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Methylation-specific PCR detection for hypomethylation in PRAME
gene promoter of 30 cases and its clinical application”
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Abstract: Objective To establish and evaluate the method of real-time quantitative methylation-specific PCR(RQ-MSP) for de-
Genomic DNA

modified by sodium bisulfite was used as a template. RQ-MSP with EvaGreen dye was established to detect the hypomethylation of

tecting hypomethylation of PRAME gene promoter in the patients with acute myeloid leukemia(AML). Methods
PRAME promoter. The samples from 30 AML patients and 18 controls were detected. Results The melting cure showed a single
peak. In repeated tests,maximal sensitivities of 5X 10" —5X 10" copy/uL. were obtained. Preliminary studies have showed that the
hypomethylation level of PRAME promoter was significantly higher in AML(0. 96—4 508. 96 ,median 772. 42) than that in controls
(0—100. 00, median 25.29) (P=0.002). Conclusion The RQ-MSP for detecting hypomethylation of PRAME promoter was estab-
lished with good specificity, reproducibility and sensitivity, which could be applied in the detection of samples at initial diagnosis and
in monitoring the minimal residual disease of AML patients.
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*1 RQ-MSP # il A E iR E PRAME EE 5 ALU EERE R
3t e BE Cr Cr Cr Cr Cr Cr Cr Cr A5 S RZB(%)
PRAME 5X107 12.02 11. 89 12.02 11.98 11.89 11.96 11.98 12.15 0.68
5X 108 15.75 15. 37 15.42 15. 40 15. 46 15. 40 15. 48 15.62 0. 86
5X10° 19. 05 19. 04 19. 20 19. 33 19. 00 19. 04 19.15 19.03 0.59
5X10* 22.25 22.18 22.09 22.25 22.09 22.09 22.07 22.99 1. 38
5X10° 25.43 25.88 26.00 25.48 25.71 25.56 25.65 25.54 0.77
5X10? 29. 40 28.89 29. 66 28.49 28.98 29.51 29.27 28.51 1.53
ALU 1X108 11. 36 11.49 11. 84 11.58 11. 46 11.40 11.58 12.08 2. 10
1x107 14.97 14. 80 14.67 15.09 15.04 15.27 15. 30 15.02 1.41
1106 18. 38 18. 60 18. 50 18.70 18.71 18.71 19.02 18. 56 1.02
1X10° 22.20 22.31 21.69 22.06 21.76 21.91 21.89 22.14 0.99
1X10* 25. 44 25.57 25.19 26. 34 25. 60 25. 60 25.65 25.98 1. 36
1X103 29.21 29.25 28.72 29. 26 29.10 28.81 29.11 29. 04 0. 69
1X10% 32.28 32.57 32.11 32.20 31.65 32.60 31.52 32.25 1.21
10 33.02 33.11 33.93 32.95 35.27 33.01 33.52 32.88 2.43
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0.59%~1.53%. 435I F5 1.2.3 AP 1 PRAME 5hr i fr
HAFH M ELZ M, CVEHN0.66%~3.35%, L% 2, 5X
10" ~5X10% copy/pL i PRAME [ k. 5¢ 6 9 4% il 2% . FobR
i 2k f AL — 3. 39, M R K 0. 998, PCR M RHR (E)
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*2 A [E BB RQ-MSP # il PRAME JR#7 §) 45

Cr Cr Cr Cr Cr Cr CV(%)

2 28.68 29.01 28.98 29.27 28.51 29.09 0.97
3 25.20 25.02 26.00 25.71 25.56  25.66 1. 39
4 21.98 21.89 22.09 22.25 22.09 22.25 0. 66
5 18.47 19.17 19.00 19.04 19.03 19.10 1.33
6 15.06 15.02 15.46 15.40 15.48 15.49 1.42

7 12.85 12.70 12.02 11.98 11.96 11.99 3.35
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