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1. Purpose

This document is designed to provide an introduction to real-time PCR.  New users may use these guidelines for the many steps in designing their experiments (platform selection, primer design, template preparation, etc.).  Instructions for operating the Bauer Core’s Real time PCR instruments (the MJ Opticon 2 and Stratagene MX3000P (MJ Research) can be found in separate protocols. 
2. Materials
Template (DNA or RNA depending on the type of reaction)

Primers 

Probe (for TaqMan or Molecular Beacons assays)

QPCR mix (homemade or commercial e.g. Qiagen # 204143)

For homemade use SYBR Green Dye (Molecular Probes # S-7563)



Low Profile Opaque PCR Plates (e.g. MJ Research # MLL-9651 or # HSP-9655) 

Optical Caps (MJ Research # TCS-0803) 

3. Instrumentation
DNA Engine Opticon (MJ Research)
Centrifuge with plate/slide adapter (e.g. Sorvall Legend RT model)
4. Reagent preparation

None.
5. Procedure

5.1  The Basic Theory Behind Real Time PCR.
All real time PCR chemistries operate using the same basic principle:  a fluorescent dye is included in the PCR reaction mix that allows for the detection of the PCR product at each cycle of the reaction.  As the reaction proceeds through each cycle, more and more product is formed and is detected by the fluorescent signal.

A plot can be made of fluorescent intensity over the cycle number, which will look something like this:
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The dotted line in the graph represents the “threshold” above which the product of a reaction is deemed to be significant.  The Cycle-Threshold (CT) is the numeric value for the cycle at which the product crossed the threshold.  Reactions with lower CT values contain more of the gene of interest since they took less time to amplify.  In the same way, samples with a higher CT contain less of the gene of interest.

5.2.  Real-Time PCR Chemistries.

5.2.1.  SYBR Green is the simplest and cheapest chemistry.  This dye binds to the minor groove of double stranded DNA and fluoresces 1000 times brighter when bound  than when unbound.  As the PCR generates more double stranded product, the SYBR Green signal increases.  Many vendors sell SYBR Green master mixes which contain the dye, buffer, dNTPs and enzyme need for the real time reaction.  You can make a home made mix yourself using SYBR Green Dye from Molecular Probes.  The disadvantage to the SYBR Green system is that it is non-specific.  Primer dimers and non-specific PCR products will give a signal identical to that of the real product.  A melting curve can be preformed to determine the composition of the reaction product, but will not correct the results. Good primer design with PCR optimization is essential.  Finally, genes that are expressed in very small numbers can be hard to detect with SYBR Green experiment since it can be hard to overcome the primer dimer problem.  Many people start with SYBR green, but move on to one of the other chemistries for their “difficult” genes.  

5.2.2.  TaqMan (5'-3' exonuclease assays) is one of these other chemistries.  In this system, a probe specific for each gene is added to the PCR mix.  Attached to the probe are a reporter dye and a quencher dye.  The reporter will not fluoresce as long as it is on the probe with the quencher dye.  As the polymerase extends the primer and approaches the probe, it uses its 5'-3' exonuclease activity to cleaves off the reporter.  This allows the reporter to fluoresce.  The probe gives the TaqMan assay another degree of specificity.   The disadvantage to this system is that the cost of the probes makes it  more expensive than the SYBR green.  Also, it requires a bit more effort since one must design a probe for each gene as well as the primers.

5.2.3.  Molecular Beacons provides yet another chemistry.  In this case, a reporter and quencher are kept in close proximity by a hairpin loop, allowing FRET to occur.  When the probe binds to the specific sequence in the gene-of-interest, the hairpin loop comes apart, increasing the distance between the reporter and quencher and allowing the reporter to fluoresce without FRET.

5.3.  Template

Real Time PCR uses a Taq DNA polymerase to amplify a DNA template.  Often, however, people want to use real time PCR to measure the amount of RNA in a sample (as for gene expression studies).   In this case, the RNA template is transcribed into DNA before the real time PCR begins (this is real time RT-PCR).  Both DNA and RNA templates should be pure, and this can be checked by measuring the OD260/OD280 ratio of the sample using a spectrophotometer.  Pure DNA and RNA have ratios of 1.8 to 2.  RNA samples should also be free of contaminating genomic DNA which can be removed using a DNAse enzyme (for instructions on how to do this, see the Bauer Center’s DNAse Protocol).  Note that DNAse reactions do not have to be performed if the primers have been designed to span an intron or cross and intron/exon boundary (see section 5.5 on primer design).  RNA samples should also be undegraded.  One way to check for RNA integrity is to run the samples on a gel or on an Agilent Bioanalyzer chip.  The ratio of 28S to 18S is 2.0 in an undegraded sample.

5.4.  One-Step vs. Two-Step Reactions.

5.4.1.  One Step reactions include an RT enzyme in the same tube as the RNA template, the polymerase enzyme and the detection dyes.  A reverse transcription step is performed before the PCR cycling begins.  This option is useful for people with limited amounts of RNA samples.  If a person only has enough RNA to do one reaction per sample, this is a good way of simplifying the process.

5.4.2.  In a two-step reaction, an RT is performed prior to the amplification, and a portion of the resulting cDNA is used as a template for the real time PCR.  For most applications, a two-step reaction is preferred since it generally produces higher yields and is more reliable than a one-step.  Often, people will make a fairly large batch of cDNA which they can then use as the template of several different real-time reactions.  In this way, the behavior of several genes can be assessed using the same batch of cDNA.
5.5.  Primer Design

Designing primers is one of the most important steps of a real-time PCR experiment.  Several software packages are available to help with the design including  Primer3, a free system from MIT that can be found at this link:  http://www-genome.wi.mit.edu/cgi-bin/primer/primer3_www.cgi.  There are several considerations when designing real-time PCR primers.  The product should be short (for TaqMan, about 100bp, for SYBR Green 200 to 300 bp is ideal), the two primers should have similar Tms (ideally within 0.5oC of each other but no more than 1 oC apart), and the primers should have low or no self complementarity (to avoid primer dimers).  In addition, many people try to design primers that span introns or cross intron/exon boundaries.  In this way, only cDNA from mRNA gene transcripts will be amplified, not genomic copies of the gene. 

5.6.  Controls

5.6.1.  No Template Controls (NTCs) should be included on every plate for every primer set to check for contamination.  These wells, which include primers and mastermix but no template, should show little or no amplification.  If the NTC well shows amplification with a CT lower than 38, steps should be taken to reduce contamination.  These measures can include using dedicated pipettors and bench space, or setting up reactions in a hood that is sterilized by UV.

5.6.2.  –RT reactions should be performed to check for genomic DNA contamination.  Every sample that was reverse transcribed should also be run in a mock reverse transcription reaction that contains no RT enzyme.  In this way, the only DNA template in that sample would be from contaminating gDNA.  If subsequent real-time PCR detects a signal from these –RT samples (a CT above 35), the samples should be treated more thoroughly with DNAse prior to the RT.  The one exception to this rule is reactions for which the primers were designed to span an intron or fall over an intron/exon boundary.  Since these primers will not amplify gDNA, it is not necessary to perform a –RT control

5.6.3.  Housekeeping Genes are often used to control for variability in the efficiency of reverse transcription reactions.  The housekeeping genes (HKGs) are genes whose expression levels do not change in the conditions being studied.  Any variation in expression of the HKGs is attributed to experimental variation and is compensated for during normalization.  It is important to verify that the levels of the HKG gene truly are static in the conditions studied, since fluctuating HKGs will throw off subsequent analysis.

5.6.4.  Some users performing relative quantification choose a calibrator sample against which they make all their relative comparisons.  Examples of a calibrator include untreated samples in a drug treatment study, time 0 in a time course, or a pool of many tissues in tissue specific expression studies.

5.6.5.  Finally, it is important to run every reaction (controls as well as unknowns) in at least duplicate to control for pipetting error.  

5.7.  Quantification Methods:

5.7.1.  Absolute quantification uses a carefully measured standard curve to assign quantities to each unknown.  The standard must be made from a pure DNA or RNA sample of known quantity.  Accurate pipetting is important, as is the stability of the DNA or RNA sample.  Results are often reported as “molecules per mg of tissue” or “copies per 1000 cells”.

5.7.2.  Relative quantification compares the expression level of two samples.  ABI's "user bulletin #2" gives an explanation of how to do this using a relative standard curve or by using the “ΔΔCt method”.  Follow this link for instructions:

http://groups.yahoo.com/group/qpcrlistserver/files/ABI%20User%20Bulletin%202.pdf. 

5.7.3.  Standard Curves should be run at least once for every primer pair (regardless of the type of quantification being performed) in order to check the efficiency of the PCR reaction.  A graph is made of the standard curve by plotting the Ct values on the y axis and the log of the input amounts on the x axis.  The slope of the line of this plot will give the efficiency of the reaction according to the equation E=10^-(1/slope) – 1.  A reaction of 100% efficiency will have a slope of –3.33.  Usually people will accept values of –3.33 +/- 0.3 (or those with greater than 90% efficiency), but what is most important is that the slopes of all the genes being studied show similar efficiencies.  
5.7.4.  The Bauer Center’s MJ Opticon plots the standard curve inversely to the convention by default, with the Ct values on the x axis and the log of the input quantity on the y axis.  For this reason, a perfect slope given by the Opticon graph is the inverse conventional -3.33 which is -0.3).  The equation for finding the efficiency of the reaction on the MJ Opticon is E=10^-(slope) – 1.  The software does include a toggle button to plot the curve in the conventional manner.
5.7.5.  A relative standard curve can be run using several different template sources.  Often, users will choose to make a dilution series of an abundant sample that they can aliquot store so that they always use the same material for standard curves.  If samples are hard to generate, another option is to perform a PCR using primers outside the primers that will be used for the real time reaction.  This PCR product can be diluted and used as a standard curve template.  One should not use the real-time primers to generate a standard curve template because some bases may be lost off either end of the product and this could impact the reaction efficiency.  Finally for short TaqMan products, it is possible to order an oligo of the desired sequence to use as a standard curve template.
