EFAR I E¥ 4% 2015 £ 5 A% 36 %% 93 Int J Lab Med,May 2015, Vol. 36,No. 9

poly (A)INERER R X EE PCR il 175 miR-124a
RiEK IR T A

MOALRERLE OFL.E O SlEmEl, fER!
(1. ABRXFHEASERLBA . LHAS 224200;2. B K FEF R L EHAE LA GE 226001)

W E.BH &3 ploy(A)RABMmER SYBR Green 1 % 8 32 56 % & PCR 7 ik 4l £ % 4% s RNA(miR)-124a. 545 16 Jk
Ay R, Fik A Trizol AR o iF & RNA, miR-124a ploy(A) J 485w B, 3% # F 3£ 13 cDNA, #17 SYBR Green I 5% 8 &
PCR # 34k m) . #14F C. elegans miR-39 MMy ik EA EHFWAF AWK, £ T hif P miR-124da 0§ Rk KT, ER i F7 &
b e F A fe A miR-124a Rk K T 5 R W & 2 0%, PCR ¥ 3 = 4 F, £ 10° ~10° copies/ul F& B A A R 4F 69 & £ &
P =0.999), 3 B F BT, AR E S E P miR-124a 23X KFH 2 & TFREKREH(P<0.05), & FrE e ploy
(A) R4 hm B SYBR Green I 52 B &% & 2 & PCR 7 ik b SR 4 51 3 il ) o 7 F miR-124a #9 Kk K-F, 8 F —F I K &R 69 #F
REET kA,
FK 17 :SYBR Green I 5 0} % 8 % & PCR;
DOI; 10. 3969/j. issn. 1673-4130. 2015. 09. 006

=
EA

~ =

o RNA-124a; % &
SCHRARIRAS : A XEHS:1673-4130(2015)09-1176-03
SYBR Green I real-time FQ-PCR by poly(A) polymerase tailing for detecting
expression of miR-124a in serum and its clinical primary application”
Chen Xin' ,Zang Sugang', Han Shuang' ,Wang Wei' ,Wang Xiaoying® , Zhou Yugui'
(1. Department of Clinical Laboratory,Af filiated Dongtai Hospital , Nantong University , Dongtai,Jiangsu 224200 ,China;
2. Teaching and Research Section of Immunology ,Medical College
of Nantong University , Nantong, Jiangsu 226001 ,China)
To establish a method of SYBR Green I real-time fluorescence quantitative PCR(FQ-PCR) by poly(A) pol-
Total

RNA was extracted from serum by Trizol reagent. miR-124a was performed the reverse transcription into cDNA by tailing poly(A)

Abstract: Objective

ymerase tailing for the determination of microRNA-124a(miR-124a) in serum,and to preliminarily apply it in clinic. Methods

polymerase,and then the cDNA was amplified and detected by using SYBR Green I real-time FQ-PCR. The standard curve of a gra-
dient dilution series of C. elegans-miR-39 mimic was prepared,and the expression level of miR-124a in serum was quantitatively de-
tected. Results The method could quantitatively detect the expression level of miR-124a in serum. The melting curve showed a sin-
gle peak,the PCR amplification products were specific, the good linear relationship existed in the range of 10° —10°copies/ul. (+* =
0.999) ,and the detection had good repeatability. The expression level of miR-124a in diabetic patients was significantly higher than
that in healthy subjects (P<C0. 05). Conclusion The established method of SYBR Green I FQ-PCR by poly(A) polymerase tailing
could detect the expression level of serum miR-124a sensitively and specifically, which lays a methodological foundation for further
study on its clinical application.
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