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small interfering RNA (siRNA) %> microRNA (miRNA)
& o 7z small RNA (3, #E#Y &£ 72 % mRNA I RISC (RNA-
induced silencing complex) Z#F&Ed 5 LICK>T, #©
L OFEZIH L £9, small RNA ICE#ERES L. RISC
DOHI%Z 759 DA Argonaute (Ago) &FHENS X287 E
T9, i siRNA %> miRNA (& small RNA A& LT
A ENE T, small RNA AN S RISC BMEK I NS
FTOMWEIE, small RNA AN Ago IV AT NS
R (RISC loading), & DBMI G AT 77 D RNA A
TS %iEfE (unwinding), O 2 DOZEFREZRED T LN
5N TWET, RISC loading 2 ATP K17 TH % T &
NI TOMETHLMTHE> TR LD, EDKS
PRI T HY ATP 232 L, RISC loading #fH > TV 2 h i
AT LTz,

ST B kT B IE. Hsc70/Hsp90 > v X
1 > FEHE DY RISC loading ICVHTH 5 T L ZHEMIC L
% L7z, Hsc70/Hsp90 ¥ v Xm VM I3 AS & Lz &2 o8
VB ORGEZEERLET 5 eNK BN TVE T b
5. 5 51 Hsc70/Hsp90 ¥ + X1 » HMEAS ATP 7% 74
L. Ago XNV HEDVHREERZMLET RS T LIc k>
T small RNA “ABDHBETH LN TERHRELE
ETW5, LV ETLVZEBLTOET,

XKk TD Dynabeads DjiEAH

Target Cleavage 77wtz

Anti-FLAG M2 Fifk 7z #5 & U 7z i 5 € — X (Dynabeads
Progein G) ZHWTIVE T > 7 vt A4 THEE LT Ago
22787 B %2 I TRERY RNA QYT M7z ki

[ SRER(CEER USR]

* Dynabeads Protein G

e Anti-FLAG M2 antibody

* Lysis buffer : 30 mM HEPES-KOH pH 7.4, 100 mM
KOAc, 2 mM Mg(OAc),

e Lysis buffer containing 1% Triton X-100, 800 mM
NaCl

* 40 X reaction mix : Haley, B. Tang, G., and Zamore, P.D.
(2003). Methods 30, 330-336 =%

[ B ]
1. 8 KIn D& L LT, FLAG % Z' @& Agol F 721k

Ago2 7z IFEBIS % S2 Ml DAl 30 pLic 1 pL
@ Anti-FLAG M2 antibody & 10 pL @ Dynabeads
Protein G Z/MA. 4°CT 1 Wil A >V FaX—1+F 3%,

2. 1% Triton X-100, 800mM NaCl %755 Lysis buffer T
3 [al, 3@H O Lysis buffer ¢ 2 [IJEHT %,

3. S2 MR HIIE & 7213 der-Zago-2 2 BN R O 171
R/ JE{#(E FC. small RNA —A&§{ 50 nM 58X T 3 pl
@ 40 X reaction mix &, WM I Nz Ago #2807
% 30 ~ 60 A v Fax—1+9 5,

4. Beads % 1% Triton X-100, 800mM NaCl %55 Lysis
buffer ¢ 3 [al, @ D Lysis buffer T 2 [ %,

5. RI {25k U7=#Z RNA 1 nM & Beads #A > F 2 X—k
L. RNA Z i, 8% ZMERY 7 27 UL 7 I K7L
TERAUKEZITI,
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@55 Agol. Ago2 213 T4 RISC FLRhHRE T S0
K&, Anti-FLAG Jifkic X > THBI L 7z FLAG % 7Rl &
Ago #2787 ENEN) RNA O YW %5 &l T 3 & it
L7 Td, Agol. Ago2 WINd HIHTIE RISC ZJE
L TR RNA DYl Z5 [ ZileC 9 T LA TE 9. #Hifl
HHEPICERET RIS PO THRETH % T & 7R
LTVET,

® RISC FERkIC ATP "MW ETH D

&, ATP DAF(EM RISC TERIC G- R % 8 %2 fifehft L 72
RTI, ATPIFHEFTAgo A VFaX—FL7zhES
MBI 59, RISC JEAKIKEIC ATP WA TH % T EHVR
BINTOET,

@ RISC FZRR (CIERAND ATP FHERFHRE THD
& RISC-loading complex 0 37 [A¥-C&% % Dcr-2/R2D2
AT O XA —DIFAED RISC TEHIC 5 % % 587 ikt L
FAEHRT Y, Ago2 5 K U Der-2/R2D2 @ & Tl RISC
AW C 572w k. Ago2. Der-2. R2D2 Z & fz 75\
der-2iago2 ZEFHAMIMILIRZINA 5 L LAF 2 —ENB T
EWRENE LTz, £z ATP 2R\ e der-2ago2 28 5tk
MR TIE T DL AF 2= 5%\ 2 & (data not
shown) A5, Der-2/R2D2 Ofttic, MifEHICFES %
o] 5D ATP AKAFHIR 73 RISC JERIC A EHTH 2 T &
REENTVET,

RELbET Y A

VeI D NaCl RS 228 A, Anti-FLAG M2 Hii{k 72
B L7ztis € — X (Dynabeads Progein G) % fWT S2
FREOMRIS T 2 TIVE T VT v A 2 HKli
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* Dynabeads Protein G

* Anti-FLAG M2 antibody

* Lysis buffer : 30 mM HEPES-KOH pH 7.4, 100 mM
KOAc, 2 mM Mg(OAc),

* Lysis buffer containing 0.1% Triton X-100, 0-600 mM
NaCl

[ stBR7SE ]

1. 4KIn3 DR E LT, FLAG % 7' @& Agol F 72 1k
Ago2 % @B FE BT % S2 MW il Hi it 200 L 1. 10
pL @ Anti-FLAG M2 antibody & 200 pL @ Dynabeads
Protein G Z/llZ, 4°CT 2 WA >V FaX—+F %,

2. Bk% 75 NaCl J8)% D Lysis buffer T 3 [aI¥E53 %,

3. SDS loading buffer ICI&fiEL. 5 ALV T %,

4. SDS-PAGE Tfii#ird %,
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® Ago 5> )\JE(d Hsc70/Hsp90 v ROHMELSES T D

FLAG & 7' @il & Agol ¥ 7z 1& Ago2 1c X % ey vk % &
SDS-PAGE 12 & > THENT L7245 5T 3, Agol. Ago2 L&
IZ. Hsc70/Hsp90 ¥+ N1 R 2 RER S % 2 >3 8
(Hsc70-4, Hsp83, Hop, Droj2) L fEH9 % C &R
nTVxd,



ARNLT RTESUICKZFVY ITFv
H XU Target Cleavage 7wtz

AMLT R TEYURAEXRXTF R (SBP) 2T &HED
¥ 2 1 Hsc70-4 3 & U ATPase ik D 7z WA B &
/X7 % (D206S Hsc70-4) 7% i % ¥ — X (Dynabeads
Streptavidin T1) TR L. S2 Ml HRICINZ T Agol
¥ 7213 Ago2 I & % Target Cleavage 77 v & 1 % Flii

[ RERICER U= )
* Dynabeads Streptavidin T1

e Lysis buffer (30 mM HEPES-KOH pH 7.4, 100 mM
KOAc, 2 mM Mg(OAc),) containing 0.8 M NaCl and
0.05% CHAPS

* Lysis buffer containing 0.05% CHAPS

» Lysis buffer containing 10 mM biotin (pH 8.0), 5%
glycerol, 0.05% CHAPS, 1 mM DTT

[ BRI ]
1. SBP % 7' AVil & U 72 15 42 T Hsc70-4 % 7z 1& D206S

Hsc70-4 7 #FFEE S % S2 filfa ol i 400 plL i<,
Dynabeads Streptavidin T1 400 pL Z il 2. 4°C T 3
i A > F 2=+ T %,

2. 0.8 M NaCl & 0.05% CHAPS % & & Lysis buffer T 3
M L. 0.05% CHAPS 725 Lysis buffer T 2 [3] V)
VAT B,

3. 10 mM biotin (pH 8.0), 5% glycerol, 0.05% CHAPS,
1 mM DTT % 5 & Lysis buffer 40 pL %2 f\>C. SBP
2 7ty Hsc70-4 25T %,

4. S2 ikl RS bk 2 7 IR L OB AR Hse70-4 £ 721
D206S Hsc70-4 % il Z. FLAG % 7 TH; %l L 7z Agol
% 7z1& Ago2 IZ & % Target Cleavage 7 v A (%
) 2175,
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Hsc70-4 fFAERZIERT & Agol BXU Ago2 I K 215
RNA YJWin i 19 % —/5T. ATPase itk 72k > 728 5 &
237’8 (D206S) Tld dominant negative IZflj< & & A
RENTVET,

CORERMN S, ATP Z{HE 9 % Hsc70-4 DTGNS Agol,
Ago21C &% RISCTEHICEE A EETH B T LHREN
TVET,
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Dynabeads protein G iZhiftH/h & < beads FIfFD volume £ P& VDT, beads LIZ 2\ 7B ZEE L E E
DL IR LTz, 7, B beads TH ST Lh SECOBEDTRMEDDIEIEICTT 5 T LHTE, PhHvito
beads 27k 5 T L HBELIEZITO TLHTER,

Dynabeads Streptavidin T1 & FRRCTEC DEIEDTIETH D . 0 AZPHIMI LA TER, i biotin Itk 3
SBP 25V areF Y b RUNIHDBNEWHETSH Y. il LiFIC beads DFfHAH 2D LoD, KBS <
WeproehTEl,

YR 2 FRRE D769 RNA BERENEFE )
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Dynabeads Protein A/G

R

Dynabeads Protein A & UF Dynabeads Protein G i&, 71
TAYARUGTOTA Y C2IARGTHEERL 72—
YA XD —R (2.8 pm) T,

Dynabeads Protein A }2 Uf Dynabeads Protein G (&, #H#%
B, Ao A T R =< D LiEEDY T
MO RIENRES B I HDMENEY —IV TS, £le. Hukk
e TRIAWIZT R,

BRIEE

Dynabeads Protein A &2 U Dynabeads Protein G IZ & %
FiRDRE IR O gt kit oD [ P

® Dynabeads M&ELET -0 TJ0—

Dynabeads Protein A/G

HEDREE 10 52

P25

SO NOBEORE 10 5

#E 55

Emmd—R Bma LT
DB10001 Dynabeads Protein A 1mL
DB10002 Dynabeads Protein A 5mL
DB10008 Dynabeads Protein A 50mL
DB10003 Dynabeads Protein G imL
DB10004 Dynabeads Protein G 5mL
DB10009 Dynabeads Protein G 50mL
DB10006 IP Kit-Dynabeads Protein A 40 tests (2mL)
DB10007 IP Kit-Dynabeads Protein G 40 tests (2mL)

% IP Kit (C(& Buffer BM3IE L TLET,
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Dynabeads

1
&

WO — BRI FR) Y —E— XDOXKMEIC, &
MEDANLT R T7EYYMMERANICHEGLTVET,
Y — X Lic €4 F >k DNA fifk 7z FE LGz AV
NEIREGT & OB, Ve 2RI TA £ 9,

Rt

T E—X1¥E E—XEE
Dynabeads M-280 =
Streptavidin HAEE—X 2.81m
Dynabeads MyOne HAMEE —X 1.0um

Streptavidin T1
Dynabeads M-270
Streptavidin

Dynabeads MyOne =
Streptavidin C1 BkIEE—X 1.0pm

FkEE—-X 2.8um

e X LT hT7EZ %A Dynabeads ZFIFBE U
7T Ur—23> 06

< T
Sequence-specific capture Immobilized DNA-cDNA
7
H e_%
Single-stranded template Cell separation
e/\w\%@ eﬁ% rs
Protein purification Immunoassays
Biopanning
Emmad—R Bma e
DB11205 Dynabeads M-280 Streptavidin 2mL
DB11206 Dynabeads M-280 Streptavidin 10mL
DB65001 Dynabeads MyOne Streptavidin C1 2mL
DB65002 Dynabeads MyOne Streptavidin C1 10mL
DB65305 Dynabeads M-270 Streptavidin 2mL
DB65306 Dynabeads M-270 Streptavidin 10mL
DB65601 Dynabeads MyOne Streptavidin T1 2mL
DB65602 Dynabeads MyOne Streptavidin T1 10mL
DB65801 Dynabeads Streptavidin Trial Kit imL x4

X Trial Kit (3 4 BHOE —X#2TEATNET,
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