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Abstract 

Background: The main epigenetic event occurring during the bladder carcinogenesis process is DNA methylation, 
affecting genes involved in various metabolic pathways and cell regulation. The use of biological fluids such as urine 
sediments could be used as a non-invasive approach to enhance bladder cancer management. In this study, we aim 
to determine the promoter methylation status of a panel of genes in bladder cancer on tumor biopsies and urine 
sediments to evaluate the usefulness of urine samples as a non-invasive approach for methylation status assessment.

Methods: Using the methylation-specific PCR technique, we explored the promoter methylation status of hTERT, 
TWIST1, VIM and NID2 genes in 40 tumor biopsies and their paired urine samples from Moroccan bladder cancer 
patients.

Results: In this study, bladder tumors showed promoter hypermethylation frequency of individual genes as 90%, 
85%, 62.5% and 72.5% in TWIST1, hTERT, NID2 and VIM genes, respectively.

Interestingly, the specificity of methylation detection in urine samples was 100% and the sensitivity to detect hyper-
methylation of TWIST1, hTERT, NID2 and VIM genes reached 91.7%; 97.1%; 84% and 82.8%, respectively.

Conclusions: Our results clearly show that the assessment of promoter hypermethylation in urine samples is highly 
specific and has high sensitivity. Furthermore, urine sediments would be a useful approach to detect the DNA meth-
ylation status of genes and its potential association with bladder cancer development.
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1  Background
Worldwide bladder cancer (BC) is the tenth most com-
monly diagnosed cancer, with approximately 570,000 
new cases per year and more than 210,000 deaths annu-
ally [1].

Currently, BC modalities for diagnosis and follow-up 
are cystoscopy and urine cytology; Cystoscopy is highly 

sensitive for most tumors but it may fail to identify 
smaller and flat tumors such as in situ carcinoma. More-
over, it is an expensive and an invasive procedure that 
shows insufficient power to predict precisely the patient 
outcome. Conversely, urinary cytology is a noninvasive 
and highly specific modality, but it has a poor sensitivity 
for low-grade and well-differentiated lesions [2]. There-
fore, other non-invasive, rapid and accurate alterna-
tives with high sensitivity and specificity are needed to 
improve the BC management.

In the recent years, extensive efforts are made to iden-
tify a molecular signature of BC to improve patients’ 
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treatments and prognosis prediction. In this context, 
many epigenetic changes have been reported to corre-
late with cancer malignancy and progression. The main 
epigenetic event occurring during the bladder carcino-
genesis process is DNA methylation; which affects genes 
involved in various metabolic pathways and cells regu-
lation [3]. Furthermore, the use of biological fluids such 
as urine sediments has attracted much attention as a 
non-invasive method of bladder cancer detection and 
surveillance.

Accordingly, several studies have shown that urine 
fluid is a reliable matrix to detect molecular alterations 
in all stages and grades of bladder cancer [4], and could 
be used as a non-invasive approach to identify a molecu-
lar signature for enhancing bladder cancer management 
[5]. In this optic, the present study was planned to evalu-
ate the promoter methylation status of a panel of genes 
known for their involvement in bladder carcinogenesis, 
in tumor biopsies and their paired urine sediments to 
assess the usefulness of urine samples as a non-invasive 
approach of promoters’ methylation detection and blad-
der cancer management.

2  Methods
2.1  Specimens
A total of 40 fresh frozen tumor samples were obtained 
by transurethral resection of the bladder or cystoscopy 
at the Urology Department of University Military Hos-
pital in Rabat, Morocco and paired urine samples were 
obtained before surgery from every patient. The protocol 
of the study was approved by the Ethics Committee for 
Biomedical Research, Faculty of Medicine and Pharmacy 
of Rabat – Morocco (Ref 82/19) and written informed 
consent was obtained from each recruited patient.

2.2  Methylation specific PCR (MSP)
Tissue specimens were immediately stored at −  80  °C. 
The voided urines (50 mL fresh urines) were spun down 
by centrifugation at 4500 g for 15 min, and the pelleted 

urine sediments were washed twice with phosphate buff-
ered saline (PBS) and stored at − 80  °C. Genomic DNA 
was extracted from fresh tumor biopsies and urine cell 
sediments using phenol/chloroform method [6]. Then, 
500 ng of genomic DNA extracted from each sample was 
used for bisulfite modification as previously described 
[7]. The Sodium bisulfite modification and DNA purifi-
cation were carried out by the EZ DNA Methylation Kit 
(Zymo Research, USA). The modified DNA was subject 
to methylation-specific PCR (MSP) using methylation-
specific and unmethylation-specific primers of a panel 
of genes “TWIST1, hTERT, VIM and NID2” [8–11]. The 
amplification reaction was carried out in a final vol-
ume of 25 µl containing 2 µl of modified DNA, 1X PCR 
buffer, 1.5  mM  MgCl2, 10  µM of each dNTP, 10  µM of 
each primer and 1U Platinum Taq Polymerase (Invit-
rogen, USA). Mixtures were first denatured at 95  °C for 
10  min. Then, 40 cycles of PCR were performed with 
denaturation at 95 °C for 30 s, primer annealing for 45 s 
at the corresponding temperature (Table  1) and primer 
extension for 45 s at 72 °C. At the end of the cycles, mix-
tures incubation was carried out at 72  °C for 10 min. A 
negative control, in which DNA was omitted from the 
amplification mix, was included in each reaction. PCR 
products were analyzed by electrophoresis on 2% agarose 
gel followed by staining with ethidium bromide (10 mg/
ml). The sensitivity reflects the fraction of patients in 
which the urine DNA was methylated among cases with 
methylation in matched tumor DNA of the same gene 
promoter. The specificity reflects the number of methyl-
ated tumor biopsies among cases showing methylation in 
matched urine DNA of the same gene promoter.

2.3  Statistical analysis
The hypermethylation status of genes promoters in 
tumor biopsies and urine sediments was statistically eval-
uated using percentages and confidence intervals (CI) of 
95% by IBM SPSS software version 23.

Table 1 Genes primers and corresponding annealing temperatures for MSP

Gene Forward (5’ – > 3’) Reverse (5’ – > 3’) Product size 
(pb)

Tm (°C)

TWIST1 M CCG TCG CCT TCC TCC GAC GA TGC GTT AGG GTT CGG GGG CGT 100 64

U TTG GAT GGG GTT GTT ATT GT CCT AAC CCA AAC AAC CAA CC 79 63

hTERT M GAG GTA TTT CGG GAG GTT TCGC ACT CCG AAC ACC ACG AAT ACCG 121 58

U GGG AGG TAT TTT GGG AGG TTT TGT ’ CAA ACT CCA AAC ACC ACA AAT ACC A 126 58

NID2 M TAG TAT TGG TAA CGA CGA TAG TAT C AAA TTC GAA ACT AAC GCG ACACG 141 58

U TAG TAT TGG TAA TGA TGA TAG TAT T AAA TTC AAA ACT AAC ACA ACACA 141 55

VIM M TTA TAA AAA TAG CGT TTT CGGC ATA ACG CGA ACT AAC TCC CG 143 59

U GGG TTA TAA AAA TAG TGT TTT TGG T ACA ATA ACA CAA ACT AAC TCCCA 149 57



Page 3 of 5El azzouzi et al. African Journal of Urology           (2022) 28:31  

3  Results
Clinico-pathological characteristics of tumor specimens 
are summarized in Table 2. The mean age of patients was 
67 years, ranging from 47 to 84 years. The most recruited 
cases were staged ≤ PT1 and have high tumor grade 
(Table 2).

Promoter’s methylation was assessed in tumor biop-
sies and matched urine sediments from all patients and 
results are summarized in Table 3. Globally, DNA hyper-
methylation was found in all bladder tumor biopsies in 
at least one of the studied genes. Comparison between 
hypermethylation of the studied genes in bladder biop-
sies and paired urine sediments, showed that all cases 
with hypermethylation in DNA from urine sediments 
have an aberrant methylation in the corresponding DNA 
from bladder biopsies; suggesting a specificity of meth-
ylation detection in urine sediments of 100%.

In this study, the sensitivity of hypermethylation 
detection in urine sediments was different according to 
the studied gene. It was higher for hTERT 97.1% [95% 
CI = 77.5–98.2] and lower for VIM gene 82.8% [95% 
CI = 64.2–94.2] (Table 3).

4  Discussion
Recent advances in oncology research report that molec-
ular signature of tumors is a key factor for cancer strati-
fication, personalized therapy and a reliable prognosis 
[12]. Molecular characterization of tumors is mainly 
based on the assessment of genetic alterations leading 
to genetic activation/inactivation and cellular pathways 
deregulation.

During last decade, a great interest was given to DNA 
methylation changes as the main epigenetic event asso-
ciated with cancer development and progression [13]. In 
bladder cancer, DNA hypermethylation have been used 
as targets for detection and diagnosis of tumor cells in 
clinical specimens such as tissue biopsies and urine sedi-
ments [4].

In this study, we have used MSP assay to assess the 
promoter methylation status of a panel of genes in both 
tumor biopsies and urine sediments DNA from Moroc-
can patients with bladder cancer. The interest was 
focused on, TWIST1, hTERT, NID2 and VIM genes for 
their implication in many cellular pathways and their 
widely reported data as highly methylated genes in blad-
der cancer [14–17].

In this study, bladder tumors showed promoter hyper-
methylation frequency of individual genes as 90%, 85%, 
62.5% and 72.5% in TWIST1, hTERT, NID2 and VIM 
genes, respectively.

These findings are in good agreement with already 
reported data on Moroccan patients [17]. Of interest, 
medium frequency of TERT (53%) and high frequency of 
TWIST1 (98%) promoters’ methylation in BC were reported 
by Leão et al. [14] and Yegin et al. [16], respectively.

The methylation study of each gene promoter was 
extended to the matched urine sediment DNA for all 
studied patients. Overall, the promoter hypermethyla-
tion for at least one gene was detected in 39 analyzed 
samples; thereby the detection coverage of methylation 
in urine reached 97.5% [95% CI = 86.8–99.9]. Interest-
ingly, the sensitivity of TWIST1 and TERT promoters’ 
hypermethylation detection in urine samples was higher; 
reaching 91.7% and 97.1%, respectively. These results are 
supported by Yegin et  al. (2013) and Vinci et  al. (2011), 
who showed that TWIST1 and TERT hypermethylation 
have high sensitivities (87.5% and 76%, respectively) and 
specificities (93.3% and 100%, respectively) for blad-
der cancer detection in urine sediments [16, 18]. Similar 

Table 2 Tumor characteristics of recruited cases

Parameter Total cases Percentage (%)

Gender

Male 39 97.5

Female 1 2.5

Age

 ≤ 50 1 2.5

50–70 24 60

 > 70 15 37.5

Smoking

Yes 22 55

No 18 45

Tumor stage

 ≤ PT1 30 75

 > PT1 10 25

Tumor grade

Low grade 14 35

High grade 26 65

Table 3 Comparison between methylation status in bladder 
biopsies and voided urine sediments

CI = confidence interval

Genes Hypermethylation 
detection in fresh 
tumor biopsies

Hypermethylation 
detection in urine 
sediments

Sensitivity % (95% 
CI)

N % [95% CI] N % [95% CI]

TWIST1 36 90 [76.3–97.2] 33 82.5 [67.2–92.7] 91.7 [77.5–98.2]

hTERT 34 85 [70.2–94.3] 33 82.5 [67.2–92.7] 97.1 [84.7–99.9]

NID2 25 62.5 [45.8–77.3] 21 52.5 [36.1–68.5] 84 [63.9–95.5]

VIM 29 72.5 [56.1–85.4] 24 60 [43.3–75.1] 82.8 [64.2–94.2]
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results were reported by Renard et  al. (2010) that have 
identified high sensitivity and specificity (90% and 93%, 
respectively) of TWIST1 methylation detection in urine 
sediments [19].

In this study, sensitivity of detecting NID2 and VIM 
hypermethylation in urine sediments was 84% and 82.8%, 
respectively. These results are slightly different from 
those reported by Yegin et  al. (2013) and Costa et  al. 
(2010), showing higher sensitivity frequencies (95.8% and 
96%, respectively) in urinary bladder cancer patients [16, 
20]. This difference could be due to the smaller cohort 
in our study. Scientific evidences have shown that the 
urine DNA is presumably shed from the original pri-
mary tumor or neoplastic lesions in the bladder wall, and 
consequently genetic and epigenetic alterations in urine 
sediments will reflect the whole situation in the blad-
der tumors’ tissues. Moreover, DNA methylation assess-
ment in urine sediments has much significant potential 
added value for clinicians and patients: (1) a non-inva-
sive approach; (2) reducing the number of cystoscopies 
required for the diagnosis and surveillance of bladder 
cancer and (3) saving time and budget.

In this study, of particular interest, a specificity of 
100% was obtained for the all studied genes. Indeed, 
the methylation was only detected in those patients 
whose tumor tissue also showed gene promoter meth-
ylation, and consequently no false-positive result was 
detected, with 100% specificity for all the studied genes. 
These results are of a great interest and highlighted 
the interest of using urine sediments for biomarkers’ 
assessment.

This study is very informative and clearly highlights the 
usefulness of urine sediment as a valuable and non-inva-
sive matrix for epigenetic studies. However, there were 
several limitations due to the use of the MSP technique 
which identifies only the qualitative level of DNA meth-
ylation and to the small scale of our study cohort. Further 
studies on a large population are necessary to confirm the 
obtained results.

5  Conclusions
Our investigation clearly showed that promoters’ hyper-
methylation assessment in non-invasive urine samples 
is highly specific, shows a great sensitivity, and would 
be a useful approach for studying epigenetic altera-
tions and their potential association with bladder cancer 
development.

Acknowledgements
We would like to thank everyone who has participated to the realization 
of this work, especially the medical staffs of Urology and Anatomopathol-
ogy Departments of the Military Hospital Mohamed V in Rabat – Morocco for 
their precious help and contribution.

Author contributions
ME performed the experiments, analyzed the data and wrote the paper. HE 
analyzed the data and contributed to experiments and paper writing. CHA, IC 
and LB contributed to experiments and paper writing. MT, IH and MB provided 
patient samples and follow up. MO, AA and AA provided intellectual contribu-
tions and revised the manuscript. ME provided intellectual contribution 
critically revised the manuscript. MA supervised all the experiments, critically 
revised the manuscript and gave final approval to the publication. All authors 
read and approved the final manuscript.

Funding
This research did not receive any specific grant from funding agencies in the 
public, commercial, or not-for-profit sectors.

Availability of data and materials
Not applicable.

Declarations

Ethics approval and consent to participate
The study protocol was approved by the Ethics Committee for Biomedical 
Research, Faculty of Medicine and Pharmacy of Rabat – Morocco (Ref 82/19) 
and written informed consent was obtained from each recruited patient.

Consent for publication
I declare that all participants have given their consent for publication.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Biology and Medical Research Unit, CNESTEN, Rabat, Morocco. 2 Faculty 
of Medicine and Pharmacy of Rabat, Mohammed V University in Rabat, Rabat, 
Morocco. 3 Department of Urology, Mohammed V Military Teaching Hospital 
of Rabat, Rabat, Morocco. 4 Department of Pathology, Mohammed V Military 
Teaching Hospital of Rabat, Rabat, Morocco. 5 Faculty of Sciences, Mohammed 
V University in Rabat, Rabat, Morocco. 

Received: 29 November 2021   Accepted: 7 June 2022

References
 1. Sung H, Ferlay J, Siegel RL, Laversanne M, Soerjomataram I, Jemal A, Bray 

F (2021) Global cancer statistics 2020: GLOBOCAN estimates of incidence 
and mortality worldwide for 36 cancers in 185 countries. CA A Cancer J 
Clin 71(3):209–249. https:// doi. org/ 10. 3322/ caac. 21660

 2. Bladder cancer: diagnosis and management of bladder cancer: © NICE 
(2015) Bladder cancer: diagnosis and management of bladder cancer. 
BJU Int. 2017;120(6):755–765. https:// doi. org/ 10. 1111/ bju. 14045.

 3. Kandimalla R, van Tilborg AA, Zwarthoff EC (2013) DNA methylation-
based biomarkers in bladder cancer. Nat Rev Urol 10(6):327–335. https:// 
doi. org/ 10. 1038/ nrurol. 2013. 89

 4. Satyal U, Srivastava A, Abbosh PH (2019) Urine biopsy—liquid gold for 
molecular detection and surveillance of bladder cancer. Front Oncol 
9:1266. https:// doi. org/ 10. 3389/ fonc. 2019. 01266

 5. López JI, Angulo JC, Martín A, Sánchez-Chapado M, González-Corpas A, 
Colás B, Ropero S (2017) A DNA hypermethylation profile reveals new 
potential biomarkers for the evaluation of prognosis in urothelial bladder 
cancer. APMIS 125(9):787–796. https:// doi. org/ 10. 1111/ apm. 12719

 6. Sambrook J, Fritsch E, Maniatis T (1989) Molecular cloning : a laboratory 
manual. Cold Spring Harbor Laboratory Press, Cold Spring Harbor

 7. Attaleb M, El Hamadani W, Khyatti M, Benbacer L, Benchekroun N, 
Benider A, Amrani M, El Mzibri M (2009) Status of p16INK4a and 
E-cadherin gene promoter methylation in moroccan patients with cervi-
cal carcinoma. Oncol Res Featur Preclin Clin Cancer Ther 18(4):185–192. 
https:// doi. org/ 10. 3727/ 09650 40097 90217 416

https://doi.org/10.3322/caac.21660
https://doi.org/10.1111/bju.14045
https://doi.org/10.1038/nrurol.2013.89
https://doi.org/10.1038/nrurol.2013.89
https://doi.org/10.3389/fonc.2019.01266
https://doi.org/10.1111/apm.12719
https://doi.org/10.3727/096504009790217416


Page 5 of 5El azzouzi et al. African Journal of Urology           (2022) 28:31  

 8. Eroglu O, Cilingir O, Artan S, Aras BD (2019) Investigation of DNAmethyla-
tion of TWIST gene in breast cancer and its relationship to histopatho-
logical features. Adv Breast Cancer Res 08(01):45–59. https:// doi. org/ 10. 
4236/ abcr. 2019. 81004

 9. Guo N, Cheng D, Li ZH, Zhou QB, Zhou JJ, Lin Q, Zeng B, Liao Q, Chen 
RF (2012) Transfection of HCVc improves hTERT expression through 
STAT3 pathway by epigenetic regulation in Huh7 cells. J Cell Biochem 
113(11):3419–3426. https:// doi. org/ 10. 1002/ jcb. 24218

 10. Ulazzi L, Sabbioni S, Miotto E, Veronese A, Angusti A, Gafà R, Manfredini 
S, Farinati F, Sasaki T, Lanza G, Negrini M (2007) Nidogen 1 and 2 gene 
promoters are aberrantly methylated in human gastrointestinal cancer. 
Mol Cancer 6(1):17. https:// doi. org/ 10. 1186/ 1476- 4598-6- 17

 11. Xiong G, Liu J, Tang Q, Fan Y, Fang D, Yang K, Xie F, Zhang M, Zhang L, 
Liu L, Zhang C, Yao L, Yang L, Ci W, Zhao W, Gong Y, He Q, Gong K, He Z, 
Zhou L (2015) Prognostic and predictive value of epigenetic biomark-
ers and clinical factors in upper tract urothelial carcinoma. Epigenomics 
7(5):733–744. https:// doi. org/ 10. 2217/ epi. 15. 34

 12. Herceg Z, Hainaut P (2007) Genetic and epigenetic alterations as 
biomarkers for cancer detection, diagnosis and prognosis. Mol Oncol 
1(1):26–41. https:// doi. org/ 10. 1016/j. molonc. 2007. 01. 004

 13. Locke WJ, Guanzon D, Ma C, Liew YJ, Duesing KR, Fung KYC, Ross JP (2019) 
DNA methylation cancer biomarkers : translation to the clinic. Front 
Genet 10:1150. https:// doi. org/ 10. 3389/ fgene. 2019. 01150

 14. Leão R, Lee D, Figueiredo A, Hermanns T, Wild P, Komosa M, Lau I, Mistry 
M, Nunes NM, Price AJ, Zhang C, Lipman T, Poyet C, Valtcheva N, Oehl K, 
Coelho H, Sayyid R, Gomes AM, Castro PEL, Tabori U (2019) Combined 
genetic and epigenetic alterations of the TERT promoter affect clinical 
and biological behavior of bladder cancer. Int J Cancer 144(7):1676–1684. 
https:// doi. org/ 10. 1002/ ijc. 31935

 15. Monteiro-Reis S, Leça L, Almeida M, Antunes L, Monteiro P, Dias PC, 
Morais A, Oliveira J, Henrique R, Jerónimo C (2014) Accurate detection 
of upper tract urothelial carcinoma in tissue and urine by means of 
quantitative GDF15, TMEFF2 and VIM promoter methylation. Eur J Cancer 
50(1):226–233. https:// doi. org/ 10. 1016/j. ejca. 2013. 08. 025

 16. Yegin Z, Gunes S, Buyukalpelli R (2013) Hypermethylation of TWIST1 
and NID2 in tumor tissues and voided urine in urinary bladder cancer 
patients. DNA Cell Biol 32(7):386–392. https:// doi. org/ 10. 1089/ dna. 2013. 
2030

 17. El Azzouzi M, El Ahanidi H, Hafidi Alaoui C, Chaoui I, Benbacer L, Tetou 
M, Hassan I, Bensaid M, Oukabli M, Ameur A, Al Bouzidi A, El Mzibri M, 
Attaleb M (2022) Evaluation of DNA methylation in promoter regions of 
hTERT, TWIST1, VIM and NID2 genes in Moroccan bladder cancer patients. 
Cancer Genet 260–261:41–45. https:// doi. org/ 10. 1016/j. cance rgen. 2021. 
12. 001

 18. Vinci S, Giannarini G, Selli C, Kuncova J, Villari D, Valent F, Orlando C (2011) 
Quantitative Methylation Analysis of BCL2, HTERT, and DAPK Promoters 
in Urine Sediment for the Detection of Non-Muscle-Invasive Urothelial 
Carcinoma of the Bladder: A Prospective, Two-Center Validation Study. 
Urol. Oncol 29:150–156. https:// doi. org/ 10. 1016/j. urolo nc. 2009. 01. 003. 

 19. Renard I, Joniau S, van Cleynenbreugel B, Collette C, Naômé C, Vlas-
senbroeck I, Nicolas H, de Leval J, Straub J, Van Criekinge W, Hamida W, 
Hellel M, Thomas A, de Leval L, Bierau K, Waltregny D (2010) Identifica-
tion and validation of the methylated TWIST1 and NID2 genes through 
real-time methylation-specific polymerase chain reaction assays for the 
noninvasive detection of primary bladder cancer in urine samples. Eur. 
Urol 58:96–104. https:// doi. org/ 10. 1016/j. eururo. 2009. 07. 041.

 20. Costa VL, Henrique R, Danielsen SA, Duarte-Pereira S, Eknaes M, Skotheim 
RI, Rodrigues A, Magalhães JS, Oliveira J, Lothe RA, Teixeira MR, Jerónimo 
C, Lind GE (2010) Three epigenetic biomarkers, GDF15, TMEFF2, and VIM, 
accurately predict bladder cancer from DNA-based analyses of urine 
samples. Clinical Cancer Research: An Official Journal of the American 
Association for Cancer Research 16(23):5842–5851. https:// doi. org/ 10. 
1158/ 1078- 0432. CCR- 10- 1312.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://doi.org/10.4236/abcr.2019.81004
https://doi.org/10.4236/abcr.2019.81004
https://doi.org/10.1002/jcb.24218
https://doi.org/10.1186/1476-4598-6-17
https://doi.org/10.2217/epi.15.34
https://doi.org/10.1016/j.molonc.2007.01.004
https://doi.org/10.3389/fgene.2019.01150
https://doi.org/10.1002/ijc.31935
https://doi.org/10.1016/j.ejca.2013.08.025
https://doi.org/10.1089/dna.2013.2030
https://doi.org/10.1089/dna.2013.2030
https://doi.org/10.1016/j.cancergen.2021.12.001
https://doi.org/10.1016/j.cancergen.2021.12.001
https://doi.org/10.1016/j.urolonc.2009.01.003
https://doi.org/10.1016/j.eururo.2009.07.041
https://doi.org/10.1158/1078-0432.CCR-10-1312
https://doi.org/10.1158/1078-0432.CCR-10-1312

	Exploring urine sediments as a non-invasive method for DNA methylation detection in bladder cancer
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	1 Background
	2 Methods
	2.1 Specimens
	2.2 Methylation specific PCR (MSP)
	2.3 Statistical analysis

	3 Results
	4 Discussion
	5 Conclusions
	Acknowledgements
	References




