mRNA 5B

[SE38RIE]

BEZEYR mRNA o FRBINR ¥, RWBEARINEERER Y. EREYNFREEH
FIFREIEERE mRNA FEE~4), Eit, SFE mRNA o BEAENERERERE. &S
cDNA X EMESEFENREERR. BELMIHISNMEREEEL 1x10-5 gRNA, HEHig
BARSTAETHEH 5~ 10mg RNA, HA rRNAJ75% ~ 85%, tRNA (§10% ~
16%, M MRNA X 1% ~5%, 7B mRNA SFfEEE, HFEXNFY—, FRiXFE
BEHBA—HE,

BEz&EY) mRNA BRAEMRNSEN, BIEA 5 inlgF44 (m7G) M 3" iwmid
poly(A)BRE——E XS HIHZL IR 3' IRTRE 20~300 MREERARAY poly (A)
B, ®EHR poly (A+) TR, XFEHERZ mRNA oFRUEEL. 4y, Rk
EROERMIRS, BER (dT) FERSER (V) RS RN E4EE mRNA UiEiS
HAmET I,

—H& MRNA 2B EIREFZERIE mMRNA 3" RimREZ poly(A BB
MRS, 45 RNAREEES (dT) (AP oligo(dT)) AFH#E=AR, EaihEdklERT,
MRNA #A45 R HIRBH7E oligo(dT)A4ERIFE L, FERERETZEIEKS, mRNA a[#5E T,
LR oligo(dT)AF4ERE, BIRI{SEIRLEAT mRNA,

HRTERE mRNA 4L 555

(1) BR (dT) - A4E=EETE, BI9E mRNA RIRESE;

(2) BR (dT) - F4EFREREOE, BRAER (dT) - F4EEREEIAZIRH
RNA J&7&PFHE mRNA 558 (dT) - FHERES, BOBEREER (dT) - 47455 / mRNA
SEY, BREEHREDOE MRNA, KEEOBREER (dT) - F4x;
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(3) He—&75i%: MER (dT) - BEEKES.

RLIGN AT (1) 34T mRNA IS BEEHL,

(i 58847]

(—) 5
1. 0.1mol/L NaOH , &48 200mL
2. HEOligo (dT) -#F4=
3. INEEAEEEHR 1: 0.5 mol/L NaCl, 20 m mol/L Tris-HCl(pH 7.6), &4 250mL
g, 0.5mol/L NaCl, 20mmol/L Tris-HCI(pH7.6), Tmmol/L EDTA(pH8.0), 0.1% SDS,
4. HEEEH& 2: 0.1 mol/L NaCl, 20 m mol/L Tris-HCl(pH 7.6), &4 250mL &
10mmol/L Tris-HCl (pH7.6), Tmmol/L EDTA (pH8.0), 0.05% SDS,

BeHIR T Sichc Tris-HCI(pH 7.6). NaCl, EDTA (pH 8.0) W98k, RBEEHS
ERERSHISE, KREEERERS, REE 65°CH, AL 65°CEE (30min)
9 10%SDS B&KE,

5. 5mol/L NaCl, 548 10mL
6. 3 mol/L NaAc pH5.2, &4 10mL
7. 75 RNase ¥GEZ/K(DEPC 7K), &4H 100mL

8. 70%ZBz, &4 10mL

TR AR 5, 6 BIBCHIERRAZAIN 0.1% DEPC 2SR, &% 1, 3, 4, 8 NMIAA%Z 0.1% DEPC
RCEBITHIFS RNase XER/KECH], Tris Rk RNase 5!, iBREcHIfE, RIFacisit—
IRELIFTEIN D ENEEMZHE (0 10ml 8 50mi/iE) 1717, EXCRHA—9, 8RR
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BRAFIERS B RATI SR,

(Z) =847

—

ERKAAE
2. BEEEEU
3. ZIMHDIEELT
4. BHERE
5. IFEEIE

6. 5ml—xME5788

(EERiE]
(—) oligo(dT)4F4ERRIFIALE
1. A3 0.1mol/L NaOH &% 0.5-1.0g oligo(dT)#F4:E.
2. BEFEENEER DEPC KUMEHEEEKEIKBRIBHERES, HRAR
$90.5-1.0mL, F3 3 fSHEFRIAFIATS RNase BIRETGEEK ik oligo(dT) 44,
3. F33-5fBERERERR | i oligo(dT)&F4R, BRIRLIKRAI pH B/VF 8.0,
4. BRI oligo(dNAF RN EEEIREEH, AELHERERETR | BiF, R

E#37/3 0.1g9/mL, {RFE 4°CIFA.

(Z) R RNAKRERIEE
1. JBCIG—PFmiRAYE RNA ZEESRIE OES, 1RT RNA ASREAT 0.55mg/mL,
MFZS RNase FYXEEKFEREE 0.55mg/mL, & RNA UIREXIERZE rRNA 2REEZER, £

3/8



RNABRET 65°CKAIIAR S o8, SAETURREIK LA,

2. B0 1/10 {&%2 5 mol/L NaCl {&£ RNA ;&% FEhAGKREIEZE 0.5 mol/L,

(=) mRNAHE
1. mRNA 5 Oligo(dT)-FHEERES: ABREEEHNSF oligo(dT)-F4E, W TIRBIE
2/ oligo(dT)-F4:=ZF RNA #fR, & EEF, BURIEUXIE oligo(dT)-£F4i&%5 RNA

S, T 37°CKBRBEFEMES 15 0.

S RNA BR Oligo(dT)-AF4ER kB 1, 2 i®HiIAER

(mg) (mL) (mL) (mL)
<0.2 0.2 1.0 1.0
0.2-0.5 0.5 1.5 1.5
0.5-1.0 1.0 3.0 3.0
1.0-2.0 2.0 5.0 5.0

2. R B4 Sml =TSSR, NEESTSEXRENRISRERANSG, it
EIRETET RNase fI728 1, BHE oligo(dT)-AF4E5/RNA SiZikitrealitydes, HH=ET
BEERE, BEERES LN RNA RIFHEEIT RNase NELEYH ((REZHERSES
A9 mRNA),

3. WER: RIELREEAISRSERNEENTRETR 1, BIIRS, ROEMEZF
mMRNA-oligo(dT)-£F4R, #EHET, A% RNase WEOEWERER. WEE—EH
OD260, HiEHiik+ OD 7y 0 BT,

4. T RIE CRERAISERISIEREER (2-3 BERAR) RNIRETR 2 5T
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RNase XZ/KET5I88MFTHES mRNA-oligo(dT)-£F4Es, HEHEEFLL 1/3 & 1/2 HEK

RS BRI,

5. WEB—ER 0D260, &HAHE RNA UK EDF 4°C, 25009, B 2-3 5,
SRR ENNEOES, EiERN oligo(dT)-44R,

6. JUE: &SI 1/10 {KF349 3mol/L NaAc (pH5.2) , B0 2.5 SAFR0K

SZE, BAE, -20°C30 HHEEITR.

7. BOWE: 120009, 4°CEL 15 98, AVOFEEE, mRNAURRHEEERRL,

FA 70%Z BSZ5TiE, 120009, 4°CBL 5 £, INOFELER, TUEESTE 10 54,

FETTIE 10 4. & mRNA JTEEFIEZHAFIAIF RNase B9XGEK, SZBIFATF cDNA

B (BREIE 70%Z B hFH7FT-70°C).

8. EE: Mz OD260 1 OD280, it&EFZLAK 0D260/0D280 AILLE: ([E_E—3L58).

[(EESmSETR]

1. BMRESRENRFHEETT RNase BAFIRSEHN.

2. IEENAYIE RNA WRSEEE, REHFERR, X2 mRNA RENTREMH.

3. & RNA 5 Oligo(dT)-A4ERMILLHIEIES, FERIS RNA, BFHIERK MRNA R4,
4. RNA S Oligo(dT)-FFERESRINARET 65°CIIER 5 D, X—HREE, H
YEF (1) IR mRNA BI”REH, 5502 poly(A+)BRLRI”REENS, (E poly(A+)EF
DEEE, &S poly(A+)RNA [EIER; (2) ##E mRNA 5 rRNA RIEEE, INRYVERISZEDE
NKE, URBTREENEIE TS mRNA XIREE 41,

5. RLES mRNA ABEH DNA 55, BIfER 1 ppm DNA 55, BAl=ER/INSLIRER,

6. mRNA #I%/E, TREMHRIEMRERKREIKCNETEMEL DNA S, 2l
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mRNA [izfE 0.5~8.0kb ZBZ2IREUR, ToBAEXH, (BAERDHI mRNA RZfE 1-2.0kb
SBEIRN (ATE). —#&SRR, SRS ERN mRNA FSBRHER rRNA %8, B
—PRRRRA SRS S EELIE RIS, NRERFTE, AEET RS ER mRNA
Bat—Rx, H—EHREHARE,
7.5kb —
4. 4kb —
2.4kb —«

1.4kb —
0.24kb —

3.1 mRNA ZMIRAEKERE AR
Lane 1, 0.24-7.5kb RNA 9F& Maker;
Lane 2, ZEFFAES RNA;
Lane 3, EEHFIE mRNA

7. 79B3LE mRNA (2, NERZIRER, 7R mRNA PESKRERT. B, WRE
RRIKFE RIFHE -70°C~ -80°C{RT7. tBANG mMRNA £ 70% 2B+ -70°CIRE—FLAL.
8. EBERUNALRIFTAETHA 0.3mol/l NaOH &%, AERENTEIIEE Pk, 7
JEN 0.02%Z& M (NaN3)ikiafrz, ESEM. SRXMARIFA NaOH, X&E ddH20.,
BEATENIE R R R AOR RS E R
9. —fgms, 107 WL aIEFRAIEEEIREY 1-5ug Poly(A+)RNA, £fHSTF EE/E RNA

%E/{J 1 %_2%0
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(SE3a%HF]

1. 5F—X: WFIRYECHIFIRTA—X RS mANSEEssMAYZ RNase 462 (0.1%DEPC
RBHEETE).

2. FIX: T (). (2) W (2) 1-6.

3. B=X: BT (=) 7 RIS IEREERFEKIEN mRNA,

4. ATEBRTREIEISIIENAY RNA IZ4E, RIFEET RNA 28 mRNA 5

Zf¥. RT-PCR#] cDNA Rt LI L HHEIESRAIRT B A T

Hfth:

5 PRI —RAEERYIRN :

1) BEIRYS |4 20-24 MEEIK. SHIREERBIK, RIEFFIREE, AREFRIIEETIE
BRIFF I RRIRTREME. BRI YA sEa SIBRECS R b R TS, RRTE
7 HEERIZAIE, MMPHE T ™2,

2) ®’it S'umtlHEIX Yy G 8 C, B GC 87 50%~60%RY5 14, LGNS #IRsteEkE
RESBERFYIZRAAEN.

3) 3IRRREAREES GC, RIS MRIEERRE 5 MEEFEBE 3N AR T. BEN
3 o e FMEMRR K AR GBS, 0T 8% 3 RimkItaiREYd, FrARmRE
BERIIZE A,

4) 1E35 438 3 RinREEREHNFYILARIIAS 5K, H1E. MRS 1F5IAT6E
FEERB _REISBIRS WIEXEEN, BERERR.

s, BRIFS_EAARFERIMIINESY, ABREINAAEEFFY, ALUIAZISIY 5%
ARSI S,
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Bz, (NEERNFFIERAIHATIMNRT. i, MRNERERFS,
FJLAKHEFAS Y, ERERRESIRE (1M B 3uM), BAFESEHESYITRY
5 | ARSRIE XS B ATELR.

ATEIMGRYE, TUSEBRFERER, RIEFAREVIREERRS, B
Ft. REERTLIRFERIEELYS, RS IRNRXEE. REES R 3'inlEmE

FiEE, FN 3imRa 3 MEERNRKELERRARESR PCR,
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