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RMRC Genotyping Protocol-PCR
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A. Primer
Primer name Sequence
1 | IL-7 MT 5-GAAAAC ATG TAT GTG ATG ATACAAAGA-3’
2 | IL-7TWMT 5-CAAATG TCAAAG AGCGTCTCTTGCTTC-3’
3 | IL-7TWT 5’-GAAAAC ATG TAT GTG ATG ATACAAAGG-3’
B. Reaction Conditions
i Tempera- | Time, Number
Component Concentration \olume Step
ture, °C sec of Cycles
H,0 - 16 ul 1 94 300 1
PCR buffer 10x 2.5 al | 2 94 30 5
dNTP 2.5 mM 2 ) 3 63 60
Primer 1 20 UM (pmol/pul) 0.5 pul| 4 2 40
Primer 2 20 UM (pmol/ul) 0.5 pl| S 94 30 5
DNA -~ 2 ul| 6 61 60
Taq 5 U/pl 0.2 pl| 7 72 40
DMSO - mM 1.25 |ul| 8 94 30 5
Total 25 pl 9 59 60
10 72 40
11 94 30 20
12 57 60
13 72 40
C. PCR Product
Primer set Product size Target region
1 IL-7 MT | IL-7 500 bp | For IL-7 mutant
WMT
IL-7 500 bp | For IL-7 wildtype
2 | IL-7TWT
WMT




D. Gel Photo

IL-7 WT4+IL-7 WMT I[L-7 MT+IL-7 WMT
Primers Primers

Negative
Negative

(mouse ID)

1 3 4 13

M 1 3 4 13

Result:
Mice: 1, 3, 13 are
500bp |L-7 mutant Het

Mouse: 4 is wild
type




