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DNA Extractor® TIS Kit

(Introduction]

The DNA Extractor™ TIS Kit is specially designed for the ex-
traction of DNA from human and animal parenchyma tissue.
The base of this kit is a procedure using Sodium Iodide (Nal) as
a chaotropic agent, which allows for a safe extraction without
hazardous phenol/chloroform. The procedure using Sodium
Todide is an extraction procedure which causes less oxidation of
DNA. Additionally, the DNA Extractor® TIS Kit is able to in-
hibit the oxidation of DNA by using an Oxidation Inhibitor. The
DNA Extractor™ TIS Kit is a most useful DNA extraction kit for
the assay of 8-OHdG (8-Hydroxy-2’-deoxyguanosine) which is a
marker of oxidative stress.

[(Features)

1) Useful for the assay of markers of oxidative stress.

2) Based on the procedure using Sodium Iodide which causes
less oxidation of DNA.

3) Inhibits the further oxidation of DNA by using an Oxidation
Inhibitor.

4) Suitable for a wide range of applications which require the
extraction of DNA from human and animal parenchyma tis-
sue.

[(Kit contents]

1) Lysis Solution 75 mL X2
2) Enzyme Reaction Solution 15mL X1
3) RNase Solution 50 pLx1
4) Protein Digestion Solution ~ 750 pL X1
5) Oxidation Inhibitor 350 pL x1
6) Sodium Iodide Solution 15mL X 1
7) Alcohol Solution 30mL X1
8) PEG Solution 20mL x 1

Note : In case precipitates appear in Enzyme Reaction Solution,
solubilize them completely by warming the solution at
37°C or leaving the solution at room temperature.

[(Materials needed])

Reagents :

1) 70% Ethanol : Code No. 059-07895
2) Deionized distilled water (DDW) : Code No. 316-90101
3) TE buffer (pH 8.0) : Code No. 314-90021
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Equipments :

1) Microcentrifuge tubes (2 mL)

2) Microcentrifuge tubes (1.5 mL)

3) Homogenizer (Teflon homogenizer etc.)
4) High speed refrigerated microcentrifuge
5) Vortex mixer

6) Incubator (37 C)

7) Micropipette

(Storage]
Store at 2~10TC.

(Package size]

50 reactions

[(Method]

The protocol contains vigorous mixing steps by a vortex mixer
in order to finish the incubation and extraction steps quickly and
inhibit the oxidation of DNA. If extraction of intact and long
genomic DNA is desired, the mixing steps with the vortex mixer
should be done more gently.

When DNA obtained by using Protocol 1 contains too
much RNA, or sodium iodide, it is possible to get purer
DNA using Protocol 2.

[Protocol 1]

(1) Cut up the appropriate amount of tissue into small pieces and
add 1 mL of Lysis Solution. Homogenize it in an ice water
bath.

The following table shows the maximum amount of tissue
that can be treated. Do not exceed this amount.

Yield of DNA | Maximumamount | Predicted

Tissue (mg/100 mg of | of the tissue that | yield of DNA
tissue) can be treated.
spleen 1-1.5 mg 30 mg 300-450 pg
kidney 400-500 pg 100 mg 400-500 ;g
lung 400-500 pg 100 mg 400-500 pg
pancreas 400-500 pg 100 mg 400-500 pg
small intestine | 300-400 g 100 mg 300-400 pg
liver 250-300 pg 150 mg approx. 400 pg
stomach 250-300 pg 150 mg approx. 400 pg
testis approx. 200 pg 150 mg approx. 300 pg
brain 100-150 g 180 mg 200-300 pg
heart approx. 100 pg 200 mg approx. 200 pg

The amount is based on the data for mouse tissue.

The maximum amount of the tissue which can be treated
is 150~200 mg, and the maximum amount of DNA is 400
~500 pg. It becomes difficult to purify DNA when the
amount of the tissue or DNA exceeds the maximum. We
recommend the use the smallest amount of tissue in order
to get good results when a large amount of DNA is not re-
quired.
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(2) Transfer the homogenate to a 2 mL microcentrifuge tube
and centrifuge at 600 X G for 10 minutes at 4C.
Centrifuge at 5,000 X G for 10 minutes at 4 C when the
sample is brain tissue.
(The condition of the centrifugation at Step 5 is 600 X G.
This is the same as protocol.)

(3) Decant and remove the supernatant from the tube then in-
vert and place on paper towels to remove any excess liquid.

(4) Add 1 mL of Lysis Solution to the pellet and vortex to
detach and pull the pellet apart.

(5) Centrifuge at 600 X G for 10 minutes at 4 C.

(6) Repeat Step 3~5.

(7) Decant and remove the supernatant from the tube then in-
vert and place on paper towels to remove any excess liquid.

(8) Add 300 L of Enzyme Reaction Solution, 1 L of RNase
Solution and 3 L of Oxidation Inhibitor to the pellet, and
vortex to detach and pull the pellet apart.

(9) Incubate at 37 C for 10 minutes.

(10) Add 15 ¢L of Protein Digestion Solution and vortex to
detach and pull the pellet apart.

(11) Incubate at 37 C for 1 hour vortexing vigorously about
every 20 minutes.
Frequent vortexing is more effective.

When the tissue has not dissolved completely, extend the
incubation by 1 hour, and vortex occasionally in order to
dissolve more quickly. We recommend vortexing fre-
quently to dissolve the tissue quickly, because a long in-
cubation time progresses the oxidation of DNA.

(12) Centrifuge at 10,000 X G for 5 minutes at room temperature
after the tissue has been dissolved completely.

(13) Transfer the supernatant to a 1.5 mL microcentrifuge tube
using a micropipette.
Be careful not to take up the pellet.

The insoluble pellet is visible on the side which is subject
to centrifugal force in the case of angle centrifugation.
The pellet can be avoided by taking up the supernatant
with a micropipette from the other side.

(14) Add 300 L of Sodium Iodide Solution to the supernatant,
mix, and flash centrifuge briefly. After that, add 600 #L of
Alcohol Solution and vortex.

(15) Centrifuge at 10,000 X G for 10 minutes at room tempera-
ture.

(16) Remove the supernatant from the tube then invert and place
on paper towels for approx. 1 minute.

Be careful not to drop the pellet while removing the super-
natant.
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A very slight amount of sodium iodide may remain in the
DNA sample, and the DNA sample may show an UV (230
nm) absorption. The UV absorption of sodium iodide can
be decreased by removing the supernatant carefully.
Removing the sodium iodide solution which remains on
the inner wall of the tube with tissue paper is more effec-
tive.

(17) Add 1 mL of 70% Ethanol to the pellet and vortex to detach
the pellet from the tube.

(18) Centrifuge at 10,000 X G for 5 minutes at room tempera-
ture.

(19) Repeat Step 16~18.

(20) Remove the supernatant from the tube then invert and place
on paper towels for approx. 5 minutes.

Be careful not to drop the pellet while removing the super-
natant.

(21) Press the tube to paper towels in order to remove as much
of the supernatant as possible, and leave the tube for ap-
prox. 10 minutes with the cap of the tube opened.
Proceed to the next step while the pellet is still wet, because
it is difficult to dissolve the pellet which is completely dry.

(22) Add the appropriate amount of DDW or TE buffer, and vor-
tex to detach the pellet from the tube.

The amount of DNA obtained varies between organs.
Adjust the amount of DDW or TE buffer to prepare the
appropriate concentration of DNA by referencing the
table in Step 1. When assaying 8-OHdG using [ High Sen-
sitive 8-OHdG Check (Code No0.307-07921) ], 1.5~1.8
mg/mL is a benchmark.

(23) Incubate at 37 'C with occasionally vortexing to dissolve the
pellet completely.

It may take longer to dissolve genomic DNA evenly.
DNA may be dissolved by leaving it in the refrigerator
over night, or with vigorous vortexing at high tempera-
tures (50 C~60 C). Check the uniformity of the solution
by visually checking whether the pellet (DNA) has been
dissolved completely.

(24) Measure the absorbance of OD 260 nm, and calculate the
concentration of DNA.

The sample DNA should be stored at — 80 C because the
DNA will continue to oxidize.

DNA obtained from spleen tissue may be brown in color.
In the case of 8-OHdAG assay, the color is removed from
the DNA solution at the step of the centrifugal ultrafiltra-
tion after the treatment reaction with nuclease P; and
does not have an effect on 8-OHdG assay.
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[Protocol 2]

(1) Cut up the appropriate amount of tissue into small pieces
and add 1 mL of Lysis Solution. Homogenize it in an ice
water bath.

The table in Step 1 of Protocol 1shows the maximum
amount of tissue that can be treated. Do not exceed this
amount.

The maximum amount of the tissue which can be treated
is 150~200 mg, and the maximum amount of DNA is
400~500 pg. It becomes difficult to purify DNA when
the amount of the tissue or DNA exceeds the maximum.
We recommend the use of the smallest amount of tissue
in order to get good results when a large amount of DNA
is not required.

(2) Transfer the homogenate to a 2 mL microcentrifuge tube
and centrifuge at 600 X G for 10 minutes at 4 C.
Centrifuge at 5,000 X G for 10 minutes at 4 C when the
sample is brain tissue.
(The condition of the centrifugation at Step 5 is 600 X G.
This is the same as protocol.)

(3) Decant and remove the supernatant from the tube then in-
vert and place on paper towels.

(4) Add 1 mL of Lysis Solution to the pellet and vortex to
detach and pull the pellet apart.

(5) Centrifuge at 600 X G for 10 minutes at 4C.

(6) Repeat Step 3~5.

(7) Decant and remove the supernatant from the tube then in-
vert and place on paper towels.

(8) Add 300 L of Enzyme Reaction Solution, 15 #L of Protein
Digestion Solution and 3 ¢L of Oxidation Inhibitor to the
pellet, and vortex to detach and pull the pellet apart.

(9) Incubate at 37 C for 1 hour vortexing vigorously about ev-
ery 20 minutes.

Frequent vortexing is more effective.

When the tissue has not dissolved completely, extend the
incubation by 1 hour, and vortex occasionally in order to
dissolve more quickly. We recommend vortexing fre-
quently to dissolve the tissue quickly, because a long in-
cubation time progresses the oxidation of DNA.

(10) Centrifuge at 10,000 X G for 5 minutes at room temperature
after the tissue has been completely dissolved.

(11) Transfer the supernatant to a 1.5 mL microcentrifuge tube
using a micropipette.
Be careful not to take up the pellet.

The insoluble pellet is visible on the side which is subject
to centrifugal force in the case of angle centrifugation.
The pellet can be avoided by taking up the supernatant
with a micropipette from the other side.
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(12) Add 300 L of Sodium Iodide Solution to the supernatant,
mix, and flash centrifuge briefly. After that, add 600 L of
Alcohol Solution and vortex.

(13) Centrifuge at 10,000 X G for 10 minutes at room tempera-
ture.

(14) Remove the supernatant from the tube then invert and place
on paper towels for approx. 1 minute.

Be careful not to drop the pellet while removing the super-
natant.

A very slight amount of sodium iodide may remain in the
DNA sample, and the DNA sample may show an UV (230
nm) absorption. The UV absorption of sodium iodide can
be decreased by removing the supernatant carefully.
Removing the sodium iodide solution which remains on
the inner wall of the tube with tissue paper is more effec-
tive.

(15) Add 1 mL of 70% Ethanol to the pellet and vortex to detach
the pellet from the tube.

(16) Centrifuge at 10,000 X G for 5 minutes at room tempera-
ture.

(17) Repeat Step 14~16.

(18) Remove the supernatant from the tube then invert and place
on paper towels for approx. 5 minutes.

Be careful not to drop the pellet while removing the super-
natant.

(19) Press the tube to paper towels in order to remove as much
of the supernatant as possible.

(20) Add 400 1L of TE buffer(pH 8.0), 1 2L of RNase Solution
and 4 ¢L of Oxidation Inhibitor, and vortex to detach the
pellet from the tube.

(21) Incubate at 37 C for 30 minutes vigorously vortexing every
10 minutes.

It is necessary to dissolve the pellet completely in order
to finish the treatment of RNase. If the pellet is not dis-
solved completely after the incubation for 30 minutes, ex-
tend the incubation time by 5-10 minutes from when the
pellet has been dissolved in the buffer uniformly.

(22) After flash centrifuge, add 400 ;L of PEG Solution and vor-
tex.

(23) Centrifuge at 10,000 X G for 10 minutes at 4 C.

(24) Remove the supernatant from the tube then invert and place
on paper towels.
Be careful not to drop the pellet while removing the super-
natant. Proceed to the next step even if some of the super-
natant remains.

(25) Add 1 mL of 70% Ethanol to the pellet and vortex to detach
the pellet from the tube.

(26) Centrifuge at 10,000 X G for 5 minutes at 4 C.
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(27) Remove the supernatant from the tube then invert and place
on paper towels for approx. 5 minutes.

Be careful not to drop the pellet while removing the super-
natant.

(28) Press the tube to paper towels in order to remove as much
of the supernatant as possible, and leave the tube for ap-
prox. 10 minutes with the cap of the tube opened.
Proceed to the next step while the pellet is still wet because
it is difficult to dissolve the pellet which is completely dry.

(29) Add the appropriate amount of DDW or TE buffer, and vor-

tex to detach the pellet from the tube.

The amount of DNA obtained varies between organs.
Adjust the amount of DDW or TE buffer to prepare the
appropriate concentration of DNA by referencing the
table in Step 1 of Protocol 1. When assaying 8-OHdG us-
ing [ High Sensitive 8-OHdG Check (Code No.307-07921) |,
1.5~1.8 mg/mL is a benchmark.

(30) Incubate at 37 C occasionally vortexing to dissolve the
pellet completely.

It may take longer to dissolve genomic DNA evenly.
DNA may be dissolved by leaving it in the refrigerator
over night, or with vigorous vortexing at high tempera-
tures (50 C~60 C). Check the uniformity of the solution
by visually checking whether the pellet (DNA) has been
dissolved completely.

(31) Measure the absorbance of OD260nm, and calculate the
concentration of DNA.

The sample DNA should be stored at — 80 ‘C because the
DNA will continue to oxidize.

DNA obtained from spleen tissue may be brown in color.
In the case of 8-OHdG assay, the color is removed from
the DNA solution at the step of the centrifugal ultrafiltra-
tion after the treatment reaction with nuclease P; and
does not have an effect on 8-OHdG assay.
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Flow chart
[Protocol 1]

Approx. 150 mg tissue
—1mL Lysis Solution

Homogenize

Homogenate.” 2mL microcentrifuge tube
600 X G, 4°C, 10 min.

Pellet
<—1mL Lysis Solution

Vortex (Pull the pellet apart.) X2

600 X G, 4°C, 10 min.

Pellet

<300 ¢ L Enzyme Reaction Solution
—1uL RNase Solution

<—3 1 L Oxidation Inhibitor

Vortex (Pull the pellet apart.)

37°C, 10 min.
<—15u L Protein Digestion Solution

37°C, 1hr (Vortex.” 20 min.)
10,000 X G, RT, 5 min.

Supernatant.” 1.5mL microcentrifuge tube
«—300 ¢ L Sodium lodide Solution
<600 L Alcohol Solution

10,000 X G, RT, 10 min.

Pellet
—1mL 70% EtOH

x2
10,000 X G, RT, 5 min.

Pellet (DNA)

| —DDW or TE buffer
DNA solution
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[Protocol 2]
Approx. 150 mg tissue
—1mL Lysis Solution
Homogenize
Homogenate.” 2mL microcentrifuge tube

600 X G, 4°C, 10 min.

Pellet
—1mL Lysis Solution

Vortex (Pull the pellet apart) X2

600 X G, 4°C, 10 min.

Pellet
<300 L Enzyme Reaction Solution
—15u L Protein Digestion Solution
<—3 1L Oxidation Inhibitor

Vortex (Pull the pellet apart.)
37°C, 1hr (Vortex.” 20 min.)
10,000 X G, RT, 5 min.

Supernatant.” 1.5mL microcentrifuge tube
<—300 1 L Sodium lodide Solution
<—600 1 L Alcohol Solution

10,000 X G, RT, 10 min.

Pellet
<—1mL 70% EtOH

X2
10,000 X G, RT, 5 min.

Pellet (Nucleic acid)
«—400 1 L TE buffer
—1uL RNase Solution
—4 1L Oxidation Inhibitor

37°C, 30 min. (Vortex.” 10 min.)
—400uL PEG Solution

10,000 X G, 4°C, 10 min.

Pellet
«<—1mL 70% EtOH

10,000 X G, 4°C, 5 min.
Pellet (DNA)
|—DDW or TE buffer

DNA solution
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan

Telephone : +81-6-6203-3741
Facsimile +81-6-6201-5964
http:/ffwk fuijifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation
1600 Bellwood Road

Richmond, VA 23237

USA

Telephone : +1-804-271-7677

Facsimile +1-804-271-7791
http://www.wakousa.com

FUJIFILM Wako Chemicals Europe GmbH
Fuggerstrasse 12

D-41468 Neuss

Germany

Telephone : +49-2131-311-0

Facsimile +49-2131-311100
http://www.wako-chemicals.de
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HELTWBD, B CThH5 7« /—)V/ 7 BRIV Lk f
M52 L —HOMLBELITS> S ENTEET, T,
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2) EEEFRODNARE LA 7\ & S51EF R U AR L C
WEg,

3) BRALINHIF % 6 > Tk D —BDNADELAMEI ST\ %
7,

4) v ., BOFMM S ODNAREICRE T,

(v AR

1) MR 75 mL X 2K
2) BRI 15mL x 14
3) RNA % flRs R 50 pL X 14
4) 2R Gy FREER R 750 L X 17K
5) FE{LHnHIE 350 gL x 14K
6) LoMbT U AW 15mL X 14
7) TIva—)Vik 30 mL X 1K
8) PEGHK 20 mL X 14

AR BRRICRICHTHINR o NIBEE. 3TCITINE. £
EERERCRLERSENLICE. BETHLERLT
TE

(Fv PUAACHERT 24

B

1) 70% % /—)b : Code No. 059-07895

2) WHE 2R K(DDW) : Code No. 316-90101

3) TE/Nv 77— (pH 8.0) : Code No. 314-90021
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i > 7RG HEAF 2D 2SI L TR SV,

(ML 1) Tid, RNABS KBS, B0k, KoM b uwa

D% RD, Y OMBESE U 2BE, [P 2]) 12T, DNA
ORISR LIF AT LN TEE S,

[ERE1]

(1) /N3 STl < FIA PSR IS, MR % 1 mLyEIn L C.
KAETHRLAEHLREVF A XL &+ MkETEE
DA ERE DT THIEL TF S,

A 100 mgY | WPERRER | TSNS

D ODNAWE | KifkER DNAfuf5-&
J i 1~1.5 mg 30 mg 300~450 pg
Bl 400~500 pg 100 mg 400~500 pg
fi 400~500 pg 100 mg 400~500 pg
PR 400~500 pg 100 mg 400~500 pg
N 300~400 pg 100 mg 300~400 pg
JFP g 250~300 pg 150 mg #7400 pg
H 250~300 pg 150 mg #7400 pg
R #1200 pg 150 mg #1300 pg
Jis4 100~150 g 180 mg 200~300 pg
D #1100 pg 200 mg #9200 pg

(= A A W ERIC S wTwE )

AT BE AR R IR K T 150 mg ~200 mg. DNA &(3400~
500 ugfRE LD ETH, TOEL LR R 5 & DNAKH
DREEICIED £, ZEES L DODDNAZLEE L WEf,
MR D 7R0ICT 5 & BIF RSB LN E T,
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(8) TEMIC. BEHEMIEH300 pL. RNAZ R L. WAL
MHFZ pLEmML . BT v 7 AIFY—TRAELET
WIS F NG5 > TV ER S LI L TR EW),

9) 37CTIOHMA vV F 2= 3V L ET,

(10) 2 v/ /X7 3 BB % 15 p LTSI L RV T » 7 A I FH—
TRELET WEIEWERS LML CEAELTE
W),

(AD37CTIRMA VF 2= a vV L ET 205 T LT
LARNWT v 7 AIFH—TRALTFIV, TEDICR
Ty 7 AT 5HELDRRITY),

MEDOBMPRFERITGE T, A VF 2= 5 V& 1R
IR L., ROCHBMNPTETTH IO, B2 RILT v 7 AR
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LoD, BB AHLDICRIVT v 7 A TEDITITH T

LhBEOLET,

(12) B DOBBPTER CE /oA VF 2=V 5 VEIED,
10,000 X G, 557MH. FR CTHEOSHEEL £,

1)y~ A 7Bty FTEEX15mLE~A 7 2E L5
Fa—TIBLET WBEBRCESRWEDICERL T
TEW),

TV NVELDE S, Fa—T OEM GRLITTE) ICREE
DWBPRDENE T, BAKCEXy FFv TOEAEBHTTE

EaBR RS & Wl 5 < Te D) £,

(14) E¥EIT, K 24bF b U7 AWH A 300 p Ll LR G L 7214,
B 75y v ambhl, KICTIVa—IVI %600 pLiFmL
T BT 9 7 AIFH—TRELET,

(15)10,000 x G. 1040, FEiR TEOmHEL 9,

- 13/20 —

(16) LR T, N—=—=X AV FICF 2 — T &P XITL TIL
TC MIoHKEL 9 (LEzlBTHR, ke &
SHEVWESICRE DT TIEW),

Ak CIE, DNAREHPIC XS {EF | U7 ABBEAICRD | %
SHRBIR (230 nm ) ZRd C EARBH D £, D LEDOR
FETHIAS T LICED, kST F 0T AL kSRR
ST 5 Z N TEES, FEICK-> T, Fa—TNEE
ICHD EMEFT PV Y AR E T ¢ v ¥ 2 FTRORD & L0 %)
RHTT,

A7) WEIC, 70% =X /—)V&E1ImLiEML. DIV Fvy 7 AL
T AT ERLHETFI W,

(18) 10,000 X G, 54rfl, i CEOHTHEL £,
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[ EE8-OHAGF = v 7 (Code No.307-07921) JiZ T8-OHAG

OWEZFTS>HEIT. DNAREL.5~1.8 mg/mLEBENHL &
D ES,

@23)37CTAVF 2=V a VLT, WBEFELICHERSEE
+ (B2 RIVTFy 7 A% L TFEW),

7/ ADNA % —ICHE» TICE R E E T 5560850 £4,
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PLTRALHZEICED, B2l L THETL TFSW,
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H#ICDNADORL AT DT, BN —80 CICRAFTH 2%
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MO BMHPRT LG ET. A VF 2= 3 v 1R

BEHEREL., ROICEMPET 5L, BaRLsry 7 A3

FH—TRAEL TFS\, MEARRHIC % & DNADE LA

W72, BB HEDICRVT v 7 A% TEDITITD T
L BEOLET,

10) MDA PHER CTE/IDAVF 2 N—v 5 VEIED,
10,000 X G, 5%fH. ERTEOSEEL £,

1) A 7B EXRy FCEEA1.5mLE~ A 7 005 8
Fa—TCBLET WEBEZBRCELAWIDICEREL T
TaW),
TYITVEOOSE, Fa—T OER GROIIITE) IS
OWHBHARDO LN ET, BEMICE Xy FFv 7O%%H T LG
TR D &R A S < e D £,
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(12) Eiic, £ oMb b U™ AR E 300 pLiEM LIRS L 72,
B 75y v ambh L, RICTIVI—)ViEH 600 LML
T, RVF v 7 AIFY—TRELET,

(13) 10,000 X G, 10%[H. ZiR TEOGHEL £9

(14) EE##ET, R=RR—=Z I )L F o — T & ST L TIL

TC, W1IoEKEL £ (EEHB O, Wz % &

IV EDICKRE DT TTFIN),

AHETIE, DNASEIZ K ST F U AAREE IR D 4

SR (230 nm ) ART S ESBBDET, TOLEFOR

EHETEICHD T LICED, E21EF b U7 AIC kD8RR

RAER T 52 EATEET, BHIC K-> TE, F2— 7Pk

BB LML P U T AR E T 4 v V2 ETROIA & LD

BT,

A5) VB, T0% T % /— )& 1mLiEmL., BILFy 7 AL
TN LR S TF I,

(16) 10,000 X G, 545, E TEOTEEL £,

A7) AT v (1) ~16) &R VEL £,

(18) i & T, R—/S—=Z FINEICF 2 — T B WS L Tor
T, M55 MKEL 4 (EEETETHR, e e
VWL DR E DT TR W),

(19) R=N=Z TV L D 5% L T, RIKE TS ITH VIR
NEd,

(20)TE /N v 7 7 — (pH 8.0) 400 xL. RNAZ%fE##£11 1 L.
FRALINGIAI4 pLAmL ., BTy 7 ZAIFY—TRAEL
FT U ANLKUBHATENELS LDICL TR

(21)37C T30 MA vF =y a v LES (W05 T &I

BLBIVTF v 7 AIFT—TRAELTFSW)

RNase BR /855664 75 72010 13, BRI 2858 4\ I RS 7 0

BRSO ET, W05 LICRLT v 7 AL TREICERT 5

ESICLETA, 305 M4 v F 2 N— Y 3 VT IR S G A

FRICHEML CTORVEER, 4 VFaR—Y g VEHIRIER

LTFS, ZOHRE, BEBILEA/Ny 77— —IC8
gl THhrb, 5~104HE L TWEd,

(22) 75 v aE bk L-th, PEGIEH 400 pLIEML . K
WT 9 7 AIFY—CTRELET,

(23)10,000 X G, 105 fH. 4C TR HEL £9,

(24) EE#ET, XN=R—=2 FINEHCF 2 — TSI L Car
TTFIW (BB TARE, WL % &SRV EDICR
O TRV, VWD > THERICHEA TSI o

(25) LIZ, 70% L% /—)L&1ImLisiL., RV Fy 7 AL
TWB B ER SR TR,

(26) 10,000 X G, 5%, 4CCTEOIHEL 4,
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@7) BRI T, X= = FIHICF 2 — T H P SITLCIL
TC, MSHIKEL £ (LFziTHR, ke &
SHEVESICREDTTIEN)

(28) N—/S =X F VI L DI 2% L T, B & Fe /i
V. Fa—7O0%T 7 TER TR0 HKEL £5
(BRI T LB EBERIE 6D ET DT,

Ury FRREETRO ATy JITHEATTFIW)

(29) WEODDW %7213 TE/N v 7 7 =&ML, BT v 7 A

LT, AN LA LTS,

FEER RO R & IS K - CDNARBEA K E C B D 9,
B ATy T 1OEREEZICL T, #ELRDNAREICHE T
L EDICDDWE /I TEN v 7 7 — DR INEITHERIE L T
Tav, [EKES-OHIGF = v 7 (Code No0.307-07921) ]I T
8-OHAGOHE A 1T > & 1d. DNAKEEE1.5~1.8 mg/mLEE A
& 7D E9,

B0)37CTAVFaN—va VLT, WEErELICHERIEE
J WA RNVTFy 7 AL TRFEW) ,

4 ) ADNA % —ICWED» ISR 2 B 558050 £5,
LA & T, G TRAE L T2 3. B0 id50C~
60 CREDERTRIVT v 7 A% L {ATVWFEL BT 5 L1
TAHHELHD T, WK (DNA) OFELAERT. BikEE
MPLTRAZEICED, MR L THET L TF S\,

(31) WHEOD 260 nm %= WE L, DNAREZHHL £,

A4EICDNA DAL S O T, ARHE - 80 CICRFF T 5 & %
BEIDL T,

[l 515 5N HDNABIKIE, REEZEL TWHI LRH 0 %
o 8-OHAGOMERHTIZ, X7 VT —EUHEDHK, RIMHE
WOTETECRRINETOT, 8-OHIGOREITITHE L
H2EWAe ZOFE, R/ VT —VUBRTRICEHEAT S\,
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[(FERZ1 70 ba—)L]

#9 150mg fE#%
‘<—1mL BEE
HRESFHAX
REDHR—b2mL Fa—7
600 x G, 4°C, 10min.
B
—1mL BR%&
RILTIIR (ppt [F<T)

X 2 [[]

600 x G, 4°C, 10min.

b4

<300 L BRREE
—1uL RNAEBEER
—3uL BeinEIHE

RILTYIR (ppt <)

37°C, 10min.
—15uL BURHHBERERK

37°C, 1hr 20min. & RILT VI R)

10,000 X G, ZEiJ, 5min.

EEFEA5mLFa—T

—300uL &3EFRIILBKE
—600uL PIa—IL&

10,000 X G, ZEi&, 10min.

LR
—1mL 70% EtOH

X2 [|]
10,000 X G, 2=, 5min.
JLEX(DNA)

DDW E 1= [ZTE/SwI7—IZ AR
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(FERZE2 7o ba—)L]

#9 150mg #R%E
|—imL AR
REDSFAX

REDHF—F2mL Fa—7
600 % G, 4°C, 10min.

B
—1mL JBRE

HRILTYI R (ppt [F<T)
X2 [A]

600 % G, 4°C, 10min.

LB
—300uL BERRMGHE
—15uL BURISREERR
—3uL BRILHHIF

RILTYIR (ppt 1FT)
37°C, 1hr 20min.& RILTVIR)
10,000 X G, =38, 5min.

tiEA5mL Fa—T
—300uL KIMEFRIDLBRE
—600u L FILaA—IL&

10,000 X G, =&, 10min.

TR
—1mL 70% EtOH
R x2 [
10,000 X G, 2B, 5min.
TEBE (%)
—400 ¢ L TE /1\yT7—
—1uL RNA SEERRE
—4uL BAEIEIF
37°C, 30min. (10min. &BIZ RILTYIR)
‘<—400/.¢L PEG &%

10,000 X G, 4°C, 10min.

4
’<—1mL 70% EtOH

10,000 X G, 4°C, 5min.

IER% (DNA)

DDW F =X TE/\w D7 —(Zi5fR
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WiERRT
ELT/IVL I MERARHT
ABRTHRRREEHN=TBE1&25
Tel : 06-6203-3741
2306KA2
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