SCARY¢ER PCR B{FLIE ST

1 #& RNA f9ihiR
OEFFCRFRIME, =RME 5 DHEETEER.
QMESE & Tml A9 TRIZOL IHFIZRMEAVERTPIIN 0.2ml BISIH, EXEE. FHRIR
RHEUR 1585, 15 2 30°CiEE 2 2l 3 o8, 4°CTF 12000rpm B 15 5. BOE
BEREBS A TENIEHmSEE, FEEUNRTEKELEE. RNA 2835 B T7KE
B, KB EERIRFRR LIRS RETINAG TRIZOL T8 60%.
®RNA UiE HKHELEEBEI—TF %% RNA BBE OEH ., INEARBRAERSLUTE
HAFRI RNA, BSSF 15 B 30°CiFE 10 KhfE, F4°CT 12000rpm B0 10 98, 16
B ORIART LAY RNA LS EE RARFOIMIEE_ERZRBIRITTER,
@RNA &% BEALE®R, 8 TmITRIZOL HFIZBEHERFIMAZELD 1ml B 75%ZFE

(75%Z B2F3 DEPCH.0 Ee#ll) , i&i%k RNATIE. iBSfE, 4°CT 7000rpm B 5 34,
®RNA & INOREXEID ZEEEK, 3 RNATUEE=ERESH T 5-10 5.
©iaf# RNA JTUE 8% RNA BT, SEIDATS RNA E8f97K 40ul BeREVITIUR, FES
LB, KSR RNA iBRIRFT-80°CiFH.
2 RNA [FEE
1) ZINRUGENE
FoFAMTERRY TE BAREDEEEIDAT., AREUE RNA SR TERRE (1:100) /5,
EEVEAED Y EET 260nm F1 280nm &AIIRIKE, TTE RNA BR IREFILE.
@ RENE
A260 MEEM 1 %3 40 ug RNA/ml, #5 RNARE (ug/mDitE AL A260 xFkE

fE5x 40 pg/ml, BURHIEIT:



RNA j&F 40 ul DEPC 7keh, BY 5ul, 1:100 #H8E= 495ul #9 TE Fh, {5 A260 = 0.21
RNA &E= 0.21 x100 x40 pg/ml = 840 pg/ml 5% 0.84 pg/pl

B 5ul FBsRNZLS, RIREES RNA 79 35 pl, Rk RNA BRE79:

35 pl x 0.84 ug/pl = 29.4 ug

@ E N

RNA &R A260/A280 HILL{ERD9 RNA 4, LY{ESERE 1.8 E 2.1,

2) MIRIENERAERIKE

OHIRR

19 SEEAT 72ml 7K, 8#1ZE 60°C, 10 ml f9 10x MOPS EEjK4E diF 18 ml #937%
FREEER(12.3 M),

10xMOPS EikEE il

RE D

0.4M MOPS, pH 7.0

0.1M ZERSH

0.01M EDTA

EHIREAR, TREBINAEFLE DTN 25 pl B, BREVEEIT, IERRARMEIKIE
A, IIEERY 1xMOPS BBk EHREBERE/LNEXK,

@R RNA #3

BX 3pgRNA, 11 3 fEAFRRIERES Rk, 1N EB FHREE HHERR-PELIRER 10pg/ml,
IAZE 70°CHEE 15 4ErEREN M,

O3

ERFRIBERRFREEK Smin, BEEBHRIIAN EREFL, 5-6V/cm BJET 2h, BIXERH=



eI ZED 2-3cm,

@LRINEFHE TUERFHERR

28S #01 18S #Z#Erk RNA fUFIFERIMR (EXIVRETATHIE RNA pO4MEEY) |, &

H—FHHEEXNR TE—FTH 2 &, KAEIEMRE— N E/VHET 387, BH

K52 FE/7 RNA (tRNA #0 5S #2Z#&0K RNA) #Bpk, 1€ 18S#0 28S #ZEAT 2B LAEE!

— R IRENHY EB SrEMIFR, TIRERH mRNA FIEERE RNA 4H5%. RNA HIEidi2FanR

I DNA SR, Ba1E 28S ZiElk RNA R EEHI, BIESS FERREUTBIREL
™, RNA RYRERERILZIER RNA TSR, FREASRRIENE T EEIKER.

3 #£8 cDNA &5

ORRKRZR

FS ki) &

1 ¥R buffer 2yl

2 LS 0.2ul

3 514 0.2yl

4 dNTP 0.1yl

5 ¥iESEs MMLV 0.5pl

6 DEPC 7K 5l

7 RNA&ER 2yl

8 BMAFE 10ul

REEREARES, 6000rpm ZEEL,

QBRERENINTEERE MMLV ZHi5E 70°CHA 3 £%, BHEEMENKAEERING



B3, ASSIN¥EERES 0.5ul, 37°CKiA 60 5§,

GEVHEIZEN 95°CT4 3 o, BEIFHEREAKRIA (DNABER, RFT-80°CHA.
4 BEREMREREFNFERIMERERE (B-actin) ERESE PCR

@B-actin FRMHRIRAVIRERESIE PEIERIRAGRESD 1011, RABIEX 3ul 2 10 (S8
(07K 27ul FHFRHIES) 791070, FORMEREZ 100, 108, 107, 106, 105, 104, LA%A.
QRMIARIT

PR MR ZR

FS RN FIE

1 SYBR Green 1 ¥} 10ul

2 PRMEIR EiRFs ¥ F 0.5ul

3 PAMEIR TS ¥ R 0.5ul

4 dNTP 0.5pl

5 Taqfg 1yl

6 PEMAER DNA 5Spl

7 ddH,0 3254l

8 AT 50ul

REHEREARES, 6000rpm FEEL,

EREERNFER:

FS RN FIE

1 SYBR Green 1 3%l 10pl

2 RS LEFESI¥F 0.5ul

3 RESETFSIMIR 050l



4 dNTP 0.5ul

5 Taqfg 1pl

6 fFUREER cDNA 5yl

7 ddH,O 32.5ul

8 BARR 50ul

RREREERREE, 6000rpm FEHEL,.
QHIBIFAIBRMERERFIEEARRR £, REEMER: 93°C 258, AF93°C 15
th, 55°C 2 %, It 40 MEER.

5 FISATLFGEREITHEIZA DNA iR
O NE—FENENER, EE—HERAZEREN cDNA #EikiH# T PCR AL,
REHARE :

FS REH) FIE

1 10x PCRE MK 2.5 ul

2 MgCl2 &% 1.5 ul

3 LESI#F 0.5 ul

4 TESI4R 0.5 ul

5 dNTPB&H 3 ul

6 Taq &R&HEE 1 ul

7 <DNA 1 ul

8 IWKERMATRA 25ul

RMERISARES, 6000rpm EEEL,

35 PCREZR (94°C1 933%; 55°CT1 3¢f; 72°C1 13%F) ;  72°CHEH 5 5.



@PCR 7415 DNA Ladder 7 2%IFREREEEAREEIK, RILZEERE, 1@l PCR FHIRE
NS F 1EETT.

®% PCR P47 10 {SHEEMRTRE: 15 PCR F¥I#T 10 (SHEERRE: 18E PCR FIRE
79 1x10%, FORFRREZ 109, 108, 107, 106, 105, 104JUNNKRERBE.

6 FlEmAFNEREENES PCR

@OFTE cDNA @2 BIEESHEE PCR REAR.

AREBEENT:

FS ki) &

1 SYBR Green 1 Z} 10 ul

2 EipEsi# 1ul

3 TS 1l

4 dNTP 1ul

5 Taq BAE 2ul

6 5k cDNA 5Sul

7 ddH>O 30ul

8 SRR 50 ul

REEREERES, 6000rpm FFEEL.

QBEHIFH PCR RALAKRE T Realtime PCR Y _E5##T PCR T8/ B, R MI£:444:93°C
2 DYPTRERME, AAREHR 93°C 1 3%, 55°C1 3%, 72°C1 93¢, + 40 AMEIR, &g 72°C
7 SIEPFE(ER,

7 EHYES PCR ERAS |15

5|¥mgitER{E: Primer Premier 5.0, FHERELITIERN: 5¥SERMFFIEZE4M, 5149



55 ¥z R e e —BRARE AR ; 5 A ERIRAIIFBRINLRS % DNA RE

[z iz (BPFEER).

8 Hjk
ZHF RN ENEEFERERES BT Realtime PCR A, PCR ™45 DNA Ladder 7£

2 %IRAEKEEEAERIK, GoldView™3ks, 1l PCR RS NBE—RRIET 1B,



