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Primer Sequence 5' — 3' Primer Type Note
29589 ACT GAG GCA GGA GGA TTG G Common A
30016 CTC TTT ACC TTC CAA GCA CTG A | Wild type Forward A
30017 CAT TTT CGA GGG AGC TTC A Mutant Forward A
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COMPONENT FINAL CONCENTRATION STEP TEMP °C TIME NOTE

ddH20

Kapa 2G HS buffer
MgCl2

dNTP KAPA
29589

30016

30017

Glycerol

Dye

Kapa 2G HS tag polym

DNA

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

o o = O M e RE RO b

-k
o

1

94.0
94.0
65.0
68.0

940
60.0
720

720
10.0

-0.5 C per cycle decrease

repeat steps 2-4 for 10 cycles (Touchdown)

repeat steps 6-8 for 28 cycles
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Mutant = 230 bp, Heterozygote = 197 bp and 230 bp, Wild type = 197 bp
HAKW] 2% . https://www.jax.org/strain/020505
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