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7 National Laboratory Animal Center

RMRC Genotyping Protocol-PCR

No. RMRC13365 Strain Name | B6.129-Asx|1MmWehou/Nar]
A. Primer
Primer name Sequence
1 | AsxI1-GT-F CATGTGATATGGCATGTGCG
2 | Asxl1-GT-R ACAGGTGACTTGACTTAGGAGC

B. Reaction Conditions

. Tempera- | Time, Number
Component Concentration Volume Step
ture, °C sec of Cycles
H20 -- 12.2 ul| 1 95 300 1
PCR buffer 10x 2 ul | 2 95 20 35
dNTP 2 mM 2 ul| 3 55 20 35
Primer 1 10 uM(pmol/pl) 1 ul| 4 72 20 35
Primer 2 10 uM(pmol/ul) 1 ul| 3 72 420 1
DNA -- 1 ul| 6 4 0 1
Taq 2 U/ul 0.1 ul| 7
Mg 50 mM 0.7 |ul| 8
Total 20 ul | 9
C. PCR Product
Primer set Product size Target region
1 | Asxll-GT-F | AsxlI-GT-R | 300 bp LoxP region of knock-in allele
2 | AsxIl-GT-F | AsxII-GT-R | 200 bp LoxP region of wild type allele
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National Laboratory Animal Center

RMRC Genotyping Protocol-PCR

No. RMRC Strain Name | B6.129-Asx|1tmiWehou
E. Primer
Primer name Sequence
1 | Asxll EU ATAGAATTCGCATAAAATGGCTCTTGATTC
2 | Asxll FD TTCCCTTATGAGTAGGCCTGT

F. Reaction Conditions

. Tempera- | Time, Number
Component Concentration Volume Step
ture, °C sec of Cycles
H20 - 122 ful} 1 95 300 1
PCR buffer 10x 2 ul | 2 95 30 35
dNTP 2 mM 2 ul| 3 58 30 35
Primer 1 10 uM(pmol/ul) 1 pl| 4 72 90 35
Primer 2 10 uM(pmol/ul) 1 pl| 5 72 420 1
DNA - 1 ul] 6 4 0 1
Taq 2 U/ul 0.1 ul| 7
Mg** 50 mM 0.7 ul| 8
Total 20 ul | 9
G. PCR Product
Primer set Product size Target region
1 |EU FD 1025 bp Exon 13 of knock-in allele
2 | EU FD 1024 bp Exon 13 of wild type allele
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