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Abstract 

Background: Acute lymphoblastic leukemia (ALL) is the most prevalent hematologic malignancy among 

children. DNA methylation is well known to play a role in the initiation and progression of cancer. This research 

aimed to characterize the epigenetic inactivation and gene expression of Protocadherin-10 (PCDH10) and 

Reprimo (RPRM) in pediatric acute lymphoblastic leukemia, which is associated with epigenetic silencing in 

human cancers.  

Materials and Methods: This case-control study included 21 children (mean age, 4.5 years) with new cases of 

ALL. In addition, 15 patients with ALL were selected following treatment. Samples of bone marrow were 

extracted from each patient. Prior to and following treatment, 15 paired samples were analyzed. In addition, 

ALL patients were compared to 18 normal controls in a case study. MS-HRM and quantitative real-time PCR 

were utilized to examine the DNA-promoter methylation and gene expression of two TSGs from each group. 

Results: Expression of PCDH10 was significantly up regulated in treatment ALL group compared to the new 

cases of ALL patients (P= 0.0119), PCDH10 gene expression was higher in the normal control group than in the 

new cases of ALL (P <0.0001).  RPRM gene, also had a slightly increase in gene expression in treatment ALL 

group compared to the new cases of ALL (P =0.0412). RPRM gene expression was higher in the normal control 

group than in the new cases of ALL) P = 0.0372). There was an increase in methylation in both PCDH10 and 

RPRM genes in new cases of ALL groups compared with treatment ALL group and normal group (P<0.0001 for 

both genes). 

Conclusions: New cases of ALL were associated with high DNA methylation level and low gene expression of 

PCDH10 and RPRM genes. 
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Introduction 
Acute lymphoblastic leukemia (ALL) is a 

lymphoid malignancy and hematologic 

disease that is more prevalent in children 

and has a favorable prognosis in children 

than in adults (1). ALL is the most 

prevalent leukemia and the most common 

malignancy in childhood, with a peak  

 

 

prevalence between the ages of 2 and 5; it 

is divided into B and T categories based on 

the cell line and is more pervasive in boys 

than in girls. Particularly T-type ALL, 

which is linked to male predominance. In 

ALL, differentiation in the lymphocyte cell 

line is blocked by genetic changes, and 

proliferation is enhanced in lymphoid 
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precursors (2, 3). Conrad Waddington 

introduced the term epigenetics in the early 

1940s (4). Gene expression is regulated by 

epigenetic mechanisms at the DNA and 

chromatin levels.  Consequently, studying 

epigenetic mechanisms in regulating gene 

expression is vital. In addition to genetic 

changes, epigenetic changes such as 

changes in chromatin status, DNA 

methylation, changes in histone proteins, 

and the effect of noncoding RNAs 

contribute to the development of cancer. 

All of these factors influence gene 

expression or non-expression (5). DNA 

methylation is an enzymatic reaction 

performed by DNA methyl transferase. In 

CpG-rich regions, these enzymes add a 

methyl group to the cytosine base (5-

methylcytosine (5mC)). Methylated 

cytosine inhibits gene expression by 

interfering with the binding of 

transcription factors (6). DNA methylation 

contributes to the initiation and 

progression of cancer, as well as to drug 

resistance (7). Tumor suppressor genes 

(TSGs) are frequently inactivated by 

promoter hypermethylation in numerous 

types of human cancer (8). Cadherins are a 

large superfamily of cell adhesion 

molecules with crucial functions within the 

body. Protocadherin-10 (PCDH10) is a 

member of this superfamily located at 

4q28.3, broadly expressed in all normal 

adult and fetal tissues. PCDH10 also plays 

a role in the formation and function of 

specific cell-cell connections and may be 

involved in reducing vascular 

angiogenesis. Moreover, PCDH10 is a 

potential tumor suppressor gene in 

multiple types of human cancer.  Recent 

research indicates that PCDH10 is 

epigenetically inactivated in numerous 

human cancers (9-11). Reprimo (RPRM) 

belongs to the family of genes with a 

single exon and is found only in 

vertebrates. This gene, which maps to 

chromosome 2q23, is a novel, putative 

tumor suppressor gene frequently silenced 

by methylation in numerous malignancies. 

As a new downstream effector of p53-

induced cell cycle arrest at the G2/M 

checkpoint and the tumor signaling 

pathway, this gene encodes a highly 

glycosylated cytoplasmic protein that 

regulates the development and growth of 

normal cells. In addition, this gene’s locus 

frequently displays an allelic imbalance in 

certain cancers (12-15). This study aimed 

to evaluate DNA methylation and gene 

expression of two tumor suppressor genes 

in pediatric patients with acute 

lymphoblastic leukemia, which could be 

used in the future for therapeutic purposes. 

 

Materials and Methods 
Patient's samples  

This study included 21 new ALL cases 

treated at the Department of Pediatrics, 

Children’s Medical Center Hospital 

(Tehran, Iran). A bone marrow smear and 

flow cytometer analysis confirmed the 

diagnosis of ALL, and diagnostic criteria 

were evaluated according to FAB (French–

American–British) classification. The 

complete patient characteristics are listed 

in Table I, Figure 1 and Figure 2. At the 

time of initial diagnosis, prior to the 

administration of chemotherapy, bone 

marrow aspirate samples were obtained 

from ALL patients. All patients 

participated in the ongoing Multicenter 

Trial of the GD-2008 ALL protocol for 

childhood ALL (trial no. NCT00846703); 

15 new ALL treated cases were selected as 

a paired group. For the control group, 18 

peripheral blood samples were collected 

from age- and sex-matched, 

healthy children of the same age and 

gender. 

 

Real-time PCR 

The TRIzol RNA extraction method was 

utilized (YTzol RNX-PLUSTM Cat no: 

EX6101) to isolate total RNA from blood 

and bone marrow aspirates. RNX- PLUS is 

a Guanidine/phenol solution used to isolate 

total RNA from homogenized samples. 

First, a cold RNX-PLUS solution is added 

to the sample, followed by chloroform; the 

mixture is then centrifuged under special 
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conditions, forming three distinct phases. 

After transferring the upper phase 

(aqueous phase) to another tube and 

washing it with isopropanol and 75% 

ethanol, the RNA precipitate was dissolved 

with DEPC Water. Initial RNA quality and 

quantity evaluations were conducted using 

gel electrophoresis and NanoDrop 

(Thermo scientific, Nanodrop one). cDNA 

Reverse Transcription ParsTous Kit 

(EasyTM Cdna Synthesis Kit (50) Cat: 

A101161) was utilized, c-DNA synthesis 

was performed according to the protocol’s 

guidelines in a total volume of 20 µl with 

the following thermal profile: 25◦C for 10 

min; 47◦C for 60 min; 85◦C for 5 min; 

finally 4◦C indefinitely. RPRM and 

PCDH10 gene expression was measured 

by real-time PCR using forward and 

reverse primers (Table II). PCR 

amplification was performed sequentially 

on a Roche-LightCycler® 96 System; PCR 

was performed in a total volume of 15 ml 

containing a 7.5 µl master mix amplicon 

(Real QPlus 2x Master Mix, SYBER 

Green Without ROX, cat no: A323402), 

1.5 µl mixed Forward and Reverse primer 

(table II), 4 µl DNase free water and 1µl 

template. Experiment setup profile was as 

follows; hold at 95◦C for 15 min for pre-

incubation, then PCR stage (40 cycles): 

denature at 95◦C for 15 s then 

anneal/extend at 60◦C for 1 min. GAPDH 

gene was used as a housekeeping gene. 

Methylation analyze & Bisulfite 

modification 

FAVORGEN kit (blood Genomic DNA 

Extraction cat no: FABGK001), was 

utilized to isolate total DNA from blood 

and bone marrow aspirates.The primary 

extraction method is columnar DNA 

extraction. This technology begins with 

cell lysis, followed by protein removal 

using proteinase K, DNA binding to a 

silica substrate, and finally, DNA washing 

with ethanol. Initial DNA quality and 

quantity evaluations were conducted using 

gel electrophoresis and NanoDrop. 

Genomic DNA was sodium bisulfite 

modified to selectively convert cytosine to 

uracil using the EpiTect Bisulfite Kit, 

Qiagen (Cat No: 59104). Bisulfite 

conversion thermal cycling conditions 

were as follows: 95◦C for 5 min; 60◦C for 

25 min; 95◦C for 5 min; 60◦C for 85 min; 

95◦C for 5 min; 60◦C for 175 min and 

finally 20◦C indefinitely. 

 

High resolution melting analysis (HRM) 

The HRM analysis was performed using a 

Roche-LightCycler® 96. MS-HRM was 

performed in a total volume of 15µl 

containing a 3µl, 5x Hot Firepol Eva 

Green HRM (5x Hot Firepol Eva Green 

HRM Master Mix (no ROX), Lot No: 5x 

HRM0380), 1.5µl (0.1 picomolar was used 

from each primer). Mixed Forward and 

Reverse primer (PCDH10, Forward: 

5'CGGTGGGTGGTGTTTTTG3', 

Reverse: 

5'CTTCAACCTCTAAACCTATAATCT

AAAC3'and Reprimo primer, Forward: 

5'AACGAGTATTATTAGGGTTGGAG3'

and Reverse: 

5'ACCGTAAAAATTTCCCAAAAACC3'

). DNase free water was Variable, and 1µl 

template and Standard controls (EpiTeCT 

PCR Control DNA Set (QIAGEN, Cat no 

:59695). The EpiTect PCR Control DNA 

Set consists of three different types of 

human DNA, 1: Amplified human 

genomic DNA (completely methylated), 2: 

Completely unmethylated (%0) human 

genomic DNA-bisulfite converted, 3: 

Completely methylated (%100) human 

genomic DNA-bisulfite converted, using 

0% and 100% controls. Other controls 

were prepared in different ratios, (0% ,5%, 

25%, 50%,75%,100%). Experiment setup 

profile was as follows; hold at 95◦C for 

15min for pre-incubation, then PCR stage 

(40 cycles): denature at 95◦C for 10s then 

anneal/extend at 60◦C for 20s. Melting 

curve experiment was followed at 95◦C for 

60s, 40◦C for 60s, 60◦C for 1s and 95◦C for 

1s is continuous with 20 time reading.   

Statistical analysis 

Statistical analyses were conducted 

utilizing SPSS 16 and GRAPH pad prism 

8. To analyze the gene expression of 
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PCDH10 and RPRM, the Shapiro-Wilko 

test was used to examine the normality of 

data distribution across different groups. 

All values are presented as mean ± 

standard error of the mean. The paired t-

test for the patient was used to determine 

statistical significance. The non-parametric 

Mann-Whitney test was used to compare 

the gene expression of PCDH10 between 

new ALL cases and the control group. 

Using SPSS, the Chi-square test or 

Fisher’s exact test was utilized to analyze 

the statistical significance of the HRM 

technique. The Mann-Whitney test was 

used to evaluate the effect of promoter 

methylation on gene expression. A two-

way ANOVA determined the significant 

relationship between age and gender in 

PCDH10 and RPRM gene expression in 

ALL patients. To evaluate the relationships 

between PCDH10 and RPRM genes in 

groups, the 2-tailed Spearman correlation 

coefficients were calculated. The mean 

difference was calculated using the gene 

expression difference between groups. The 

fold change was determined using SPSS 

software, P values less than 0.05 were 

considered significant. 

 

Ethical consideration 

This project was approved by the Ethics 

Committee of Iran University of Medical 

science with a code number of 

IR.IUMS.REC.1398.021 

 

Results 
Analysis of the PCDH10 and RPRM 

genes expression level 

As expected from PCDH10 and RPRM 

genes as suppressive tumor genes in 

cancer, new ALL cases exhibited a lower 

PCDH10 and RPRM gene expression rate 

compared to patients who had received 

treatment and normal cases. The 

expression rate of these genes was 

significantly higher in treated and normal 

samples than in new ALL cases. P <0.05 

was determined by the paired t-test and 

Mann-Whitney test to indicate that the data 

was generally significant. The correlation 

between PCDH10 and RPRM genes (in 

different groups) was statistically 

significant (P <0.05) as determined by the 

Spearman test. Similarly, the comparison 

of PCDH10 and RPRM gene expression in 

ALL patients before and after treatment 

was significant, r = 0.5033 and P = 0.0046, 

and statistical tests of the relationship 

between PCDH10 and RPRM gene 

expression in ALL patients and normal 

cases yielded the following results: r = 

0.5827 and P ≤ 0.0001 (****). According 

to the results, it can be concluded that 

these two genes are highly correlated. In 

addition, the relationship between 

PCDH10 and RPRM gene expression, 

which was related to the age and gender of 

ALL patients, was investigated using 2-

way ANOVA (Table IV). The composition 

of groups is a mix of age (male and 

female) and gender (0-3, 3-6, 6-9, and 9-13 

years old). The interaction P-value was not 

significant (P = 0.1425, 0.7968 relatively) 

for either gene. However, a significant 

correlation between gender and PCDH10 

gene expression was observed (P = 

0.0235). Thus, there was a significant 

difference between male and female 

PCDH10 expression. However, the 

correlation between age and PCDH10 gene 

expression was not statistically significant 

(P = 0.1682). 

 

DNA methylation analysis of PCDH10 

and RPRM genes promoters 

For MS-HRM data analysis, the results 

were divided into two categories: hypo-

methylation (methylation<5%) and hyper-

methylation (methylation >5%). 

(Methylation rates in the promoters of 

PCDH10 and RPRM genes are shown in 

table V), The chi-square test showed a 

statistically significant difference in 

methylation between the PCDH10 and 

RPRM genes in the pre-treatment and post-

treatment groups (P =0.033 for PCDH10 

gene, P <0.0001 for RPRM gene), the new 

ALL case, and the healthy control group (P 

<0.0001 for both genes). These genes were 

more hypermethylated in the new ALL 
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case group than in the treatment and 

healthy control groups. The relationship 

between methylation and gene expression 

was analyzed. Real-time ct data and 

hypo- or hyper-methylation levels were 

compared to evaluate potential 

relationships between gene expression and 

methylation. Due to the abnormal data 

distribution, the Mann-Whitney test was 

utilized; a significant relationship (P 

<0.0001) was observed between PCDH10 

and RPRM gene expression and promoter 

methylation. Normalized melting curves of 

HRM analysis were performed for the 

PCDH10 and RPRM genes and a 

commercial control at various ratios 

(Figure 5). 

 

 
 

Table I: Demographic characteristics and laboratory variables of the patients 

Variables New Case 

(N=21) 

Sex (%) 12 males (57%) 

9 females (43%) 

Age (years) 1 to 13 (mean:4.5) 

Blast (%) 46 to 95 (mean:73.5) 

Granulocytes (%) 1 to 44 (mean:10%) 

Monocytes (%) 1 to 3 (mean: 1%) 

Lymphocytes (%) 3 to 42 (mean:15%) 

Karyotype t (12;21):%9 

t (9;22):%5 

Type of ALL Pre-B ALL(%81) 

T-ALL(%14) 

ALL/AML(%5) 

 

 

Table II: Primers designed for Real-Time PCR reaction of PCDH10, RPRM and GAPDH genes. 

Primer                                     Sequence                                                         Tm °                             CpG                                             

product (bp) 

PCDH10(F)          5' TTGTTTGCCTTGCTCTGGATG  3 '                      59.39                        

% 47.62 

PCDH10(R)          5 ' CAGCGATATTCCCCACGAAAG 3 '                     59.13                         

% 52.38 

RPRM(F)              5' CTCCCTCGCCCTCTGAAA  3 '                               58.29                          

%61.11 

RPRM(R)              5' GCCCTAATCGCCCTCTTCTT 3 '                           59.53                          

%55 

GAPDH(F)            5'AAGGTCGGAGTCAACGGATTTG 3 '                    60.87                          

%50 

GAPDH(R)           5' GCCATGGGTGGAATCATATTGG 3 '                    59.44                          

%50 

 

100 

 

97 

 

150 

 

 

 

 

 

 

Table III: Analysis of the PCDH10 and Reprimo genes expression level (Results from Real-time 

PCR), using SPSS software to obtain P-value and fold change in different groups studied. 
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Table IV: Relation of PCDH10 and RPRM genes expression in age and sex parameters 
 

 

 

 

 

 

 

 

 

 

Table V: methylation level of PCDH10 & RPRM genes in different groups. 

 

 

 

Dependent 

Variable 

Group(A) Group(B) Mean Difference(A-B) Fold Change Significant 

PCDH10 gene Before- treatment After- treatment 3.309 0.10 yes 

After- treatment Before- treatment -3.309 9.91 yes 

RPRM gene Before- treatment After- treatment 2.464 0.18 yes 

After- treatment Before- treatment -2.464 5.51 yes 

PCDH10 gene Normal groups New cases of 

ALL 

-4.731 26.55 yes 

New cases of ALL Normal groups 4.731 0.03 yes 

RPRM gene Normal groups New cases of 

ALL 

-1.836 3.57 yes 

New cases of ALL Normal groups 1.836 0.28 yes 

Table IV: 2way ANOVA P value 

 

 PCDH10 gene 

 

 

Interaction 0.1425 

Gender 0.0235 

Year 0.1682 

RPRM gene 

 

Interaction 0.7968 

Gender 0.6772 

Year 0.4075 

 Total no. 0-5%methylation 5-25%methylation 25-50%methylation 50-75%methylation 75-100% 

methylation 

100% 

methylation 

 PCDH10 gene 

Before treatment 

After treatment 

15 

15 

4(26.6%) 

10(66.6%) 

5(33.3%) 

5(33.3%) 

3(20%) 

0(0%) 

2(13.3%) 

0(0%) 

1(6.6%) 

0(0%) 

0(0%) 

0(0%) 

New Case 

Normal Group 

18 

15 

4(22.2%) 

14(93.3%) 

6(33.3%) 

1(6.66%) 

4(22.22%) 

0(0%) 

3(16.66%) 

0(0%) 

1(5.55%) 

0(0%) 

0(0%) 

0(0%) 

RPRM gene 

Before treatment 

After treatment 

15 

15 

1(6.6%) 

15(100%) 

11(73.3%) 

0(0%) 

3(20%) 

0(0%) 

0(0%) 

0(0%) 

0(0%) 

0(0%) 

0(0%) 

0(0%) 

New Case 

Normal Group 

18 

15 

1(5.55%) 

14(93.3%) 

12(66.6%) 

1(6.66%) 

 

4(22.2%) 

0(0%) 

1(5.55%) 

0(0%) 

0(0%) 

0(0%) 

0(0%) 

0(0%) 
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Figure 1: Frequency distribution of gender, age and subgroups of patients in the study (43% of 

patients were female and 57% were male). In terms of age patients were divided in 4 categories: age 

less than 3 year 33.33%, age 3-6 year 33.33%, age 6 -9 year 19.04% and age 9 -13 year was 14.28%. 

In terms of subgroups, pre-B ALL had the highest percentage 81% and next T-ALL 14 % and ALL-

AML subgroup 5%. 

 

 

 
Figure 2: Comparison of blast percentage in patients before and after treatment. 
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Figure 3: Analysis of PCDH10 & RPRM genes expression rate in patients with ALL, before treatment 

compared with after treatment. A gene expression differential pattern was found in different groups.  

Gene expression of PCDH10 was significantly up regulated in after treatment compared to the before 

treatment (P = 0.0119), there was a slightly increase in RPRM gene expression in the after treatment 

group compared to the before treatment group (P =0.0412). 
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Figure 4: Analysis of PCDH10 & RPRM genes expression rate in new cases of ALL compared with 

normal group. Average ± SEM was plotted for all analyzed, PCDH10 was higher in the normal group 

than in the new cases of ALL (P <0.0001). For Reprimo gene a significant increase in expression in 

healthy control group compared with new cases of ALL was observed (P =0.0372).  

 

 
Figure 5: Normalized melting curves of HRM for PCDH10 and Reprimo genes. Standards with 

different ratios (0%, 25%, 50%, 75%, 100%) of methylated DNA was amplified at the annealing 

temperature of 60⸰c. 

 

Discussion 
This study investigated two tumor 

suppressor genes to understand their role 

in acute lymphoblastic leukemia. 

According to the published data, PCDH10 

and RPRM can act as functional TSGs in 

multiple cancer cells. PCDH10 can 

suppress tumor cell growth, migration, 

invasion, and colony formation (9). In one 

study, 215 patients with myeloid and 

lymphoid leukemia were investigated to 

evaluate the methylation of the PCDH10 
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gene promoter and its association with 

resistance to chemotherapy. The PCDH10 

gene promoter hypermethylation was 

found in ALL. In B-ALL, 81.9% of the 

PCDH10 gene promoter was methylated; 

in T-ALL, the PCDH10 gene promoter 

methylation was 80%. Lower methylation 

was observed in myeloid leukemia 

patients. High-frequency detection of 

hypermethylated PCDH10 gene in both B-

ALL and T-ALL suggests that inactivation 

of this gene likely contributes to the 

neoplastic stimulation of lymphoid cells in 

leukemic lymphoblast. Previous research 

states that PCDH10 methylation may serve 

as a marker for chemotherapy response 

and that the PCDH10 gene is an epigenetic 

target in lymphoid leukemia (11). Patients 

with multiple myeloma were analyzed for 

methylation of the PCDH10 gene and its 

effect on angiogenesis. High methylation 

and silencing of this gene in patients with 

multiple myeloma relative to its 

widespread expression in normal 

individuals may indicate the role of a 

tumor inhibitor of this gene in this disease. 

In addition, the PCDH10 gene served to 

inhibit cloning and reduce vascular 

branching (10). The methylation of the 

PCDH10 gene promoter in bladder cancer 

(BTCC) patients was associated with 

severe malignancy and a poor prognosis 

for these patients. This could indicate a 

separate prognostic factor (16). PCDH10 

methylation was also detected in patients 

with prostate cancer but not in the control 

group. PCDH10 gene methylation was 

associated with disease invasion and 

recurrence, suggesting a poor prognosis 

for patients with prostate cancer after 

prostatectomy (17). The PCDH10 gene 

was analyzed in cervical, gastric, 

pancreatic, and colorectal cancer. 

Methylation of the PCDH10 gene was 

associated with decreased gene expression 

in cervical cancer (11). These studies 

suggest that inactivation of the PCDH10 

gene may be an important step in the 

progression of cervical cancer and a 

potential therapeutic target for the disease. 

The frequency of PCDH10 methylation 

was significantly increased in gastric, 

pancreatic, and colorectal cancers 

compared to normal tissues (18). 

According to previous reports, the level of 

PCDH10 expression was inversely 

proportional to the level of methylation. 

Further aberrant methylation was detected 

in nasopharyngeal, esophageal, and 

multiple other carcinomas but not in 

normal tissues; it is reported that a widely 

expressed protocadherin can also function 

as a TSG (9). An increase in RPRM gene 

expression inhibits colony formation and 

anchorage-independent growth. In 

response to p53 expression, RPRM arrests 

the cell cycle at G2/M, and loss of p53 

expression has been associated with 

increased proliferation and inhibition of 

apoptosis. This evidence suggests that this 

gene can inhibit tumor growth (14, 15, 19). 

Yan-Fang Tao et al. (2015) analyzed the 

impact of RPRM gene methylation in 

pediatric AML patients. The methylation 

status of patient samples was higher than 

that of the control group. Hypermethylated 

RPRM gene promoter samples were 

associated with decreased survival. 

Insertion of the RPRM gene into cell lines 

decreased cell proliferation and increased 

cell apoptosis. Increased RPRM expression 

was also associated with elevated PARP 

cleavage, a known indicator of apoptosis 

(14).  A study by Saavedra et al. 

demonstrated a link between the RPRM 

gene and gastric cancer, in which low gene 

expression was associated with advanced 

gastric cancer stages (19). Amin Abbasi et 

al. reported similar findings in patients 

with gastric cancer; as a result of gene 

expression, most patients with gastric 

cancer had reduced expression of the 

RPRM gene compared to healthy 

individuals (20). Junzhong Lai 

examined the expression of the RPRM 

gene in gastric cancer (21). The study 

concluded that the methylation rate in 

healthy samples was significantly lower 

than in cancer samples. In addition, they 

produced cells in which the RPRM gene 
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was silenced, demonstrating that the 

absence of RPRM could result in tumor 

formation. According to previous studies, 

the Reprimo gene-promoter region was 

significantly hypermethylated in GC 

tissues, plasma, and cell samples, allowing 

it to be detected as a diagnostic biomarker 

for GC in plasma or serum samples from 

patients with GC (22). In addition, Wong 

et al. (2005) examined the status of the 

Reprimo gene in cervical carcinoma, 

which showed decreased expression and 

increased methylation in patients 

compared to the control group; Reprimo 

methylation was a unique event in head 

and neck carcinoma (23). In pancreatic 

cancer, Sato et al. (2006) observed that 

patients with methylation in the Reprimo 

gene promoter had genetic instability and a 

poorer prognosis than those without 

methylation (24). In addition, the CpG of 

the Reprimo gene was hypermethylated in 

breast cancer compared to normal breast 

tissue, and interestingly, ERα(+) tumors 

displayed a higher degree of methylation 

than ERα(-)(12). Leukemia, a blood 

cancer, is the most prevalent form of 

cancer in children. Approximately 30% of 

childhood cancers are leukemias, with 

ALL being the most prevalent (1). It 

appears that epigenetic changes may play a 

significant role in the disease’s onset. 

These alterations are frequently caused by 

the inhibition of tumor suppressor genes or 

an increase in the expression of oncogenic 

genes. These changes in gene expression 

are impacted and can even lead to cancer 

development. Additionally, epigenetic 

changes may play a role in cancer 

development, and because these changes 

are reversible, there are drugs known as 

epi-drugs that can affect these epigenetic 

changes. It is significant because it can 

serve as a therapeutic target (25-27) .One 

of the changes in cancers results from the 

increased activity of DNA methylation 

enzymes, which alters the DNA 

methylation pattern and may result in a 

decrease (hypomethylation) or increase 

(hypermethylation) in the methylation rate 

(28). In the present study, the expression 

of the PCDH10 and RPRM genes was 

higher in ALL patients after treatment than 

in ALL patients before treatment. The 

expression of the studied genes was 

significantly higher in the healthy control 

group than in the ALL group. Using MS-

HRM, this study investigated the 

methylation of genes. A significant 

difference was observed between the 

methylation of genes before and after 

treatment in new ALL cases and the 

control group. In addition, the relationship 

between promoter methylation and gene 

expression was investigated. This study 

suggests gene promoter methylation may 

influence gene expression and patient 

characteristics based on gene expression 

and methylation percentage. The 

expression of the PCDH10 gene was 

lowest in patient numbers 15, 10, and 

18, respectively. Notably, these patients 

(10 and 18) had a high blast percentage 

after treatment. Intriguingly, the 

methylation rate of patient 15 ranged 

between 75 and 100%. Consequently, 

methylation of the gene has been linked to 

its expression. Patients 17, 2, and 16 had 

the highest expression of the PCDH10 

gene; all were females with a blast 

percentage of 1% after treatment. 

Regarding the RPRM gene, patient number 

15 and patients 10-14 had the lowest gene 

expression. The patients with the highest 

RPRM gene expression were 1, 2, and 21, 

respectively. After treatment, the blast 

percentage of these patients was 1%. 

Patient number 8 exhibited the highest 

level of methylation. There was no 

correlation between gene expression and 

methylation and the characteristics of 

patients. The findings of this study were 

consistent with previous research. 

According to this study, the PCDH10 and 

RPRM genes may play a role in tumor 

suppression in patients with acute 

lymphoblastic leukemia. Methylation of 

the PCDH10 and Reprimo promoters has 

been identified in several human cancers. 

In ALL, expression and methylation of 
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these genes were investigated due to their 

role as novel tumor suppressors and their 

significance in disease prognosis, as 

determined by prior research. In the 

present study, we demonstrate that 

aberrant methylation of PCDH10 and 

Reprimo in acute lymphoblastic leukemia 

is consistent with previous research. 

According to this study, the PCDH10 and 

RPRM genes may play a role in tumor 

suppression in patients with acute 

lymphoblastic leukemia. This study may 

provide new evidence that the promoters 

of the PCDH10 and RPRM genes play a 

role in ALL patients via multiple signaling 

pathways, including the EGFR/AKT 

pathway. Further research is proposed to 

demonstrate that PCDH10 and RPRM 

gene methylation may be significant 

treatment markers for ALL. 

 

Conclusion 
In conclusion our findings indicate that 

PCDH10 and RPRM methylation may 

function as tumor suppressor genes in 

ALL cells. These findings also support 

further investigation into the possible role 

of PCDH10 and RPRM gene expression 

and methylation in ALL patients. 

However, investigations on numerous 

pediatric ALL patients are necessary to 

validate the current findings. 
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