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HIAR EFE

*35dERED RNA D43, FEHLUZ DUV Tld RNA preparation OIEH % &M

Z o7 1m b 2% DIG Northern Starter Kit (Roche) DOWRfiaiiZEE L O Roche DIG it
%% (AAGERR) 8 ZZEIZL TWET,
WENE L, HHEROT, —EISHATHYHICANTRDL E Vo T TEEN,

*

VT2 H D
10 X MOPS buffer (FTHhT7A4T AT +23442-81)
37% formaldehyde (Wako : 064-00406)
AN LT IR (Wako : 066-02301)
20X SSC (W T AT A2 :32146-91) — F— M7 L —TIREDLE
10% SDS (Invitrogen : 15553)
DynaMarkerRNA High (77 =3 BDL code : DM160)
DIG Northern Starter Kit (Roche : 12 039 672 910)
RNase free DJEHE K (KEIZHEE)
HybondN-plus
3MM paper

® RNA #HE
1L —2Y 2ug? total RNA BB L 72 5,
10 uglE Ex2 BT 256 0 THBIZ BT 2 & LW (DEBEROSE . RIS
X log phase DML T 5 x 108Kl 2 ALEE 940X 10 ug® RNA W& 5415 iﬁ"(“&) VaVLN
HIFLOIRFBIZ S LD D TH b2 U OMRE D L 2E)

o Tu—TJERDZHDDNAT T L—k
Z D kit (21X T7, T3, SP6 @ 3 > RNA polymerase 25 OV\NTWAH DT, WT 0D
IrE—Z—THICEME T 2BEFEINEZFAL, BEMTbOID X271
T 5 (BRERAICIE SP6 70— X —n b OGN —FHER ATDATZN, ot 2k D
LONE LIVERA), BBESND 7 v —7 DR X% 200-1000bp (27225 L 9123 %,
Flz, A LTEEE O TIROGIRESREA CUIRT L, linearize L TH< (HRENZE
ZTHbD XD,
ZOEEHOCDHIREER IR DN BEHMNEERTE 2D L O & RS



il R FALFE A L T linearize L7277 A X R|d phenol / chloroform LB =% /7 —)L
W17V, 10mMTris-HCL (pH 8.5)ICfiE L TH < (Fm—7 OfER-OIEH Ttk 7
%),

200-1000bp insert OB % HllREEEIC L 0 Uik L CEHELT S

" 3\
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T7. T3, SP6 t = J
promoter BEFOME LI5S insert FHA

7'a—7 OfER
1-1 template D E [l
Ty N F a—TIL T ORKERAT 5

plasmid DNA bug Y&
10 x buffer 10u1
Restriction Enzyme 3ul
H20 to 100 1 1

I FREE 32 O BOGTREE I T2 d 5 (37°C T 2 B FLE)
1000pulDO7 =/ —/v [ w73 L&z TRES L, 15000 [Al#5, 4°C, 5
SEEL L, KEEZH LT 2—T7~9 D7
10ul® SMEEF Y DA, 250l DX /) —LEINZTRAT S
15000 [HlA, 4°C, 15 ZpffE.0 L. EEAKm L7z T0% = % J — /L CHad4
% (15000 [=]45, 4°C, 543)
W% 1510 EB (10mM Tris pH8.5) (ZIAfE L. 1ul &2 AW THEE 2 IE
T5 (BXZ03ug/ pliZ/>Tn51E7)
1-2 97Xy 7
TR Fa—TIZU TOWKREIRET D
Linearized plasmid DNA 1 g i34 &

RNase inhibitor 02ul
H20 to10ul

S HIZLLTRIEE M2 % (DIG Northern Starter Kit M f73%)
5 x Labeling mix (vial 1a) 41

5 x transcription buffer (vial 1b) 4 pul

RNA polymerase (T7, T3 or SP6) 2u1
42°CT 1 B[l A »F 2— |
211 DNasel Zfn%x., 37C15 43fHA v F 2~— |
2110 0.2M EDTA (pH8.0) #MA TRIGEZIED D



1-3 e —7 OWIE
> WERLO (2 THERE)
v" RNA dilution buffer

20 x SSC 3001

37 % Formaldehyd 2001

RNase free water 5001
v" Washing buffer

10 x Washing buffer 6ml

RNase free water 54ml

v" Blocking solution
10 x Maleic acid buffer  2.5ml
10 x Blocking solution 2.5ml
RNase free water 20ml
v" Antibody solution
Blocking solution ( EFE) 10ml
Anti-DIG-AP 1pl
Anti-DIG-AP IXIRAT D HIICT = —7 % 4°CT 10000rpm , 5 Z3fliE07 %
v" Detection buffer
10 x Detection buffer 1ml
RNase free water 9ml
v Hybond-N+:3x6cm < HWNZY- T, JEE T ¥ — LR EIZANTEL
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LIFORD L5 ICHRIEZ RS 5

RNA
Final
Tube RNA(1D From tube # dilution Dilution
concentration
buffer (1)

1 RNA JFifg%/KT10ng/ ullil/2b X9 ICHRT 5 10ng/ ul
2 2 1 18 1:10 1ng/ ul
3 2 3 198 1:100 10pg/ ul
4 15 3 35 1:3.3 3pg/ nl
5 5 3 45 1:10 lpg/ ul
6 5 4 45 1:10 0.3pg/ ul
7 5 5 45 1:10 0.1pg/ ul
8 5 6 45 1:10 0.03pg/ ul
9 5 7 45 1:10 0.01 pg/ ul
10 0 - 50 - 0

TER L 72 B O tube 3 ~10 D45 1ul ZJF > v — VEICANTZ A VT
Ly RIZARy B LTS

UV-cross linker (ZT 0.12J A—FrZ7 a2 X 7

Washing buffer # + v — VICHEE, 240014 v FaX—FT5

W #5C, #7212 10 ml @ Blocking solution 2 AT, 30 A > F =
2 il N )

W% #:C. 10 ml @ antibody solution # AZL T, 30 /3o > &F 2~X— |k
20ml @ Washing buffer {2 T 15 43 x 2 [R5

10 ml @ Detection buffer |2 T 2~5 731 > F 2 X— K
3FHEGBHNTNA T YRy TEHED FICA T Vo &iEE, CDP-Star
ZAWIEWT TS

FTSICEDTZ 4 VA THN=% LT, REITEDEOLED
FRTHHHA > FaX=F LD AT LUDAY 2L —F7—I2TY
—I D

Image Lab %% W T 7 vz mti4 %

Tube7 @ spot (0.1pg/ u D HWETU 7 FAnmHIND L9 Thh
I, o7 =T 2N TAREREZIT) ZLRTED



BRUKENE R T AT 7 —
2-1 BARKE
> WEZRH D
v 1.2%FRNAT T K7L (150mL) «<Mupid @ 13x12cm ~/L (13 22—
L)
RNase free D7 7 2 2 |ZLL T2 AND
Agarose 1.8g
H2O(RNase free) 126.9ml
LU C Agarose ZIRfEL ., WHYICMHAT-LUTEMZD
10 X MOPS buffer 15ml
37% formaldehyde 81ml (TXHUXKRT 7 MNT)
E<HEAL, PV LANTEE 2 £ TR (2 FH < HWY)

v" 1 x MOPS buffer
PR 7K 450ml
10 x MOPS buffer 50ml

v" RNA loading buffer
F. LT O TIER T % (RNA loading buffer Mix. 1)
Glycerol 2.5ml
H20 2.5ml
BPB WYICEoSITE
2001 < VT OIZELT-30 FEIZA b7 LTEL

BRIKENT DR, LTFTDO L I IZIRET D (P 7 V&I UTERT 25723,
DI FTEDLLEV I VWO T, HKIEUL FTOEEZERT S, BiaAiZ, *25u1/
sample ILCHBITIXREY 5 (FEBEIX 21.5ul 1 H))

10 x MOPS 501
THINVALT IR 2501
37% formaldehyde 80ul
RNA loading buffer Mix. 1 50ul

Filtrate %



BRVKENEE O 1R

RNA [ ZEXIKENEANIC =X /) — R ATV 5,

FERTIT 10 u g FHYERHG LN L EA WK ST, 2001 O HO ITHfE LT D%
ODHIEL. 95 3ug &M TEKIKIEOMERLA21T 5,

Ty N Fa—TIZU T2 ANTEAET S

Total RNA 3pg Y
H20 RNA L &bHET6ulizd b
RNA loading buffer 21.5ul

65 T 10 fflA v FaX— kL, £0O% 1 75K Eici<

184 19> (RNA2u g fHY) Z 1 .2%FR /L LT LT RV load T 5

1 x MOPS buffer (2T, 50V T2 FFH¥< HWESKKEZ1TS (TEHIE R
77 RNNT)

< = —=IZHONT
RNA ~—h—Z MW o5a1E, ~— I —OuECEV#ET 5, LITIZ,
BioDynamics Laboratory L DynaMarkerRNA High % H\ 258122\ TRl
7
Ty F a2 =TI TFERET D

RNA High 2ul
RNA loading buffer 1611
EtBr (200 2 g / ml) 1ul

T5E3NMA v FaX—FL, TDOHEKT S
2EBAE 72 load 75

Total RNA 1D U R Y —< /L RNA Z~—H—& LTHW LA
Ty R F 2 —TIUTEIRET D

Total RNA(1ug/ ) 2ul
RNA loading buffer 1611
EtBr (200 2 g / ml) 1ul

T5E3NMA v FaX—FL, TOHAEKT S
2EBAE 72 load 75
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BRIKEIDE T LD, ~— I —L—r%U0EEL, LT WETH
iE, EHREEZIRZ D)
~— N —LUSNOEH T, RUERINL 2T o2, 15 i v v — L%
IZANS
WiE K (RNase free) #1EE. 15 A v F=2X— T2
% 20x SSCIZEZX T 15 A v Fax—17T5
FL20xSSCIZAEZX T, SHIZ15HA Yy Fax—1T25
VY Tay T4 U T ERICEHTAY T LY ~DNT AT 7 —%1TH (Y
FrrayT 4 T OEESR) ~16 Kl
NI AT 7 =% T Lich, a—LRIZEHETHIZ D1 Tk
BMM R—R—{Z2xSSC &% LAZEH, £0 LIZEFIhzEmAE RIZLTA
L EEL
UV-cross linker (2T 0.12J A— o7 2R Y 7
WE K (RNase free) (2 Ti#E< U AL, MM ~X—/R— BT E W TRl S
D (BB, NAT IRy THEIZANTACTLELLSRETE D)

3 MTIVEAE—Va
DIG Easy Hyb # 68 CIZIROTH< (10x10ecm DA 7 Ll 12ml &4
) 12ml O 5 H ImliFmy R Fa—72E Y biFTE<
ATV Ry AT L v LTz DIG Easy Hyb % 11ml AL T, 68°CT
0 HA L Fax—1T5 (FLnAT7VEA =23 0)
1-2 TYERL L 7= DIG 9~V L7 a—7 1.2 u g #HY &K L Tamd
RNase free H20 Z 1 2. T total DikwE% 50u il b X 91295
100°C T 5 43 boil L7=%%., 2m7 5
TUNATIVEAR—va PR TLEDL, RO —T7 %Mz 5
(EHRHRWVER A T L ATh bR E 2T, WoTt AR L TRBWEZ 1ml
@ DIG Easy Hyb (C 7 m—7 %Iz, ZOHENA TV Ny 712923 & L)
68CTCONAYFax—LT5



ey & i
> ERLO (T HEFEGE)
v Stringency wash buffer I  (200ml)

20 x SSC 20ml
10% SDS 2ml
RNase free water 178ml

v Stringency wash buffer II (200ml)

20 x SSC 1ml

10% SDS 2ml

RNase free water 197ml
68 CTH LN UDIRH TES

v' Washing buffer  (250ml)
10 x Washing buffer 25ml
RNase free water 225ml

v Blocking solution  (100ml)
10 x Blocking solution 10ml
10 x Maleic acid buffer 10ml

RNase free water 80ml

v Detection buffer (100ml)
10 x Detection buffer 10ml

RNase free water 90ml



Stringency wash buffer I Z/~ A 7' U A —7"> (68°C) IZAILT, H O
C i TE<

Stringency wash buffer II 3+ F - TCEbHNNA T IV XA -
aYERT L, AT Lrangd TNy 7B KT

100ml @ Stringency wash buffer I % 15cm JEF <~ v — L%, A7 L
YINANDYA XDEHIIAI, EZICWMY LA T LR ARD
=T 5 MU 5, 2 [\l 0T

W2 ¥5C, #r7-1Z Stringency wash buffer II Z{EX, 68°CT 15 3o
Veif e 2 [\l V3 (45 100ml )

LU 15em P o ¥ — L2 50ml @ Washing buffer # AiL, % ZIZ A
YT L EHIODLTERT2HMA v F2X—Fh

Blocking solution 50ml ZRlD% 4 (50ml F = —7%) 12L& D biFT
B<

> ¢ — L ® Washing buffer Z#5T, 7%V ® Blocking solution % % % <
FRT305MHA v FaX— 5 (TryF)

DIG-antibody ®F =.—7 % 4°C 10,000 [El#z5, 5 4yEEOL, 5ul &F
2 —7IZHY 431 TEVZ 50ml @ Blocking solution (Zh12% (10,000
RERNDEANUNTENY

TayX BT LIS, lEE T, ERROSURRRIKZES

=i T 30 Sy F aN— |

W& #:C, 100ml @ Washing buffer #E X=JE T 15 MeiE 35, 2
[l 0 X9

% ¥ T, Detection buffer #1£ X, 34376 5 73fHA > F 22— |
BHEUNBRANIINAT IR TIZA T L DED

CDP-star #ii F L 5 90 A v F =2~— |
RORRERET, AT VOB EY—LVT 5
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