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Determiniation of N° -Methyladenosine Level in
Hepatoma Cell Line by LC-MS/MS
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Abstract: Objective  To establish a LC-MS/MS method for simultaneous determination of N°-methyladenine nucleoside
(m*A) and adenosine (A) for the analysis of m°A level in hepatocellular carcinoma cells. Methods mRNA of HepG, and L,
cell lines were separated and digested into nucleosides, precipitated by methanol including acetaminophen as internal standard .
The separation was achieved on a Agilent Poroshell 120 EC-C"™ column using a mobile phase system of 0. 1% formic acid -meth-
anol(82:18) at a flow rate of 0.4 ml/min . The temperature of column was 30°C and the MS detection was DMRM mode for
quantifying adenine and N°-methyladenine to calculate N®-methylation level to calculated the of level m® A methylation. Results
Both of m*A and A possessed good linear relationship in the linear range of 0. 15 ~50.00 ng/ml and 1. 50 ~500. 00 ng/ml,
respectively (r > 0.999). Intra- and inter-day precisions were less than 15% , the accuracy were ranged from 93.67 % ~
101.10 % , and the recovery were ranged from 91.46 % ~101.10 % . The matrix effect were about 90.26 % ~99.27 % and
samples remained stable during analysis. The percentages of N°-methylation in HepG, and L, cells were (0.73 + 0.11) %
and (1.26 + 0.22) % respectively. Conclusion The method is accurate, fast, stable and sensitive. It is suitable for deter-
mination of N°-methylation level in cell.
Keywords: .C-MS/MS; N°-methyladenosine; hepatocellular carcinoma cells
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2.1.5 BEVEEAFECL3.27 M. 3.47 Wi Y ik
IS TP P TR P A TR R b, BB LU R Oy
RALH S RS AR - SRR 6 h S5 A AR 5
TRTCE 24 hy =NIRRIEER;-80°CIRA7 30 K. MERES,
SEFRHE R IR RSD AR 22 (RE) , i A R RE
% = (SCME-ELSAE )/ B x 100 % . 455 RSD%
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SHTE_ SRR PR T R P LA

®2 FHFHMEAFRDA B EMERYE (n=5,x+5)

gr M ek ERE (%)
(ng/ml)
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