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At this point the most important part
™ _ _ o the extenslon of the common primer

along the allele specific primer to create

areverse compliment of the tall sequence

Although in the next stage all denature at 94°CHt is this
last scenario with the reverse compliment of the tail
sequence that is illustrated below
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The compliment fluorescent primeris then able
o blnd leaving it free from the quenching effect
of the quencher and able to flucresce when excited.

% N.B. Although the quencher canbind
it Is unable Yo extend tna 3" to 5’ direction
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length of the sequence
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The primers then bind again at 57°C
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The primers have now copled along
the length of the sequence again
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\ At this polnt the most important part
™. _ __ Istheextension of the common primer

along the allele specific primer to create
areverse compliment of the tall sequence

Although In the next stage all denature at 94°C i s this
last scenario with the reverse compliment of the tall
sequence that Is itfustrated below
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The compliment Ruorescent primeris then able
to bind leaving 1t free from the quenching effect
of the quencher and able to fluoresce when excited.

3% N.B. Although the quencher can bind
i is unable o extend ina 3" 1o 5 direction
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Figure 2:
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Figure 3:
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There arefour A T
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Per Alleleforthis GRP G '

The primers involves in this reaction are as follows:
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Allele specific primer 1 Respective Fluor/Quencher
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rF
Géi,,___,____r"rrr

Common Peimer1 5

5:

Allele specific primer 3 Respective Fluor/Quencher

Aliele specific Primer 4

g:’ﬁ’;______l"jrr

Figure 5

@
&

ConmmonPrimer?2 5

16/17



WO 2014/135872 PCT/GB2014/050650

1

poves

SNF 1 TG} SNP 2 AiG}

3

grir?

There are two A Thereare two A
possible putconies or possible outcomes or
Fer Allele for this BNF G Per Allele for this GNP G

The primers involves in this reaction are as follows:

Allele specific primer 1 Respective Fluor/Quencher

Allele specific Primer 2 Respective FluoriQuencher
F2
JE‘
5
G
Common Primer 1 5 —cmomorismnn 37
Allele specific primer 3 Respective Fluor/Quencher
=) F3
5 rj
A
Allele specific Primer & Kespective Fluor/Quencher
4 ()@
Gl

Conmton Primer £ 5 memcsmermmnsorsonne 3

1YAT



