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Primer Sequence 5' — 3' Primer Type Note
15495 ACA TGT CCA TCA GGT TCT TGC Mutant Reverse B
36182 CCA CCT TGA ATG AAGTCA ACAC Common AB
36183 AGC TTG TGG CAG TGT AGC TG Wild type Reverse A
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Reaction A

Cycling

COMPONENT FINAL CONCENTRATION STEP TEMP °C TIME NOTE

ddH20

Kapa 2G HS buffer
MgCI2

dNTPS-kapa

36182

36183

Glycerol

Dye

Kapa 2G HS taq polym
DNA

Reaction B

130X
2.60 mM
0.26 mM
0.50 uMm
0.50 um
6.50 %
1.00X
0.03 Urul

94.0
94.0
65.0
68.0

94.0
60.0
720

B o TN o e e R N

10 720
1 100

Cycling

-0.5 C per cycle decrease

repeat steps 2-4 for 10 cycles (Touchdown)

repeat steps 6-8 for 28 cycles

hold

COMPONENT FINAL CONCENTRATION STEP TEMP°C TIME NOTE

ddH20

Kapa 2G HS buffer
MgCl2

dNTPS-kapa

15495

36182

Glycerol

Dye

Kapa 2G HS taq polym
DNA
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454465

Pdgfrb

1.30 X
2.60 mM
0.26 mM
0.50 uM
0.50 uM
6.50 %
1.00 X
0.03 Ulul

NTC

e
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Mutant = ~320 bp
Heterozygote = 272 bp and ~320 bp Wild type = 272 bp
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940
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720
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1 100

By,

Rt

-0.5 C per cycle decrease

repeat steps 2-4 for 10 cycles (Touchdown)

repeat steps 6-8 for 28 cycles

hold
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