BXERARR D

< BREPIN

N L/\C NATIONAL LABORATORY ANIMAL CENTER

RMRC Genotyping Protocol-PCR

No. RMRC13147 Strain Name | C57BL/6-Nme6<tm1LjN6>
A. Primer
Primer
name Sequence
Check | F;-GTACTCAACATCTGGACCCTAACAC R:ACTGACATCTAAGGTTGTCCTCTTG
1| WT
primer
Check | F.CTGCATTCTAGTTGTGGTTTGTCCA | R:GCTGTCAATCTCTCCATGTGGATAAC
2 | KO
primer

B. Reaction Conditions

. Tempera- | Time, Number
Component Concentration Volume Step
ture, °C sec of Cycles
H,0 - 11 ull 1 95 300 1
PCR buffer 5X 4 ulp 2 95 30 35
dNTP 2.5 mM 17 ul| 3 55 30 35
Primer 1 10 UM (pmol/ul) 1 ul| 4 72 30 35
Primer 2 10 UM(pmol/pul) 1 ulp 3 72 120
DNA -- 1 ull 6 7 0 1
Taq pct)a.r4 SCI) ifl erzzé/trin oen 0.3 ul !
Mg** No add mM 0 ul
Total 20 ul
C. PCR Product
Primer | Produ _
. Target region
set | ctsize
WT-F | WT-R CTCTTCAAGACCTCCCTCCTGATGATGCCTCCTTGAGGAAGGACACCT

376
bp

TCTCAAGTTAACACGGCCCTGCGAAAGTGTGGTCAGCTGCCCTTAACA
CATGAGCGTAGGTGGCGGGGTACTCAACATCTGGACCCTAACACTCCT
CAGCAGCACCGACACTTCAGCGATCCTTTGGATAGCTTGATTGATTCT
CATCTCTGGGGTGGTTGGTTCTCCAGGCTGTTCATCAGCAGATTCTGA
GCAACAAGTTCCTCATTGTACGAACGAGGGAACTGCAGTGGAAGCTG
GAGGACTGCCGGAGGTTTTACCGAGAGCATGAAGGTGAGGCTGGTGG
TCTTCGTTACGGTGTAGACATGAGCACACACGTGTGCATGGTGTGCAT
ATGTGTGGTGTGTGTGTGTGTGCGTGCGCATGTATGTGGTGCACATGC
ATATATATGTGAAGTGTACAGGTGTACATGTACAGGCAAGAGGACAAC




CTTAGATGTCAGT

CTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTATCATGT
CTGGATCCGGGGGTACCGCGTCGAGAAGTTCCTATTCCGAAGTTCCTA

276
bp | TTCTCTAGAAAGTATAGGAACTTCGTCGAGATAACTTCGTATAGCATAC
ATTATACGAAGTTATGTCGAGATATCTAGACCCAGCTTTCTTGTACAAA
KO-F | KO-R GTGGTTGATATCTCTATAGTCGCAGTAGGCGGAAGGACGTCTTGGGGC
CAGTGAGTTATCCACATGGAGAGATTGACAGC
D. Gel Photo
WT primer KO primer

1 2 3 4

5

6 7 Positive 1 2 3 4 5 6 7 Positive

DL FftsEREM 134~ 6~ 7T 92 E 2 A7 KO gene 1Y Heterologous Mice




