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Cystic fibrosis (CF) is a  life-limiting autosomal recessive disorder affecting principally respiratory and digestive 

system. It is caused by cystic fibrosis transmembrane conductance regulator (CFTR) gene mutation. The aim of 

this study was to determine the extent of repeat numbers and the degree of heterozygosity for 

c.3499+200TA(7_56) and D7S523 located in intron 17b and 1 cM proximal to the CFTR gene respectively. Both 

microsatellites were analyzed by direct electrophoresis of PCR product on 20% polyacrylamide gel in 40 Normal 

subjects and 40 CF patients originating from North Iran. 9 different alleles were found for D7S523 ranging from 

16 to 24 repeats alleles. (CA)20 was the most prevalent allele both in normal individuals and CF patients with 

21.3% and 20% frequencies respectively. Heterozygosity frequency of D7S523 in normal individuals and CF 

patients was 97.5% and 90% respectively. Eighteen different alleles were found for c.3499+200TA(7_56) 

ranging from 8 to 38 repeats alleles. (TA)9 was  the most prevalent allele both in normal individuals and CF 

patients with 30% and 23.5% frequencies respectively. All normal subjects and 97.5% of CF patients showed 

heterozyous genotype. The high heterozygosity of the two studied microsatellites witnesses the dynamism of 

such markers.  High degree of heterozygosity of c.3499+200TA(7_56) and D7S523 make these markers, a very 

useful tool for  prenatal diagnosis especially in Iranian population. 
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Cystic fibrosis (CF) is the most common life-

limiting autosomal recessive disorder in the white 

population. It is a complex multi-organ disease 

affecting respiratory and digestive system, male 

genital tract, and exocrine sweat glands (1). 1 in 

2,000-3,000 Caucasian newborns are affected by CF 

and frequency of carriers is 1 in 26 (2). In Iranian 

population the incidence of CF was estimated to 1 in 

6400 birth (3). 

Mutation in cystic fibrosis transmembrane 

conductance regulator (CFTR), located on the long 

arm of chromosome 7 (7q21-34) causes CF (4-6). 

CFTR span approximately 150 kb of genomic 

DNA, consisting of 27 exons and encodes a mature 

6.5 kb mRNA transcript (7-8). CFTR  protein 

consists of 1480 amino acids and forms a chloride 
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channel, an essential component of epithelial 

chloride transport systems in many organs, 

including the intestines, pancreas, lungs, sweat 

glands, and kidneys (9-10). 

More than 1800 CFTR mutation and 

polymorphisms have been identified (11). The vast 

majority of mutations have frequencies less than 

0.1% and their distribution depend on race and/or 

ethnicity (12). The most common disease-causing 

mutation, p.Phe508del, is found in some 70% of 

Canadian, American and Northern European 

Caucasian patients (13). There is a decrease in 

frequency from European to Middle East countries 

where this allele represent about 18% to 24% of 

mutant alleles (3, 14, 15). 

Although molecular diagnosis is the unique 

approach to perform prenatal diagnosis in at risk 

couples, there is no guarantee for detection of the 

two disease-causing mutations by direct  gene 

analysis procedures (16). In other hand, in countries 

like Iran, high heterogeneity of CFTR mutations, 

make molecular diagnosis conditions more 

complicated (17). 

Segregation analysis of CFTR polymorphic 

markers can be an efficient alternative in families 

presenting a previous history of the disease with 

one or two unknown mutations. This method not 

only reduces errors due to methods of mutation 

detection, maternal contamination or human 

manipulations, but also can be used to search for 

possible associations between haplotypes and CF 

mutations (16). 

c.3499+200TA(7_56) is a highly 

polymorphic microsatellite containing TA-repeats 

located in intron 17b of CFTR gene and have been 

shown to have at least 24 different alleles with 

sizes ranging from 7 to 56 repeats (18). D7S523 is 

a microsatellite containing CA-repeats located 1 

cM proximal to the CFTR gene which was reported 

to show 80% heterozygote frequency in Europe 

(19). In this report we considered 

c.3499+200TA(7_56) and D7S523 polymorphisms 

on CFTR gene in normal individuals and cystic 

fibrosis patients in North Iran. 

 

Materials and methods 

Patients 

40 normal adult fertile males or females and 

40 CF patients under age 14 and presenting 

pulmonary complications and elevated sweat 

chloride values (> 60 mEq/L) were studied. All 

subjects were from the North of Iran. Genomic 

DNA was extracted from peripheral blood using 

Alkalin lysis method. 

Molecular analysis 

D7S523 polymorphism was analyzed by direct 

elecctrophoresis of PCR product on 20% 

polyacrylamide gel. PCR amplifications were carried 

out in 25 µl volume reaction containing 250 µM 

dNTPs, 1.5 mM MgCl2, 0.2 pM each forward and 

reverse primers, 0.5 unit Taq DNA polymerase. 

Primers sequence is presented in Table 1. The PCR 

conditions were as follows: denaturation at 94ºC for 4 

minutes, then 35 cycles, consisting of 30 second 

denaturation at 94ºC, annealing at 55ºC for 30 seconds 

and extension at 72ºC for 30 seconds, followed by 

final extension at 72ºC for 10 minutes. Amplification 

of expected fragment was confirmed by sequencing of 

one PCR product. Figure 1 shows a representative 

result of genotyping for D7S523 locus. Although we 

found more than 2 bands (up to 6 bands) for each PCR 

reaction, we presumed that lower bands correspond to 

homoduplexes and higher bands correspond to 

heteroduplexes. Repeat numbers were verified for at 

least one of the patients by performing Sanger dideoxy 

sequencing analysis (Bioneer, South Korea).  

Analysis of c.3499+200TA(7_56) was 

performed upon nested-PCR. Primary PCR was 

carried out by external primer in 25 µl volume 

reaction containing 250 µM dNTPs, 1.5 mM MgCl2, 

0.2 pM each forward and reverse primers, 0.5 unit Taq 

DNA polymerase. Thermo-cycling conditions was 

initial denaturation at 94°C for 4 minutes, followed by 

30 cycles of denaturation at 94°C for 30 seconds, 
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Fig 1. Separation of  PCR  products  of  D7S523 on a 20% polyacrylamide gel. MWM: Molecular weight marker V (Roche, Germany) 

123/124bp 

104bp 

MWM  1   2           3         4           5       

annealing at 60°C for 30 seconds, extension at 

 72°C for 30 seconds. Cycling culminated with 

 a final extension at 72°C for 4 minutes.  

For the secondary PCR, first round PCR  

products were used as template and 

internal forward and reverse primers were used. Final 

PCR products were separated on a 20% 

polyacrylamide gel. Table 1 shows the sequences  

of external and internal primers used to  

amplify c.3499+200TA(7-56). 

 
Table 1: Primers used for analysis of  D7S523 and c.3499+200TA(7_56) in CFTR gene 

Locus                                  Primer sequences  
                                            5′→3′ 

D7S523:                             F: TGTGGAAAAATATTCTGGGAAGA            

                                          R: ACCTGTTGACATTTTTAAAACCA  

c.3499+200TA(7-56): 

Eُxternal primers                    F: GCTGCATTCTATAGGTTATC  

                                              R: AAACTTACCGACAAGAGGAA 

Internal primers                 F: CAAATAATTTCCTTGAAATCGGATA 

                                             R: TTAAAACTGTGAAAACAGGGATAAT  

As c.3499+200TA(7-56) was amplified by nested PCR, 2 sets of primers (External and Internal) were used to analyze this microsatellite 

 

Results 

D7S523 analysis 

Nine different alleles were found in studied population 

ranging from 16 to 24 repeats. (CA)20 was the most 

prevalent allele both in normal individuals and CF 

patients with 21.3% and 20% frequencies respectively. 

(CA)16 and (CA)24 alleles  had the lowest prevalence in 

normal individuals with 1.3% and in CF patients with 

2.5% frequency. (CA)21 /(CA)20 genotype was the 

most frequent both in normal individuals and CF 

patients with 22.5% abundance. Heterozygosity 

frequency of D7S523 in normal individuals and CF 

patients was 97.5% and 90% respectively. The 

distribution of different D7S523 alleles is represented 

in Table 2. Figure 2 shows a sequencing result for a  

(CA)23 /(CA)22 patient. 

c.3369+213TA(7_56) analysis 

Eighteen different alleles were found in 

population ranging from 8 to 38 repeats alleles. 

(TA)9 was the most prevalent allele both in normal 

individuals and CF patients with 30% and 23.5% 

frequencies respectively. (TA)9 /(TA)8  genotype 

was the most prevalent genotype in normal 

individuals and CF patients with 52.5% and 35%% 

frequencies. All normal subjects and 97.5% of CF 

patients showed heterozyous genotype. Allelic 

distribution of c.3499+200TA(7_56) locus is 

represented in Table 2. 
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Fig 2. Sequence analysis of  D7S523 locus: Sequencing data for a CF patient shows a CA(23)/CA(22) genotype 

 

 

 

 

 

 

 

 

 

 
Table 2: Allele frequencies of c.3499+200TA(7_56)and D7S523 

        CF (n = 80)        Normal (n = 80)      No. of  repeats 
      TA              CA     TA                      CA TA                      CA 

    - 14(17.5%) 1(1.3%) 21(26.3%) 16 8 
3(3.8%) 19(23.5%) 4(5%) 24(30%) 17 9 
11(13.8%) 6(7.5%) 4(5%) 3(3.8%) 1800 10 
12(15%) 1(1.3%) 15(18.8%)       - 19 11 
16(20%)      - 17(21.3%) 1(1.3%) 20 24 
15(18.8%)      - 15(18.8%) 1(1.3%) 21 25 
13(16.3%)      - 9(11.3%) 2(2.5%) 22 27 
8(10%)      - 7(8.8%) 3(3.8%) 23 28 
2(2.5%)      -      - 3(3.8%) 24 29 
 1(1.3%)  2(2.5%)  30 
 4(5%)  2(2.5%)  31 
 7(8.8%)  6(7.5%)  32 
 8(10%)  6(7.5%)  33 
 10(12.4%)  3(3.8%)  34 
 6(7.5%)  2(2.5%)  35 
 2(2.5%)  1(1.3%)  36 
 1(1.3%)      -  37 
 1(1.3%)      -  38 

 
Genotype frequencies of c.3499+200TA(7_56)and D7S523 

CF patients (n = 80) Normal (n = 80) Genotypes of   
TA                          CA TA                          CA TA                          CA 

 14(35%) 1(2.5%) 21/(52.5%) 17/16 9/8 
3(7.5%) 5(12.5%) 3(7.5%) 3(7.5%) 18/17 10/9 
5(12.5%) 1(2.5%) 7(17.5%)     - 19/18 11/10 
3(7.5%)     - 6(15%) 1(2.5%) 20/19 25/24 
1(2.5%)     - 2(5%) 1(2.5%) 20/18 28/27 
9(22.5%)     - 9(22.5%) 1(2.5%) 21/20 29/28 
1(2.5%)     - 2(5%) 2(5%) 21/19 30/29 
6(15%) 1(2.5%) 2(5%)     - 22/21 31/30 
4(10%) 3(7.5%) 5(12.5%) 2(2.5%) 23/22 32/31 
2(5%) 2(5%) 2(5%) 2(2.5%) 24/23 33/32 
1(2.5%) 6(15%)     - 2(5%) 18/18 34/33 
1(2.5%) 4(10%)     - 2(2.5%) 19/19 35/34 
1(2.5%) 2(5%)     -     - 20/20 36/35 
    - 1(2.5%) 1(2.5%)     - 21/21 38/37 
1(2.5%) 1(2.5%)     -     - 22/22 32/32 
1(2.5%)     -     -  23/23     - 
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Discussion 

Analysis of D7S523 microsatellite showed that 

(CA)20  is  the most common allele in both CF 

patients and normal subjects with 20% and 21.3%  

frequencies, respectively. In similar studies in 

Caucasian population, D7S523 microsatellite 

repeats varied between 1 to 7 (20), while in the 

present study, CA repeats number varied between 

16 to 24. This difference can be due to unequal 

crossing over or replication slippage. Allelic 

variation of D7S523 locus linked to F508del 

mutation demonstrates that this locus is highly 

unstable (20). (CA)21 /(CA)20 genotype was the 

most frequent genotype in both normal individuals 

and CF patients. Heterozygosity frequency of 

D7S523 in normal individuals and CF patients was 

higher than 90%. Such a high heterozygocity make 

this locus a suitable one for CFTR alleles tracking 

by linkage analysis of families with previous 

history of the disease and no obvious mutant allele 

recognized by routine mutation detection methods. 

c.3499+200TA(7_56) survey showed that (TA)9 

allele was the most prevalent allele in normal 

individuals and CF patients with 30% and 23.5% 

frequencies, respectively. In similar studies of 

European CF patients, (TA)31 was the most frequent 

allele (21-22). This divergence could be related to 

different spectrum and abundance of CFTR 

mutations of Iranian patients in comparison to 

European CF patients. c.3499+200TA(7_56) was 

highly polymorphic in the present study as all 

normal subjects and 97.5% of CF patients were 

heterozygous at this locus. Similar studies in 

Caucasian populations also reported a high degree 

of heterozigosity for this locus (22-24). 

Despite the relatively important degree of 

consanguinity (around 40%) in both normal 

subjects and CF patients (25), the heterozygosity of 

the two studied microsatellites was higher than 80% 

witnessing the dynamism of such markers. High 

degree of heterozygosity of c.3499+200TA(7_56) 

and D7S523 make these markers, a very useful tool 

for prenatal diagnosis especially in Iranian 

population where CFTR mutations are very 

heterogeneous. Moreover heterozygosity of 

polymorphic microsatellites can aid in detecting 

possible maternal or exogenous DNA 

contaminations during prenatal diagnosis of genetic 

disorders. 

Acknowledgments 

We would like to express our gratitude to all 

persons who accepted to participate to this study. 

This research was approved by the ethical 

committee of Babol University of Medical Sciences 

and was supported by a Grant number 892958 from 

Babol University of Medical Sciences. 

Conflict of interest: None declared 

 

References 

1. Moskowitz SM, Chmiel JF, Sternen DL, et al. Clinical 

practice and genetic counseling for cystic fibrosis and CFTR-

related disorders. Genet Med 2008;10:851-68. 

2. Bobadilla JL, Macek M, Fine JP, et al. Cystic fibrosis: A 

worldwide analysis of CFTR mutations - Correlation with 

incidence data and application to screening. Hum Mutat 

2002;19:575-606. 

3. Elahi E, Khodadad A, Kupershmidt I, et al. A haplotype 

framework for cystic fibrosis mutations in Iran. J Mol Diagn 

2006;8:119-27. 

4. Riordan JR, Rommens JM, Kerem B, et al. Identification of 

the cystic fibrosis gene: cloning and characterization of 

complementary DNA. Science 1989;245:1066-73. 

5. Kerem B, Rommens JM, Buchanan JA, et al. Identification of 

the cystic fibrosis gene: genetic analysis. Science 

1989;245:1073-80. 

6. Rommens JM, Iannuzzi MC, Kerem B, et al. Identification of 

the cystic fibrosis gene: chromosome walking and jumping. 

Science 1989;245:1059-65. 

7. McCarthy VA, Harris A. The CFTR gene and regulation of its 

expression. Pediatr Pulmonol 2005;40:1-8. 

8. Suaud L, Rubenstain R, C. The Genetics of Cystic Fibrosis. 

In: Allen L, Panitch H, Rubenstein RC (eds). Cystic Fibrosis 

"Volume 242 of Lung Biology in Health and Disease". New 

York: Informa Healthcare Inc; 2010:1-2. 

 [
 D

ow
nl

oa
de

d 
fr

om
 ij

m
cm

ed
.o

rg
 o

n 
20

25
-0

8-
23

 ]
 

                               5 / 6

https://ijmcmed.org/article-1-51-en.html


Analysis of microsatellites linked to CFTR  

118  Int J Mo1 Cell Med Spring 2012; Vol 1 No2 

9. O'Sullivan BP, Freedman SD. Cystic fibrosis. Lancet 

2009;373:1891-904. 

10. Akabas MH. Cystic fibrosis transmembrane conductance 

regulator. Structure and function of an epithelial chloride 

channel. J Biol Chem 2000;275:3729-32. 

11. CF Genetic Analysis Consortium 2011. Available from: 

http://www.genet.sickkids.on.ca/cftr 

12. Richards CS, Bradley LA, Amos J, et al. Standards and 

guidelines for CFTR mutation testing. Genet Med 2002;4:379-

91. 

13. Rodrigues R, Gabetta CS, Pedro KP, et al. Cystic fibrosis 

and neonatal screening. Cad Saude Publica 2008;24 Suppl 

4:s475-84. 

14. Onay T, Zielenski J, Topaloglu O, et al. Cystic fibrosis 

mutations and associated haplotypes in Turkish cystic fibrosis 

patients. Hum Biol 2001;73:191-203. 

15. Dooki MR, Akhavan-Niaki H, Juibary AG. Detecting 

Common CFTR Mutations by Reverse Dot Blot Hybridization 

Method in Cystic Fibrosis First Report from Northern Iran. Iran 

J Pediatr 2011;21:51-7. 

16. Dequeker E, Stuhrmann M, Morris MA, et al. Best practice 

guidelines for molecular genetic diagnosis of cystic fibrosis and 

CFTR-related disorders--updated European recommendations. 

Eur J Hum Genet 2009;17:51-65. 

17. Alibakhshi R, Kianishirazi R, Cassiman JJ, et al. Analysis of 

the CFTR gene in Iranian cystic fibrosis patients: identification 

of eight novel mutations. J Cyst Fibros 2008;7:102-9. 

18. Zielenski J, Markiewicz D, Rininsland F, et al. A cluster of 

highly polymorphic dinucleotide repeats in intron 17b of the 

cystic fibrosis transmembrane conductance regulator (CFTR) 

gene. Am J Hum Genet 1991;49:1256-62. 

19. Dreesen JC, Jacobs LJ, Bras M, et al. Multiplex PCR of 

polymorphic markers flanking the CFTR gene; a general 

approach for preimplantation genetic diagnosis of cystic fibrosis. 

Mol Hum Reprod 2000;6:391-6. 

20. deVries HG, vanderMeulen MA, Rozen R, et al. Haplotype 

identity between individuals who share a CFTR mutation allele 

''identical by descent'': Demonstration of the usefulness of the 

haplotype-sharing concept for gene mapping in real populations. 

Hum Genet 1996;98:304-9. 

21. Kanavakis E, Efthymaidou A, Strofalis S, et al. Cystic 

fibrosis in Greece: molecular diagnosis, haplotypes, prenatal 

diagnosis and carrier identification amongst high-risk 

individuals. Clin Genet 2003;63:400-9. 

22. Elce A, Boccia A, Cardillo G, et al. Three Novel CFTR 

Polymorphic Repeats Improve Segregation Analysis for Cystic 

Fibrosis. Clin Chem 2009;55:1372-9. 

23. Goossens V, Sermon K, Lissens W, et al. Improving clinical 

preimplantation genetic diagnosis for cystic fibrosis by duplex 

PCR using two polymorphic markers or one polymorphic marker 

in combination with the detection of the Delta F508 mutation. 

Mol Hum Reprod 2003;9:559-67. 

24. Mornet E, Chateau C, Simon-Bouy B, et al. Carrier detection 

and prenatal diagnosis of cystic fibrosis using an intragenic TA-

repeat polymorphism. Hum Genet 1992;88:479-81. 

25. Kholghi Oskooei V, Esmaeili Dooki MR, Tabaripour R, et 

al. CFTR haplotypes in northern Iranian population. Gene. 

2013;512:55-60. 

 

 

 [
 D

ow
nl

oa
de

d 
fr

om
 ij

m
cm

ed
.o

rg
 o

n 
20

25
-0

8-
23

 ]
 

Powered by TCPDF (www.tcpdf.org)

                               6 / 6

https://ijmcmed.org/article-1-51-en.html
http://www.tcpdf.org

