<For Research Use Only>
Code No. 298-68001 (10 reactions)

for genetic research

Target mRNA Cloning Kit wako

(Introduction]

Target mRNA Cloning Kit Wako is used for cDNA amplification from a
small amount of mRNA. This product is used for the cloning of target mRNA
bound with RISC (RNA- induced silencing complex) using an Ago IP RNA
fraction.

(Features)

1) Independent cDNA amplification against the length of mRNA
2) High efficiency of cDNA amplification

3) Investigation of microRNA targeted mRNA

[Outline of kit procedures]
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(Kit contents]) (10 Reactions)
Target mRNA Cloning Kit Wako includes a total of 14 components
Content

(1) dT(20)-RT Primer (20 pmol/pL) 10 L X1 tube
5-GACCATATGACGAGATCCGAGCTTCTTTTTTTTTTTTTTTTTTTT-3" (45mer)

(2) 10 XRT Buffer 20 #L X 1 tube

(3) ANTP Mixture Solution (2.5 mmol/L each) 20 pL X1 tube

(4) RNase Inhibitor (20 U/pL) 10 L X 1 tube

(5) Reverse Transcriptase (200 U/uL) 10 ¢L X 1 tube

(6) 0.5 mol/LL EDTA Solution 20 pL X1 tube

(7) 1 mol/L Tris-HCI Solution 200 ¢L X1 tube

(8) Ethachinmate 30 #L X1 tube

(9) 10 mol/L. Ammonium Acetate Solution 480 1L X1 tube

(10)2nd Strand Synthesis Primer (20 pmol/uL) 10 L X1 tube
5-CATGGTATCGACGAGACTGAGGCTGNNNNNNNNNB-3' (35mer)

(11)5’ PCR Primer (20 pmol/zL)
5-CATGGTATCGACGAGACTGAG-3’ (21mer)

(12)3’ PCR Primer (20 pmol/zL)
5-GACCATATGACGAGATCCGAG-3’ (21mer)

(13)5’ Colony PCR Primer (5 pmol/zL)
5-GTATCGACGAGACTGAGGCTG-3’ (21mer)

(14)3’ Colony PCR Primer (5 pmol/pL)
5-CGAGATCCGAGCTTCTTTTTT-3’ (21mer)

10 L X1 tube
10 L X1 tube
960 xL X1 tube

960 4L X 1 tube
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[Additional materials required]
Reagents :

Thermostable DNA polymerase for PCR
We recommend HotGoldstar™ DNA polymerase (Code No. 314-
80251, 310-80253) for suppression of non-specific amplification.
HotGoldstar™ DNA polymerase is used for hot start PCR and acti-
vated by 10 minutes incubation at 95C before PCR cycles. DNA
fragments, which were amplified by HotGoldstar™ DNA poly-
merase, are 3’protruding end of adenine base. These fragments
therefore are able to directly insert into T-vectors.

PCR Purification Kit Wako (Wako Cat. # 298-67901)

3) Sterile distilled water

4) 70%, 99.5% Ethanol

5) 0.2 mol/L Sodium hydroxide solution

6) Cloning vector

7) E. coli competent cells

8) Ligation reagents

9) PBS ()

10) Phenol : Chloroform : Isoamyl alcohol (25:24:1)

11) Chloroform

12) Trypsin-EDTA Solution (for adherent cells)

Equipment :
1) 1.5mL Micro centrifugation tube
2) Micro pipette
3) Pipette tip
4) Tubes rotator
5) High speed microcentrifuge (Max > 14,500 rpm, 20,000 X g)
6) Vortex mixer

(Important information before experiment]

1. Equipment
PCR tube, microcentrifugation tube, pipette tip must be sterilized
by autoclave. There is no probrem with using commercially available
RNase free products. We recommend that you must use gloves and a
mask to avoid contamination of RNase.

2. Reagents
Additional reagents excluding kit must be sterilized by autoclave or
filtration.

[(Procedure]

<Preparation of Ago2 IP RNA>
The protocol of this step is same with following products [until the step of
[4.-b| of this instruction manual].
microRNA Isolation Kit, Human Ago2 (Wako cat.# 292-66701)
microRNA Isolation Kit, Mouse Ago2 (Wako cat.# 292-67301)
This kit is covering the following step of <Reverse Transcription>.

1. Preparation of cell pellet
For adherent cells

1) Culture the cells (5% 106~1 x 107 cells).*!

2) Remove the medium from culture dishes.

3) Wash the cells twice with PBS (-).

4) Collect the cells using a scraper or Trypsin-EDTA solution from

dishes. In the case of using Trypsin-EDTA solution, add medium
including serum after cell collection.

) Centrifuge cell suspension at 200 X g for 5 minutes at 4C.

) Remove the supernatant.

) Suspend cell pellet in 1 mL of PBS (-).

) Transfer all of suspension into a new 1.5 mL micro centrifugation
tube.

9) Repeat steps 5) to 7).

10) Repeat steps 5) to 6).
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For suspension cells

1) Culture the cells (5% 106~1 x 107 cells).*1

2) Centrifuge cell suspension at 200 X g for 5 minutes at 4 C.

3) Remove the supernatant.

4) Suspend cell pellet in 1 mL of PBS (-).

5) Transfer all of suspension into a new 1.5 mL micro centrifugation
tube.

6) Repeat steps 2) to 4).

7) Repeat steps 2) to 3).

1. Maximum cell numbers are 1% 107. Non-specific immunoprecipita-
tion and the decrease of microRNA purification efficiency will be
caused by the use of more than 1X107 X cells.

Prewashing of Anti Human/Mouse Ago2 Antibody Beads

1) Transfer 50 oL of Anti Human/Mouse Ago2 Antibody Beads Solu-
tion into a new 1.5 mL micro centrifugation tube.

2) Centrifuge beads suspension at 3,000 X g for 30 seconds at 4C.

3) Remove the supernatant.

4) Suspend the beads pellet by using 1 mL of Cell Lysis Solution.

5) Repeat steps 2) and 3). (|Prewashed Beads|)

Preparation of Cell Lysate

1) Add 1mL of Cell Lysis Solution into a tube of cell pellet and suspend
cells by pipetting.

2) Incubate for 10 minutes on ice.

3) Centrifuge the cell lysate at 20,000 X g for 20 minutes at 4 C.

4) Transfer the supernatant into a new 1.5 mL micro centrifugation

tube. (|Cell Lysate|)

Purification of microRNA fraction
a) Antigen-Antibody Reaction (Immunoprecipitation)
1) Add into a tube of .
2) Mix by vortex mixer.
3) Mix by rotator for minimum 2 hours at 4 C.
4) Centrifuge at 3,000 X g for 30 seconds at 4C.
5) Remove the supernatant. ([Reacted Beads])

b) Washing after Antigen-Antibody Reaction and elution of Ago2 protein
1) Add 1 mL of Cell Lysis Solution into a tube of .
2) Mix by vortex mixer.
3) Centrifuge at 3,000 x g for 30 seconds at 4 C.
4) Remove the supernatant.
5) Repeat steps 1) to 4) at twice. ([Washed Beads])
6) Add 50 L of Elution Solution*! into a tube of
and mix by vortex mixer.
7) Centrifuge at 3,000 x g for 30 seconds at 4 C.
8) Transfer the supernatant*? into a new 1.5 mL micro centrifuga-

tion tube. (|Protein Solution|)

¢) Purification of microRNA

1) Add 1 mL of ISOGEN*3 reagent into a tube of
and mix by vortex mixer.

2) Add 300 pL of chloroform and mix by vortex mixer for 1 minute.
Incubate for 30 minutes on ice.

3) Centrifuge at 18,800 X g for 10 minutes at 4C.

4) Transfer the supernatant** into a new 2.0 mL micro centrifuga-
tion tube. Add 1 pL of Ethachinmate and equal volume of
Isopropanol. Mix by vortex mixer.

5) Centrifuge at 18,800 X g for 10 minutes at 4C.

6) Remove the supernatant.

7) Add 500 xL of 70% Ethanol and mix by vortex mixer.

8) Centrifuge at 18,800 X g for 10 minutes at 4C.

9) Repeat steps 6) to 8).
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10) Remove the supernatant.

11) Open the cap of the 2.0 mL micro centrifugation tube and dry the
pellet for 20 minutes at room temperature.

12) Dissolve the pellet in 13 xL of sterile distilled water.*5 ([Ago2 IP
RNA Solution|)

*1. Components of the Elution Solution will be precipitated during
storage at 4 C. In this case, Elution Solution should be warmed
to room temperature and mixed by a vortex mixer.

We recommend confirmation of whether precipitation is com-
pletely dissolved or not.

*2. To avoid the contamination of non-specific nucleic acids,
carefuly pipette the supernatant without absorption of beads
pellet.

* 3. This reagent is available from NIPPON GENE CO., LTD.. (Cat
No. 311-02501) This reagent mainly is included guanidine
thiocyanate and phenol.

*4. Carefully pipette only the supernatant.

*5. Store the sample solution at —80C.

<Reverse Transcription>

The kit components of this product are used for the following protocol.
We recommend the use of PCR Purification Kit Wako (Wako cat.#
298-67901), which is sold separately, for the steps of <Reverse Transcrip-
tion>, <2nd strand cDNA synthesis> and <PCR Amplification>.

1) Transfer 13 4L of [Ago2 TP RNA Solution]into a PCR tube and add 1 xL
of dT(20)-RT Primer.

2) Incubate for 3 minutes at 70 C and for 2 minutes on ice.

3) Mix the following reagents in a PCR tube on ice.

[Ago2 TP RNA Solution] +dT(20)-RT Primer 14 L
10 X RT Buffer 2pL
dNTP Mixture Solution 2L
RNase Inhibitor 1pL
Reverse Transcriptase 1pL

20 L

4) Incubate for 10 minutes at 42 C. (Reverse transcription)

5) Add 2 pL of 0.5 mol/L EDTA and mix gently on ice. (Stop reaction at
RT)

6) Add 8uL of 0.2 mol/L NaOH (50 £L of 2 mol/L NaOH + 450 pL of
sterile distilled water) (Not included in this kit).

7) Mix and incubate for 30 minutes at 65 C. (Alkaline hydrolysis of template
mRNA)

8) Incubate for 1 minute on ice.

9) Add 20 pL of 1 mol/L Tris-HCI Solution and mix.

10) Use the PCR Purification Kit Wako for purification of nucleic acid by the
following procedure.

<Procedure of the PCR Purification Kit Wako (Wako cat.#
298-67901)>

The kit components of PCR Purification Kit Wako : [ |

1) Add 130 L of Binding Buffer™ and mix.

2) Set Spin Column* in a 2 mL Collection Tube*.

3) Transfer the total solution of step 1) into the Spin Column™.

4) Incubate for 1 minute at room temperature.

5) Centrifuge at 9,600 X g for 1 minute at room temperature.

6) Remove the Spin Column™ from the 2 mL Collection Tube and dispose of
the solution in the 2 mL Collection Tube.

7) Add 700 L of Washing Buffer” into the Spin Column’.
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8) Repeat steps 5) to 6).

9) Reset the Spin Column* in the 2 mL Collection Tube* and centrifuge at
18,800 X g for 3 minutes at room temperature.

10) Transfer the Spin Column* into a 1.5 mL Collection Tube*.

11) Add 50 pL of Elution Buffer” into the Spin Column’*.

12) Incubate for 3 minutes at room temperature.

13) Centrifuge at 9,600 X g for 1 minute at room temperature.

14) Add 1 pL of Ethachinmate and mix.

15) Add 12 gL of 10 mol/L Ammonium Acetate Solution and mix.

16) Add 125 L of 99.5% Ethanol and mix.

17) Centrifuge at 18,800 X g for 10 minutes at 4 C.

18) Remove the supernatant.

19) Add 500 L of 70% Ethanol and mix by vortex mixer.

20) Centrifuge at 18,800 X g for 10 minutes at 4C.

21) Repeat steps 18) to 20).

22) Remove the supernatant.

23) Dry the pelle.

24) Dissolve the pellet in 35.5 4L of sterile distilled water. (|1st Strand
cDNA Solution]|)

<2nd strand cDNA synthesis>
We recommend the use of HOTGoldstar™ DNA Polymerase (EUROGEN-
TEC), which is sold separately.

1) Transfer 35.5 ¢ L of | 1st Strand cDNA Solution |into a PCR tube and mix
the following reagents in the PCR tube on ice.

1st Strand cDNA Solution 35.5uL
2nd Strand Synthesis Primer 1pL
10 X PCR Reaction Buffer (EUROGENTEC) 5pL
2.5 mmol/L ANTP Mixture (EUROGENTEC) 4L
25 mmol/L. MgCl, (EUROGENTEC) 4 pL
HOTGoldstar™ DNA Polymerase (EUROGENTEC) 0.5 pL
Total 50 xL

2) Incubate at following condition. (2nd strand cDNA synthesis)

95C 10 minutes
30C 1 minute
40C 30 seconds
50C 30 seconds
60C 30 seconds
72°C 2 minutes
95C 1 minute
K E
3) Use the PCR Purification Kit Wako (Protocol steps 1) —22)) for purifica-
tion of nucleic acid.
4) Dry the pellet.
5) Dissolve the pellet in 34.5 ¢L of sterile distilled water. (|2nd Strand
cDNA Solution|)

<PCR Amplification>

1) Transfer 34.5 pL of [2nd Strand cDNA Solution|into a PCR tube and mix
the following reagents in the PCR tube on ice.

2nd Strand cDNA Solution 34.5 uL
5" PCR Primer 1pL
3’ PCR Primer 1pxL
10 X PCR Reaction Buffer (EUROGENTEC) 5uL
2.5 mmol/L dNTP Mixture (EUROGENTEC) 4 pL
25 mmol/L MgCl, (EUROGENTEC) 4 pL
HOTGoldstar™ DNA Polymerase (EUROGENTEC) 0.5 uL
Total 50 L
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2) Incubate at the following conditions. (PCR amplification)
95C 10 minutes

95C 20 seconds
60C 10 seconds } 24—26 cycles
72°C 30 seconds

!

72C 2 minutes

3) Incubate for 1 minute on ice.

4) Use the PCR Purification Kit Wako (Protocol steps 1) —22)) for purifica-
tion of nucleic acid.

5) Dry the pellet.

6) Dissolve the pellet in 4 pL of sterile distilled water. ([cDNA Solution])

<Transformation of E. coli>

1) Ligate |cDNA Solution| into T-vector*>.
2) Transform the constructed plasmids into E. coli competent cells. Select
transformants by using LB agar medium including antibiotics.

*5. We recommend checking the DNA length and concentration of [cDNA
Solution | before TA cloning by using Bioanalyzer.

<Insert check by colony PCR>
1) Mix the following reagents in a PCR tube on ice.

5’ Colony PCR Primer 1pL
3’ Colony PCR Primer 1pL
10 X PCR Reaction Buffer (EUROGENTEC) 14L
2.5 mmol/L dNTP Mixture (EUROGENTEC) 14L
25 mmol/L MgCl, (EUROGENTEC) 0.8 L
Sterile distilled water 5.1uL
HOTGoldstar™ DNA Polymerase (EUROGENTEC) 0.1 pL
Total 10 xL

2) Suspend the colony in this reaction solution, and incubate at the follow-
ing conditions.

95C 10 minutes

95C 20 seconds
56°C 10 seconds } 30 cycles
72C 30 seconds

72C 2 minutes

3) Check the insert cDNA.

4) Culture the transformed E. coli.

5) Purify the plasmids from transformed E. coli and check the sequences us-
ing a DNA sequencer.
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[(Example of use]

The detection of the amplified cDNA by capillary electrophoresis.
Negative Control : mouse IgG

Test sample : Anti Human Ago2 Monoclonal Antibody

Upper
(FU) Marker
1604 (1500bp)
1404
Lower
1209 Marker
(15bp)
100 + |
80
60 1
40 .
Anti-Ago2
204
I II
0 - S I W o

mouse IgG »
20

v
15 100 200 300 400 700 1500 [op]

Size distribution of synthesized cDNA by using this kit.

The amount and size distribution of cDNA were determined with the
Bioanalyzer DNA 1000 Kit. The cDNA were specifically synthesized from
anti-Ago2 immunoprecipitates. Cell line; HeLa, Cell numbers ; 1 X 107 cells.

[Reference)

Hayashida, Y., ef al. : A useful approach to total analysis of RISC-associated
RNA., BMC Research Notes, 2, 169 (2009)

(Package]
10 reactions.

(Expiration date]
Indicated on the label.

(Storage)
Keep at —20C.

[(Patent])
Target mRNA Cloning Kit Wako is patent pending.
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[Related Products]

Code No. Description Package Size
298-67901 | PCR Purification Kit Wako 30 reactions
292-66701 | microRNA Isolation Kit, Human Ago2 10 reactions
292-67301 | microRNA Isolation Kit, Mouse Ago2 10 reactions
290-66501 | microRNA Cloning Kit Wako 8 reactions
298-65103 | Single Strand DNA Ligase, Thermostable, 200 units
292-65101 | recombinant, Solution 500 units
011-22033 . i 50 pL
Anti Human Ago2, Monoclonal Antibody
015-22031 100 oL
014-22023 . . 50 uL
Anti Mouse Ago2, Monoclonal Antibody
018-22021 100 pL
311-90151 | Phenol : Chloroform : Isoamyl Alcohol 250 mL
312-01791 | Ethachinmate 0.2mL
052-07221 100 mL
Ethanol (99.5%)
054-07225 500 mL
316-90101 | Distilled Water, Deionized, Sterile 100 mL
038-02606 | Chloroform 500 mL
0.05 w/v% Trypsin-0.53 mmol/L EDTA -4Na
202-19631 | S 1ution with Phenol Red 100 mL
0.25 w/v% Trypsin-lmmol/L. EDTA-4Na
209-19641 Solution with Phenol Red 100 mL
311-03961 | CLEAR STAIN Ag 20 stains
194-05631 | 2 mol/L Sodium Hydroxide Solution 100 mL

Wako Pure Chemical Industries, Ltd.

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

Wako Chemicals USA, Inc. Wako Chemicals GmbH
1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. Germany

Telephone : +1-804-271-7677
Facsimile : +1-804-271-7791
http://www.wakousa.com
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Telephone : +49-2131-311-0
Facsimile : +49-2131-311100
http://www.wako-chemicals.de
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Target mRNA Cloning Kit Wakod. 14RO 2550 %4,

(1) dT(20)-RT Primer (20 pmol/nL) 10 xLx1 K
5-GACCATATGACGAGATCCGAGCTTCTTTTTTTTTTTTTTTTTTTT-3’ (45mer)

(2) 10 X RT Buffer 20 pLx 1 K

(3) ANTP Mixture Solution (2.5 mmol/L each) 20 uLx 1 K

(4) RNase Inhibitor (20 U/xL) 10 pLx 1K

(5) Reverse Transcriptase (200 U/pL) 10 pLx1 K

(6) 0.5 mol/L EDTA Solution 20 pLx1 K

(7) 1 mol/L Tris-HCI Solution 200 pL x 1 K

(8) Ethachinmate 30 pLX1 K

(9) 10 mol/L Ammonium Acetate Solution 480 pL X 1 K

(10)2nd Strand Synthesis Primer (20 pmol/pL) 10 uLx1 K
5-CATGGTATCGACGAGACTGAGGCTGNNNNNNNNNB-3’ (35mer)

(11)5’ PCR Primer (20 pmol/xL) 10 pLX 1K
5-CATGGTATCGACGAGACTGAG-3’ (21mer)

(12)3’ PCR Primer (20 pmol/xL) 10 .L X1 AR
5-GACCATATGACGAGATCCGAG-3’ (21mer)

(13)5’” Colony PCR Primer (5 pmol/xL) 960 L x 1 K
5-GTATCGACGAGACTGAGGCTG-3’ (21mer)

(14)3’ Colony PCR Primer (5 pmol/uL) 960 pL X1 K

5-CGAGATCCGAGCTTCTTTTTT-3’ (21mer)
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BT 5o

3) 4, 18,800 x g T104 w7y HEd 5,

4 EE OKBE) #2.0mL~A4 7 H0@ELF 2 — 7B LE,
Ethachinmate 1 L. AV 70/ —)VEEEEML. RV T
v I AIFY—TRET 5,

5) 4C. 18,800 x g T105 L4 HES 5,

6) WA DN K DI EEEERAS

7) 70% T X /—)V 500 pL&EMML, RIVT v 7 AIFH—TR
G9 %,

8) 4T, 18,800 x g T10% MmO BlEd 5,

9) 6)~8)

10) WA W7\ KD IC B xR,

11) F 2 —7OFELF THEIR TRV v PR L. WEK 13 4L
HVRIM LIRS %% ([Ago2 TP RNATEWK] )

W4, BIREOY Y TIE —80C TIRIFTE £,

<HEERE>

Ky F ORERRIEIT ORISR L £35,

Fro, KT TIHPCRIER S v 7 a— (298-67901, 30[E ) (BI5E) %

PP L TL 23

1) [Ago2 IP RNA%W]13 nL%#PCRF = — 71 L. dT(20)-RT Primer
1 LRI %,

2) 70°C. 3MimEIEE L, K LT 25 HEE S 5,

3) PCRF 2 —7 W T TFORIGHE %K ETRESHICRET %,

+dT(20)-RT Primer 14 pL
10 x RT Buffer 2 pL
dNTP Mixture Solution 2pL
RNase Inhibitor 1.L
Reverse Transcriptase 1pL

20 L

4) 42C, 105 MHA VFE 2=+ 35, UERERIE)

5) 0.5mol/L EDTA 2 uL%& %ML, +H3ICiRET %, GUEEERIGEIR)

6) 0.2 mol/L NaOH (2 mol/L NaOH# 50 L% 450 pL OBE AR A)
(Fv FRIEM) 8pLlziminl., BEHK. 656C. 305 A vF 2 X—
b5, (RNAT IV KGRI )

7) K EIZ 15 EFHE S 5,

8) 1mol/L Tris-HCl Solution % 20 x LI LIEE T %,

9) FRLOPCRKEHF Y TV a—D 78 b a—)VIZIHL TERIET %,
COEEIC L - T, o4 ~— JGIEE, EEIREINE T,
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<PCREE&F* v FT73—07Oba—i>

PCRESHLE » 7 o — HERGEEE : [

1) Binding Buffer® 130 L& ¥HMLIEE T %,

2) Spin Column* % 2 mL Collection Tube*IZt v 9%

3) 9)TRA L /W 4 & % Spin Column™ IZihnd %,

4) FE T 15 HEE S 5,

5) =ik, 9,600 X g T 15 HELDHET %,

6) Spin Column*%H VW #+ L. 2mL Collection Tube* |2 BN & N /- K %
Br <o

7) Spin Column*{Z Washing Buffer® 700 pL%&#INT %,

8) 5)~6),

9) Spin Column*{Z#8 L T\»% Washing Buffer #5E &2z ¢ 5720,
. 18,800 X g T 35 MO HEd 5,

10) Spin Column* % 1.5 mL Collection Tube* It v 3 %,

11) Elution Buffer*® 50 4L % Spin Column™ {ZEINT 5,

12) =i T 3 fiEiE 4 %,

13) iR, 9,600 X g T 15 MR L5 EET %,

14) Ethachinmate 1 xLIEINLIEE T 5,

15) 10 mol/L. Ammonium Acetate Solution 12 p L% ¥ LIEE T %,

16) 99.5% T % / —)L125 yL &AM LIRE T 5

17) 4°C., 18,800 X g T104 [l L0 HEd %,

18) W Z W b7\ kD IC B =R <,

19) 70% T % / —)b 500 uL&VRIML . FILF v 7 A3 FH—TRET D,

20) 4°C, 18,800 x g T105 L4 HES 5,

21) 18)~20),

22) WA W7\ K DI BRI <,

23) VLB A W% . WREAAK35.5 uL &R LMY %, ([Ist Strand cDNA
i)

<Z2HARRIE>

AT T, HOTGoldstar™ DNA Polymerase (EUROGENTEC) (4II5¢)

L T2,

1) [Ist Strand cDNA%W]35.5 L% PCRF = — 7B L, Kk ETFieK
IR B IR E Y 5o

[1st Strand cDNA 7] 35.5 uL
2nd Strand Synthesis Primer 1xL
10 X PCR Reaction Buffer (EUROGENTEC) 5pL
2.5 mmol/L dNTP Mixture (EUROGENTEC) 4 nL
25 mmol/L MgCl, (EUROGENTEC) 4 pL
HOTGoldstar™ DNA Polymerase (EUROGENTEC) 0.5 L
it 50 ¢L

2) LUFO%&MTH 28 ERHIGETT D,

95C 1048

30C 144

40°C 3084

50C 30F4fH

60°C  30FHMH

72°C 2%

95C 141

Kk
3) <PCRKHFv bV a—D /B a—)L> 1)~22)ICIHL TEIEY %,
4) VB A IR, WEHK34.5 pLAVRIN L M9 %, ([2nd Strand cDNA

)
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<PCREMERIE>
1) [2nd Strand cDNA®K]34.5 uL% PCRF 2 — 71 L, KETTFRK
IR A A TR AT %o

[2nd Strand cDNA %] 34.5 uL
5" PCR Primer 1L
3’ PCR Primer 1pxL
10 x PCR Reaction Buffer (EUROGENTEC) 5uL
2.5 mmol/L dNTP Mixture (EUROGENTEC) 4 pL
25 mmol/L MgCl; (EUROGENTEC) 4 pL
HOTGoldstar™ DNA Polymerase (EUROGENTEC) 0.5 4L
it 50 ¢L

2) IFO&MTPCRIUEEAT D,
95C 10 %

}

95C 20 FHIH

60°C 10 FHfH } 24~2694 7 )l

72°C 30 F

}

72°C 248
3) KETI15H#HET %,
4) <PCRE5HLF v FUa—O 70 Fa—>1)~22) 0L THIES 5,
5) WBATEEES, WEIK4 pLARINLIEMS %, ([cDNAR])

< EErie>

1) [cDNAZW 5 %\ TT-VectoriC 54 ¥ — 5 /3 5,

2) avETV VTP EER L BUEWE Y & A EFERE TR T 5,

H5. TAS A7 — 5 VORH{IZ, Agilent#l:BioanalyzeriZ & %5 DNASHE D
SAREITE, B A \WEBIEEEHC X S DNAREHIE 1T > T 23\,

<0 =—PCRICL 2 AMA DOREE>
1) UTFORIGKE %K ETHESLPICERET 5,

5" Colony PCR Primer 1pxL
3’ Colony PCR Primer 1xL
10 X PCR Reaction Buffer (EUROGENTEC) 1pL
2.5 mmol/L dNTP Mixture (EUROGENTEC) 1xL
25 mmol/L MgCl, (EUROGENTEC) 0.8 xL
LN 5.1 pL
HOTGoldstar™ DNA Polymerase (EUROGENTEC) 0.1 xL
=t 10 2L

2) OB —%REEICEEE. RO CPCRIILZTTY %,
95°C 10 4rfH
S
95°C 20 fhRY
56°C 10 FHfH } 3091 7))L
72°C 30 FbiH

|

72C 2 %5fH

3) THHO—AEIKE THAN R OG M, $HRAHRT 5,
4) TNZhOKRGE 7 D—VelEE L, JI5AI Fefild %,
5) ¥— 7 LY —THAWR OEIERSIOMFHT %,
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BIECDNADF + T |) —BRUABIER

Negative Control : mouse IgG

Test sample : Anti Human Ago2 Monoclonal Antibody

Upper
(FU) Marker
1604 (1500bp)
140
Lower
1209 Marker
(15bp)
100 |
804
60 4
40 .
Anti-Ago2
20 4 Pt
| s e e LI |
| o S ]
Ot e ,\' e —
mouse IgG /‘
-20 TTT T T T T T T T T
15 100 200 300 400 700 1500 [bp]

AF BT & D IEIE S N/ cDNASAR D454 % Bioanalyzer DNA 1000 Kit

FHWTEF 2 U5 —HKKE TR L 7,

HeLa#fifg (1 x107f#) - 54k I Ago2difk &~ ZIgGHWTHELh

RPELBERNA % A% — Rkl & LT, AF v F TDNADEHEFT - /e,

Ago2 I TE I RNAKE RAYICHI100~1000 bp DcDNANEH TESH T &%
BL 7

(BEX@)
Hayashida, Y., ef al. : A useful approach to total analysis of RISC-associated
RNA., BMC Research Notes, 2, 169 (2009)

@
10 [E17

(= FEARR)
F IV AL

r %
AE v FE-20CTRIFL T2 S0,

UEFico0n )
Target mRNA Cloning Kit Wako {347 HFE-H T,

— 15/16 —

(RS
21— F No. i % " OE
298-67901 | PCR Purification Kit Wako 30 [BIH
292-66701 | microRNA Isolation Kit, Human Ago2 10 a1
292-67301 | microRNA Isolation Kit, Mouse Ago2 10 [\
310-80253 50U
HOTGoldstar™ DNA Polymerase
314-80251 500U
290-66501 | microRNA Cloning Kit Wako 8 [
298-65103 | Single Strand DNA Ligase, Thermostable, 200 units
292-65101 | recombinant, Solution 500 units
011-22033 ) ) 50 uL
Anti Human Ago2, Monoclonal Antibody
015-22031 100 L
014-22023 i _ 50 uL
Anti Mouse Ago2, Monoclonal Antibody
018-22021 100 L
311-90151 | Phenol : Chloroform : Isoamyl Alcohol 250 mL
312-01791 | Ethachinmate 0.2 mL
052-07221 100 mL
Ethanol (99.5%)
054-07225 500 mL
316-90101 | Distilled Water, Deionized, Sterile 100 mL
038-02606 | Chloroform 500 mL
0.05 w/v% Trypsin-0.53 mmol/L EDTA - 4Na
202-19631 Solution with Phenol Red 100 mL
i 0.25 w/v% Trypsin-lmmol/L EDTA -4Na
209-19641 | 51 ion with Phenol Red 100 mL
311-03961 | CLEAR STAIN Ag 20 FH
194-05631 | 2 mol/L Sodium Hydroxide Solution 100 mL
BUEFFETT
A\Y V4 e >
MAXAREETIEHRINES 4
AR mPRXEMEHHI3I - 1 — 2
T % (06) 6203—-3741 (& &)
0910K01

- 16/16 —





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <FEFFd5a5c0c1b41c0020c778c1c40020d488c9c8c7440020c5bbae300020c704d5740020ace0d574c0c1b3c4c7580020c774bbf8c9c0b97c0020c0acc6a9d558c5ec00200050004400460020bb38c11cb97c0020b9ccb4e4b824ba740020c7740020c124c815c7440020c0acc6a9d558c2edc2dcc624002e0020c7740020c124c815c7440020c0acc6a9d558c5ec0020b9ccb4e000200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee563d09ad8625353708d2891cf30028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f003002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c4fbf65bc63d066075217537054c18cea3002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




