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RMRC Genotyping Protocol-PCR

NATIONAL LABORATORY ANIMAL CENTER

8 & %5 | RMRC13067 & % ¢ 4 | B6;129-Accn3<tml(fGFP-WGA)Ccc>
A. Primer
Primer name Sequence
1 | Wt-for (primerl) | 5’-gggtttccttcaagccctac-3’
Wit-rev
2 ) 5’-ggagccaagacaggtgaaag-3’
(primer2)
Ko-rev
3 . 5’-gaacttcagggtcagcttgc-3’
(primer3)
B. Reaction Conditions
) Tempera- | Time, Number
Component Concentration \Volume Step
ture, °C sec of Cycles
H,0 - 14 ul 1 95 180 1
PCR buffer 10x 2 al | 2 95 90
dNTP 10 mM 0.3 pl| 3 95 60 35
Primer 1 20 UM (pmol/pul) 0.5 ) 4 2 60
Primer 2 20 UM (pmol/ul) 0.5 pl| o 2 600
Primer 3 20 UM (pmol/pul) 0.5 ul| 6 4
DNA -- 2 pll 7
Taq 2 U/l 0.2 ) 8
24 mM  (in 9
Mg 2 10xbuffer ) 0 ul
Total 20 pl
C. PCR Product
Primer set Product size Target region
1 | Primerl | Primer2 366 bp Wildtype Exonl
2 | Primerl | Primer3 520bp eGFP-f
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