REAL TIME PCR FOR GENE EXPRESSION

Real-time PCR —also known as quantitative reverse transcription PCR (RT-gPCR), and quantitative PCR
(qPCR)—is one of the most powerful and sensitive gene analysis techniques available. It is used for a
broad range of applications including quantitative gene expression analysis, genotyping, copy number,
drug target validation, biomarker discovery, pathogen detection, and measuring RNA interference. Real-
time PCR measures PCR amplification as it occurs, so that it is possible to determine the starting
concentration of nucleic acid. In traditional PCR, which is based on end-point detection, results are
collected after the reaction is complete, making it impossible to determine the starting concentration of
nucleic acid. Every real-time PCR contains a fluorescent reporter molecule—a TagMan®probe or
SYBR®Green dye, for example—to monitor the accumulation of PCR product. As the quantity of target
amplicon increases, so does the amount of fluorescence emitted from the fluorophore.

An important difference between the TagMan®probes and SYBR®Green | dye chemistries is that the
SYBR®Green | dye chemistry binds all double-stranded DNA, including nonspecific reaction products. A
well-optimized reaction is therefore essential for accurate results.
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Sample requirements:

RNA: 100ng/ul
Volume: 10ul
Tubes: 0.2ml

Primer: 5uM
Volume: 100pl
Tubes: 1.5ml

RNA together with Tagman assays and/or oligos should be brought on ice. Samples and oligos should be
properly labelled (name and concentration). Please contact responsible technician in the lab for samples
reception and endogenous and calibration sample identification.

Order number for 1IBm users is compulsory. Order number can be purchased through the Lab Store
Department web page (look for Genomics Services). For further information please contact:
genomica@iib.uam.es

You will receive an email with your results attached when available. Please come back soon and pick up
your samples, oligos, dyes.... Real Time gene expression data can be analyzed using Integromics
Statminer ®gPCR Software. Please contact if interested.


mailto:genomica@iib.uam.es

REAL TIME PCR ENDOGENOUS GENES

There are several human and mouse endogenous genes available for Real Time experiments at the

Genomics Core Facility. Please ask.

TAQMAN ASSAYS

e 18S (Hs99999901 s1)

e TBP (Hs00427621_m1)

e RPLPO (Hs99999902_m1)
e RPLPO (MmM01974474_gH)
e HPRT1 (Hs99999909 m1)
e HPRT1 (Mm00446968_m1)
e ACTB (Hs99999903 m1)

e ACTB (Mm00607939_s1)

e GUSB (Hs99999908_m1)

e GUSB (MmO01197698 m1)

SYBR GREEN OLIGONUCLEOTIDES
e 18S

- Forward: 5 CCA GTA AGT GCG GGT CATAAGC 3
- Reverse: 5 CCT CAC TAAACC ATC CAATCG G 3’



