.5 uM ADP. Medians, 25-75%, 5-95%,
and individual values above and below 5-95% are shown for PAC-1 MFI (a.u.), PAC+, %, and CD62 MFI (a.u.),
and CD62P+, %. p — significance of differences between HV and ITP patients, n.s. — not significant.
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Figure 3. Platelet functional activity in ITP patients with different bleeding grades — groups 0/1 and 2/3. Exposure
to activated GP IIb-IITa (PAC-1 antibody binding, upper panel) and P-selectin (CD62P antibody binding, lower panel).
Platelets were not activated (“no agonist”) or activated by 10 uM TRAP, 20 uM ADP, and 2.5 uM ADP (as indicated).
Medians, 25-75%, 5-95%, and individual values above and below 5-95% are shown for PAC-1 MFI (a.u.), PAC+, %,
and CD62 MFI (a.u.), and CD62P+, %. p — significance of differences between groups 0/1 and 2/3, n.s. —not significant.
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Table 2. Correlations of platelet functional activity parameters and PA-IgG in ITP patients

PAC-1/PA-IgG binding
PAC-1 MFI, a.u.. PAC-1+, %
Without agonists -0.127 —
10 uM TRAP -0.445%** -0.373%**
20 uM ADP -0.426%** -0.302%*
2.5 uM ADP -0.442%** -0.380%**
CD62P/PA-IgG binding
CD62P MFI, a.u.. CD62P+, %
Without agonists 0.181 0.080
10 uM TRAP 0.018 -0.389%**
20 uM ADP -0.020 -0.202
2.5 uM ADP 0.020 -0.191

Data represent correlation coefficients. **p<0.01, ***p<0.001 — significance of correlations.

Table 3. Correlations of platelet functional activity parameters, FSC, and RP, % in HV and ITP patients

HV ITP HV ITP
PAC-1, MFI/FSC PAC-1, MFI/RP
Without agonists 0.194 0.288* 0.431*** -0.016
10 uM TRAP 0.311* 0.185 0.386** 0.069
20 uM ADP 0.376** 0.012 0.465%** -0.085
2.5 uM ADP 0.291* 0.052 0.376** -0.062
CD62P, MFI/FSC CD62P, MFI/RP
Without agonists 0.151 0.284* 0.012 0.239
10 uM TRAP 0.464%%* 0.599%*x* 0.495%** 0.446%**
20 uM ADP 0.450%%** 0.141 0.507*** 0.029
2.5 uM ADP 0.452%%%* 0.193 0.536%** 0.099

Data represent correlation coefficients. **p<0.01, ***p<0.001 — significance of correlations.

Table 4. The main characteristics of ITP patients with different levels (grades) of bleeding

Bleeding grade 0/1 (n=34)

Bleeding grade 2/3 (n=50)

Age 51 (36-62) 53 (39-60)
Gender, m/f 14/20 18/32

Platelets, x10%/1 38 (23-48) 25 (14-38)**

FSC, a.u. 29970 (25219-35543) 32883 (26524-44038)
RP, % 11.3 (7.9-18.8) 18 (13.1-23.0)**

PA-IgG, % of control

400 (340-570)

620 (410-850)**

Glycocalicin, % of control 75 (60-110)

73 (60-95)

TPO, ng/ml

0.95 (0.51-2.93)

1.21 (0.62-3.41)

Data represent medians (and 25-75 percentiles). **p<0.01, ***p<0.001 — significance of differences from group 0/1.

were found for CD62P MFI after platelet activation
with either agonist or for the basal level without
agonists, and only a small, albeit statistically significant,
decrease was found for CD62P+, % when platelets
were activated with 10 uM TRAP and 20 uM ADP
(11% and 16%, respectively).

We have performed ROC analysis for potential
markers of severe bleeding by using the parameters
with the highest difference between groups 0/1 and 2/3:
platelet count, PA-IgG, RP, % and PAC-1+, %

after platelet activation with 10 uM TRAP
(other parameters of platelet activity were reduced
to a lesser extent in the group 2/3). Optimal cut-off
values were calculated for all markers and all models
were statistically significant with areas under the curve
from 0.668 to 0.697. Specificity of all markers
was quite high: more than 80% (low false-positive rate),
but sensitivity was insufficient, from 42% to 56%
(high false-negative rate) (Table 5; ROC curves,
Figure S2 in Supplementary Materials).
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Table 5. ROC-analysis of bleeding markets. Comparisons of groups of ITP patients with bleeding grades 0/1 and 2/3

Marker Threshold value AUC Sensitivity Specificity
Platelets, x10%1 <20x10°/1 0.673** 42% 85%
PA-IgG, % of control >610% 0.697*** 50% 82%
RP, % >19% 0.668%* 45% 85%
PAC-1+, % (10 uM TRAP) <44% 0.681%* 56% 81%
AUC - areas under the curve. ¥**p<0.01, ***p<0.001 — significance of the model.
DISCUSSION that they can interfere with PAC-1 binding

In this study, we have assessed the functional
activity of platelets in ITP patients in comparison
with HV. Using flow cytometry, we determined
the exposure of two activation markers on the platelet
surface, the activated form of the fibrinogen receptor,
GP IIb-Illa, and the alpha granule membrane protein,
P-selectin, by measuring binding of fluorescently labeled
antibodies against PAC-1 and CD62P, respectively.
Binding of both antibodies, slightly reduced
in ITP patients, is consistent with some of the results
obtained in separate studies, also indicating a decrease
in the functional activity of platelets in ITP patients,
determined using flow cytometry [10, 11]. However,
in other studies, an increase in activation parameters
was registered [12, 13] or differently directed results
were obtained: a simultaneous decrease and increase
in activation parameters depending on the platelet
agonist used [14, 15]. These discrepancies can be partly
explained by differences in the inclusion criteria
for patients with ITP. Unlike other authors,
we did not include in the study patients without
an increase in PA-Ig (i.e. without a proven autoimmune
component in the development of thrombocytopenia)
and with a significant decrease in plasma glycocalicin
(i.e. with signs of hypoproductive thrombocytopenia).
Another reason for the inconsistency of the results
obtained may be the differences in the analyzed
groups: in some studies, patients were examined
exclusively with a chronic course of the disease [12]
or pediatric patients [13]. Some authors have
found an increase in the level of basal platelet
activation (without addition of exogenous agonists)
in ITP patients [11, 13, 15, 16]. However, like some
other authors [6, 12], we did not observe such
an increase, possibly due to precautions taken
to reduce platelet activation during blood sampling
(e.g. not using thin needles and vacutainers).

PAC-1 antibody binding to platelets in ITP-patients
negatively correlated with the content of PA-IgG,
characterizing the total level of antiplatelet
autoantibodies on the platelet surface. An inverse
correlation was observed for both parameters
of PAC-1 binding (MFI and PAC-1+, %) during
platelet activation by all agonists used. Since
antiplatelet autoantibodies are most often directed
against GP IIb-Illa [1-3], it can be assumed
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to its activation-dependent epitope in GP IIb-Illa.
It is known that the PAC-1 antibody recognizes
an epitope within or close to the fibrinogen binding site
exposed during platelet activation. This suggests
that some autoantibodies that inhibit its binding
can also suppress the activity of GP Ilb-Illa
in relation to the binding of fibrinogen, its physiological
ligand. However, PAC-1 is an IgM antibody and,
due to its large size, PAC-1 binding may be impaired
not only by autoantibodies to its specific epitope
but also by epitopes located at some distance
that do not necessarily inhibit fibrinogen binding and
subsequent platelet aggregation. This issue requires
clarification, perhaps by testing fibrinogen interactions
directly with ITP patient platelets. The reduction
in CDG62P antibody binding cannot be directly
explained by autoantibodies, which are rarely directed
against P-selectin [28]. In contrast to PAC-1 a negative
correlation between CD62P and PA-IgG binding
was found only for CD62+, % after platelet activation
with 10 uM TRAP.

We have previously demonstrated that in healthy
individuals, MFI values for PAC-1 and CD62 antibody
binding correlated with platelet size and PT, % [25]
and confirmed the results previously obtained
in the present study. In accordance with numerous
previously obtained data [17-24], we have also
observed a significant increase in the platelet size
(FSC index) and RP, % in ITP patients. However,
these changes were not accompanied by an increase
in PAC-1 MFI or CD62P MFI. Moreover, these
parameters were slightly reduced in ITP patients and
did not correlate with FSC and RP, %. These results
indicate that the exposure of platelet activation
markers in TP is influenced not by the platelet size and
RP content, but also by other factors, one of which
may be autoantibodies interacting with platelet antigens
and, in particular, with GP IIb-IIIa.

The observed decrease in the levels of activated
GP IIb-Illa and P-selectin expression on the platelet
surface in ITP patients cannot be explained
by a decrease in the total content of these proteins.
Platelets in ITP patients are “younger” (increased
proportion of RP) and larger than in HV. It is known
that “young” and large platelets are characterized
by an increased content of platelet surface receptors and
intracellular granules (the source of P-selectin) [29].
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In the present study, using CD42b antibodies
against GP Ib as a marker for “gating” platelets
in whole blood, we observed an increase, rather than
a decrease, in the content of this receptor in ITP patients
(data not shown). We also did not observe a decrease
in maximum P-selectin expression levels (CD62P, MFI)
in ITP patients when platelets were activated with
10 uM TRAP, a potent agonist, stimulating almost total
(100%) granule release and P-selectin translocation
to the platelet surface.

ITP patients with more severe hemorrhagic
complications (group 2/3 vs. group 0/1 according
to the bleeding assessment scale score) were
characterized by lower platelet counts, higher
PA-IgG and RP, % values, and a decrease in some
parameters of platelet activation. In ROC analysis, these
markers demonstrated high specificity but insufficient
sensitivity. In other words, we observed a large number
of false negative results when, contrary to the proposed
models, the platelet count and PAC-1+, % (the activation
index that changes the most) were higher, and
PA-IgG and PT, % were below the threshold
values in patients with severe bleeding (group 2/3).
The fact that some patients develop hemorrhagic
syndrome with a relatively high platelet count
(in some cases >50x10%1) and unchanged platelet
activity indicates that we still do not know all the factors
that determine the severity of bleeding in ITP.

Exclusion of ITP patients with the most
dangerous bleeding (grade 4 on the bleeding scale),
who required emergency hospitalization and immediate
intensive treatment was a limitation of our study.
This was due to the fact that all types of ITP-specific
therapy (intravenous immunoglobulin, corticosteroids,
TPO receptor agonists, etc.) could affect the studied
platelet characteristics, including their size, RP content,
and functional activity.

CONCLUSIONS

The data obtained indicate a decrease
in the functional activity of platelets in ITP patients
(decreased exposure of activation markers on their
surface: activated GP Ilb-Illa and alpha-granule
membrane protein P-selectin), and this decrease
was more pronounced in patients with severe bleeding.
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OYHKIIMOHAJIBHAA AKTUBHOCTBb TPOMBOIIUTOB
Y HAIIMEHTOB C UMMMYHHOM TPOMBOIIMTONNEHUENA

B.B. booposa'*, C.I. Xacnekosa', O.H. Lllycmosa', H.B. Ileemaesa’, A.B. Ma3ypoé’

"HanmoHanbHBINR MEAUIIMHCKUA HCCIEN0BATENLCKUN IEHTP KapAuoJoruu uMeHn akagemuka E.W. Yazosa,
121552, Mockea, yi1. Akagemuka Yaszoea, 15a; *ai1. moura: malysheva-valeri@mail.ru
*HarroHanpHbINH METUIIMHCKUN UCCIIEIOBATENLCKUI IIEHTP reMaToJIOTHH,

125167, Mocksa, HoBslii 3pik0BCKU# MTpoe3, 4

Nmmynnas tpomOonmronenus (UTII) — omHa W3 9acTBIX NPHYWH CHIDKCHHS 4YHCIA TPOMOOIHTOB.
KpoBoTeueHust ABISAIOTCS OCHOBHBIM KiIWHHYEeCKHM cuMmnTomoM WTII, ux TsKecTh KOppelupyeT ¢ TIIyOMHOM
TPOMOOLIUTONIEHUH, HO MOXXET 3aBHCETh M OT W3MEHEHUH (YHKIMOHAIbHONH aKTUBHOCTH TPOMOOIMTOB.
MBI cpaBHIIM aKTHBHOCTH TPOMOOIIMTOB Y 310pOBBIX goOpoBonbieB (3/1) u nauuentoB ¢ UTII, a taxke B rpymnmax
nanuentoB ¢ UTII ¢ pa3HbiM ypoBHeM KpoBoTeueHHi. B uccienoBanue Obin BrimoueHs! 65 311 u 84 nanmenra ¢ UTII.
AKTHBHOCTh TPOMOOIIMTOB OLICHHWBAJIM C IOMOLIBIO ITPOTOYHON IHUTO(IyopuMeTpur. TpOoMOOLUTEl aKTHBHPOBAIN
MeNTUI0M, aKTHBUpylomuM penentop TpomOmHa (TRAP), mwmm ADP w omnpenemsinu SKCIIOHHPOBAHHE
HAa WX MOBEPXHOCTH MapKepOB AaKTHBALWH, aKkTUBHUpoBaHHOW (opmbl mmukomporemHa (I['1I) IIb-Illa u Gemnka
MeMmOpan anb(da-rpanyn P-cenextuna, wusmepsis cBsspiBaHue aHTuTedl PAC-1 uw CD62P CcOOTBETCTBEHHO.
Tpombornmt-accoruupoBannble 1gG (TA-IgG, mokaszarenb ypoBHS aHTHTPOMOOIMTAPHBIX ayTOAHTHTEIN), MPOLIEHT
“MostofibIX” peTUKyIsIpHBIX TpoMOonuToB (PT, %) m cBeTopaccesHue TpoMOOLMTOB (IOKa3aresib HMX pa3Mepa)
TaKXe OLIEHMBAJIM C IIOMOLIBIO IPOTOYHOM 1uTodyopumerpun. CessbiBanue ¢ Tpombonuramu PAC-1 u B MeHbIIei
creiern CD62P Obuto Hike y mamuertoB ¢ UTIL, gem y 3. V mammentoB ¢ UTII cesseBarne PAC-1 obparHO
KoppemmpoBano ¢ copepxkanueMm TA-IgG. B ormmmume ot 31, y manmentoB ¢ UTII cesseiBanme PAC-1 u CD62P
HE KOPpEIUpOBaJ0 HampsMyio ¢ pasMepoMm TpombouutoB u PT, %. YV mammentoB ¢ UTII ¢ Tsoxénpimu
KPOBOTEUCHHUSIMH KOJIMYESCTBO TPOMOOIIMTOB OBLTO HIDKE, ObUTO CHIDKEHO cBsisbiBaHue PAC-1 u CD62P 1 moBBIIICHBI
ypoBHu TA-IgG u PT, %. Takum obOpasom, y manmenToB ¢ WUTII ObIIO 3aperucTpupoOBaHO CHUKCHHUE COACPIKAHUS
Ha TIOBEPXHOCTH TPOMOOLMTOB MapKepOB aKTHBAIMH, KOTOpoe ObLIIO B OONBLIEH CTENEHH BHIPAKEHO Y INAIMEHTOB
¢ TOKETBIMH KpoBOTeueHMsIMH. llpenmomaraercsi, 9T0 NMPUYMHOW 3TOTO CHIDKCHHS MOXKET OBITH BO3JCHCTBHE
aytoanturen (TA-IgG) Ha TpombomuTh! 1, B yactHocTH, Ha ['TI IIb-111a.
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