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National Laboratory Animal Center

RMRC Genotyping Protocol-PCR

No. RMRC13156 Strain Name | C3H.B6- Pstpip2 Y**°¢/Shc
A. Primer
Primer name Sequence
1 | oIMR0016 5>—GTCAGTCGAGTGCACAGTTT—3’
2 | oIMR0015 5 —CAAATGTTGCTTGTCTGGTG—3’

B. Reaction Conditions

) Temperature, | Time, | Number
Component Concentration Volume | Step
°C sec | of Cycles
H,0 -- 7.2 | ul 1 95 2’ 1
PCR buffer 10x pl 2 95 30”
dNTP 0.2 mM ul | 3 56.8 30” 35
Primer 1 1 uM(pmol/ul) | 0.4 | pl | 4 2 30”
Primer 2 1 uM(pmol/ul) | 0.4 | pl | S 2 5 1
DNA -- 2 |ul| 6
T2 MSSEr | 0,025 Uil 10 || ’
Mg** - mM -~ |l
Total 20 | pl
C. PCR Product
Primer set Product size Target region

1 | olMR0016 | oIMR0015 | 123-400bp | Digest the gel fragment for the sequencing

2 123-400 bp Digest the gel fragment for the sequencing

D. Sequece: A B

a5

| |_Marker | position(bp) Affected-1 Affected-2 Affected-3
513950 | 74371309

il 513951 | 74800133

06 | 1513952 | 75828454

04 1513953 | 76671208

02 | 1513954 | 77080840

o | | 1513955 | 78057994

1513956 | 79749527
1 16 31 46 61 76 91 106121 136 151 166 181 196 211 226 241 256 271 513957 | 86422256

1513958 | 87094867 |
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