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V. MREREERG Ik

~ U ARER (100 ELLE) 1%, 25cm? 7T A TR AT 4 U A TCERIESEIRED b O % E iRk 5
(20°C) THRELTWET, MANBTLICEEZT LD, BELICT7 72 anblRzE > v —LELCE LT 5%
CO, FHET D 37°CA ¥ a_X—X —NT—BaiEE U, ERBEMHSED U IINHZEBBSE T ClREESOFEZ =
R b, EBREICTHHA a0,

MR Z & T 2581, HBED 55mM v a—2AGHAT 4 U LEREMAT 4 v LE LTHEIL, Filf
WHETHEE L £,

(FE 1D ¥rr—Uik, MREEERSY ¥ —VE THEAOSASIIHEENERE ICES LT RDED, BiER
TR T AL IR EEMEA Y Yy — b LIIMEHA T ¥ — 1 (Kord-Valmark #1584 No.2901 72 &)
EREOELET, £, EBIIBRBERENE WD, BEHOBIIEENZRIZIEA TLE 21 E T,

BRIV LR LET, KEOT S TICEERH HREE CHEMOBEEZIMBE L TTFEVY,
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VIIL. Total RNA i &

[ ¥ LW b ] xEESE - 3EKEAIX. RNase free #/52 ZFIH S 72 &0,
- TRl reagent® (= AE - /34 A4 Cat.No.TR118 F 7= |Z[F% dh
- 7'1) =—/7> molecular biology grade
/4= =5\ PN
< 2-Fus ) —)L
s TH ) —)b
- RNase free 7k
20mL~A 7 aFa—7
o /N Flm Do
c By P EOEy b7 (10uL, 100pl K2 OY 1000uL /)

[ Hhtimis ]

(1) R 100 % 2.0mL ~A 7 0 F 22— 7B Lcth, /NS EEE DT 1000~3000xg CHEOFDfRE L L
THEBZILESE., BEZBREL TSV,

(2) LiEEBELEZTF 2— 712 TRI reagent®% 500ul Mz, EHIZ 60 DEALT v 7 A TRE L, KB %%
BIRIRESE T EE N,

(3) WMEBZE AL S EIRIKIC 7 v ek A% 100ul W, KT v 7 A CRE LEIRT 1/ MEE L T

<TZEW,
(4) 1 MIFHE SRRz im0 RE (15,000xg, 4°C, 5 4rff) L. L& - dfifE - T ICoBSET<

v, FiEE (Bf)., TE Rf) 28Xy Memsi 2 ERICERE LR b, ol L@z
LWF a2—7ZmI L TL 7230,
MUY U7z BYEICH g - TREBMBEA LS AIL, TORKRE FEELSBEL, FEEAZREIRLTEE
U,

(5) B L7z B LT Y a—F & uL ARV T v 7 ATRAL, 5B L7- EElsy & EE&o
-7 N ) =)V AL, 1B S 72 10~15 0Pk ETHE L T2 &0,

6)  KWWth. HERLT v 7 ATRML, @008 (15000xg, 4°C, 547#) LTL7Z&EWN,

(7)) mLOEERT 2 — 7 JRICS L v b (Total RNA 81) 233 5 = & 2 fEadth, B2 EICHREL T EE N,

(8)  EWEEBREEL, 995% T /) —/L%& 300ul MAZATH vy BV ITBIOAE Xy L, JKEOXL Yy b &
WK DI RIFEBREL T IEE VY,

(9)  EWEERBREH, 5% ) —/LE 700ul Iz By T ¢ 7 L, w0408 (15,000xg, 4°C, 543 L
TS, mLE, BEHOXLVy hE2WlbRNWE I RFEREL, XLy MEREZIFETIEI0,
T 2 —TNEBEIR I T5% X ) — N> TN T & 2R L T &,

(10) XL v MZ TRI reagent®% 300uL J1 % (2)~(9) % FFEEME D IK LIS Z 72 (5D~ k% RNase free /KT
iR L Total RNA R E LET,

(1 2) BB @ Total RNA X ENR0T W20, 8 0 IK ULEZIILTITV, EZOFEHII LRV TL 72 &V,
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VIII. EEOS#8F5E
() HBESET-MAO 7V a— A RBIIREHETB Y £ RA, Fva—X RS oRFH CRIFEL 72
élf\o

a. Ml BIR (R 12X 20805k

[ #E LTV b ]
- e A s Bk (B%38) (=2 AE + 231 4 Cat.No.PNIDME)
- PRF W5 A PBS(-)

(1) PBS(H)% ImL A=~ A 7 B F 2 —7ICEREEB L T E &0,

(2)  ELSTBE (200xg, 4°C, 143fE) #8270V, REERELTIEEN,

(3)  PBS(-)% 1mL 1z Tl (200xg, 4°C, 143f#) 2B 720, EEEZBRELTIIEE,

(4)  37°CITIRD - B M §ik %2 100~200uL Mz, 37°CY 4 —& — /S AT CO A ¥ F 2 _X—H —T
15~30 3R L TL 72 &0y,
XA P IIE Ry T 4 T B LR HOREZHR L T EE0,

(5)  MRERSELIES, MEEBERAEEAT 7L BmM ZVa—ZREH AT 0 75) % ImL L, &5y
B (200xg, 4°C, 53 %, HiEEBRELTIZEWD

(6) AT 4 ULEIMLIFINL CHIlRAZ & L, =0508E (200xg, 4°C, 540 #1772-> T, EEEREL
TLTEE,

(7) (6) DIEEEFET/R->TIIEEWN,

(8) MEEHAREBEAT 4 ULAEZEERNL THIBZ R S, EREICITHEASZE N,

b. MR (FL— RRID) 12X Bk

[ #H LWL b ]
- PERS MR 2 80 (¢ L— KAl (= 2F + 231 F: Cat.No.PNIDMC)
*HKRB vy 77—t v b (35 : 8= — K PNIMG)

(1) 3mMMZLa—2EH HKRB Ny 77 —% ImL AT~ A 7 aFa— BB LT 7E &0,

(2)  ELSEE (200xg, 4°C, 13fE) #8720, REERELTIEEN,

(3)  3mM Z Lz —REH HKRB /N v 7 7 —% I1mL iz Cim Loy (200xg, 4°C, 1 43f) #2720, k
HERELTIIEEN,

(4)  37°CITIR O 7= R AR 43 Bk 2 100~200uL iz, 37°CY 4 —H —/NAN (L CO, A ¥ F =2 X—H —T
10~20 3R L T 72 &0,
XEFx | W XIIER_ T 4 o T LR BORBREZ /MR L T 7ZE0,

(5) MRS LD, MEHEEAT 75 BmM ZVa—2 G/ AT 4 70) & ImL IRINL., @5y
HE (200xg, 4°C, 547M) #%. RiEEBRELTIZEWN

6) AT ULE ImLIINL CHIRAZ & L, =.0508F (200xg, 4°C, 543 %1772-> T, BEZREL
TLTEEW,

(7) (6) DIEEABEIT/2> TN,
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