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Abstract 

Background 
The major treatment for thalassemia is a transfusion. The present study aimed to determine the 
frequency of erythrocyte alloantibodies and the relevant factors among the patients with thalassemia 

major in Kermanshah city, Iran. 

Materials and Methods: This cross-sectional study was performed on 218 thalassemia major patients 
with 2-48 years old, referred to thalassemia boarding clinic at the Dr. Mohammad Kermanshahi 

Hospital in Kermanshah city, Iran. Blood samples from thalassemia patients (5 ml) were examined in 

terms of the presence of erythrocyte antibodies (using the screening antibody test), and additional 
information including age, blood Rh, spleen status was extracted from the patients’ profile. The 

information was finally analyzed using SPSS software version 20.0. 

Results: A total of 74 patients (33.9%) had alloantibody, and 144 (67.1%) lacked antibody. The mean 

age of the subjects was 21.85±8.083 years. The oldest and youngest subjects were 48 and 2 years old, 
respectively. The sample population included 114 men (52.3%) and 104 women (47.7%).  35.8% of 

the patients underwent splenectomy. There was no significant relationship between blood Rh, spleen 

status, and incidence of alloantibodies (all P> 0.05). 

Conclusion 

The high prevalence of Alloimmunization in the present study requires a more detailed examination 

of donated blood for compatibility of main and sub blood groups. 
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1- INTRODUCTION 

      Thalassemia is the most common 

inherited anemia worldwide, which is 

caused by a defect in the production of 

hemoglobin molecule chains. Alpha and 

beta-thalassemia is the most common 

genetic defect in thalassemia syndrome. 

Three main forms of beta-thalassemia, 

according to the synthesis rate of beta 

chains, include thalassemia major, 

intermedia, and minor. The most severe 

form of the disease is β-thalassemia major 

(1, 2). Approximately 100,000 children 

around the world are born with severe 

forms of the disease annually. In Iran, 

there are over 2 million thalassemia 

carriers, and more than twenty thousand 

thalassemia major patients (3, 4).  

Continuous blood transfusions are the only 

way to rescue the lives of patients with 

thalassemia major since these patients lack 

sufficient power to produce healthy and 

active erythrocytes. On the other hand, the 

unhealthy blood cells produced by patients 

are rapidly destroyed, and there is no 

alternative except continuous blood 

transfusions once within 3-4 weeks, which 

causes different RBC antigens to enter the 

patient’s body. Consequently, the immune 

system of patients without these antigens 

may be stimulated, and antibodies are 

produced against them.  

These antibodies are called alloantibodies, 

and alloantibody-producing patients are 

called Alloimmunized. The increasing 

prevalence of Alloimmunization against 

erythrocytes can cause several blood 

transfusion issues, including Hemolytic 

Transfusion Reaction (HTR), as well as 

shortening the useful life of injected 

erythrocytes (5, 6). Various statistics on 

the prevalence of alloantibodies have been 

reported worldwide. The prevalence of this 

phenomenon in Sari, Lorestan, Ahvaz, the 

United States, and Taiwan are 6.5%, 8.6%, 

1.5%, 40.4%, and 9.4%, respectively (7-

11).  

Since only ABO and Rh system groups are 

often controlled in the selection of 

transfused blood, the majority of 

alloantibodies are formed against 

subgroups and cause incompatibility in 

laboratory cross-matching or clinical 

incompatibility. Several studies have 

shown that, in most cases, responsible 

antibodies are related to the subgroups of 

the Rh system, including E, c, C, and 

secondary groups such as Kell, Duffy, and 

Kidd (12-14). There are two procedures 

for the detection of these alloantibodies, 

including screening through the 

representative O+ cell, and the proximity 

of the serum to the panel cells (a cell set 

having almost common antigens with a 

specific phenotype), in the case which the 

previous step is positive (5).  

Compatible blood supply is not easily 

available for Alloimmunized patients, and 

this doubles the importance of paying 

attention to this issue and preventing 

Alloimmunization. Therefore, the present 

study intended to screen and identify 

clinically important unexpected antibodies 

following blood transfusions; therefore, 

the immunization process, incompatibility, 

and several issues for these patients can be 

prevented by discovering common 

antibodies and not injecting the relevant 

antigen.  

2- MATERIALS AND METHODS 

 2-1. Study Design 

        The present study is cross-sectional. 

The sample population included 218 

thalassemia patients with 2-48 years old, 

which have a medical profile in 

Mohammad Kermanshahi Hospital, 

Kermanshah city, Iran. Data collection 

consisted of two stages. In the first stage, 

the checklist was completed according to 

the variables (age, gender, blood group, 

blood Rh and spleen status) via the 

recorded data in the thalassemia patients’ 

profile in Mohammad Kermanshahi 

Hospital. In the second stage, 5 ml of each 
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patient’s blood sample was taken before 

blood transfusion and sent to the 

Kermanshah Blood Transfusion 

Organization laboratory to check for the 

presence of alloantibodies. In the 

laboratory, the serum was isolated from a 

blood sample and placed next to a 2-5% 

suspension of screening cells at room 

temperature (37°C), and in the incubator 

(Screening cells are a mixture of red blood 

cells with blood group O and contain 

almost all blood antigens). 

 After 20 minutes of incubation, all tubes 

were centrifuged for one minute (1000 

rpm). Then agglutination was examined 

microscopically and macroscopically. No 

agglutination, Anti-Human Globulin 

(AHG), was used to check for defective 

antibodies or low antibody titer. In the 

case of spotting the agglutination in any of 

the above stages, antibody screening was 

considered positive. In the absence of 

agglutination, the check cells (Red blood 

cells sensitized with Immunoglobulin G) 

were used to ensure the accuracy of the 

results and AHG activity. In the case of a 

positive response to check cells, the test 

result was confirmed.                          
 

2-2. Inclusion and exclusion criteria 

Thalassemia patients with a minimum of ten 

times transfusion were included in the study. 

Accordingly, patients with a history of 

receiving less than ten-time transfusion were 

excluded from the study.   

2-3. Data analysis 

Frequency and percentage indices were 

used to report categorical variables. For 

age, mean and Standard Deviation (SD) 

were applied. To determine the association 

between spleen status and patient’s blood 

Rh with a prevalence of alloantibodies, the 

Chi-square test was used. The analyses 

were performed using the SPSS software 

version 20.0. The significance level was 

set at 0.05. 

2-4. Ethical consideration 

Human rights were respected based on the 

Helsinki Declaration 1975, as revised in 

1983. The ethical committee of 

Kermanshah University of Medical 

Sciences approved the study 

(KUMS.REC.1394.492). The informed 

consent was taken from the patients, their 

parents, and first-degree relatives. The 

authors completely observed ethical issues 

(including plagiarism, data fabrication, and 

double publication).  

3- RESULTS 

       The present study was performed on 218 

thalassemia patients in Mohammad 

Kermanshahi Hospital. The mean age of the 

subjects was 21.85±8.083 years. The oldest 

was 48 years old, and the youngest subject 

was two years old. The sample population 

included 114 men (52.3%) 104 women 

(47.7%). Eighty-four subjects (38.5%) had 

blood type O, 14 subjects (6.4%) had blood 

type AB, 40 subjects (18.3%) had blood type 

B, and 80 subjects (36.7%) had blood type A.  

Besides, 205 (94%) subjects had Rh-positive, 

and 13 (6%) subjects had Rh-negative. 35.8% 

of the patients underwent splenectomy 

(Table-1). The mean age of starting blood 

transfusion was 22.43±52.811 months. A total 

of 74 patients (33.9%) had alloantibody, and 

144 (67.1%) lacked antibody (Table.2, 

Figure.1).     
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Table-1: Frequency distribution of relevant variables in the subjects. 
 

Variables Frequency (%) 

Gender 
Male 114 (52.3) 

Female 104(47.4) 

RH 
Positive 205(94.0) 

Negative 13(6.0) 

Blood Type 

O 84(38.5) 

AB 14(6.4) 

B 40(18.3) 

A 80(36.7) 

Spleen Status 

Yes 133(61) 

No 78(35.8) 

Unspecified 7(3.2) 

Place of Residence 

Kermanshah 118(54.1) 

Counties 85(39) 

Other cities 6(2.8) 

Unspecified 9(4.1) 

Age, year: Mean (Standard deviation) [Min-Max] 21.85 (8.083) [2-48] 

 

 

 

 

 
 

 

 
 

Fig.1: Frequency distribution of alloantibody in the subjects. 

 

Table-2: Frequency distribution of alloantibody in the subjects. 

Variables Frequency (%) 

Alloantibody 
Yes 74(33.9) 

No 144(67.1) 
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According to the following table, there was 

no significant relationship between spleen 

status and patient’s blood Rh with the 

prevalence of alloantibodies (Table-3).  
 

 

 

Table-3: Frequency distribution of spleen status in terms of prevalence of alloantibodies  

Variables 

Alloantibody  

Frequency (%) P-value 

Yes No 

Spleen Status 
Yes 49(84.5) 9(15.5) 

0.127 
No 25(96.2) 1(3.8) 

Rh 
Yes 49(84.5) 9(15.5) 

0.127 
No 25(96.2) 1(3.8) 

 
 

4- DISCUSSION 

      Alloimmunization is the response of 

the immune system to foreign erythrocyte 

antigens and is expressed as an antibody 

and therefore called an alloantibody. Most 

clinically important alloantibodies are 

immunoglobulin G genus and cause cell 

removal in the reticuloendothelial system 

through the sensitization mechanism of 

injected cells. Alloimmunization can 

develop against the Rh system or other 

clinically important subgroups, and this 

phenomenon is observed among subjects 

with blood and the usage of its products 

regularly and frequently, such as 

hemoglobinopathy patients. When 

alloantibodies are produced, the 

transfusion turns into an inevitable and 

complex issue. Some of the issues and 

intricacies include an increase in the need 

for blood transfusions, a reduction in the 

possibility of compatible blood 

transfusions, increasing iron overload, and 

related problems such as diabetes and 

blood-related contagious infections (15). 

According to the results, 33.9% of the 

major thalassemia patients had 

alloantibodies. This is consistent with the 

results of the study conducted by Aygun et 

al. They reviewed the medical records of 

the patients with sickle cell anemia and 

thalassemia in a hospital from 1989-1999. 

They found that although all of these 

patients received compatible blood in 

terms of primary blood types and Rh 

group, alloantibodies were observed in 

29% of children and 47% of adults (16). In 

a study performed by Kosaryan et al., 

alloantibodies were observed among 47% 

of patients with thalassemia. There was no 

significant relationship between 

alloantibodies and the time of blood 

transfusion, frequency, and duration of 

blood transfusions (7). In another study on 

pregnant patients and individuals with 

accidental blood transfusion, the presence 

of alloantibodies was 1-3%, and in patients 

with recurrent transfusions was 70% (17). 

Hassan et al. reported a 22.7% prevalence 

of alloantibodies in 75 patients with 

thalassemia (18). In a study by Gader et 

al., the prevalence of alloantibodies was 

reported to be 71% in 68 patients with 

recurrent transfusions, and the prevalence 

of sickle cell anemia among them was 

22.06% (6). Yu-Hua et al. (2011) 

conducted a study in Taiwan on 64 major 

thalassemia patients and observed that 

Alloimmunization was among six (9.4%) 

patients. Among the identified antibodies, 

Anti-E was observed in four patients, Anti-

C in one, and Anti-Mia in one (11). In the 

study carried out by Thompson et al. in the 

US in 2010 on 697 thalassemia patients, 

alloantibody was positive in 115 patients 

(16.5%) (10); another point extensively 

reported in various studies is the role of the 

spleen condition and its relationship with 

alloantibodies. The role of the spleen in the 
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Alloimmunization seems to be dual and 

contradictory. A body of researchers 

believe that splenectomy leads to the 

discharge of the collection/removal center 

of unknown antigens, and immune 

complexes can no longer be cleaned, and 

this increases the escalating prevalence of 

alloantibodies in the serum of patients (18-

20). In contrast, another group of 

researchers not only have avoided such 

relationship between spleen status and 

prevalence of alloantibodies (21, 22), but 

also believe that splenectomy reduces the 

need for blood transfusions because other 

transfused erythroid are no longer removed 

from the bloodstream, and this group 

suggests this issue as a solution at the early 

stage of blood intake (23-26).  

However, no significant relationship was 

observed between the presence/absence of 

spleen and antibody production in the 

present study. However, if this assumption 

is accurate, it can be expected that with the 

reduction of blood intake, less volume of 

foreign antigens enters the body, and we 

may observe a direct relationship between 

splenectomy in the first months of blood 

transfusion and reduction or absence of the 

prevalence of alloantibodies. Other factors 

involved in the production and prevalence 

of alloantibodies include the age of onset 

of blood transfusion, the time interval 

between receptions, the patient’s age, and 

the number of injections.  

At first glance, one might expect that with 

increasing age and frequency of injections, 

we should observe an increase in the 

prevalence of alloantibodies due to 

increased antigen input and sufficient time 

to stimulate immunity as well as secondary 

responses. However, the evidence is not 

available to corroborate this (21, 24). 

Tahanezhad et al. conducted a study on 70 

patients in Ahvaz city and found that six 

patients had alloantibodies while 25.7% of 

the patients had undergone splenectomy, 

and there was not a significant relationship 

between the presence of alloantibodies and 

age, sex, spleen status and the onset of first 

blood bag intake (9). In Lorestan, in a 

similar study, the prevalence of 

Alloimmunization was 1.53%, and the 

onset of blood transfusion was in all 

patients under three years old, and 17% of 

patients underwent splenectomy (8). In this 

study, there was no direct relationship 

between blood intake and sex with the 

number of alloantibodies. 

4-1. Study Limitations  

Since the most common types of 

antibodies (anti kell, anti-Rh) are known in 

references and similar studies, the type of 

antibody was not examined in our study, 

which is one of the limitations of our 

study. 

5- CONCLUSION 

      The high prevalence of 

Alloimmunization in thalassemia patients 

in Kermanshah is a sign of incompatibility 

between donated blood and the recipient in 

some cases. Therefore, to reduce the 

incidence of Alloimmunization, it is 

recommended to perform an accurate 

evaluation of the donated blood in terms of 

compatibility of the main and sub blood 

groups with the recipient and also to 

examine the recipient’s red blood cell 

phenotype before the first blood 

transfusion. 

6- AUTHORS’ CONTRIBUTION 

MG and MT designed the study, observed 

accuracy and validity of the study and 

supervised the project. MR did the 

statistical analysis of the data and 

interpreted it. BF collected the data and 

follow the study. MG and MT wrote the 

paper. All authors edited and revised the 

final manuscript and accepted its 

publication. 

7- FUNDING/SUPPORT 

This article is the result of the findings of 

the research project 95354 did what 



Golpayegani et al. 

Int J Pediatr, Vol.8, N.9, Serial No.81, Sept. 2020                                                                                          12029 

approved and financed by Vice Chancellor 

for Research and Technology, 

Kermanshah Uuniversity of Medical 

Sciences, Kermanshah, Iran. 

8- CONFLICT OF INTEREST: None. 

9- REFERENCES 

1. Wonke B. Clinical management of 
beta thalassemia major. Semin Hematol 2001; 

38(4):350-9. 

2.  Fergus N. An overview of thalassemia 
for parentadapting international health and 

medicine. Available at: 

www.comeunity.com/adoption/health/thalasse

mia. Html. 2002. 

3. Wis consin Lo hematology and blood 

disorder beta thalassemia Qundersen Lutheran 

medical center.Available at: 
www.newsrx.com/news letters/Bioteeh- 

week/2005-06-29.html-3211. 

4. Bateman N. thalassemia March of 

Dimes.December 2005. Available at: 

www.maimanidemed.org/blank.cfm. 

5. Butler E, Lichtman M, Coller B. 

William's Hematology, 6th ed. USA, 

McgrowHill, vol. 1. 2001;561-4. 

6. Baleny KD, Howard PR. Basic and 

applied concepts of immunohematology.1 st 

ed. Elsevier, 2001. 

7. Kosaryan M, Mahdavi MR, Hojjati 

MT, Roshan P. Prevalence of 

alloimmunization in major beta thalassemia in 
northern Iran (2010). Journal of Gorgan 

University of Medical Sciences Autumn 

2014;16(3):76-9. 

8. Kiani A, Abdi J, Shirkhani Y, Kashi 

M. Prevalence of alloimmunization against 

RBC antigens in thalassemia major patients of 
Lorestan province in 2004. SJIBTO 2006; 

3(3): 265-71. 

9. Tahannejad-AsadiZ, ElahiA, 

MohseniAR, TalebiM, KhosraviM, Jalalifar 
MA. Screening and identifying of erythrocyte 

alloantibodies in patients with Thalassemia 

major referred to Ahvaz Shafa hospital. 
Journal of Kashan University of Medical 

Sciences May, 2013; 17(2): 165-72. 

10. Alexis A Thompson,Melody J 
Cunningham,Sylvia TSinger, Ellis J Neufeld, 

Elliott Vichinsky, Robert Yamashita, et al. 

Red cell alloimmunization in a diverse 

population of transfused patients with 
thalassaemia. Blackwell Publishing Ltd, 

British Journal of Haematology,2011; 153: 

121–28. 

11. Yu-Hua Chao, Kang-Hsi Wu, Jang-Jih 

Lu, Mu-Chin Shih, Ching-Tien Peng, Ci-Wen 

Chang. Red blood cell alloimmunisation 
among Chinese patients with β-thalassaemia 

major in Taiwan. Blood Transfus 2013; 11: 

71-4. 

12. Pineda AA, Vamvakas EC, Gorden 
LD. Trendsin the incidence of delayed 

hemolytic and delayed serologic transfusion 

reactions. Transfusion 1999;39(10): 1097-103. 

13. Merianou MV, Panousopoulou PL, 

Lowes PL, Pelegrinis E, Karaklis A. 

Alloimmunization to red cell antigens in 
thalassemia: comparative study of usual versus 

better-match transfusion programms. Vox 

Sang 1987; 52(1-2): 95-8. 

14. Spanos T, Karageorga M, Ladis V, 
Peristeri J, Hatziliami A, Kattamis C. Red cell 

alloantibodies in patients with thalassemia. 

Vox Sang 1990; 58(1):50-5. 

15. Young PP, Uzieblo A, Trulock E, 

Lublin DM, Goodnough LT. Autoantibody 

formation after alloimmunization: are blood 

transfusions a risk factor for auto immune 
hemolytic anemia? Transfusion 2004; 44(1): 

67-72. 

16. Aygun B, Padmanabhan S, Paley C, 
Chandrasekaran V. Clinical significance of 

RBC alloantibodies and autoantibodies in 

sickle cell patients whoreceived transfusions. 

Transfusion.2002 Jan; 42(1):37-43. 

17. Taher A, Isma'eel H, Cappellini MD. 

Thalassemia intermedia: revisited. Blood Cells 

Mol Dis. 2006 Jul-Aug;37(1):12-20. 

18. Hiradfar AA, Keikhahi B, Pedram M. 

Determination of Clinical Prevalence and 

Predominant Pattern of RBCs 
Alloimmunization among Transfusion 

Dependent Thalassemic Patients in Ahvaz. Sci 

http://www.comeunity.com/adoption/health/thalassemia.%20Html.%202002
http://www.comeunity.com/adoption/health/thalassemia.%20Html.%202002
http://www.maimanidemed.org/blank.cfm


Anti-Erythrocyte Alloantibodies and Thalassemia Major 

Int J Pediatr, Vol.8, N.9, Serial No.81, Sept. 2020                                                                                          12030 

19. Med J Ahvaz Univ Med Sci2010; 

9(68): 441-8.  

20. Khalid H, Muhammad Y, Nadeem I, 

lubna N, Hassan AZ. Red cell 

alloimmunization in repeatedly transfused 
thalassemia major. Int J Pathol 2004; 2(1): 16-

9.  

21. Sadeghian MH, Keramati MR, Badiei 
Z, Ravarian M, Ayatollahi H, Rafatpanah H, et 

al. Alloimmunization among transfusion-

dependent thalassemia patients. Asian J 

Transfus Sci 2009;3(2): 95-8. 

22. Azarkeivan A, Ahmadi M, 

Gharehbaghian A, Zolfaghari S, Nasizadeh S, 

Maghsudlu M, et al. Antibody screening and 
identification by gel method in thalassemic 

patients. Sci J Blood Transfus Organ 2008; 5 

(2): 99-108. 

23. Gupta R, Singh DK, Singh B, Rusia 

U. Alloimmunization to red cells in 

thalassemics: Emerging problem and future 
strategies. Transfus Apher Sci 2011; 45(2): 

167–70. 

24. Rahgozar S, Moafi AR, Yavari F, 
Hourfar H. Alloantibody detection in major 

Beta Thalassemic patients transfused within 

less-than-20-day intervals. Sci J Iran Blood 

Transfus Organ 2003; 1(2): 1-8.  

25. Ahmed AM, Hasan NS, Ragab SH, 

Habib SA, Emara NA, Aly AA. Red cell 

alloimmunization and autoantibodies in 
Egyptiantransfusion-dependent thalassaemia 

patients. Arch Med Sci 2010; 6(4):592-8. 

 

 

 

 

 

 

 


