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High-throughput RT-qPCR Assay for Cells Cultured in Multi-well Plates
Wang Weiqgi, Han Shuai, Chen Ming
(Center for Excellence in Molecular Cell Science, CAS, Shanghai 200031, China)
Abstract: Real-time Quantitative Polymerase Chain Reaction (QPCR) is a method used
for relative quantification of specific DNA molecules in a sample, using internal or
external references. It is commonly used for gene expression analysis, gene mutation
detection, and pathogen detection. During sample preparation, it is often necessary to
extract RNA first and prepare cDNA libraries by reverse transcription. However, for
experiments with large sample sizes and low cell numbers per sample, such as cell
samples cultured in 96-well or 384-well plates, it is difficult to extract RNA using
traditional methods. This case introduces a method for rapid reverse transcription and
gPCR using cell lysate directly in multi-well plates without RNA extraction.

High-throughput operation is realized by using an automated liquid handling



workstation and a liquid dispenser. The method is suitable for various animal adherent
cells cultured in 96/384 well plates. The high-throughput cell-direct RT-gPCR assay
system can both effectively save operation time and also improve data stability for
multi-gene detection experiments.

Keywords: gPCR; Automation; High-throughput
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Hieff® Fast Cell Direct SYBR Green RT-qPCR Kit (35 %44y, %5 11172ES60)
1.2 40

A549
1.3 fX&

e 2R 5 3704 (Mantis, Formulatrix)
H s F8 7 TAEs (Bravo, Agilent)
SR 9% % 72 & PCR 1% (QuantStudio FLEXA, pplied Biosystems)
JKFE LML (5810R, Eppendorf)
E 370 %% (Multidrop Combi, Thermo)
1.4 SERH#AE
(1) f# /i Multidrop Combi K A549 ZHififa%fi 2= 96 FLIR (384 FLiR) AT Ab3E, 72
h 5405 4020 50000 A4 (384 FLAR H1 407 96 FLER A ML) 1/3)
(2) FRIAEALN R EEFREE, FHIBAKFE.0HL, 200 rpm, 30s, FEESLA S
T B B IR U
(3) fifi Fil Mantis £ LA A in AR5 & 1 washing buffer, 96 FLAREEFLIIA 150 ul (384
FLBRAEESLIIA 70 uD) » T AL RE A4S, 200 rpm {EIH1ES L 30 s Fi4+FL N 5k B A4S
(4) f# F Mantis 7F 96 FLAE SR Y I 48 ul FCD Lysis buffer (384 LRk 24 ul) & 2 ul
DNase | 2173 (384 FLAR 1 pb, ZiREHE 10 40840 H 2% ; BEJ5 {84 Mantis A 2.5 pl stop
solution (384 FL#% 1.5 ul) , 1000 rpm &5.0r 30 FMEVETRIE S :

7¥: FCD Lysis buffer 1 DNase | VAR5 — A



