cDNA 2
cDNA X[
EE
cDNA MXERRITEREEE, #5ak DNA 2M mRNA EZEER DNA, CDNA
BRFREEPARSERAS FIEMEERFS. AT cDNA TEiER R Z25EMIRE mRNA
FHa, FEUEME, BIRERBBIERAFE—5%5 mRNA 1HE#MI DNA 5%, AEkkis
mRNA, LI%E—%% DNA SEAEREHIHSE "5 DNASE (WE) ; Bi—SIEHTEEEN

JRIZEEZELR,

cDNA XEERI125E
DHNANMER:
PR 1: REERESE SR cCDNA 55—k
BEZ 2: cDNA 595K
BAER 3: cDNA FIERE(L
PAER 4: RESkalfirieFaOiEsE
BEZ 5: Sepharose CL-4B A0S EiESE cDNA

BYER 6: cDNA SNEE{NERIERE

[FHER 1: REEREBENSK cDNA 545
1. EETK ENEEHERODERRE TFIAFIHT cDNA E—HENEHK:
poly(A)*RNA (1ug/pl) 10ul

BERRS I (Tug/p) Tl



~

Tmol/L Tris-HCl (pH8.0, 37°C) 2.5pl

Tmol/L KClI 3.5ul
250 mmol/L MgCl> 2ul
dNTP &% (& 4 F dNTP, & S5mmol/L) 10ul
0.1 mol/L DTT 2l
RNase #IIFI (15£F3) 25 By
N H0 & 48pl

. SAERNARE 0°CREfE, B 2.5u REEERREIS— 0.5ml MEROVERN. &

XANVINER BE AN 0.1l [a-32P] ACTP (400 Ci/mmol, 10mCi/ml) ,

. RAMEFINIR R N EETE 37°CGES 1h,

. EBERIAERE, ERBRMFEIVWIERNEFIIA 1ul 0.25mol/L EDTA, A1

RNEREREIKE, ARURRNENTE 70°CGES 10 min, AREBEIKL,

. BF (D FRIESLINISE) SRR 8 fridssik, RE 0.5ul /INUHER A FIGIE

RIBEMAHR=SZE (TCA) TERIBEHEER. Ly, AEERN DNA 5FRES

RIS AR B E TR A ER KX ) R [ N = T o AT 2B 1ERY.

. IENIATGETE (DNA B5—HERE (FEESER) -

BB NAGEE(E(cpm)/NERE(E] x66(ug) =5 kA cDNA SE—45E(ug)

. RrTgEEtRItEH1T cDNA BRI T—2E,

[PER 2: cDNA E 8098 %]

1. BTFIEFERIIA KRR S — R MRS

10 mmol/L MgCl 70ul



2 mol/L Tris-HCI (pH7.4) Sul

10 mCi/ml[a-32P] dCTP (400 Ci/mmol) 10ul
1 mol/L (NH4)2SO04 1.5pl
RNase H (1000 B{7/ml) 1pl
KAFFE DNA B2&HES | (10 000 Bf7/ml) 4.5ul

BRHE DAKFIES, EMEROTIHEELD, LIBREMESE. &£ 16°CGES 2~4h,
2. BBER, BTIRFNNEIRAREF:
B-NAD (50 mmol/L) Tl
AR#tTE DNA 1%£288(1000~4000 E4iz/ml) Tpl
=FRIES 15min,

3. BBE®R, A 1yl 28 4 7 ANTP RGRE4IF] 2ul T4 IZE{R DNA R588. RILES
YMIEREE 15 D,

4. ENHH 3pl RAzH), =58 7 70 8 fRRYTiENESS 5 DNA HERE.

5. 4 5ul 0.5 mol/L EDTA (pH8.0)INARIRAIRNH, Bl SUAHISEo RS
#—IR, #£ 0.3 mol/L(pH5.2)ZESNFE T, BEZEETER DNA, 15 DNA i&#2
£ 90ul TE(pH7.6)& K+

6. B TFHFIINZI DNA &K

10xT4 SIZERRHEEE T 10ul
T4 ZIZERHES (3000 Bfz/ml) Tul
EREs 15 Dff.
7. WEN LELSE 4 BNHRY 3ul RMAHBEIEER, FHRD FrebEstiotsra) S=hR

F 8 FMAT5AENRE 10l B RS HTHRER =R CBRTERBEHEER.



8. ATEARIMEE —MRNFEEMA) cDNA £, EEEZIEIENEI DNA F—4HEH
dNTP B9£.

[FE 3R N PATHS NAEEE(cpm)/NEEE(cpm)]*(66pg -xug)=cDNA FE#5
PLE/ug
x =~ cDNA 5—4t2, CDNA BHSREEEAE—HERN 70~80%

9. AZER): SUFXSEREL (DNA CRESE 6) HIRSIH THIE.

10. Sephadex G-50 A&7 10 mmol/L NaCl §9 TE(pH7.6)iakiH T, Re@ids
FHEITERIEAR dNTP 1 cDNA 57,

11. A 0.1 {35389 3mol/L ZERN (pH5.2) #0 2 {SATRRIZEE, iEEEImER T
kA9 cDNA, BHEETKEED 15 98, AREHMERON LLUSOERE 4°CEO
15958, [EBCTTIE DNA, BFHRHERNMGE, EREMEBIHEENTIE K,

12. R70%ZEERFTLE, EEBL,

13, INOIRHEFERIK, =STEED.

14. WNRFZEF FcoR | FEMLESXS cDNAHTERELL, 71 cDNA A% T 80ul TE(pH7.6)
AR, B, WMNERES cDNA HiES Not | 5 Sal | LB ERRATIEFRIE, o
& cDNA ZiFE 29ul TE(pH7.6)iaMK. TUiEl) DNA E3naMRfE, RIRi#T DNA S

REIT—2R,

[BHER 3: cDNA BYRE(L)
1. £ cDNA #@EH AL TR :
2 mol/L Tris-HCI (pH8.0) Sul

5 mol/L NaCl 2l



N

w

IS

(92

Ch

9.

10.

0.5 mol/L EDTA(pH8.0) 2ul
20 mmol/L S-IFE RS 1l

N H0 & 96l

- BRIV (5% 2ul) Z05mIFEBLES, D5l%N 1525, BT KL

. FERTHIRRGBERFIIN 2ul EcoR | BREMLEE (80 000 Bfi/ml) , RFFE 0°CEE

- BAKRRER MR IR ESBINFND TR (%5 2ul) = 0.5ml MEBOES, D5l

A35M45,

. ERTEIIMa R (CREZER 2 11255 4) 0 100 ng Bi#i DNA &) 500 ng RINEE

K DNA, XLRRE(LRT DNA EFSLIe+ R FRYILANE REMREE,

. TR /IVEESEIE R AN AR MASTE 37°CEB Th,

. T 68°ChHNAR 15min, FEy: SULHMRAMRRMKR—X, BRESGHE—X.

. FEAMFRRAGEFION 0.1 fZAF389 3 mol/L ZE5R (pH5.2) 1 2 (ZHATRNZEE, B

HRCET-20°CEEIRE/IMFERMNER,
B RTTEDHT 4 DI R AL :

a. EE—NRRRNAHSBIINA:

0.1 mol/L MgCl 2ul
10x EcoR | &k 2ul
IMH0 = 20yl

b. f£2 5S4 SRMEPSHIIIN 20 B4 £coR |,
c. PUNNEREERT 37°CGEB 1h, B 1%IEERREKEH T,

MEBOTUARKIEERLD 15min(@4°C)LARKETE cDNA, F.EiF, I0A 200pl 70%



11.

12.

ZEsFizE, EERL,
RFRIHERNE R EESAIETEIRIIRIE. IVOREZEE, E=SHER
FitiE, 5% DNA BT 29ul TE (pH8.0)

ABELRIEEHT CDNA BRHTF—ME

(1R 4: ZABATHEFANERE]

cDNA KimHIHITE

1.

N

cDNA #FF 68°Cn# 5 min,

. 18 cDNA &% ASEZE 37° CHIIANTAIHR :

5xT4 IBEIF DNA REEsEEE KR 100

dNTP &%, & 5 mmol/L Sul
N H0 & 50ul

. IO 1~2 B3 T4 IEE VK DNA BB&f (500 Bfii/ml) , 37°CGEE 15min,
. A0 1ul 0.5mol/L EDTA(pH8.0), LA#RIE/RNY,
. FABY: SUAHHE, EiBid Sephadex G-50 BOMEREMNT, BREFRIBAL ANTP,

. TERERERIIA 0.1 fERFRRY 3 mol/L ZBR8R (pH5.2) FI—EATRRIZES, HET

4°CEPHE 15 min,

. EHEB O ELSEKEESD 15 min@°C), BEUGTIER cDNA, eEsSTEE

BT 13pl 89 10 mmol/L Tris-HCI (pH8.0).

#EL-fiTiE TS cDNA RUER:

8. HFIIHFIIMAZISHIRTFRiwAY DNA -

10xT4 IZEA DNA REEIEEE Tk 2ul



800~1000 ng RIBSERICEESL B ETHEF 2pl
T4 BEER DNA EZES (105 Weiss B{7/ml)  1pl
10 mmol/L ATP 2ul
BSE, £ 16°GES 8~12h,
9. MRR&HIkE 0.5ul 7T 4°C, ERRA&RT 68°CHNER 15min LUKEIERERE,
[B1E& 5: Sepharose CL-4B O8£S E cDNA]
Sepharose CL-4B 1A%

1. AWASARIE NEF SR —F i Tml XEREIRSE, BAEJIHEAEE

H.

IRESMIBEHFE, BRBSHNEETSSER THIRHFRERERERK.

2. B—BRETENRISHENESRERREE, BRERm=T =8 0.1 mol/L NaClgy
TE (pH7.6) ARF. BREJHFESHETETRENENRRZ. BERR, BEER
ERFTHRE PR, ALEMHXARE.

3. ARERRE—RIFEAE, IHIRIIFRERSW, BOTEMH, SRPRNRERE
B, EATETBEZIR. WBERE, AIIIAEZSHY Sepharose CL-4B, HEIHFTE
BIVFFHRENLL.

4. BJUSEREFRAIE 0.1 mol/L SUEHIRY TE(pH7.6)iiFEF. HiEmlGE, XEEF

JEEBRYERE.

IR/ D E(EI DNA
5. FIEHREIREIR AL Sepharose CL-4B _FEHG&IR, % cDNA INEHE L (48%H 50pl
&) |, BOTLEmEH, {5 cDNA BNEER. A 50ul TE(pH7.6)iEi%E%E cDNA BY

EEOE, BRRIMIFHEL. BE 0.1 mol/L NaCl 89 TE(pH7.6)FEi#iEikE.



6. FAFRIVNEURUBEEIST cDNA RETEFAGHIE, MEIHE cDNA REEK 2/3 BF, FF
IRFRHMERELEISE, 88 21, EERBEMEEEREERLE,

7. BICRKIHEENES SIS,

8. NB—EHEH—IMy, LURIHIMCRIBHIA/N (0.2kb~5kb) &) DNA HiEi{FiRES
BB, BT 1 %IRRT, BRERTRONET-20°C, EERSHIERE
EERREE VKRS B 28 A

9. BIXEHERIRBZE—K Whatman 3SMM B2 £, 2= E—5K Saran G%HE, FERRT
jse FFe, BIITERT 20min = 30min F 50°CHNFEREL, AEEIEMM, FES
NSk TIE 1~2h.

10.  B-70°CHMERFSTIRAEEARIRER X STLEIRE,

11.  7E£ cDNA KE2>500bp FIEEH, NN 0.1 fEFAFIRY 3mol/L ZEK (pH5.2) #1
ZEATRZEE. T 4°CHEZED 15min £ cDNAE, FfRER/COWH1F 4°CLA 12 0009
B0 15min, LAEBETIEAT cDNA,

12. % DNA BTFEMRFRA 20ul B9 10 mmol/L Tris-HCl(pH7.6),

13, NEES—/IMOBEHEEE. BHEENES PSRN T EEER. HETRT
NEEAEEZERER DNA &,

[EREAS EVERE (cpm)/AB NS HEYEEE(com)]*2xug (DNA S _HEmRE
=R [T %EH2AT cDNA

[BAER 6: cDNA SNEEIREATER]

1. WRRSEET 4 iR O RN

L2 A(l) Bl C(ul)  D(ul)

ABEEAR DNA(0.5pg/ul) 10 10 10 10



10xTADNA EREREE IR 1.0 1.0 1.0 1.0

cDNA Ong 5ng 10ng 50ng
T4 IEE K DNA EZE (105 Weiss B{i/ml) 0.1 0.1 0.1 0.1
10 mmol/L ATP 1.0 1.0 1.0 1.0

I H0 = 10 10 10 10

EERAYT 16°CHES 4~16h, RIRAY cDNA f57FF-20°C,

. REERERY BRMGE, NBEEERNIHE Sul B3R RE AT A,

. BERNTRE, ERRILESYHIA 0.5ml SM 1E5+E,

. MEESNAATERTEIRISRY, BRESYN 100 /R, =B 10ul #1100
U8R, T 37°Cak 42°CHEsE 8~12 /i,

TR EARERAHFEARED, EHERN A ANF~EEHREN, miEERNr B, C
0 D N =420 BB IERI B AR R .

. IRIEERAREDIAEE, 8 cDNA RYFfERER,

. PEER 12 NEENEEARTH, /WHRIEARZRDFHIE DNA, LIHESRIRRGIMERT]
=EREBIR (L.

. 1B 1%IRAE 82T cDNA FEEAYIRIA/)N, FBIKESEE 500bp~5kb 9 DNA H

BRIFND FRESER.



