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QlAquick: DMA size vs, recovery

Kit DA Fragment size Recovery
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135 ngg ol e
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T o Il
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Linear and

oc PINA —

Supercoiled
DINA

Protein _____ ﬁ

——— RINA

(a) An EtBr-CscCl
density gradient

DNA
solution

in dialysis
tubing

CsCl diffuses/into buffer

(d) Removal of the CsCIl
by dialysis
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= syringe

(b) Removal of the DNA band

Shake with n-butanol,
allow layers to
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EtBr in
— organic phase
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(c) Extraction of the EiBr
with m-butanol
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Pure Endotoxin-Free Plasmid DMA
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B ARNAEZ 4105 v g
80%-85% rRNA
10%-15% tRNA
1%-5% mRNA
HRNA: hnRNA. snRNA . snoRNA...

200943 F



ARAVVE S EEUGHE fh & Total RNAFE I =

blood 1ml 15~20ug
lecukocytes 1 X107/ 27100 ug

Liver tissue 19 £75000 ug
Culture cells 1 X107/ £7100ug
Renal tissue 19 £73000ug
Skeleton tissue 19 £71500ug
Cerebral tissue 19 £11500ug
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—. KT RNasefi§

VRS ) ] ) P I v
< RNase HA 7K AZ PR IE RN IR — 528

 RNase/Zp & f i (1) B AE SLAE M) il AR ASE . R BR AR
J&i, RNase[fJif P X ATk &

< Rnase N2 —HrBH & -1 0m
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Thr170 4%

INACTIVE

Precursor [jRNA 'l

RNase P \L
(10 Proteins + H1-RNA)

(snip)

H1-RNA \

%LRNA}
remaoved head Llﬁfﬁﬁjﬁ?%?%
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1. N VR RNARS

(intrinsic RNase)
< ABRRNaseBY)52e N ow B DB INHE BG4+ RNAFHISS

BRINEEEIXHE,
< DI S RNAIR BV D BRERYIMN E, ROBEMIE
AR ARNaseBY &%,
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2.5MNE T RNAREE (extrinsic RNase)

R A S I
MBI EDT R, R GE L FRRNANY,
WO T 57

< HIBRE
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3.5 56 = R U8 S RNARE 75 4L ) 5 e

<+ WEELTIRNABBREE

o MIRFZE MR

< WELTITHRNARKEKE

o HERVTIRERGE MPYR T, {3 F JCRNAPS ) 23 10 |
DEPCAb /K 5%

L4

L)
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1. M5 (denaturant)

& VLRI IR A RNasefILZ!
157

% [PAEBABEK (proteinase K)

* BRRERSAISHINSS. +_RENSmR Mk S B8R

I (WER . KD MSRFUBIANZEEE
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< AEAE MR (carbamidine): AREh R E AR =441
H B o

< B H PR MR AR &R 2 R BRI S BRAT, 8
B i e BN HPIRES .

< RN HIRNABS/E 58, A4 B R AR T

2B
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(1) DEPC (fEIkER — £4BR)

& ETEAL RS IEALIRTT], BIARNARE TS ﬁﬁﬂéﬁzﬁ%ﬁﬂlﬂ
VR ELSE L R RNAN .

DEPC/KH#45: 0.1%DEPC

o 2637° ChbHELh, FF75 R
KB 15min.
/C—CHz—CH3 B n
O el i SIpER SR RTINS

N C.CH,CH, VO7E0.1%[MDEPCKWM
|| 1, 370 CAEIhRE
@) IR | "

1o
DEPC ML (18 1 2 11 JFRRNA,  H ’Eﬂﬁﬁll
AL, WUE 2 B AL RN A R R AR @’f:—HDEPo :
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(2D RNASE Y B 10l 571

< VP ZRNAM T DL 5 iz R A 45 & T8 AR &)
MM JE RNAT 27

< RNARG S 0771 5 30 8 SR AT K
% T i AL I RNARNE S IR 22 PR 25 5 CWTRNASsIn

Yy
~F
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3. L& 5

S NAB-IREZBS. —tR78EEE (DIT) FIARFITCIA
[RRNase PRI _ i, BFFRNase@TM., KBESKX
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RNA$Z B SC 36 B BY 4 &
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Rl — R RA R, &R g sm, N4k F
0. 1%DEPCAZIZ AT CA I 12h, £120C 5 /E30min, *%
7% % DEPC
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=. BMRWmERN-&-KH—DE

<+ BEUSEMERMN. 8 -MEJENT ZRENSBRNNSITEREBEH

<+ REBYRAIUES 5% OB HHRTMIRTS TRNA

T
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o RAEBEE. RR. £5%. SMMNIZEHRNARES
Hm, BEEINTATRIMEZ MRA,

I SEURTIRANRNGRE, BngHRANLREHISE
4 Trg/mRNA, |10 PABREARZYN4 10Kg,
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* NERAMBBRIN-B-RD —HEBCUH D=,
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. G0 BYSRABZRAITAIRNA

—

J

< BRI, ZWABDBNRKNEERS BB RNALZEY

=, A& NMRESENAES.
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B, mRNARY D BLEH

< BRI EBRAEERIMRNAGN, 48K ZHmRNATE RS Rint
BKAEAEHpoly (A) EE.

<+ NAWMEEXRN, ®BJoligo (dT) ~F4ERSpoly (U) -

IRIERRRBFAEN, JLURSHIM RNAGIG P DE

A0{mRNA,
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. oligo (dT) ~FHEEFEITE

. oligo (dT) ~FHEEFRIWE

. oligo (dT) ~AFHRREESESBINA
. HERRIR D BE

|
o~ E‘”““Eﬁﬁli
S.d ATTETR T T
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(1) oligo(dT)-AHZEMIE%E
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rRNA

mRNA

Break
Base
Pairing,
Wash

Column




(2) oligodN-AHEZRHELESE ILZX

(3) #EBHBE*
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Pure cells

e M isolated with
G cell-specific

Dynabeads”

2.

Magnetic separation of pure
DNA bound to ﬂynal:-eada

|5ﬂ-1ate mRNA from supematant
with Dynabeads Oligo (dT)..






1 BmgA L F A 1mITrizolik5, SEBHALE (FHSE
T G EDR ) |

2 IAFEN0.2mlL BERUGFERY, ZERFESE.

3. EEE.212000rpm, 4-8 ° C, 1044

4% LEBRZRHELES, £4600ul X

5 IIA500ul R AR, 8BS, EEFBFE1094
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6.77E %/,12000rpm, 4-8 ° C, 1044

7.5 LG, Vi€ ARNA

8. 1M AN1mMIDEPCALE ) 75% L%, 1825, 7500rpmE.Ly, 4-
8° C, 54 4%

9./ ADEPC4t#7Kk30ul, J84), 55-60 ° C/K%&

10.3ul i A297ulDEPC/K, lE ¥ B fnafi i

RNAWKEE (ug/ml) =A260X40 X 1/7%4I>< %%%P%L}ﬁ”f _
| |

RNAZE[E=A260/A280  LLfH42. oﬁ%mijg@h E_”,: :
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& IR E
Ay X RS HI X 40= U g/ml
(0D260-0D320) X FEBEE L X 40= 1 g/ml

AR ER SR
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< AN
« 0D260/0D280 (1.8~2.0)
Ratio<1.8 : A 54§
Ratio>2.2 : RNAT] B¢ & /K TR

E: WEBOLE, MBERNERH T E

] _
= NEEREERRNEY:
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S O0D260,/0D280<1.6 5HA]BEAEAE o) 52
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<» RNAT[;AFO0. 3mo | /LEYBEBR SN A i B B K, E-T0°CIRTE
< RNAT[BTF70%HY CEE Rk X B FRIPEBIRB&EP, AIE-
20 ‘CIR7FE,

<» RNAZNSRLADEPC (£ERRES —CBEs) AT LU HIRNAES 3 RNARY BE
fit
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