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5000 100mg tissue, 10002 of culture plate, 00 O 10x 10° cells

|:| for ISOGENO LS D
0.25ml liquid sample

«<—— 1ml ISOGEN or 0.75ml ISOGENO LS
lysis or homogenization®“*
store for 5min. at room temperature”""
«——  0.2ml chloroform=©*
shake vigorously for 15sec.
store for 0 [0 3min. at room temperature

(D 12Kx g for 15min. at] (0 ©0°

interphase and organic phase”""
— [J for subsequent isolation of
DNAU protocol 200 and proteins[] protocol 30

!
aqueous phase”“*

0.5ml isopropanol
0 or 0.8 volume isopropanol[F=®
store for [ [0 10min. at room temperature””®

(E 12Kx g for 10min. at 0 O

!
precipitate”~®

«—— at least Iml 700 ethanol
vortex“~or

(D 7.5Kx g for Smin. at 00 00 °°0°
[
r

ecipitate
dry briefly”""!

«—— ddH:0, TEO pH&.00 or 0.50 SDS
dissolve

1
total RNA solution®t2200¢
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sample””” 00 O Omg tissuel

«~——  0.8ml ISOGEN

homogenization or pipetting”“®

store for Omin. at room temperature”“"
«~——  0.2ml chloroform”=*

shake vigorously”““for 30sec.

store for Omin. at 40

E 12Kx g for 15min. at 40 °°°

~

interphase and organic phase”""
- [0 for subsequent isolation of
DNAU protocol 200 and proteins] protocol 301

—

aqueous phase”""

E 12Kx g for 15min. at 40 7°°

A

QD
Qo
[=
(9]

ous phase””"

«<—— 3p | Ethachinmate” """
«<—— 0.8 volume isopropanol
store for 30min. O over night at 40 2°&¢

QD 12Kx g for 15min. at 40

!
precipitate” """

<—— 1ml 700 ethanol
vortex” oo

(D 7.5Kx g for 5min. at 0 0 970

!

precipitate
dry briefly~°o®

«<—— ddH:0, TEO pH8.00) 0.50 SDS
dissolve

1
total RNA solution®~22
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sample””” [0 0O O Og fresh weight tissueld

grind in liquid nitrogen with the aid of a mortar and pestle
!
freezed fine powder”“®

«—— 10ml ISOGENLUO g fresh weight tissue at 50 00 “°*
vortex for 30sec.
incubate for 10min.""~at 50 O
store for 5min. at room temperature”""
«<—— 200 I chloroform”==00 1ml ISOGEN
shake vigorously
store for 2min. at room temperature

(D 10Kx g for 15min. at 40 """

interphase and organic phase””"

- for subsequent isolation of

000000000 DNAD protocol 20 and proteinsC protocol 30
aqueous phase”""

«——  500u I 4M LiCI?""0 500u | aqueous phase
mix
store for lhr. atl) 700 7770

(D 12Kx g for 15min. at 40

!
precipitate”“~°

<~  04ml ddH-0
dissolve

«—— 0.4ml isopropanol
mix
store for 30min. at 40

QD 12Kx g for 15min. at 40

!
precipitate

«~—— 1ml 700 ethanol
vortex

CD 12Kx g for 15min. at 40

dry briefly?=e®
«~——  04ml ddHO
dissolve




«<——  40p | 3M sodium acetate
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mix

store for lhr. at O 700

QE 12Kx g for 15min. at 0 O

!
precipitate

<—— 1ml 700 ethanol
vortex

QD 12Kx g for 15min. at O O

dry briefly?oo®
«~——  04ml ddHO
dissolve

!
total RNA solution®“°2
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spleen oo 10
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000o0oO0o0oo0o0oooOoooooOooooo
000 p g RNAD 10 5mg tissue

plant tissue Arabidopsisd [0 O Tobacco
1500 200p gO 0.50 1g fresh weight tissue
culture cells epithelial 00 15p g RNADO 10%cells
fibroblasts oov7
blood ooboooooo  0O015p g RNAD ml blood
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interphase and organic phasel] protocold O [0 [0 2&°

!
prec

|

Once” "

prec

A

~

«~—— 0.3ml ethanol
mix by inversion
store for(J [0 Omin. at room temperature

(E 2Kx g for 5min. at 0 O

supernatant
———— [0 for subsequent isolation of proteins(] protocol(] [J

ipitate
«<—— 1ml 0.1M sodium citrate in 100 ethanol”“"
store for 30min. at room temperature with periodic mixingO

§ 2Kx g for bmin. at 0 O

ipitate

<~ 2ml 700 ethanol
store for 100 20min. at room temperatureld with periodic mixing[F“"

D 2Kx g for Smin. at 0 O

precipitate

dry briefly?=®
«—— ddH:0 or TED pH8.00
dissolve"""

|

DNA solution®“*
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sample yield
tissue liver 3 0 4 pg DNAO mg tissue
kidney 30 4
skeletal muscles 20 3
brain 203
placenta 20 3
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gobDoooooobooooo

oooo

oo

ooo

ODoood ODooc 1.70

DNAO OO

RNAO O OODO

oooooood

OISOGENO O OISOGENOLSOOOOOOOOO0O
obooooboooooooooooo

Oo0o0O0ODNAODOOOODOOODO

goooobDNAOOODODOOOOOOOOODOOOO
0000000000 000000005000200
gobooooooooboooooboooooo

go.lMOOOOOOOOOIn100D00D0ODOODOCODO
DNAOOOOOOOOOOoooOooooobooobooooo
gpbooooObNAOOOOOODOOOODODOO
ooboooooooooooooooobooooooo
gobooooboooooooooood

OpHO75000000buffer0 00000000000
gooooooooobooooora

goooooooooo
gooooooooOooOobO0oooooboOobOooooon
gobooooooooboooooboooooo

ORNAOOODOOOODOOODOOODO
0o.lMOOODOoOOooOOOOIml00DO00OO0OO0DOODOO
DNAOOOOOODOO

O00D0OODNADOODOODOOOOOTEOpPpHS.OODOO
gooooooooooooooooobooooooo
ooooooooooooobooobOODNADDOO
ooooooooooo smMOOOOOOOOOOO
ooboooooboooooooooooobooooooo
goooooooooooooooooboooboobooooao
ooooooooooooooboooobooooooo
oboooobooooooooboooobooOooooo
oo

0120



oodooooon
oobooobomoobooooooooobooboooooooooooboboooooooo
goooooooooboooooooooobooOo0oooooooboooobOooDo
oooooooo
oooooooog
gooooboooooboooooOoooOoooobOobbOOoDOobobOooOosbsOo
oboooobooooboooooobooobooooboboOobOooOoOoOobLO@moOooboOooooon
0MOo0000O000000ISOGEN ImOOOISOGENDLS 0.75mliDO0O0OOO
ooooo

supernatant(] protocol 20F°"

<—— 1.5ml isopropanol
store for 10min. at room temperature

(5 12Kx g for 10min. at O O
)

precipitate

<—— 1ml 0.3M guanidine hydrochloride in 950 ethanol”""
twice store for 20min. at room temperature

D 7.5Kx g for bmin. at 0 OJ

A

precipitate

«~——  2ml ethanol”"®
store for 20min. at room temperature

5 7.5Kx g for bmin. at 0 O

VA

precipitate

dry briefly”©®
«~—— 10 SDS
dissolve™""

!
protein solution®~®

0l0ooooooo0o0oooooooooo8mOoOOolno sbsoDoooooooog
gooooooooooon
02000000400000000000000002000000000000D000O00

o3gogoloooooooooooo

g40000000D00D0O00000O0O00O00OOOCDODODODO
0000000000000 00000 sbsOOoOoOOoS0OO0O0OOOOOOOO
O Oo0ooooooooooooOonloKx g, 10min, at40 0000

read 5000 DTTOOOOOOO0O0O0O0OOureaODTTOODO
O@Mo0o0O0O0000000000000O0D000O sonicate
000000000000 OsonicateD 0O0O000O0OO""
0oo00o0oooooO0oooooooldn sbsoooOoO
a

010Kx g, 10min.,, at 40 000000000
0000oO0o0ooooUoooooooooo?

—OoOooodg

googo
goooo g
ooood

(mp|
OO
oo

oo
00 oo

0130



ooooooooobooooao

oooo

oo

ooo

goooooooo

PAGEOOOOODOO
obooooooo

OISOGENO OOISOGENDO LSO ODOOOOOO0ODO
gooooooooooooooooo
gboooooooooooobooooooo

oobooooooooon

gooboOoooooooooooooo

gooood
01SOGEND 0 0 0

ISOGENOD 0000000000000 0000000GrdCsclooooooggee

ISOGENO GTOCsCIODOOO
0 RNA? B -actin mMRNAbP 0 RNA2 B -actin mRNAP
goooooog 7.0+ 04 41+ 0.3 5.6+ 0.6 3.1+ 0.2
0o o000 4.7+ 0.2 6.7+ 0.6 34+ 04 5.0+ 04
opoooooo 74+ 04 5.7+ 0.3 4.8+ 04 3.9+ 04

OD0pgOmgD 00000 10°00
00OB -actin cDNAO OO O NorthernDd D0 O00000000000000mg00
00O0010°00

ISOGEN O OO0O0000

RNAOOOOO®R"

O0Olane 103 0000 0ORNAIOpgO laned
406 0000000 D0RNAISu g0 laned
gooobDo0oRp10DODDO0O0O0ODDOOOO0
goooooonog
OC0lane 1 OOOOORNADDOW gl laned
2 O
3 [0 O RNasell 00 5p g/ml, 30min., 3700
4 0 O DNasel 00 50units, 30min., 370 0
ooooooooglooobobooooooog
gooooooog
OOlane 1 0000 0ORNAO3p g laned
2 O
3 0 O RNaseO 00 5p g/ml, 30min,, 3700
4 [ O DNasel 00 50units, 30min., 370 0
5 BPB
goooopoOooplO@moooogooog
Jjooodooddooooooooooobo
goooooood

0140



ISOGENO O OOOORNAODNAOOOOOOOO

Northern[d Southernd [0 WesternO O O 0 0 00O

A

B
- -
(03

-1kb

-11.4kb

-22kDa

goooo0OoooOGHOeDNAO OO OODO
RNAD Op gd laned 0 O GH mRNADO O
kbOO NorthernD O O O O

OO0OGH ¢cDNAOOODODOEcoR 100000
0O DNAOOpgOlaneD OO0 GH O OO
000 114kb0 O Southernd 0 0 O O

000 cHOOOOOOO 0opooooso
pgl lane0 0 O GHO 22kDal] [0 Western
ooooo

ISOGENO [0 Tobaccol 00 O O O O RNA

A B

jd0oo000ooo0mo.ooooooooooo
goooesd, 1bminO OO OO0

0 O RNA ladder

00 0O Tobacco

goooooooooooooooo

ISOGENO O OOOOORNADCOOOmMRNAODOOODOOOOOOOO

0 bpl
622
527
404
309
242
238
217
201
190
180
160
160
147
147
123
110
90
76

1020304050607

00000mRNA Fingerprinting Kit Version
1.0SG Code No. 3160031510 0000000
mRNAO O OOO0O0O0000O0

Sampled 0 0 0O 0O ORNA
3'-Anchor Primer(d GT15C
Arbitrary Primerd Set AO AP-AQ

lane 1 Markerl0O pBR322 DNADO MspO digest[
lane 2 AP-A-2
lane 3 AP-A-9
lane 4 AP-A-12
lane 5 AP-A-15
lane 6 AP-A-19
lane 7 AP-A-21

PCROOI/1I00O00O0O0ODO
12000000000000000
Tris-Glycine Buffer

30mA  2hr.

SYBR® Green 0 0 0

0150



OISOGENOD LSOO OO
ISOGEND [0 00 0 0 O hepatitis C viralJ HCVO RNAD 0O 0 0 RTO PCR""

0000000000000 HCV RNA O0OO0Onested PCROOOOOOOHCV
goooopPCrROODO
0000000000000 0D00D000 25bp 0 HCVOOOODO PCR O
ogooooood
J00o0ooooooooo01smid0dddOdRNA

000000003mIO0O0O0O0ORNA

lane 1 RNAOO

PCRO 0 O GR93-740

HCvOOOoOoOooooooo

PCRO 0 O GR93-7200

HCvO OOoOooooooo

U1 W DN

000000000 0000O00D00 HCVY RNA OOO0O RT-PCROOOOOO
OHCVOOODOPCROODO
0000000000000 0D0D00 272bp 0 HCVOOOODO PCR O
oooooood
lane 1 RNAOO
HCvO O OOOOoooooooooooo
HCvO O OoODOoOOoooooooooood
PCROODOGRO93-84M1 00 OO0
PCROOOGRO3-ZM 000000 OOOOO
PCROOOGRY93-76[0 00 OO0
HCvO OOOOoooooooooooood

N O Ul W

0160



goodadad

10 Chomczynski, P. and Sacchi, N., Anal. Biochem., 162, 156-1590 19870

20 Chomczynski, P., BioTechniques, 15, 532-53501 19930

30 Chomczynski, P., Bowser-Finn, R. and Sabatini, M. L., THE JOURNAL OF

NIH RESEARCH, 6, 830 19940

40 Chomczynski, P. and Mackey, K., BioTechniques, 19, 942-94500 19950

50 Mackey, K. and Chomczynski, P., THE JOURNAL OF NIH RESEARCH, 8, 72
0 19960

60 Ausubel, F. M., Brent, R., Kingston, R. E., Moore, D. D., Seidman, J. G., Smith, J. A.
and Struhl, K., Molecular Biology, vol .2, A.1.5,(01 199000

70 Wilfinger, W., Mackey, K. and Chomczynski, P., BioTechniques, 22, 474-4810 19970

80 Varela, L. and Margot, Ip., Endocrinology, 1370 110] 4915-4924 19960

oooooooooon
0ooooooo

0930-0834 00000000 0O1-87
TELDO 0760 4510 6548
FAXO 0760 4510 6547
E-mail infol] nippongene.com
URL http://www.nippongene.com/
O NPG A060704MFO




