BEFAMC LI~ =BREFE

REHEEFTHOIEL (Takano A, ef al, 2014.) #BEL L. UTOFIECHRENSD
DNA B L OEIE 21T - 77,

DNA #hH
fEA " v &~ : DNeasy Blood & Tissue Kit (Qiagen)
fEAME  t— 7 ry 2 (ASONE: HOT DRY BATH, HDB-2N)
#0053 B (eppendorf : Centrifuge 5415 R)
RNTF w7 A 5P (IKA : VORTEX Genius 3)

ODNA #iH

1. Buffer ATL 180 u L iz~ # =#r{& % AdL, v /A% HWTHIT 5,

2. ProteinaseK 201 L ¥ L., Vortex #% 56°CT—liA % 22— 95,

3. Vortex ¥, Buffer AL 200 L 2% L, B Vortex L, 70CT 1043 A ' F 2

FB,

99.5% =& /% 200 LEIN L. Vortex 5,

Filter cup iz 4 O P& A5,

ik, 8,000Xg T 1 4yiE e,

B Z T, Filter cup ##H LW\ F o —7 12 L, Buffer AW1 %2 500 L%,

=i, 8,000 X g T 1 4HiED,

8. W E&T, Filtercup Z2F LWF 2—710 L, Buffer AW2 % 500 L%,
=iR., 15,000Xg T 3 43R L,

9. IREERHT, Filter cup ZFH LWF o —7 1.5ml [ZB L x2, =i 15,000Xg T 1
GELL, =F ) —VEERIIRET S,

10. Filter cup Z#1 L \\Fa— 712 L, Buffer AE % 100 LA 5,

11. 70C, 104fA >3 22— Mg, iR 15,000 X g T 1 ofliED, fbzET,

-

2 5 = mt-res BRFIORH
fiE AFAZE . DNA HiEBE#% (TOYOBO : KOD plus Neo)
TESIKENHTY n=27" 0 (HAY o744 : FastGene NE-AGO1 Agarose)
ERKE A AE (AARY 37472 « Midori Green Direct)
BESAPKEN ] DNA =— 2 — (BAY 247474 : FastGene 100bp DNA Ladder)
MR : PCRZEE (Thermo Scientific : PIKO REAL96)
BRAEILEEE (ADVANCE : Mupid-exU)
A J I g B (HAY 237474 Fas-Digi Blue/Green LED {bis-4-)




7F A ~—": Forward ; mtrrsl 5-CTGCTCAATGATTTTTTAAATTGCTGTGG3
Reverse ; mtrrs2 5-CCGGTCTGAACTCAGATCAAGTA-3

OPCR
LIT O#EE LU T PCR (DNA H#iF) %179,

B AE,
M RE E(u)
KOD plus Neo buffer %1 10% 20
dNTPs 1 2mM 2.0
MgSQO, x1 26mM 1.6
Forward Primer 10uM 2.0
Reverse Primer 10uM 2.0
ML=~ 4 =DNA — 1.0
*%“fs‘é?k 9.0 #1 : KOD plus Neo (218
KOD plus Neo s U 0.4
Ris#EEE 20.0
PCR £
94°C  10sec
94°C  10sec
55°C  30sec x30cycle
72°C  30sec

OfEXIKE) (DNA BIE#HER) , Hil
1%7 Hua—2Z7 0 whfdk, DNAZ#—~v—A—%{HEH L, 100V, 30 7T
4 L 7= DNA #B5ikB L, . 450~500bp D30 RPNV T
UTDxy FEERL, £RT 5,
R b : QIAamp DNA Mini Kit, QIAquick Gel Extraction Kit (Qiagen)

Ov—pxriy (BFIHE)
FEEL U= DNAIZDWTT, 22—a 7 4> x /S S 7 A~4E L., DNA B % ik

ELFE, v—7 2712k Forward Primer mt-rrsl & V7=,
RAIRAT
BELMOFEPEMEL TVWDE-F =D 77 L ARHI L — 2 2 T THED

Mzt DNA A & e, TE[RE 21T 2,

il > 7 b : MEGA-X (http://www.megasoftware.net/ )




77 L ARSI LT v oyhb e — K (LARE

http/www.vet. yamaguchi-uw.ac.jp/doc/140116. txt

ERRY 7 FERAWTC, IR LY O TR 2R, 08T Bootstrap E b
AEL. MECHERTZZAT S, Y7 bRVt Tk, RO SHEE
Hiz (LLK%) OHP V7 28RET5,

Lk



