PCR, RT-PCR ,NESTED-PCR,
MULTIPLEX PCR

QUANTITATIVE PCR






PCR PRIMERS

PRIMER SELECTION
¢ Empirical (visual)

® Computer software assisted

PRIMER PRODUCTION

PRIMER PARAMETERS
¢ Primer Length

¢ Base Constitution I

& Concentration

ANNEAL CONDITIONS



FRIMER FPARAMETERS

Frimer ot
+ 15340 Macleotides { Z-25)
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ANNEALING CONDITIONS

Aannealing depends on:

¢ Temperature and Time
<+ FPrimer Concentratiomn
* Target Concentration
< Primer Length

* Base Constitution

<+ Tm

Tm (18-28 nucleotides)

< Thein & Wallace, 1986 rule of thumb 2°C AT, 4°C
GIC

<« Often lower tham calculated under standard
conditions [SO0mMW NaCl)

& Tm SS5-80°C is desired

* Should be egqual for both primers, else lowest Tm

* Optimal annealing is empirical
* Ta="Tm minus S-10°C

A SPECIFIC AMPLIFICATION

Conditions

» T |

*» Sale T

& [Primer] T

* [Target DINA] T
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EXPONENTIAL AMPLIFICATION
OF TARGET DNA
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POLYMERASE CHAIN REACTION (PCR)
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LTR env gag pol env nef1 nef2

HIV1 gag LTR

D pol ' MMy2-MMy4  MMy28-MMy29'  MMy7-MMy8  MMy9-MMy10'  MMy12-MMy13'

k NV-—' [ HIV1-BRU 532 623 438 203 /

g ta nel HIV1-MAL 556 584 498 302 /

HIV1-ELI 538 584 495 296 /

HIV2-ROD 544 666 / ! 400

sIV 544 712 / ! 400

LTR gag env
e pol LTR
HIV2 [ vift vif2 vpr vpX vpu
-—rev—>=

tat— [ (= MMy15-MMy17 MMy20-MMy21' MMy18-MMy19 MMy23-MMy24  MMy25-MMy27

net HIV1-BRU 603 I 281 I 263

HIV1-MAL 603 / 281 / 263

HIV1-ELI 603 / 281 / 263

HIV2-ROD / 352 319 329 /

siv / 352 308 329 /

Figure 12:  Organisation génomique des virus HIV1 et HIV?2




PCR SENSITIVITY IIN
HIV-1 INFECTED INFANTS

As Compared To p2Z24d Antigen

1 MOINTH 1-15 MONTHS
N =34 Nn=—706

27 PCR-+ 75 PCR +
7O .46 o98.7%

S5 Ag -+ 449 Ag +
14.7<6 57 .9%%6

Comeaw, A., etal. Manuscript in preparation
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CALIBRATION OF THE PHC-2 THERMOQ-CYCLER.
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Nested Primers for PCR

PCR is a powerful method to amplify specific sequences of DNA from a large
complex mixture of DNA. For example, you can design PCR primers to amplify a
single locus from an entire genome. From a single template molecule, you can
produce over 1 billion copies of the PCR product very quickly. However, the
capacity to amplify over one billion fold also increases the possibility of amplifying
the wrong DNA seguence over one billion times.

The specificity of PCR is determined by the specificity of the PCR primers. For
example, if your primers bind to more than one locus , then more than one
segment of DNA will be amplified. To control for these possibilities, investigators
often employ nested primers to ensure specificity.

Nested PCR means that two pairs of PCR primers were used for a single locus
(figure 1). The first pair amplified the locus as seen in any PCR experiment. The
second pair of primers (nested primers) bind within the first PCR product (figure
4) and produce a second PCR product that will be shorter than the first one
(figure 5).

The logic behind this strategy is that if the wrong locus were amplified by
mistake, the probability is very low that it would also be amplified a second time
by a second pair of primers.



5’ IIGCATIIITTGGIIII IIIIGCGCIIIATATII 3’
3’ IICGTAIIIAACCIIII IIIICGCGIIITATAII 5r

Figure 1. Nested PCR strategy. Segment of DNA with dots representing
nondiscript DNA sequence of unspecified length. The double lines represent a
large distance between the portion of DNA illustrated in this figure. The portions
of DNA shown with four bases in a row represent PCR primer binding sites,
though real primers would be longer.

5’ ||GCATII|TTGGIII| II"GCGC.I'ATATII 3’
«+tata

gcat-
3’ iiCGTAI..A—ACCII.. IiilCGCGI..TATAII 5’

Figure 2. The first pair of PCR primers (blue with arrows) bind to the outer pair
of primer binding sites and amplify all the DNA in between these two sites.



5" GCAT,..TTGG.ss | fu+.4GCGC,, ATAT 3
3" CGTA...AACC....J f....CGCG,, TATA 5'

Figure 3. PCR product after the first round of amplificaiton. Notice that the bases
outside the PCR primer pair are not present in the product.

5" GCAT...TTGG.... «e..GCGC...ATAT 3’
4Cgcg

ttgg-am
3’ CGTA...AACC.... .+..CGCG...TATA 5°'

Figure 4. Second pair of nested primers (red with arrows) bind to the first PCR
product. The binding sites for the second pair of primers are a few bases "internal” to
the first primer binding sites



5r TTGGIIII IIIIGCGC 3’
3’ AACCIIII IIIICGCG 5r

Figure 5. Final PCR product after second round of PCR. The length of the product is
defined by the location of the internal primer binding sites.

When a complete genome sequence is known, it is easier to be sure you will not
amplify the wrong locus but since very few of the world's genomes have been
seguenced completely, nested primers will continue to be an important control for
many experiments.
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ATTGTCACCATAAGCAGOCA

FTTGTIGiIiCAGOGTIGT14ATGA
TCTAGATTTGACATGGAATTC

TGGOTGOTTATGGTGACAA
UGS2 CAAGCACTTCTGTITTICCCCGG

ExXKIviTikG popla YLl TNV aviyveunan Tou
low H A

FI67-2102 211bp

1.4 L ACA A
B CGAAATGTCTAGGTACTTICTTITG 23IRO-2414
i TCCTCAAATTIGTTIGTGATAGC 2358-2377

- - m
Fevika eracrvyyrince pripee yea A deveions ey ore | povediais
hex AA RS GUOGCAGTGGTCTTACATGCACATC IENSH- 18883 | 308 bp
hex AAIDLS CAGCACGCOOGUGGATGTCAAAGT 19136-19158
nehex AAIR93 GOCACCGAGACGTACTTCAGCOCTG 1H93T- | RO640 142 bp
nchenAA 1 ROS5 S TGTACGAGTAGGGOCGGTATCOCCTOGOGGTC 19051-19079
41AA142 TCTGATGGAGTTTTGGAGTGAGCTA 1421-1446 2187
J1AAISE AGAAGCATTAGOGGGAGGGTTAAG 3585- 3608
med | AA G GITCTGGTGGGCTGAT T IGGAAGATG 2iM51-2085 1523
ned 1 AAISE CAGGGCCACTTTGGCAACAAATC 2561-3584










RNA PCR Process

Synthesis of first cONA strand
with reverse transcriptase.

E274 s

PCR components added;
Second strand cDMNA

synthesized with
AmpliTag DNA Polymerase.

LA 5

3-

Amplification of cDMNA

Figure 1: Reverse transcription of RNA to cDNA and

subsequent amplification of the synthesized cDNA,

using the GeneAmp PCR process.
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cDNA Production

Central dogma states that biological information goes from DNA to RNA to
protein (figure 1). However, there are times when information goes from RNA to
DNA. Viruses such as HIV have RNA genomes that can be converted into DNA by
an enzyme called reverse transcriptase. Molecular biologists realized that they
could use reverse transcriptase to convert mRNA into complementary DNA and
thus was born the term cDNA



e nucleus

i,
“?**7{"*_

Lr GCAUCGCATNIATSCIGAgocagqacAGEE  Ugocacoggac TOSCATNIGAgoaca 37

|

L' GpppECAUICGCATNATSZCGARGEECOINIIGZCATIIGA saaaaaaaaaaaaaaa 37

|
&>

Figure 1. Central dogma: DNA to RNA to mRNA to protein. Coding sequence (purple)
exons are spliced together and the 5' cap and 3' polyA tail is added to produce a mature
MRNA molecule from the primary transcript. The mRNA is translated into protein.



cDNA is a more convenient way to work with the coding sequence than mRNA
because RNA is very easily degraded by omnipresent RNases. This the main
reason cDNA is sequenced rather than mRNA. Likewise, investigators conducting
DNA microarrays often convert the mRNA into cDNA in order to produce their
probes. Let's see what is required to produce cDNA.

By definition, cDNA is double-stranded DNA that was derived from mRNA which
can be obtained from prokaryotes or eukaryotes. Once the mRNA is isolated, you
need a few more reagents: dNTPs (dGTP, dCTP, dATP and dTTP), primers, and
reverse transcriptase which is a DNA polymerase (figure 2). Mix the mRNA with
the other reagents and allow the polymerase to make a complementary strand of
DNA (first strand synthesis). Next, the mRNA must be removed and the second
strand of DNA synthesized. There are many technical details in these steps, but we
do not need to focus on them at this time.

57 GpppECAUCGCATTIATGCGAAGEGCUIIIGCATTIIGAaaaaaaaaaaaaaaaa 37

A TPIn

dCTHFIn primer
EE:I.EEE.'TF}]_]_ _ G-
T TP

Figure 2. Four basic reagents needed to produce cDNA: mRNA as template, dNTPs,
reverse transcriptase and primers.



The only issue worth mentioning now is that three different types of primers can
be used (figure 3). 1) If the mRNA has a poly-A 3' tail, then an oligo-dT primer
can be used to prime all mMRNAs simultaneously. 2) If you only wanted to produce
cDNA from a subset of all mRNA, then a sequence-specific primer could be used
that will only bind to one mRNA sequence. 3) If you wanted to produce pieces of
cDNA that were scattered all over the mRNA, then you could use a

cocktail that would produce cDNA from all mRNAs but the cDNAs would
not be full length. The major benefits to random priming are the production of
shorter cDNA fragments and increasing the probability that 5" ends of the mRNA
would be converted to cDNA. Because reverse transcriptase does not usually reach
the 5' end of long mMRNAs, random primers can be beneficial

oligo d'T" primer i — T,
tttttttt
57 GpppECAUCGCATTTATTGCGARGEECUIIISCATIIGRaaaaaaaaaaaaaaaa 3"

. - —eiff—— C,
specific primer acotaact

57 GpppeCAUCGCATTAITSGCGARGEGEC IS CAT I GRaaaaaaaaaaaaaaaa 37

- - _ C,r
random primerz o S——

Crf GpppeCAUCGCATTIATISCGARGEECIIIIGCATTI IGRAaaaaaaaaaaaaaaaa 37

Figure 3. Three ways to prime the production of cDNA: oligo-dT primer (red),
sequence-specific primer (green), random primer (blue).


http://www.bio.davidson.edu/courses/genomics/method/randompriming.html
http://www.bio.davidson.edu/courses/genomics/method/randompriming.html
http://www.bio.davidson.edu/courses/genomics/method/randompriming.html

Random Priming Technique

How can you produce a when you don't know the
seguence or you want to produce many short DNA copies of every section of DNA
In a complex mixture?

The solution is the random primer which is so simple . Random primers are short
segments of single-stranded DNA (ssDNA) called oligonucleotides, or oligos for
short. These oligos are only 6, 8, 9 nucleotides long and they consist of every
possible combination of bases which means there must be for a octamer 48 =

65,536 different combinations in the mixture. Because every possible -amer is
present, these primers can bind to any section of DNA.


http://www.bio.davidson.edu/courses/genomics/method/cDNAproduction.html

gcgtaa
tagcg gtaat

o' GpppGCAUCGCAUUAUGCGAAGGGCT

Figure 1. Three examples of hexamers from the mixture of all possible hexamers
In random primers. These three particular primers could bind to three
overlapping portions of this mMRNA to prime the production of cDNA. The primer
that arrives first will bind and the other two will have to find another segment of
DNA (either another copy of the same mRNA or from a different locus) to bind.



The only other point to consider is that their short length means that they do no
bind to a segment of sSDNA with much force since there are very few hydrogen
bonds holding the two strands together (template and oligo). Nevertheless, the
method works amazingly well and is still in use to produce random pieces of DNA
for probe production. These probes can be used on blots or DNA microarrays.



1 """‘=:...
e | mri—




PRIMERS POSITION ON POLIOVIRUSES
GENOME

rcCcrTeCcGCGCCCCTGAATGEG

A45-464

r3 ATTGTLCACCATAAGCAGCC A S80-599

i TTTGTGTCAGCGTGTAATGA 2402-242] 4E0bp
vcr TCTAGATTTGACATGGAATTC 2E6l-2881
oCs3 FTCGOCTGCOCTTATGGTGACAA §576-595% 134bp

CAAGCACTTCTGTTTCECCCGG

fre2-181




RT-PCR USING PRIMERS
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RT-PCR USING PRIMERS
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Multiplexing primer pairs

First step in designing a multiplex PCR is choosing the primer pairs
which can be combined. One important requirement is to find a
PCR program allowing optimal amplification of all loci when taken
individually . This is achieved by adjusting the annealing and
extension time and temperature.

Multiplexing equimolar primer mixtures. The next step is combining
the desired primer pairs in multiplex mixture(s), using equimolar
amounts of each primer. PCR amplification of the multiplex
mixtures can be performed, first using exactly the same PCR
program as with individual primer pairs. Very often, this will results
In preferential amplification of some loci. Such a situation will
require further adjustment in cycling conditions and primer
concentration.



: unspecific products

Fig. 7 (duplicate). Single locus PCR and
multiplex PCR with equimolar amounts
of primers from mixture K, performed
In the same cycling conditions. In Some
products of mixture K become weak or
Invisible, requiring further adjustment
of primer amount(s) and of cycling
conditions. Primers used in mixture K
amplify polymorphic locl, explaining the
appearence of multiple bands on a
nondenaturing agarose gel.



Fig. 10. Equimolar amounts of the
same primers used for mixture K
(see also Fig. 7 above), where
amplified in pairs. In lanes 1, 2 and
4, one locus was amplified less
efficiently than the other one
(arrows). As mentioned before,
amplification of the ""weaker'" loci
can be improved increasing the
amount of primers or adjusting the
reaction conditions



Adjustment of cycling conditions
eannealing time and temperature
sextension time and temperature

For example, figure 11 illustrates the influence of the extension
temperature. Equimolar primer mixtures A-D were amplified using
two different PCR programs, one at 65° C (yellow lanes) and the
other at 72° C (green lanes) extension temperature. In general, there
IS a higher yield of PCR products for A, B and D when program A
was used. This shows that the 72° C extension temperature,
negatively influenced amplification of some loci (pink arrows),while
also making some unspecific products visible (yellow arrows).



Fig. 11. Example of the influence of
extension temperature. Multiplex
e A Gl PCR with mixtrues A-B using two

etension=63C | edension=72'C different PCR programs. Reactions
on the right side (green) were
performed in identical cycling
conditions with Fig. 9, whereas
reactions on the left side (yellow)
were performed using cycling
conditions in which extension
temperature was dropped from 72 ©
C to 65 ° C. Reaction worked more
efficiently with the lower extension
temperature (pink arrow show
missing products, yellow arrows
show unspecific products).




Primer amount and buffer concentration. To improve the
amplification of some of the DNA products from Fig. 11 above, the
amount of primers was increased 2-5x for those loci. At the same
time, the PCR buffer concentration was increased to 2x. These
modifications allowed a much more efficient and reproducible
amplification, with no unspecific products.

O DI i0. 12. Multiplex PCR with

| mixtures A-D, in cycling
conditions similar to the ones on
the left side of Fig. 11 above
(annealing at 65 ° C), but using 2x
PCR buffer. The amount of
primer pairs was increased for
some of the weak products from
Fig. 11. Cleaner and more efficient
amplifications were obtained.




MultiplexXPCR:step-by-step protocol
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Figure 1. Step-by-step protocol for the multiplex POCR.
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TABLEIL Sensitivity of the Multiplex PCR for the detection of HSV-1, HSV-1, VZV, CMV and EBV.

\ Virus Log infectivity (TCIDsy/ml)* Log PCRDsy/ml"® TCIDsy/ PCRD4g Serial d;;l;;;:;dfuit:mum:d :
HSV-1 8 10 0,01 — e
HSV-2 55 7 0,3 - _
VZV L — — 14 attogram

LMV — — — I8 attogram
EBV == - = 160 attogram

"t TCIDy, TCID at which 50% of inoculated monolayers become infected
*: The reciprocal of the highest dilution positive by PCR adjusted to concentration per milliliter after DNA extraction,

M1 23456789101







PCR PRIMER DESIGN AND REACTION
OPTIMISATION

Factors Affecting the PCR:
Denaturing Temperature and time
The specific complementary association due to hydrogen bonding of
single-stranded nucleic acids is referred to as "annealing": two

complementary sequences will form hydrogen bonds between their
complementary bases (G to C, and A to T or U) and form a stable double-
stranded, anti-parallel "hybrid” molecule. One may make nucleic acid (NA)

single-stranded for the purpose of annealing by heating it to a point

above the "melting temperature” of the double- or partially-double-
stranded form, and then flash-cooling it: this ensures the "denatured” or

separated strands do not re-anneal.

Additionally, if the NA is heated in buffers of ionic strength lower than
150mM NaCl, the melting temperature is generally less than 1000C
- which is why PCR works with denaturing temperatures of 94-96 oC.




Taqg polymerase is given as having a half-life of 30 min at 950C, which is
partly why one should not do more than about 30 amplification cycles:
however, it is possible to reduce the denaturation temperature which means
one may do as many as 40 cycles without much decrease in enzyme
efficiency.

"Time at temperature" is the main reason for denaturation / loss of activity of
Taq: thus, if one reduces this, one will increase the number of cycles that are
possible, whether the temperature is reduced or not. Normally the denaturation
time is 1 min at 940C.: it is possible, for short template sequences, to reduce
this to 30 sec or less. Increase in denaturation temperature and decrease in
time may also work: 960C for 15 sec.

Annealing Temperature and Primer Design
Primer length and sequence are of critical importance in designing the
parameters of a successful amplification: the melting temperature of a NA
duplex increases both with its length, and with increasing (G+C) content: a
simple formula for calculation of the Tm is
Tm=4(G+C)+ 2(A + T)oC.

Thus, the annealing temperature chosen for a PCR depends directly on
length and composition of the primer(s). One should aim at using an
annealing temperature (Ta) about 50C below the lowest Tm of ther pair of
primers to be used; however, it can lead to "non-specific" amplification



and consequent reduction in yield of the desired product.

Annealing does not take long: most primers will anneal efficiently in 30 sec
or less,
An illustration of the effect of annealing temperature on the specificity and on
the yield of amplification of Human papillomavirus type 16 (HPV-16) is given
below

Mo 2 3 4 5 ©

g 8 9 10
CIN biopsy

3745 50 55 60

3745 50 55 60
Plasmid and biopsy sample DNA templates were amplified at different
annealing temperatures as shown: note that while plasmid is amplified from 37
to 55°C, HPV DNA is only specifically amplified at 50°C.



Primer Length
The optimum length of a primer depends upon its (A+T) and ( G+C) content,
and so the Tm .A prime consideration is that the primers should be
complex enough so that the likelihood of annealing to sequences other
than the chosen target is very low.

For example, there is a V42 chance of finding an A, G, C or T in any given DNA
sequence; there is a 1/16 chance of finding any dinucleotide sequence (eg.
AG); a 1/256 chance of finding a given 4-base sequence. Thus, a sixteen base
sequence will statistically be present only once in every 4 294 967 296, or
4 billion bases ): this is about the size of the human or maize genome, and
1000x greater than the genome size of E. coli. Thus, the association of a
greater-than-17-base oligonucleotide with its target sequence is an extremely
sequence-specific process.Consequently, 17-mer or longer primers are
routinely used for amplification from genomic DNA of animals and plants.

Degenerate Primers
For amplification of cognate sequences from different organisms, or for
"evolutionary PCR", one may increase the chances of getting product by
designing "degenerate"” primers: these would in fact be a set of primers
which have a number of options at several positions in the sequence so
as to allow annealing to and amplification of a variety of related
sequences.



For example, Compton (1990) describes using 14-mer primer sets with 4 and 5
degeneracies as forward and reverse primers, respectively, for the amplification
of glycoprotein B (gB) from related herpesviruses. The reverse primer
sequence was as follows:

TCGAATTCNCCYAAYTGNCCNT

whereY=T+C,andN=A+ G+ C + T, and the 8-base 5'-terminal extension
comprises a EcoRlI site (underlined) and flanking spacer to ensure the
restriction enzyme can cut the product . Degeneracies obviously reduce
the specificity of the primer(s), meaning mismatch opportunities are greater,
and background noise increases; also, increased degeneracy means
concentration of the individual primers decreases;
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Primer sequences were derived from multiple sequence alignments; the
mismatch positions were used as 4-base degeneracies for the primers (shown
as stars; 5in F and 4 in R), as shown above. Despite their degeneracy, the
primers could be used to amplify a 250 bp sequence from viruses differing in
sequence by as much as 50% over the target sequence, and 60% overall.



They could also be used to very sensitively detect the presence of Maize streak
virus DNA against a background of maize genomic DNA, at dilutions as low as

1/10° infected sap / healthv sap (see below).
I 2 ] 4 5 &} 7 bl & 10

ethidium bromide staining

— —

o +
10 fg template 102 dilution

(plasmid) of maize DNA

Some groups use deoxyinosine (dl) at degenerate positions rather than
use mixed oligos: this base-pairs with any other base, effectively giving a four-
fold degeneracy at any postion in the oligo where it is present. This lessens
problems to do with depletion of specific single oligos in a highly degenerate

mixture, but may result in too high a degeneracy where there are 4 or more dls
In an oligo.
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FIGURE 4.5: The structure of base analogs used to resolve compressions.
Inosine and 7-deaza-guanine form only two hydrogen bonds when base
pairing with cytosine. These base pairs are therefore less stable than G-C
base pairs, which form three hydrogen bonds. Secondary structure is
therefore less stable when dITP or 7-deaza-dGTP is used in place of dGTP
in the sequencing reactions. This minimizes compressions.



Degernerate Frimers - What are they?
Pramers which have 3 number of options at several postions inthe sequence 50 asto
allow annealing to and amplficaion of 3awvanay of related sequences.
2
5-TCG AAT TCICCY A8 TGR CON T-3°
Yo =pi¥imidines = CF T (degeneracy = 2X)
F = puFEines = AJS G (degeneracy = XX
| =lncsine = CAGSAST
M = Mucledgtide = CF GJFAS T (degeneracy = 4

why... use degenerate prirmers?
to amplify fish out)conserved sequences of 3 gene or genes fromthe genome of an

arganism.
to get the nucladtide zequence after having sequenced some anine acids from 3 protein
of interest

When, . touse degenerate prirmers?
there i= evidence of highly conserved regions or matifs of anino acids tha can be
designed into degenerate pimers; these regions may be consened interspecies.
Degenergte pimers canthen be usedto fish out these sequences. Sequences anplified

thi= way canthen be sequencedto confim tha the sequence is comect. They canthen
be used a= probes to fish out the gene of interest from 3 genomic librany (prokaneotic) or

a cOMAdlibrany (eukanyatic ]



Degenerate Primer Design

1. Sequence alignment
The aa sequences of similar or homologous proteins can be retrieved from a
database such as GenBank . These sequences are then aligned. At least 2
blocks of conserved amino acids should be present to enable the design of
PCR primers. A further alignment can be done at nucleotide level if desired.
Should a base be conserved throughout the alignment then it can be
‘guessed’ that this particular base will also be the same in the case of interest.
The primers should be 20-30 mer in length (min 20 mer). The sequence
alignment will also give the expected size of the PCR product.

2. Terminal aa sequence information
Should this data be available then it can also be used as a starting point for
primer design other than using the alignmnet method above.

3. Primer degeneracy
The degeneracy can be lowered with the use of inosines for substituting 4
base instead of using all 4 base substiutions. Another factor that must also
be taken into consideration is that as the degeneracy of the primers increase,
the concentration of a specific primer will decrease.




The PCR Reaction

1. Template consideration
It is recommended that a cDNA template be used for eukaryotes.

2. The PCR cocktail
A concentration increase may be necessary to compensate for the degeneracy.
If the primers used are quite degenerate, 50 pmoles could be used as a starting
point and optimised from there.

3. The PCR cycles (thermocycling)
A lot of experimentation and optimisation is required here. As always, start
with the standard conditions, then proceed by optimising the primer annealing
temperature. Start with about 35 cycles and increase to 40 if necessary.
Remember to consider Taq viability for 40 cycles!




Common Problems

Competitive inhibition due to high primer degeneracy .Primers anneal to the
correct template but are not extended by the polymerase due to unstable 3' ends
resulting in the first few PCR cycles being highly inefficient - can be overcome by
increasing PCR cycles or running a standard 25-30 cycles followed by another
reaction of 30-35 cycles using the product of the first as the new template.

Low specific primer concentration due to high degeneracy - can easily be
corrected by increasing primer concentration

DNA polymerase with 3'--->5' exonuclease activity should not be used as they
degrade the primers (Taq polymerase will work fine)

False priming / unspecific smearing due to highly degenerate primers or your
template containing many annealing sites - try annealing temperature optimization
or redesign primers



Sequencing

After the band of the expected size have been excised from the agarose gel, the
product can be directly sequenced or cloned first prior to sequencing. Even
though degenerate primers can be used directly for sequencing, it may result in
unspecific priming for sequencing depending on the template. Cloning of the
products first enable the use of the primer sites usually situated on the flanks of
the vector MCS.

Controls

If you're fishing for your gene using primers designed from an alignment - it
would be wise to do a simple dot blot consisting of a positive control, your
template DNA, a few related gDNA and a distant gDNA to check for possible
contamination. This should be done after sequencing and having ensured that
you have the sequence you want by doing a database searxh (eg. BLASTX).
Check that the BLASTX results are in frame to the aa seq of your degenerate
primers.



Elongation Temperature and Time
This is normally 70 - 720C, for 0.5 - 3 min. Taq actually has a specific activity
at 370C At around 700C the activity is optimal, and primer extension occurs
at up to 100 bases/sec. About 1 min is sufficient for reliable amplification
of 2kb sequences (Innis and Gelfand, 1990). Longer products require longer
times: 3 min is a good bet for 3kb and longer products. Longer times may
also be helpful in later cycles when product concentration exceeds enzyme
concentration (>1nM), and when dNTP and / or primer depletion may become
limiting.

Reaction Buffer
Recommended buffers generally contain :
10-50mM Tris-HCI pH 8.3,
up to 50mM KCI, 1.5mM or higher MgCl2,
primers 0.2 — 1uM each primer,
50 — 200uM each dNTP,
gelatin or BSA to 100ug/ml,
and/or non-ionic detergents such as Tween-20 or Nonidet P-40 or Triton X-
100 (0.05 - 0.10% v/v)
Higher than 50mM KCI or NaCl inhibits Taq.



[Mg2+] affects primer annealing; Tm of template, product and primer-
template associations; product specificity; enzyme activity and fidelity. Taq
requires free Mg2+, so allowances should be made for dNTPs, primers and

template, all of which chelate and sequester the cation; of these, dNTPs are the
most concentrated, so [Mg2+] should be 0.5 - 2.5mM greater than [dNTP]. A
titration should be performed with varying [Mg2+] with all new template-
primer combinations, as these can differ markedly in their requirements, even
under the same conditions of concentrations and cycling times/temperatures.
Some enzymes do not need added protein, others are dependent on it.
Some enzymes work markedly better in the presence of detergent, probably
because it prevents the natural tendency of the enzyme to aggregate.
Primer concentrations should not go above 1uM unless there is a high
degree of degeneracy; 0.2 yM is sufficient for homologous primers.



Cycle Number
The number of amplification cycles necessary to produce a band visible
on a gel depends largely on the starting concentration of the target DNA:
40 - 45 cycles to amplify 50 target molecules, and 25 — 30cycles to amplify
300.000 molecules to the same concentration. This non-proportionality is due
to a so-called plateau effect, which is the attenuation in the exponential rate of
product accumulation in late stages of a PCR, when product reaches 0.3 - 1.0
nM. This may be caused by degradation of reactants (dNTPs, enzyme);
reactant depletion (primers, dNTPs ); end-product inhibition ; competition for
reactants by non-specific products; competition for primer binding by re-
annealing of concentrated (10nM) product .

“"Plateau Effect™ in PCR Amplification
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If desired product is not made in 30 cycles, take a small sample (1ul) of the
amplified mix and re-amplify 20-30x in a new reaction mix rather than
extending the run to more cycles: in some cases where template concentration
is limiting, this can give good product where extension of cycling to 40x or more
does not.

A variant of this is nested primer PCR: PCR amplification is performed with
one set of primers, then some product is taken - with or without removal of
reagents - for re-amplification with an internally-situated, "nested" set of
primers. This process adds another level of specificity, meaning that all
products non-specifically amplified in the first round will not be amplified in the
second.



This is illustrated below:

NESTED PRIMER PCR:
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This gel photo shows the effect of nested PCR amplification on the detectability

of Chicken anaemia virus (CAV) DNA in a dilution series: the PCR1 just detects
1000 template molecules; PCR2 amplifies 1 template molecule



Helix Destabilisers / Additives
With NAs of high (G+C) content, it may be necessary to use “denaturation”
conditions. For example, one may incorporate up to 10% (w or v/v) :
dimethyl sulphoxide (DMSO),
dimethyl formamide (DMF),
urea
or formamide
in the reaction mix: these additives are presumed to lower the Tm of the
target NA, although DMSO at 10% and higher is known to decrease the
activity of Taq by up to 50%

Additives may also be necessary in the amplification of long target
sequences: DMSO often helps in amplifying products of >1kb. Formamide
can apparently dramatically improve the specificity of PCR (Sarkar et al., 1990),
while glycerol improves the amplification of high (G+C) templates (Smith et al.,
1990).

Polyethylene glycol (PEG) may be a useful additive when DNA template
concentration is very low: it promotes macromolecular association by solvent
exclusion, meaning the pol can find the DNA.



A simple set of rules for primer sequence design is as follows :

primers should be 19-25 bases in length;
base composition should be 50-60% (G+C);
primers should end (3') in a G or C, or CG or GC: this prevents
"breathing"” of ends and increases efficiency of priming;
Tms between 55-600C are preferred;
runs of three or more Cs or Gs at the 3'-ends of primers may promote
mispriming at G or C-rich sequences (because of stability of annealing),
and should be avoided;

3'-ends of primers should not be complementary (ie. base pair), as
otherwise primer dimers will be synthesised preferentially to any other
product;

primer self-complementarity (ability to form secondary structures such
as hairpins) should be avoided.



Examples of inter- and intra-primer complementarity which would result
in problems:
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Recommended Reagent Concentrations:

Primers: 0.2 - 1.0 yM
Nucleotides: 50 - 200 yM EACH dNTP
Dimethyl sulphoxide (DMSO): 0 - 10% (v/v)
Taqg polymerase: 0.5 - 2.0 Units/50ul rxn
Target DNA: 1 ng -1 ug (NB: higher concentration for total genomic DNA;
lower for plasmid / purified DNA / virus DNA target)

Buffer: use proprietary or home-made 10x rxn mix. This should contain:
minimum of 1.5mM Mg2+, usually some detergent, perhaps some gelatin
or BSA.
25mM MgCl2, may be used to allow user-specified [Mg2+] for reaction
optimisation with different combinations of primers and targets.
MAKE POOLED MASTER MIX OF REAGENTS IN ABSENCE OF DNA using
DNA-free pipette, then dispense to individual tubes (using DNA-free
pipette), and add DNA to individual reactions USING PLUGGED TIPS.

OVERLAY REACTIONS WITH 50UL OF HIGH-QUALITY LIQUID PARAFFIN
OR MINERAL OIL to ensure no evaporation occurs:



USE PLUGGED PIPETTE TIPS: prevents aerosol contamination of pipettes.
Use of detergents is recommended only for some Taq Polymerases (up to 0.1% v/v,
Triton X-100 or Tween-20).

DMSO apparently allows better denaturation of longer target sequences (>1kb) and
more product.

DO NOT USE SAME PIPETTE FOR DISPENSING NUCLEIC ACIDS AS YOU USE
FOR DISPENSING REAGENTS

Remember sample volume should not exceed 1/10th reaction volume, and sample
DNA/NTP/primer concentrations should not be too high as otherwise all available Mg2+
is chelated out of solution and enzyme reactivity is adversely affected. Any increase in
dNTPs over 200uM means [Mg2+] should be re-optimised.
AVOID USING EDTA-CONTAINING BUFFERS AS EDTA CHELATES Mg2+

Recommended Reaction Conditions:
Initial Conditions:

Initial denaturation at start: 94 - 960C for 3 - 5 min. If you denature at 960C, denature
sample only; add rest of mix after reaction cools to annealing temperature (prevents
premature denaturation of enzyme).

Initial annealing temperature: as high as feasible for 1 min (eg: 50 - 650C). Stringent
initial conditions mean less non-specific product, especially when amplifying from
eukaryotic genomic DNA.

Initial elongation temperature: 720C for 1-2 min. This allows complete elongation of
product on rare templates.



Temperature Cycling:
94 - 950C for 30 - 60 sec (denature)
37 - 650C for 30 - 60 sec (anneal)
720C for 30 - 60 sec (elongate) (60 sec per kb target sequence length)
30 - 40 cycles only (otherwise enzyme decay causes artifacts)
720C for 5-15 min at end to allow complete elongation of all product DNA

NOTE:
"Quickie"” PCR is quite feasible: eg, [940C 10 sec / 450C 10 sec/ 720C 10
sec] x 30, for short products (200 - 300 bp).
DON'T RUN TOO MANY CYCLES: if you don't see a band with 30 cycles you
probably won't after 40; rather take an aliquot from the reaction mix and re-PCR
with fresh reagents.

"Hot Start" PCR:

In certain circumstances one wishes to avoid mixing primers and target DNA
at low temperatures in the presence of Taq polymerase: Taq pol is almost
as efficient as Klenow pol at 370C; consequently, if primers mis-anneal at low
temperature prior to initial template denaturation, "non-specific" amplification
may occur. This may be avoided by only adding enzyme after the initial
denaturation, before the reaction cools to the chosen annealing temperature.



This is most conveniently done by putting wax "gems"TM into the reaction
tube after addition of everything except enzyme, then putting enzyme on top of
the gem: the wax melts when the temperature reaches +/-800C, and the
enzyme mixes with the rest of the reaction mix while the molten wax floats on
top and seals the mix, taking the place of mineral oil.

Asymmetric PCR for ssDNA Production:

Simply use a 100:1 molar ratio of the two primers (eg: primer 1 at 0.5uM, primer
2 at 0.005uM). This allows production of mainly ssDNA of the sense of the
more abundant primer, which is useful for sequencing purposes or making

ssDNA probes.

Detecting Products:

Take 1/10th - 1/3rd of the reaction mix CAREFULLY from under the oil or from
under the Vaseline or solidified wax, using a micropipette with plugged tip,
IN AN AREA AWAY FROM YOUR PCR PREPARATION AREA!

Mix this with some gel loading buffer(1:1 - 1:5 mix:loading buffer): this is TBE
containing 10 - 20% glycerol or sucrose and a dash of bromophenol blue (BPB)
tracking dye.

Load 5 - 30ul of sample into wells of 0.8 - 3.0% submarine agarose gel made
up in TBE, preferably containing 50ng/ml ethidium bromide.

Run at 80 -120 volts (not too slow or small products diffuse; not too fast or



bands smear) until BPB reaches end of gel
Use DNA markers going from 2kb down to 100 bp or less

View on UV light box at 254 - 300 nm, photo 1 - 5 sec.

Small products are best seen on 3% agarose gels that have been run fast
(eg: 100 volts), with BPB run to 2 - 2/3 down the gel. It is best to include
EthBr in the gel AND in the gel buffer, as post-electrophoresis staining can
result in band smearing due to diffusion, and if there is no EthBr in the buffer
the dye runs backwards out of the gel, and smaller bands are stripped of dye
and are not visible.

NUSIEVE TM gel (FMC Corp) can also be used for small products - better
resolution than agarose.

Polyacrylamide gels can be silver stained by simple protocols for extreme
sensitivity of detection.

Gels can be blotted directly after soaking in 0.5M NaOH / 1.5M NaCl for 10-20
min: "dry blotting" works well (eg: gel is over- and under-layered with paper
towel stacks and pressed; bands transfer up and down), as does classic
"Southern" blotting. Bands blotted in this way are already covalently fixed onto
nylon membranes, and simply need a rinse in 5xSSPE before prehybridisation.
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MOLECULAR WEIGHT CONVERSIONS FOR NUCLEIC ACIDS

MW of a double-stranded DN A molecule = number of base pairs x 649 daltons/base
pair

MW of a single-stranded DNA molecule = number of bases x 325 daltons/base

MW of a single-stranded RN A molecule = number of bases x 341 daltons/base

e MW of a DNA oligonucleotide:

MW = [Nax312.2) + Nc x 288.2) +(Ng x 328.2) + (N1 x 303.2), where N adenines

Ncytosines N Guanines INThymidine 1S the number of the respective nucleotide within the
oligonucleotide.

SPECTROPHOTOMETRIC CONVERSIONS

1 Asgo Unit Concentration (pg/ml)
Double-stranded DINA 50
Single-stranded DINA 33
Single-stranded RINA 40

Oligonucleotide 20-30

Depends on the number of bases

Example: MW of an oligonucleotide of 20 bases
MW = 325 x 20 = 6500¢g

1M = 6500 x 10°ug
®s 1pe

x = 1/(6.5% 10 =0.153 x 16°M = 153 x 107*M

lpg of 20 bases Oligo = 153pmol

1pge p0.153nmol
p. % Snmol

x = 5/0.153 =32.7ug



1 mole = 6,02X 1023 popia | avtiypa@a TTOAAATTAACIOCOEVTWY
DNA aAAnAouxiwy .
H amrédoon Tou cuoTAMATOC OiveETAI ATTO TOV TUTTO:!
Y=(1+X)n
Y=@op£EG TroAAatrAaciaocpot TOU OTOXOU
N = ap1OPOS TWV KUKAWYV PCR
X = Méon atrodoon yia Tov KaOe KUKAO
NMAPAAEITMA YMNOAOINZMOY
M6oo1 KUKAOI ATTAITOUVTOI WOTE £VA AVTIYPO@PO TOU OTOXOU va
TTOAAaTTAOC1000¢€i Kal va dwoel Eva TeEAIKO TTpoidv PCR 200ng;
Ta atroteAéoparta yia Eéva Trpoidv PCR 240 {euyn Baocewv (bp)
TTAPOUCIAJETAI KATWTEPW OTAV N ATTOOOCN TOU CUCTHMATOG
givai:
100% ( X=1) kai
80% (X=0,8).



..

[(1};§xm e)/602x10230 )] x [(240 x 2 x 325g)/mote] = (15.6x 10 19)/(6.02x 107%)=2.6x 10™g

Must amplify 200ng — (200x 10°g){2.6x 10 0"%)=76.9 x 10" fold

76.9x 10 = (2)" — n=10x log76.9/log2 = 16°x 1.88/0.30 =|10 x 6.26 = 62 cycles

Efficiency 100%
Efficiency 100% | Cycles oy=0+ X) =(1+1)"=
(FOLD) 46x10%=2"
1 Copy 46x 10" 62 R
: 1 o 50 =logd.6 x 107/log2 =
100 Copies dxl = 18.66/0.30 = 62
1000 Copies 1.7x 10" 44
10 Copies 13x 10" 37
10° Copies 2.1x 10 31
Efficiency 80%
Efficiency 80% | Cycles Y = (1+x)"
(FOLD)
15
100 Copies 58x 10 60
1000 Copies | 3.3x 107 53 46x10°=18"
4 . 11
10_ Copies 1.7x 10 44 0= logh6 X 10%70g1.8
10° Copies 2.8x 107 37 = 18.66/025=T746




Size Range Final Agarose Concentration

(BasePairs) Yo (W/V)
TAE Buffer TBE Buffer
500 - 1000 3% 2%
100 - 500 4% 3%
10 - 100 6% 5% |
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Ta deiypata PCR 1a otroia TrpékeiTal va utTToBANOoUV o€ nAekTpo@opnon
avOMEIYyVUOOVTAl TTPIV TNV NAEKTpOo@Opnon HeE 2-5 ul “Gel loading buffer” To
OTTOIO TTEPIEXEI :

0,25% bromophenol blue
0,25% xylene cyanol
Kol o1 SUO AUTEG XPWOTIKES Hag BonBouv va TrTapakoAouBRoouue TNV
€CEAICN TNG NAEKTPOPOPNONG MIA TTOU YIA pIa OEOOMEV OUYKEVTPWON
ayapolng «Tagideuouvy» padi ME TOV avTioTOIXO apIfo {euywyV BACEWYV TOU
mPOIOVTOG PCR |, OTTWG TTOPOUCIAJETAI OTOV KATWTEPW TTiVAKA.

25% Ficoll 400 R 50% ooukpdln .01 oucieg auTég Bonbouv wote To DNA va
«KAOETAI» OTIG OTTEG Ol OTTOIES ONUIOUPYOUVTAI META TNV A@PAIPECN TNG
«KTEVOG» ATTO TO TTIRKTWHA ayapolng.




1X TAE Buffer 1 X TBE Buffer

Agarose Bromophenol Xylene Bromophenol Xylene
Conc. Blue Cyanol Blue Cyanol
2.5% 130 bp 950 bp 70 bp 700 bp
3.0% -80 bp 650 bp 40 bp 500 bp
4.0% 40 bp 350 bp 20 bp 250 bp
5.0% 30 bp 200 bp 8 bp 140 bp
6.0% 20 bp 120 bp 4 bp 90 bp

270 TAKTWHA ayapdlng eEVOWHATWVOUMNE Bpwuiouxo aifidio ( @Bopilouca
XPWOTIKN ) O€ OCUYKEVTPWON 1Mg/ml TO OTT0i0 EVOWMATWVETAI OTO OIKAWVO HOpPIO
TOU TTPOoIOvVTOG TG PCR KaI TOTTOBETWVTAG TO TTIRKTWHA ayapdlng os ocuokeunn UV
( He péyIoTO atroppoPnong HeTagu 270-320 nm) evrotrioupe Ta Trpoidovra PCR pe
TNV Bonfeia 1-2 papTupwv poplakoU Bdpoug ( YPOUHES 1 & 2 0TV KATWTEPW
QwToypa@ia) Kal TEAOG QWTOYPAPI(OUNE TO TTAKTWHO WOTE VO UTTAPXElI OTO
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OEZEIX 1&2 MAPTYPAZ MOPIAKOY BAPOYZ
OEXH 3 APNHTIKO AEIrMA
OEXEIZ 4-10 OETIKA AEITMATA
N'YPQ ZTIZ 40 bp ENTOIMIZONTAI TA AIMEPH TQN EKKINHTQN
H HAEKTPO®OPHZH ETINE 2E AFAPOZH NuSieve 3:1 KAl ZYTKENTPQZHZ 4%

622 bp —
— PCR Product

270 bp —

67 bp—
— Primer-Dimer

34 bp ——

— Primer
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The example shown is of detection of Human papillomavirus type 16 (HPV-16)
DNA amplified from cervical biopsy samples Detection of genital human
papillomaviruses by polymerase chain reaction amplification with degenerate
nested primers. The left panel is a photo of an EthBR-stained 2% agarose gel;
the right is an autoradiograph of a Southern blot probed with 3?P-labelled HPV-
16 DNA. Note how much more sensitive blotting is, and how much more
specific the detection is.



Labelling PCR Products with Digoxigenin
PCR products may be very conveniently labelled with digoxigenin-11-dUTP (Boehringer-
Mannheim) by incorporating the reagent to 10-35% final effective dTTP concentration in
a nucleotide mix of final concentration 50-100uM dNTPs . This allows substitution to a
known extent of probes of exactly defined length, which in turn allows exactly defined
bybridisation conditions. It is also the most effective means of labelling PCR products, as
it is potentially unsafe and VERY expensive to attempt to do similarly with 32P-dNTPs,
and nick-translation or random primed label incorporation are unsuitable because the
templates are often too small for efficient labelling.
Make a DIG-dNTP mix for PCR as follows:
DIG NUCLEOTIDE MIX CONCENTRATIONS
Dig-11-dUTP 350 uM
dTTP 650 uM
dATP 1 mM
dCTP 1 mM
dGTP 1 mM
For each 50 ul of probe synthesized, a 1/10 dilution is made of the DIG-nucleotide mix
when added to the other reagents as described above. The products may be analyzed
by agarose gel electrophoresis - NOTE: PRODUCTS ARE LARGER THAN NON-
SUBSTITUTED PRODUCT - and detected directly on blots immunologically. Probes can
be used as 5-10 ul aliquots directly from PCR product mixes, mixed with hybridisation
mix and denatured. Probes can be re-used up to 10 times, stored frozen in between
experiments and boiled to denature.



AND ALWAYS REMEMBER:

‘WORK CLEAN
*TITRATE MAGNESIUM
‘DON'T USE TOO MUCH TEMPLATE DNA
‘DON'T USE PCR PRODUCTS IN PCR PREPARATION AREAS
‘ALWAYS INCLUDE MANY NEGATIVE CONTROLS AND VERY
DILUTE POSITIVE CONTROLS IN EVERY EXPERIMENT
‘WEAR GLOVES
‘USE PLUGGED TIPS



Laanes: Lane | Liane 2 Lane 3 Lane 4 Lane 5 Lane 6 Lane 7 Lane 8

Bands {ammount) [t ) { o (Bt (ot j {amount {armoaunt) (st
I Tty | E] 13 S0 O | T '._ 1 T | 5 Q2R E AT I FEEL
. 1 200 '
i Bk (64
4 . 10110
5 ' Wil 3 '
f ]

Sum (ng) | 470,13 13.123 | S00.561 . 109,32 1311 - 15,928 25 237 4341

In Lane:
A fiomaoles 218 % 10 3357 x 1N HOl & ¢ 11 R %

Yioleeules 503 x 10 |954.5x 10 4197 % 107 | 4737 x 107
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Clacthrim —
(456 bp)

AL Clathrin primers alone

Clathrin —

| 8S —
(324 bp)

- B. Clathrinmn and 18S primers;
Nno competimers

Clachrin —

1 8S —
(324 bp)

C.Clatcthrin and 18S 3:7
competimers:primers
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Mimics in diagnostic PCR

WLV Lesscassssssssssstssssssasris 40 Bpsssisssomsssonsssssssnsess BLVB

1] T — 341 bpescseress BLV4
i 3° BLV, gpb1 gene

Fig. 1. : |
inf | SCheman, Atangement of the primers in the BLV genome. External BLV primers are BLV1 and BLV6, while
erndl primers g WV and BLVS.

BLV1 BLV3 actin-up
(B) A s LULLnTITIITIE e e ] 111333330333 30033 73033 1330035  unnmmmmnmanmanannnasananr- J

actin-down BLV* BLV6
(b) 0 - ALY $35 535535 55558555 8353583433 366666666666666666566656666 5

Fig. 2. Cunumm.u.,,., of the upstream (a) and downstream (b) primers used in MP-PCR to pdeU{E BLV-mimic.
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The use of T7-P1-P3 generated a cDNA differing from the wild-
type cDNA by having a deletion.The T7 promoter sequence
Incorporated into the 5’-end of the 5’-primers was necessary for
the In vitro transcription with T7 RNA polymerase.Oligo (dT)-
P5 leads to a poly (dA) tail at the 3’-end.The mimic-PCR
product will be purified from agarose gel and will be used for
In vitro transcription , to produce the mimic RNA.
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FIE > [?l.'l-..':rT'l['iI'lfl-:._'l! on of the mimic with sIAY
n nestesd PCR Lanea 1: .-'l..l_'.F“:-'l:_'l'l;_ 10 mimic molecules

e ithout BLY infected lymphocytes: lane 2: Approx. 10
nimic molecules with approx. 10 BLV infected
ymphocytes: lane 3 Approx. 10 mimic molecules with
ipprox. 1000 BLY infected r'-.|='|:_||'-|.':q;_ yles: lane 4 .-.J._r.r”..
10 mimic molecules vwith an exiremely h':lgll"' AMoOount o
BLV infected lymphocytes (approx. 5 x 10% lymphocytes)
lane M: 100 I'I" ladder as DNA size contral (Phar

Mac 1A
Uppsala, Sweden)
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Q)¢ yoépIa avTaATTOKPITEG JTTOPOUV Va Xpnoiuotroin@ouyv o1 4,7,2°,4°5°,7°-
eCaxAwpo-6-kappocuplouopeokeivn (HEX), o1 4,7,2°, 7 -TETpaXAWPO-6-
kappBocupAouopeakeivn (TET) ) 6-kapBogupAouopeokeivn (FAM), vy wg NOpIo
QATTOOREOCTNG UTTOPEI va XpnoipoTToInBei N podauivn avaloya Pe Ta QiATpa
OIEYEPONG KAl EKTTOUTING TTOU OIABETEI N ouoKeur) TTooOoTIKAG PCR.

- Excitation Emission

Filter Set Wawvelength Wavelength
Adexa Fluor™ 250 =250 330
FAMTSSYBR®T Green J4I2 516
TET— S517 538
HEX( O E™/vViC™ i a5 e
Cy™3 545 568
TARMRA ™ 556 S80
ROX ™/ MTexas Red*® 585 10
Coyr o &35 (&7 & 5y
2 a0 492 635
—a e N = R B S10

492 S65



2Y2KEYH MNMOZOTIKHZ PCR 96 ©OEZEQN H OINOIA AIAGETEI

OQTONMOAAANAAZIAZTH KAI KATAAAHAO AOTIIZMIKO EXONTAZ THN

AYNATOTHTA NA NMAPAKOAOYOHZEI THN ANTIAPAZH ZE KAGOE
OPEATIO/ANA KYKAO , NA THN KATAITPAWEI KAI MAAIZTA AYNATAI
NA XPHZIMOINOIHZEI MEXPI KAI5 AIAQGOPETIKEZ XPQZITIKEZ AHA.

NA MPAITMATOIOIEI ANA ®PEATIO MEXPI KAl 5 AIA®OPETIKEZ

ANTIAPAZEIZ PCR
( MULTIPLEX QUANTITATIVE PCR)
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EXCITATION FILTER

The GengAmp® 5700 system acurately moniorste fuorescence emision

(530-390 nm) from all 9 sample well aftr each yele using precision
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XPHZIMOIMOIQONTAZ STANDARDS INQZTQN ANTIFTPA®QN TOY DNA XTOXOY
KATAZKEYAZETAI H NMPOTYMNH KAMIMYAH ZTHN OMNOIA ANA®EPOMAZTE TIA
TON NMPOZAIOPIZMO TQN ANTIFPA®QN TOY NPOX EZETAZH AEIrMATOZz

MPOTYMNEZ KAMMYAEZ XPHZIMOIOIQNTAZ 5 AIAQGOPETIKEZ XPQXTIKEZ ZE
KAOE ®PEATIO ( MULTIPLEX QUANTITATIVE PCR)



Standard Curve

Room to grow: Amplification plots (right) from PCRs
of several serial dilutions of samples with known
starting copy number are used to generate a standard
curve (above). This provides at least five orders of

linear dynamic range for both DNA and RNA samples.

Multiple chemistries offer versatile

FasTalf=als & 02 r]ni'rnln“I“n“‘l'

DNA Target Amplification Plot
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Cycle Number

These amplification plots show real-time, cycle-
to-cycle increases in signal from three replicates

of B-actin at different starting copy numbers: 1,000;
2,000; 5,000; 10,000; and 20,000. The software
calculates the threshold cycle (Ct) where the amplifi-
cation plot crosses a defined fluorescence threshold.
The overlapping plots at the threshold demonstrate

the precision of the 5700 system.




The incorporation of SYBR Green 1 éye lnto a real—-tlme PCR reaction :
allows the detection of any double—stranded DNA senerated during PCR.
This provides sreat flexibility because no target specific probes are
required. however both spectflc anl:l non—speclflc products will gcenerate
signal. The use of the hot-start enzyme AmpliTag Gold DNA Polymerase in
all SYBR Green 1 reagent Kkits allows the highest performance available
by minimizing non-specific product formation. SYBR Green 1 assays are
ideal for use in target ldentiftcatlon (screening assays), or when aonly a
small number of react;ons are required for a given assay.

SYBR Green 1 assay

- :.’

SYBR Green 1 dye fluoresces when bound to double-stranded DNA.

When DNA is denatured. the SYBR Green 1 dye is released and fluorescence is
drastically reduced.

— gD

During extension phase, primers anneal and PCR product is generated.

e

Polymerization is complete and SYBR Green 1 dye binds, resulting in a net increase
in fluorescence.




Specific product

Fuorescence -dF /dT
|

|
|
|

Primer dimer

Pa [

Temperature [“C]

Sample A yields only 1 peak resulting from the specific amplification product

(primer-dimers not coamplified). Sample B shows a peak from the specific product
and a peak at a lower temperature from amplification of primer-dimers.



Real-Time PCR Method

Real-time PCR is able to detect sequence-specific PCR products as they
accumulate in "'real-time" during the PCR amplification process. As the PCR
product of interest is produced, real-time PCR can detect their accumulation and
guantify the number of substrates present in the initial PCR mixture before
amplification began.

There are a few different variations of the procedure, but the one illustrated here
Is called molecular beacon < >. Molecular beacons are
short segments of single-stranded DNA (Figure 1).

The sequence of each molecular beacon must be customized to detect the PCR
product of interest. In figure one, you can see there are nine bases on one end of
the molecular beacon that can base pair with nine bases on the other end of the
beacon. This complementation permits the molecular beacon to form a hairpin
structure. The loop portion of the molecular beacon is composed of bases (shown
as pink lines) that are complementary to one strand of the PCR product the
Investigator wants to detect and quantify.


http://www.molecular-beacons.org/

Attached to opposite ends of the beacon are a fluorescent reporter dye and a
guencher dye. When the molecular beacon is in the hairpin conformation, any
fluorescence emitted by the reporter is absorbed by the quencher dye and no
fluorescence is detected.

PCR Product-Specific Nucleotides

Y

Fluorescent
Reporter Dye Quencher Dye

Figure 1. Diagram of molecular beacon. This beacon is 33 nucleotides long with a reporter
dye attached to the 5' end and a quencher attached to the 3' end. The nine 5' bases are able
to form base pairs with the nine 3" bases which brings the reporter and quencher in very
close proximity. Therefore, when the reporter is excited by the appropriate light, its
emission is absorbed by the quencher and no fluorescence is detected. The pink lines
represent nucleotides that can form base pairs with the PCR product under investigation.



The PCR portion of real-time PCR is standard. Two PCR primers are used to
amplify a segment of DNA (Figure 2).

Primer 1 PCR Product

Primer 2

Figure 2. PCR product of interest. The two primers are show as purple arrows
and the base pairing between the two strands are shown in pink.

As the PCR continues, the newly synthesized PCR products are denatured by high
temperatures. As each strand of the product are separated, the molecular beacon
also is denatured so the hairpin structure is disrupted. As the temperatures cool
for the next round of primer annealing, the molecular beacon is capable of
forming base pairs with the appropriate strand of the PCR product (Figure 3).
Any molecular beacons that do not bind to PCR product reform the hairpin
structures and thus are unable to fluoresce. However, molecular beacons that bind
to PCR product remove the ability for the guencher to block fluorescence from the
reporter dye. Therefore, as PCR product accumulates, there is a linear increase in
fluorescence.



Specific Nucleotides
S

Figure 3. Detection of PCR product by molecular beacon. When the beacon binds
to the PCR product, it is able to fluoresce when excited by the appropriate
wavelength of light. The amount of fluorescence is directly proportional to the
amount of PCR product amplified.

Real-time PCR can be performed in a ""multiplex' format which means that more
than one PCR product can be detected in a single reaction tube. For each
seguence, there is a unigque color of fluorescent dye and therefore, each PCR

product is associated with its own color which is detected by the real-time PCR
machine.
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