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ABSTRACT

Idiopathic thrombocytopenic purpura (ITP) is a primary autoimmune disorder with a decreased platelet count due to the
platelet destruction mediated mainly by the platelet antibodies. Although the disease has been well defined, the exact
pathogenetic mechanisms, including the mechanisms of thrombocytopenia and the role of steroids in the treatment have
been still far from complete elucidation. The aim of this study was to evaluate the plasma concentrations of thrombopioetin
(TPO), interleukin 11(IL-11) and soluble P-selectin (sP-selectin) at diagnosis, and post-steroid recovery period of Idiopathic
thrombocytopenic purpura (ITP) which has been a primary autoimmune disorder with a decreased platelet count. This was
an analytical cross sectional study which was carried out on thirty children with ITP. All patients and controls were
subjected to medical history, Physical examination, Laboratory investigations and biochemical markers assays including
TPO, IL-11 and sP-selectin, and their concentrations were evaluated in children with ITP at diagnosis and after 3 weeks of
the conventional steroid treatment. There was a significant increase in mean plasma levels of TPO, sP-selectin and IL-11 at
diagnosis of patients as compared to the control group (p<0.001, p<0.001 and p<0.0001 respectively). However, there was
a significant decrease in their mean plasma levels following steroid treatment as compared to their levels before the
treatment (p<<0.001, p<0.001 and p<0.0001 respectively). There was a significant difference between mean levels of sP-
selectin post treatment as compared to the control. Determining the status and kinetics of TPO, IL-11, and sP-selectin, in
ITP was helpful for understanding the pathophysiology of the disease.
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INTRODUCTION

Idiopathic immune thrombocytopenic purpura (ITP) is a primary autoimmune disease with a diminished platelet
count caused by the platelet destruction mediated mainly by the antibodies against it [1], and it has been possi-
bly associated with ineffective megakaryocytopoiesis/thrombopoiesis [2]. ldiopathic thrombocytopenic

purpura (ITP), characterized by a decrease of the peripheral platelet count (<100x109/L) has been
resulted from the platelet destruction with an increased risk of mucocutaneous bleeding [3].
Thrombopoietin (TPO) is the primary regulator of the platelet production, supporting the survival, proliferation
and differentiation of the platelet precursors, and bone marrow megakaryocytes [4]. TPO levels are 10-fold
elevated in patients with aplastic anemia (median = 1002 pg/ml, range: 37-161,538 pg/mL) but are virtually
normal (median = 64 pg/mL, range: 22-256 pg/mL) in patients with ITP (median = 98 pg/mL, range: 17-313
pg/mL). In the ITP patients, the platelets are still being made at an approximately normal rate (see below), but
are being cleared at an increased rate. Despite their shortened survival, the platelets can still bind and clear TPO
at a normal rate, and TPO levels would not significantly increase [5]. P-selectin is stored in c-granules of
platelets and in the Weibel-Palade bodies of endothelial cells; it is expressed on their surface after the activation,
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and shed into the plasma in the soluble form. P-selectin plays an important role in thrombosis and prothrombotic
states [6]. IL-11 is a critical modulator of megakaryocyte maturation. Clinically, recombinant human IL-11 has
been used to treat thrombocytopenia [7]. The aim of this study was to evaluate thrombopoietin, interleukin-11
and soluble P-selectin as biomarkers in children with idiopathic thrombocytopenic purpura using post-steroid
therapy.

MATERIAL AND METHODS:

This was an analytical cross section study which was carried out on thirty children with ITP, their ages ranging
from 1 - 14, and they were under the conventional steroid therapy (2mg/kg/24hs), for 3 weeks, and then the
treatment was stopped. Those patients were recruited from Pediatrics hospital in Khartoum state, Sudan. In
addition, 30 apparently healthy children were included in this study as a control group. An informed written
consent was obtained from the parents of the children participants, and an ethical permission was obtained from
Karary University ethical committee.

The diagnosis of ITP was based on the following criteria: Isolated true thrombocytopenia (platelets count of <50

x109/Lwith normal red and white blood cell indices) without any other underlying disease, the presence of
clinical signs and symptoms of spontaneous bleeding, no history of recent infection, drugs or agents known to
cause thrombocytopenia, the absence of splenomegaly, and the normal megakaryocytes in bone marrow [8].

The following patients were excluded: patients who had exposed to platelet-depleting medication (including
phenytoin, valproic acid, sulfonamide antibiotics, the presence of a specified condition that may account for
thrombocytopenia); patients with Down’s syndrome, radial aplasia thrombo-cytopenia syndrome, or congenital
heart disease; and patients with splenomegaly, hepatomegaly, adenopathy, and severe pallor.

All the enrolled participants were subjected to medical history for being focused on, and excluding factors that
suggest another disease in which thrombocytopenia is a complication; and also, the participants were subjected
to physical examination and laboratory investigations including complete blood cell count and peripheral blood
smear.

In addition, biochemical markers assays including TPO, IL-11 and sP-selectin concentrations were evaluated in
ITP children at diagnosis and after 3 weeks of the steroid treatment; the assays were done in the control group as
well.

A 5 ml sample of venous blood was collected from both patients (at diagnosis and post steroid treatment) and
control group by venipuncture under completely aseptic conditions. The samples were collected in 3.8%
trisodium citrate (1: 9 dilution-containing tubes), then centrifuged at 3000g for 20 minutes. The plasma was
divided into aliquots using a sterile plastic transfer pipette and frozen in -80 until being used.

Plasma TPO was determined by using a thrombopoietin Human ELISA Kit, supplied by Quantikine, USA &
Canada | R&D Systems, Inc., (Cat# : DTP0OOB) [9].

Plasma IL-11 was determined by using IL-11 Human ELISA Kit, supplied by Quantikine, USA& Canada |
R&D Systems, Inc., (Cat#: D1100) according to the method [10]. Plasma sP-selectin was determined by using
sP-selectin Human ELISA Kit, supplied by (Bender Medsystems, Vienna, Austria) [9].

Statistical Analysis

The data were performed using SPSS statistical packagel7, and were expressed as mean #SD for the
quantitative characteristics and the number and percentage for the qualitative characteristics. The Mann-
Whitney U test or unpaired Student's t test were used to compare the data at diagnosis between ITP patients and
controls. The comparison between the basal (at diagnosis) data versus the post-steroid recovery data was done
by Wicoxon's test. The correlation between the study parameters was done by Pearson's linear correlation.
P < 0.05 was considered statistically significant.

RESULTS:

The demographic data have been shown in table 1. Hematologic laboratory data of the study groups at baseline
diagnosis have been shown in table 2. There was a significant increase in the mean plasma levels of TPO, sP-
selectin and IL-11 at the stage of diagnosis of patients as compared to the control group (p<0.001, p<0.001 and
p<0.0001 respectively). However, there was a significant decrease in their mean plasma levels following steroid
treatment as compared to their levels before the treatment (p<0.001, p<0.001 and p<0.0001respectively) as
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shown in tables 3, also table 3 shows no significant differences in mean levels of platelet count, TPO, and IL-11
(post steroid treatment) as compared to the controls. On the other hand, there was a significant difference
between the mean levels of sP-selectin post treatment as compared to the controls. The results of TPO and sP-
selectin levels revealed significant negative correlations between their plasma levels and platelet count at
baseline (r = -0.632, P<001; r = - 0.715, P<0.001 respectively), and also a significant negative correlation was
detected between their plasma levels and platelet count post steroid treatment (r = - 0.607, P<0.001; r = - 0.715,
P<0.001 respectively). Throughout the study, there were no correlations between IL-11 levels and platelet
count. Also, there were no correlations between sP-selectin and IL-11 or TPO.

Table 1: Demographic and clinical data of the study groups at baseline diagnosis

Demographic and clinical data ITP Group (n =30) | Control Group (n = 30)
Sex:
Males 8 (26.7%) 10 (33.3%)
Females 22 (73.3%) 20 (66.7%)
Age (years):
Mean * SD 6.4+1.5 8.1+2.6
The mean duration of
illness (days): -
Mean = SD 25.5+6.3
Presenting symptoms:
Skin bleeding 12 (40%)
(petechiae and/or bruising)
Purpuric rash 10 (33.33%) )
Mucosal bleeding
(nose, mouth, rectum) 8 (26.67%)
Acute illness within 6 weeks before initial diagnosis 21 (70%) -

n — number, SD — standard deviation

Table 2: Hematological data of the study groups at baseline diagnosis

ITP Group Control Group
Hematological data Mean + SD Mean + SD
(n=30) (n=30)
Hemoglobin level (gm/L) 11.43+£0.9 122+19
Red blood cell count (1012/L) 4.24+0.1 4.55 +0.07
White blood cell count (x109/L) 7.19%£3.0 7.39 + 3.66
Neutrophils (%) 38.2 £12.1 455+ 12.6
Lymphocytes (%) 37.3+122 35.27 £11.33
Monocytes (%) 4.1+0.22 4.5+ 0.65
Esinophils (%) 2.8+0.02 2.5+ 0.07
Basophile (%) 1.01+£0.01 1.03+0.04
Platelet count (x109/L) 22.65+ 13.12 284.15+ 69.5**
Bleeding time (minutes) 11.7+14 4.7 +£1.3**
*p value (>0.05). **p value (0.001), SD — standard deviation

Table 3: The mean of plasma levels of platelets count, TPO, IL-11, and sP-selectin in ITP group before and
after the steroid treatment compared with the controls

ITP Group at base

ITP Group post

Significance of difference

Control group . . P value
. -~ line steroid treatment
Variables (n(-SO) (n=30) (n=30) I I T
(D) (1 VS VS VS
I 1T 1
Platelets count (x10%/L)| 284.15+69.5 |  22.65+13.12 227.7+180.17 | p<0.0001 | NS | p<0.0001
Thrombopoietin | 5, 5, 2807 | 194543262 22.13+24.01 p<0.001 NS | p<0.001
Concentrations (pg/ml)
Interleukin (IL-11) | 5 65 4 4 9 230+112.2 279+11.3 | p<0.0001 | NS | p<0.0001
concentrations (pg/ml)
sP-selectin 165.51+21.38 |  460.02+30.06 249.42+44.17 | p<0.001 | p<0.0001 | p<0.001

concentrations (ng/ml)

ITP - Idiopathic thrombocytopenic purpura , n — number, pg — picogam, ng — nanogram, NS - non-significant, p value
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| (>0.05) significant, p value (>0.001) highly significant, \VS= versus. |

DISCUSSION AND CONLUSION:

Childhood idiopathic immune thrombocytopenic purpura (ITP) is a hemorrhagic disorder characterized by the
low platelet counts, spontaneous bruising, purpuric or petechial rash, and mucosal bleeding. It occurs at a rate of
2 to 5 cases per 100000 person- in healthy children younger than 15 years. Between 70% and 80% of the cases
are acute, and spontaneously resolve within 6 months of the presentation. The remaining 20% to 30% of the
cases have been classified as chronic ITP, which has been formally defined as having low platelet counts for >6
months after diagnosis. The most serious complication of ITP has been intracranial hemorrhage, which occurs in
<0.5% of the cases [11].

The present study included thirty children with ITP who received conventional steroid therapy. The mean age of
the ITP patients was 6.4+1.5 years. This agreed with Kuhne et al [12] who reported that childhood ITP is
typically an acute, self-limited illness and mostly affects the children who are young (peak age 5 years) and in
previous good health. There has been an equal incidence of ITP in both males and females in the 1-to 7-years-
old age group in acute ITP of childhood. These features have been distinctly different from the adult form of the
disease, which has been more likely to be chronic, with a much greater incidence in females [13].

In the present study, female ITP children were more than males (73.3% versus 26.7%, respectively). However,
this was not statistically significant when compared to the female/male ratio in the control group. These results
were in disagreement with previous studies on the natural history of childhood ITP [14] which demonstrated
that chronic ITP tends to occur with the equal frequency in boys and girls, although one study found
significantly more chronic cases among girls aged 6 to 14 years [15].

In the current study, the mean plasma levels of TPO were significantly higher in ITP group before the treatment
as compared to the control group. However, platelets count showed a significant decrease in this group as
compared to the control. After steroid treatment, the mean plasma levels of TPO showed a significant decrease,
but platelet count was significantly increased as compared to ITP group before the treatment, this was possibly
due to a reduction in megakaryocyte mass, increased platelets mass and/or TPO sensitivity and accordingly to a
decrease of megakaryocyte-related TPO catabolism.

However, these results disagreed with those who found that basal TPO concentrations slightly elevated, and no
significant change was observed after the platelet recovery, in [16]. TPO was bound and internalized by
platelets, it was destroyed together with the platelets at an accelerated rate in the macrophage system, because
the spleen acted as a TPO sink [17]. The current study was conducted in children, and the maturity of the
spleen in children was slightly different from adults, so the result made sense. In addition to that, this was the
first study which was conducted among Sudanese (mixed between Arabs and Africans) population, thus the
diverse ethnic groups might play a major role, that is why the findings of this study conflicted with the previous
studies.

In the present study, there was a significant negative correlation between the mean plasma of TPO and the
platelet count at the baseline (before treatment) and also the post steroid treatment.

A lot of previous studies have investigated TPO and other megakaryocytopoietic cytokines in ITP to understand
the pathogenesis of the disease and the role of the cytokines in megakaryocytopoiesis [18], however the results
were controversial, slightly elevated, normal, and even low values of TPO have been reported in patients with
ITP [16].

In the present study, baseline IL-11 concentration was significantly higher in the ITP children than in the
controls suggesting a compensatory purpose. This was consistent with many studies that found similar results
such as Wada et al [19] Chang et al [20] Nomura et al [21], and Haznedaroglu et al [22].

Following the steroid treatment, IL-11 concentration in ITP patients was significantly decreased. Throughout
the study, there were no correlations between IL-11 levels and platelets count.

Consistent with the results of this study, Cremer et al [23] found IL-11 concentrations to be decreased in pa-
tients with ITP after the intravenous immunoglobulin treatment. They also found no correlation between the
platelet counts and the IL-11 levels. Normal levels of IL-11 were found by the other investigators who studied
the patients who had undergone bone marrow transplantation or myelosuppressive chemotherapy [24]. The
results of this study were in agreement with Chang et al [20], who found that IL-11 levels in children with acute
ITP were significantly increased at diagnosis. Following the treatment with intravenous gamma globulin or
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steroids, the platelet counts returned to the normal, but the circulating IL-11 levels remained elevated for 6
months after diagnosis. In contrast to the present study, Chang et al. [20] demonstrated a significant correlation
between IL-11 levels and platelet counts in patients who had undergone myeloablative therapy and subsequent
bone marrow transplantation. The elevated levels of IL-11 could also be related to non-hematological responses,
such as febrile reactions or acute-phase reactions [25].

In the present study, baseline sP-selectin concentration was significantly higher in the ITP children than in the
controls. Following the steroid treatment, sP-selectin concentration in ITP patients was significantly decreased.
Throughout the study, a significant negative correlation was observed between sP-selectin levels and platelets
count. Following the treatment, also a significant negative correlation was observed between post steroid sP-
selectin levels and platelets count, and no correlations were found between sP-selectin and 1L-11 or TPO.

These results were in agreement with the previous studies [22]. These results suggested that the residual
platelets were activated in ITP, which offered a relatively benign clinical course compared to the other
thrombocytopenias. Olcay et al. [26] evaluated TPO, soluble P-selectin, soluble P-selectin per platelet in
children with ITP before the treatment in 16 acute and 22 chronic cases, and after the treatment in 10 acute and
chronic cases who received mega-dose methylprednisolone. The post treatment TPO declined, but the soluble P-
selectin and platelet count increased.

Considering the results of this study, it could be concluded that determining the status and kinetics of TPO, IL-
11, and sP-selectin, which were involved in platelet production and function during the clinical course of ITP,
might be helpful for the treatment and understanding the pathophysiology of the disease.

Author’s Disclosures of Potential Conflicts of Interest;

No potential conflicts of interest relevant to this article were reported.

REFERENCES

1. XieJ, Cui D, Liu Y, JinJ, Tong H, Wang L, Ruan G, Lu Y and Yuan H. Changes in Follicular Helper T
Cells in Idiopathic Thrombocytopenic Purpura Patients. Int J BiolSci 2015;11:220-229.

2. Karpalkin S. Immune (idiopathic) thrombocytopenic purpura. Lancet. 1997; 349:1531-1536.

3. Kuwana M. Helicobacter pylori-associated immune thrombocytopenia: clinical features and pathogenic
mechanisms. World J Gastroenterol 2014; 20: 714-23.

4. Kuter DJ. Thrombopoietin and thrombopoietinmimetics in the treatment of thrombocytopenia. Annu Rev
Med 2009; 60:193-206.

5. Kuter DJ, and Gernsheimer TB. Thrombopoietin and Platelet Production in Chronic Immune
Thrombocytopenia. Hematol Oncol Clin North Am. 2009; 23(6): 1193-1211.

6. Polgar J, Matuskova J and Wagner DD. The P-selectin, tissue factor, coagulation triad. J Thromb
Haemost 2005; 3:1590-96.

7. Wan B, Zhang H, Fu H, Chen Y, Yang, Yin J, Wan Y, Shi Y. Recombinant human interleukin-11 (IL-
11) is a protective factor in severe sepsis with thrombocytopenia: A case-control study. Cytokine
2015;76:138-143.

8. France EK, Glanz J, Xu S, Hambidge S, Yamasaki K, Black SB, Marcy M, Mullooly JP, Jackson LA,
Nordin J, Belongia EA, Hohman K, Chen RT and Davis R. Risk of Immune Thrombocytopenic Purpura
After Measles-Mumps-Rubella Immunization in Children. Pediatrics 2008; 121; 687-92.

9. Bartley TD, Bogenberger J, Hunt P et al. Identification and cloning of a megakaryocyte growth and
development factor that is a ligand for the cytokine receptor Mpl. Cell 1994; 77:1117-1124.

10. Hamburger SA and Mc Ever RP. GMP-140 mediates adhesion of stimulated platelets to neutrophils.
Blood 1990; 75:550-4.

11. Glanz J, France E, Xu S, Hayes T and Hambidge S.A Population-Based, Multisite Cohort Study of the
Predictors of Chronic Idiopathic Thrombocytopenic Purpura in Children. Pediatrics 2008; 121: 506-512.

12. Kuhne T, Imbach P, Bolton-Maggs PHB et al. Newly diagnosed idiopathic thrombocytopenic purpura in
childhood: an observational study. Lancet 2001; 358: 2122-2125.

13. Nugent DJ. Immune thrombocytopenic purpura of childhood. The American Society of Hematology.
Hematology 2006; 1:97-10.

14. Zeller B, Rajantie J, Hedlund-Treutiger I, et al. Childhood idiopathic thrombocytopenic purpura in the
Nordic countries: epidemiology and predictors of chronic disease. Acta Paediatr 2005; 94:178 —184.

131



Hisham Ali Waggiallah Int.J. Pharm. Res. Allied Sci., 2018, 7(4):127-132

15.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

Rosthoj S, Hedlund-Treutiger I, Rajantie J et al. Duration and morbidity of newly diagnosed idiopathic
thrombocytopenic purpura in children: a prospective Nordic study of an unselected cohort. J
Pediatr.2003; 143:302-307.

Hiyoyama K, Wada H, Shimura M, Nakasaki T, Katayama N, Nishikawa M, Shiku H, Tahara T and
Kato T. Increased serum levels of thrombopoietin in patients with thrombotic thrombocytopenic
pur-pura, idiopathic thrombocytopenic pur-pura or disseminated intravascular coagulation. Blood
Coagul Fibrinol 1997; 8:345-349.

Von dem Borne, Folman C, van den Oudenrijn S, Linthorst G, de Jong S, de Haas M. The potential role
of thrombopoietin in idiopathic thrombocytopenic purpura. Blood Rev. 2002; 16(1):57-9

JuX-L, DingH-F, ZhaoY, WeiW and SunN-Z .Relativity study of thrombopoietin and transforming
growth factor-B1 in children with idiopathic thrombocytopenic purpura. World J Pediatr 2005; 1:38-44.
Wada H, Minamikawa K, Ohiwa M, Kaneko T, Mori Y, Ta-maki S, Takagi M, Kageyama$S, Katayama
N, Minami N, el al. Elevated plasma inlerleukin-6 in patients with idiopat=hic thrombocytopenic
purpura. RinshoKetsueki 1991; 32:773-776.

Chang M, Suen Y, Meng G, Buzby J, Bussel J, Shen V, van de Ven C, Cairo MS. Differential
mechanisms in the regulation of endogenous levels of thrombopoietin and interleukin-11 during
thrombocytopenia: insight into the regulation of platelet production. Blood 1996; 88: 3354-3362.
Nomura S, Yasunaga K, Fujimura K, Kuramoto A, Okuma M and Nomura T. High-dose intravenous
gamma globulin reduces macrophage colony-stimulating factor levels in idio-pathic thrombocytopenic
purpura. IntJ Hematol 1996; 63:227-234.

Haznedaroglu IC, Biyilka k Y, Ko ar A, Ozcebe Ol, Kirazl S andDiindar S. Selectins and 1L-6 during
the Clinical Course of Idiopathic Thrombocytopenic Purpura. ActaHematologica 1999; 101:16-20.
Cremer M, Schulze H, Linthorst G, Folman CC, Wehnert S, Strauss G, von dem Borne AE, Welte K,
Ballmaier M. Serum levels of thrombopoietin, IL-11, and IL-6 in pediatric thrombocytopenias. Ann
Hematol 1999; 78:401-407.

Heits F, Katschinski DM, Wilmsen U et al. Serum thrombopoietin and interleukin 6 concentrations in
tumour patients and response to chemotherapy-induced thrombocytopenia. EurJ Haematol 1997; 59: 53—
58.

Elias JA, Zheng T, Whiting NL, Trow TK, Merrill WW, Zitnik R, Ray P, Alderman EM. IL-1 and
transforming growth factor- regulation of fibroblast-derived I1L-11. J Immunol 1994; 152:2421-2429.
Olcay L, Yenicesu | andYetgin S. Soluble P-selectin, interleukin 6, and thrombopoietin levels in children
with acute and chronic idiopathic thrombocytopenic purpura and their relationship with mega-dose
methylprednisolone therapy: a pilot study. J PediatrHematolOncol 2002; 24:742-745.

132



	ABSTRACT
	The demographic data have been shown in table 1. Hematologic laboratory data of the study groups at baseline diagnosis have been shown in table 2.  There was a significant increase in the mean plasma levels of TPO, sP-selectin and IL-11 at the stage o...

	Childhood idiopathic immune thrombocytopenic purpura (ITP) is a hemorrhagic disorder characterized by the low platelet counts, spontaneous bruising, purpuric or petechial rash, and mucosal bleeding. It occurs at a rate of 2 to 5 cases per 100000 perso...
	However, these results disagreed with those who found that basal TPO concentrations slightly elevated, and no significant change was observed after the platelet recovery, in [16]. TPO was bound and internalized by platelets, it was destroyed togethe...
	In the present study, there was a significant negative correlation between the mean plasma of TPO and the platelet count at the baseline (before treatment) and also the post steroid treatment.

