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SUMMARY

MicroRNAs (miRNAs) are a class of endogenous, small non-coding RNA molecules. They have the potential use
as excellent biomarkers in many disease states. Stem-loop RT-gPCR is known as a high specific and consistent
technique for measuring miRNA levels. In this study, a stem-loop RT-gPCR is designed and optimized for
circulating miRNA quantification in human plasma. Total RNA was extracted from plasma following by the reverse
transcription (RT) to cDNA using gene-specific primer. Subsequently, the expression levels of miRNA-16 were
called out by the amplification curve — the fluorescent signal released during real-time PCR. The sensitivity,
stability and specificity of the assay was consecutively estimated by the ability to amplify the concentration of
template, the consistence of amplification and the melting peak. The primary results revealed that 85.7% of
samples were amplified during PCR whereas only one did not appear in the amplification plot. Moreover, there is
not significant difference (p > 0.05) of expression levels among samples, which indicates the stability of this PCR
method. With small numbers of samples tested and non-specific products appearance, the specificity of the assay
was low (16.7%). Up to date, a stem-loop RT-qPCR primer has been designed for miRNA-16 expression analysis.
However, the optimal method could be obtained after being validated with stability and higher specificity.
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TOM TAT

MicroRNA (miRNA), mét ho cac phan t&¢ RNA ndi bao khdng méa héa (non-coding RNAs) déng vai tro diéu hoa
sau phién ma biéu hién gen, tlr d6 anh hwéng nhirng qua trinh cét yéu trong hé théng sinh hoc, bao gdm phét
trién ung thw. Cac phan t& nay cé khuynh hwéng dwoc st dung nhw ddu ching sinh hoc trong cac giai doan
phét trién bénh. Stem-loop RT-gPCR dwoc biét nhw moét phwong phap dac hiéu cao va 6n dinh dé dinh lwong
biéu hién miRNA & t& bao mé. Trong nghién cru nay, phwong phap stem-loop RT-qPCR duwoc thiét ké va tbi wu
dé dinh lwong miRNA tudn hoan & huyét twong nguwdi, loai moé da dwoc kiém chirng 1a c6 néng dd miRNA thap
hon so v&i cac té bao mé khac. Luwong RNA tbng dwoc tach chiét tir huyét twong va phién ma nguoc thanh DNA
bd sung (cDNA) bang mdi dic hiéu. Sau dd, biéu hién clia miRNA-16 dwgc khuéch dai va ghi nhan béi cac tin
hiéu huynh quang trong real-time PCR. D6 nhay, d on dinh va do dac hiéu cua phwong phap Ian lwot dwoc do
lwéng béi kha ndng khuéch dai ndng dd khudn mau, sy théng nhét trong qua trinh khuéch dai va két qua dinh
néng chay. Céc két qua chinh thu nhan 85,7% mau duoc khuéch dai sau PCR trong khi chi c6 mét mau khéng
xuét hién sy khuéch dai. Hon nira, khéng c6 sw khac biét I&n vé sw biéu hién gitra cac mau, chirng minh do én
dinh cia phwong phap PCR nay. V&i sb lwgng mau nhé va sy xuét hién cha sédn phdm phu, d6 dac hiéu kha
th&p (16,7%). Nghién ctu nay da thiét ké thanh céng mdi stem-loop RT-gPCR cho cac phan tich biéu hién
miRNA-16, tuy nhién phwong phap can dwoc tdi wu thém dé gia ting d6 d&c hiéu.
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