S IXEMaZER
NLAC ﬂﬁﬁm ﬂ,:.‘,

RMRC Genotyping Protocol-PCR

No. RMRC13342 Strain Name | C57BL/6-Tg(MMTV-MCTS1)9Hsin/Narl
A. Primer
Primer name Sequence (5’ to 3’)
{ F-MCT1-ECO CCC GAATTC GCCACCATG TTC AAG AAATTT GAT GAAAAA
GAA AAT GTG (48 mer)
5 R-MCTI1-3F-XBA | CCCTCTAGATTT ATT TCA GTT ATC TAATTT GCG GCC GCC TAT
TTATCG TCATC (53 mer)
B. Reaction Conditions
) Tempera- | Time, Number
Component Concentration Volume Step
ture, °C sec of Cycles
H:0 - 7.7 pl| 1 95 120 1
PCR buffer 10x 1 ul| 2 95 60 30
dNTP 25 mM 0.2 pl| 3 58.2 60 30
Primer 1 10 uM(pmol/ul) 0.2 pl| 4 72 60 30
Primer 2 10 uM(pmol/ul) 0.2 pl| 5 72 600 1
DNA - ul| 6 12 0
Taq 5 U/ul 0.1 ul| 7
Mg?* 20 mM ul| 8
Total 10 pl| 9
C. PCR Product
Primer set Product size Target region
1 | F-MCTI-ECO R-MCTI1-3F-XBA ~700 bp For heterozygous only
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Oligo ID Name Sequence(5'to3') (mer)|CONTENT ':5:;’ (i:f'l'zrll:’ i{'l:;;'l:l:l;:; /0D260 ug/op260|2 (0D260)
10161455|F-MCT1-ECO ::é x ::i ;CJ :; gzg TTC MG ARR TTT 48]  37.5%|gg,2°C 14,800.7| 483,300.0| 2.07| 30.62] 5 124 OPC|
10161456|R-MCT1-3F—XBA ggg g: 22‘2 ;‘:’; :;1:: :Eﬁ g :EC ThR TTT 53 39.6%|58.4°C] 16,115.5 485,300.0] 2,06 332 6| 124 OPC|




Forward primer : (= % : 120604236- 120604247)

EDownload ~ GenBank Graphics

Homa sapiens malignant T-cell amplified sequence 1 (MCTS1), transcript varant 1, mRENA
Sequence ID: NM_014060.2 Length: 9805 Number of Matches: 1

Range 1: 248 to 381 GenBank Graphics

Score Expect Identities Gaps Strand
£3.9 bits(24) 82-09 34/34(100%) 0/34(0%) Plus/Plus

Query 15  CATGTTCAAGAAATTTGATEAAAAAGAARATGTG 48

Sojct 343 CATGTTCAAGASATTTGATEAALAAGARAATGTG 331

Range 3: 120603889 to 120604247 GenBank Graphics W Mext Match & Previous Match 4 First Match

Score Expect Identities Gaps Strand
564 bits(359) 0.0 359/359(100%) 0/359(0%) Plus/Plus
Query 1 AAATGCTACTTTGATTGATTCTCCGOCCCCTCCATTCTTCTCTTCCTGCAATTACTCTAT 68
MO it oo
Query 61 CACTTCTTCCCTCTCAAGTCCCGCCCTTTCAGCTACCTCCAACTGCTGAGGAACCGGTTG 120

Shjct 128683949 CACTTCTTCCCTCTCAAGTCCCGCCCTTTCAGCTACCTCCAACTGCTAAGRAACCGATTE 128664008
Query 121 COTAAAAGRAGCCOOCAAALGCOLCTACGTGRAGTCCAGAGGAGCOOAAGTAGTCAGATT 188

Shbjct 129624809 CCTAARAGGAGCCOGCARAAGCGCCTACGTGOAGTCCAGAGOAGCOGAAGTAGTCAGATT 128684868

Query 181 TGACTGAGAGCCOTAAAGCGCGECTEECTCTCAGTTTTCCGGATAACGACTACAGCTCCGA 248

Sbjct 120684269 TOACTGAGAGCCGTAAAGCGCOGCTEECTCTCATTTTCCGOATAACGACTACAGCTCCGA 128684128

Query 241 CTGQTCAGTGCCGGCTTCCTCOTOTGAGOEGATCTGCOGRACCCCTGLARATTCAATTTC 308

Sbjct 120684129 CTATCAGTGCCOGCCTTCCTCOTATEAGREGATCTACCGEACCCCTACARATTCAATTTC 128684188
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Sbjct 120684189 GC cC TGGATCATGTTCAAGAA 1208684247

Reverse Primer (i1 &)
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Exposure Time : 400 mS
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1 kb ladder

F-MCT1-ECO & R-MCT1-3F-XBA Target Site: ~?DIEJ bp




