FUJIFILM M

Code No. 012-22781 ( 2 mL, beads net volume 1 mL)
018-22783 (10 mL, beads net volume 5 mL)
016-22784 (50 mL, beads net volume 25 mL)

Anti DYKDDDDK tag Antibody Beads
1 DYKDDDDK % 7iitAE—X

Anti DYKDDDDK tag Antibody Beads is the slurry of anti
DYKDDDDK monoclonal antibody immobilization beads. This
product is used for the purification of DYKDDDDK tagged
recombinant proteins by the competitive elution of DYKDDDDK
peptide.

[Formulation]
1 x PBS (pH 74), 50% glycerol, 0.02 vol% ProClin 300

[Beads matrix]
4% Agarose

[Antibody quantity]
Approx. 7.5 mg/mL beads

[Antibody clone No.]
1E6

[Antibody subclass]
I1gG2pb

[Binding capacity]
Min. 1.0 mg protein/mL beads

[Setting Volume]
1.8 ~ 2.1 mL slurry/mL beads

[Additional materials required]

centrifuge, centrifugation tube, 1.5 mL micro centrifugation
tube, washing buffer (PBS(—), TBS etc.), cell scraper, protease
inhibitor, phosphatase inhibitor, cell lysis buffer (following).

Example of cell lysis buffer

@ 50 mmol/L Tris-HCI, pH 7.4, 150 mmol/L Sodium Chloride,
1 mmol/L EDTA, 1% Triton X-100

@ RIPA Buffer (Code No. 182-02451)
50 mmol/L Tris-HCI, pH 8.0, 150 mmol/L Sodium Chloride,
0.5 w/v% Sodium Deoxycholate, 0.1 w/v% Sodium Dodecyl
Sulfate, 1.0 w/v% NP-40 substitute

@ Cell Lysis Buffer M (Code No.038-21141)
20 mmol/L Tris-HCl, pH 7.4, 200 mmol/L Sodium Chloride,
2.5 mmol/L Magnesium Chloride, 0.05 w/v% NP-40 substitute
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[Procedure]
The immunoprecipitation of DYKDDDDK tagged rProteins
(Mammalian cells)

1. The preparation of cell lysates
A. Adherent cells

1) Culture the cell lines. (1 x 10°107)

2) Remove the culture medium and wash the cells twice
with PBS(—).

3) Collect the cells using a cell scraper or Trypsin-EDTA
solution from dishes to a new centrifugation tube. In the
case of using Trypsin-EDTA solution, add medium in-
cluding serum after cell collection.

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

5) Remove the supernatant.

6) Suspend cell pellet in 1 mL of PBS(—). Transfer all of the
suspension into a new 1.5 mL micro centrifugation tube.

7) Repeat step 4) to 5).

8) Suspend cell pellet in 1 mL of PBS(—).

9) Repeat step 4) to 5).

10) Add 1 mL of cell lysis buffer and suspend cells by pipetting.

11) Incubate for 5-10 minutes on ice.

12) Centrifuge the cell lysate at 20,000 X g for 5-20 minutes at
4TC.

13) Transfer the supernatant into a new 1.5 mL micro cen-
trifugation tube.

B. Suspension cells
1) Culture the cell lines. (1x10°-107)
2) Centrifuge cell suspension at 200 X g for 5 minutes at 4C.
3) Remove the supernatant.
4) Suspend cell pellet in 1 mL of PBS(—). Transfer all of
suspension into a new 1.5 mL micro centrifugation tube.
5) Centrifuge cell suspension at 200 X g for 5 minutes at 4C.
6) Remove the supernatant.
7) Suspend cell pellet by 1 mL of PBS(—).
8) Centrifuge cell suspension at 200 X g for 5 minutes at 4C.
9) Remove the supernatant.
10) Add 1 mL of cell lysis buffer and suspend cells by pipet-
ting.
11) Incubate for 5-10 minutes on ice.
12) Centrifuge the cell lysate at 20,000 X g for 5-20 minutes at
4TC.
13) Transfer the supernatant into a new 1.5 mL micro cen-
trifugation tube.

2. Antigen-antibody reaction

1) Mix product bottle by vortex mixer.

2) Transfer 40 uL (beads net volume approx. 20 uL) of this
product into a new micro centrifugation tube.

3) Centrifuge the beads slurry at 5,000-8,000 x g for 30
seconds at 4C.

4) Incubate for 1-2 minutes on ice.

5) Remove the supernatant.

6) Add 05-1 mL of PBS(—) or TBS and mix by vortex mixer.

7) Centrifuge the beads slurry at 5,000-3,000x g for 30
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seconds at 4C and remove the supernatant.
8) Repeat step 6)-7). (Prewashed beads )
9) Additional step *.
10) Add 200-1,000 L of cell lysate ** into a tube of [Prewashed
beads|.
11) Mix by rotator for 2-8 hours at 4C.
12) Centrifuge the beads slurry at 5,000-8,000 X g for 30
seconds at 4C and remove the supernatant.
13) Repeat step 6)-7) x 3. ([Antigen binding beads))

%1 : To remove the unconjugated antibody, add 0.5-1.0 mL of
0.1 mol/L Glycine-HCl, pH 35, into a tube of [Prewashed
beads| before antigen binding reaction. Centrifuge the
beads slurry at 5,000-8,000 x g for 30 seconds at 4C and
remove the supernatant. In this case, avoid exposing
this product to 0.1 mol/L Glycine-HCI, pH 35, for a long
time (max. 20 minutes). After the washing with 0.1
mol/L Glycine-HCI, pH 3.5, add 0.5-1 mL of PBS(—) or
TBS and mix by vortex mixer. Centrifuge the beads
slurry at 5,000-8,000 x g for 30 seconds at 4C and remove
the supernatant (Procedure A). Repeat Procedure A
twice.

22 : Fill up to 1 mL by cell lysis buffer as needed procedure.

3. The elution of DYKDDDDK tagged rProtein

Please see the following methods of A-C.

A. The competitive peptide elution at neutral pH condition
by using DYKDDDDK peptide

1) Prepare the DYKDDDDK peptide (Code No. 044-30951)
stock solution (final conc. 5ug/uL) *° Dissolve 5 mg of
DYKDDDDK peptide in 1 mL of 1 x TBS (10 mmol/L Tris-
HCI, pH 74, 150 mmol/L Sodium Chloride).

2) Prepare the DYKDDDDK peptide working solution (final
conc. 150 #g/mL). Add 3 uL of the DYKDDDDK peptide
stock solution into 97 uL of 1 X TBS.

3) Add 100 uL of the DYKDDDDK peptide working solution
into a tube of [Antigen binding beads]|.

4) Mix by rotator for 30 minutes at 4C.

5) Centrifuge the beads slurry at 5,000-8,000x g for 30
seconds at 4C and transfer the supernatant into a new 1.5
mL micro centrifugation tube.

6) Store the recovered supernatant at 4C. For long term
storage, store at —20TC.

%3 : Aliquot and store at —20C. Avoid repeated freeze and
thaw cycle.

B. The elution at acidic condition by using 0.1 mol/L Glycine-
HCI, pH 3.5 (room temperature)

1) Add 100 uL of 0.1 mol/L Glycine-HCI, pH 35, into a tube
of [Antigen binding beads].

2) Mix by rotator for 5 minutes at room temperature.

3) Centrifuge the beads slurry at 5,000-8,000 x g for 30
seconds at 4C and transfer the supernatant into a new 1.5
mL micro centrifugation tube.

4) To adjust pH to neutral, add 10 4L of neutralization buffer
(0.5 mol/L Tris-HCL, pH 7.4, 1.5 mol/L Sodium Chloride).
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5) Store the recovered supernatant at 4C. For long term
storage, store at —20TC.

C. The elution by using SDS sample buffer (room tempera-
ture)

1) Add 100 4L of 4xSDS sample buffer ** (0.25 mol/L Tris-
HCI, pH 6.8, 8 w/v% SDS, 40 w/v% Glycerol, 0.02 w/v%
Bromophenol Blue) into a tube of [Antigen binding beads]|.

2) Boil in water or heat block for 3 minutes.

3) Centrifuge the beads slurry at 5,000-8,000 x g for 30
seconds at 4C and transfer the supernatant into a new 1.5
mL micro centrifugation tube.

4) Store the recovered supernatant at 4C. For long term
storage, store at —20TC.

%4 :In the case of addition of reducing reagents such as
2-mercaptoethanol or DTT, anti DYKDDDDK tag an-
tibody is easily dissociated from agarose beads.

[Storage]
Keep at —20C.

[Package]
2 mL (beads net volume 1 mL) (012-22781)
10 mL (beads net volume 5 mL) (018-22783)

50 mL (beads net volume 25 mL) (016-22784)

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://fwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

Fuggerstrasse 12
D-41468 Neuss

U.S.A. Germany
Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile  : + 1-804-271-7791 Facsimile : +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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d— KFNo. 012-22781 ( 2mL, beads net volume 1mL)
018-22783 (10mL, beads net volume 5mL)
016-22784 (50mL, beads net volume 25mL)

Anti DYKDDDDK tag Antibody Beads
1 DYKDDDDK % JitdsE—X

Afhid, DYKDDDDK (Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys) <X
TF Fa@Bik$ 5E/ 7 a—FVHERDSEEL ST e —
AY = ZADOBHIHTT o RELIEDEIIC L % DYKDDDDK il é 4
YN B OB T, DYKDDDDK R 7 F K& Hw/e~R7
F FEMICERATE 5,

(# k]
1xPBS (pH 74), 50% glycerol, 0.02vol% ProClin 300

(BEsA]
4% 7 Ha— 2

(DL, & Ht)
#1 75mg/mL

[%&Phithk 7 o— > No.)
1E6

[WEHihT 727 5 2]
IgG2pb

(U3 egaa
Y= ImL %729 # 1.0mg ® DYKDDDDK % 7 & 5 > 7327 B
AR

[Setting Volume]
1.8 ~ 2.1mL slurry/mL beads

[Z D b 2 2 A 3R]

w O EERERR, B0 2 — 7, 15mL <A 7 uiElTF 2 —7, fll
NNy 77— (Tt Mg Ny 7 7 — (PBS, TBS
&), 7ar T —YHERN, RR7 75 —YHEA,

HERR S BB S Y 7 7 —

@ 50mmol/L Tris-HCl, pH 7.4, 150mmol/L Sodium Chloride,
Immol/L EDTA, 1% Triton X-100

@ RIPA Buffer (22— F No. 182-02451)
50mmol/L Tris-HCI, pH 8.0, 150mmol/L Sodium Chloride,
0.5w/v% Sodium Deoxycholate, 0.1w/v% Sodium Dodecyl
Sulfate, 1.0w/v% NP-40 substitute

@ Cell Lysis Buffer M (2 — F No. 038-21141)
20mmol/L Tris-HCI, pH 7.4, 200mmol/L Sodium Chloride,
2.5mmol/L Magnesium Chloride, 0.05w/v% NP-40 substitute

[Fabra—u]
DYKDDDDK iy ¥ ¥ 8 7 8D %Eikks (MHILEhi)

L. R i i D R
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A. B

1) HryoMkk (1x10°~ 10" #5375,

2) B E 72, KB L7 PBS(—) T2 HBEEEIT .

3) ULy EDTABKEI 2 IZMBAZ L— =% T
MMaZ 71 v Y ah b L, mbF 2 — 712 2 [
T 5. )Ty EDTA Bz 25E121%, fMildz
FIA U728, MIBEADEHZEZMA, ME~DF XA —Y
ECTELRETMZDLHIT 5,

4) WIS E % 4C, 200x g T5 /M OaEE L, L% B
<O

5) k& L7z PBS(—) ImL 2L, Mg~V v b % BEE,
4T, 200xg THoMELaEE L. LilEER. ZO8fE
%2479,

6) ML Ny 7 7 — ImL 23 L. ¥€Xv 54 ¥ 7 THl
faz T %,

7) K ET5~ 10 5 HEHET 5,

8) 4T. 20,000x g T5~ 20 7 ME 00 HES %,

9) EiHZH L 15mL <A 7 dElF 2 — 7 IZmId %,
(B A

B. iRl

1) Bk (1x10°~10") %% 5,

2) MBI % 4T, 200X g T 5 4B L. K% 1
<O

3) flifa~<L v b EKEG L7 PBS(=) ImL THE#H %, 15mL
<A 7 a@ELF = TIHT,

4) 4C. 1,000rpm (200x g) T5 4Ol Lz <

5) ML v b EKE L7z PBS(—) ImL THEET 5.

6) 4C. 200x g T5 M aiE L. EFEERL

7) M ER SNy 77— ImL 2L, €Xy 54 ¥ 7 THl
Mo % %S %,

8) K ET5~ 10 5 HEHET 5,

9) 4C. 20,000 g T5~ 20 4R350 %0

10) EiEZ#H L 15mL <A 7 0 lF 2 — 7Y %,
(7 i )

2. YUEHIHF )G

1) REERVTF Y 7 AIFH—TTHIBEHL. N 7 v
DE—=A%¥—I127 5%,

2) A 40uL (beads net volume # 20 uL) ¥ — X &K
. LwilbmL v A 7 0a@mOF a—T BT, 7
VY TZOBRIZIE, BR LN IRETERY b FvTD
05 2 ~ 3mm #YWIWT 5 &, WHIONIEDD, E—A%
HFrT) LRI L) ET,

3) 4T, 5000 ~ 8,000 x g T 30 #5058 2

1) KETL~250M8ET2, LY. ¥— X% RS
JEIZILEE S %,

5 ¥—XZWMWVAT 2w I EiEZ2BRET S,

6) k& L72PBS(—) F7212 TBS 05~ 1mL Z &N L A
Ty AIFH—THBET 5.

7) 4C. 5000 ~ 8000 % g T 30 HHE LML, ¥— X %K
VIAF WX S I EEEFEERCBELET 5,

8) Step 6)~7)o (T HHE —R))

9) BINLAR*

10) [AFETEREETL 200 ~ 1,000 uL % [FEGHEAE — A2 A>T

WAHYA 7 UEiT o —TIEInT 572
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11) 4CTu—7—% =2 X DB L. 2 K 2L BRI
RSB EAT ) o FEARFZBIM S5 72012, PURPURIK
o §HERLLE (F—N=F 4 ) 1ToThH L\,

12) 4C. 5,000 ~ 8000 % g T 30 PR LAHEL, ¥ — 2%
WIRAF VI EEERET S,

13) Step 6)~7) % 30 HY., (HiEmaL—2)

¥ 1 IR EPARDOBREZT ) G IIZROBIEL 1T TL
éb\o
PURHAR RS HTIZ 0.1mol/L Glycine-HCI, pH 3.5 &K 0.5
~ 1.0mL 2L, 4T, 5000 ~ 8000 % g T 30 B[
LaEEL, RiEZEBET 5, ZOF. Glycine-HCl ¥
ANTZFE F 20 50 PL BIGE L2 v, SRR, RIS
K L7z PBS(—) F721& TBS 05~ ImL 2R L&A
VT v 72 AIFH—THEBET %, 4C. 5000 ~ 8,000
Xg T30 ME-OoEEL, iEERETS (BIEA,
BEAZE5I122 08D ET,

2 MBS LT, MREH NNy 77 —%2% ML T 1lmL ¥
TAAT v 7L TV THfwERA,

3. DYKDDDDK iy ¥ ¥ 23 7 H O
Hiy s 7 QoM gL, RELEROEBRNEIZIS LT,
TRL A~ ChoMARE MR LTS v,

A. DYKDDDDK X7 F FIZ X 2 AREMEAET OhE) <ol
BiEN

1) ¥R 5ug/ul DYKDDDDK R7F F & b v 7 & %
#4$ %, DYKDDDDK X 7F F (2 — F No. 044-30951)
5mg % 1xTBS (10mmol/L Tris-HCl, pH 74, 150mmol/L
Sodium Chloride) 1mL IZ{&f#$ %,

2) 5ug/ uL DYKDDDDK X7 F FA b v 7 3ul & 1%
TBS 97 uL 2% % L. 150 ug/mL DYKDDDDK X 7 F K
100 uL Z RS 5,

3) 150 ug/mL DYKDDDDK X7 F R 100 uL % [HiEss &
E—ZXA->TWAHERA 7 ailF 2 —7IWRINT %o

4) 4CTO—F—F—I2X Y 30 SRR 5,

5) 4C. 5000 ~ 8000x g T 30 il L/l L, ¥— X%k
WRAFE L WX ICEFEEZRBYUIL. HrLwv 15mL <4 7 0
LF =T8T,

6) XL 7z L5 IE AC CRIET 20 RIIRGEOYE13 20T
THRAET %0

3 ZDAM Y ZERIE - 200 TRAETE £, BRI

VB A L. FEBRIEICER LT LT, SO Rl
XTELRFHIFTLZS N,

B. 0.1mol/L Glycine-HCl, pH 3.51Z X % W ES&EF CTOE I
(BIREE)
1) 0.1mol/L Glycine-HCl (pH 35) 100uL %
WA TWBIA 7 TiElF 2 —TIZHRINT %o
2) S5RT 5 W BRI 5
3) =il 5000 ~ 8000x g T 30 ML AEEL, ¥— X2
WIAFE WIS EFZEILL, #HrL v 15mL v A 7 2
LF =T8T,
4) PNy 7 7 — (05mol/L Tris-HCL, pH 7.4, 1.5mol/L
Sodium Chloride) 10 uL %03 %,
5) B L7z Lik i3 4C THRET 5. BUMREOS A1 -20T
TS %0
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C.SDS ¥ I3y 7 7 —TOEM (FilEE)

1) 4xSDSH >~ 7 Ny 7 7 —** (025mol/L Tris-HCI (pH
6.8), 8w/v% SDS, 40w/v% Glycerol, 0.02w/v% Bromophenol
Blue) 100uL Z[HEREE—X |2 Ao TWAH < {7 T3
LF 2 —TIRINT 5,

2) 3 MARANT B,

3) #ifil. 5000 ~ 8,000 g T 30 A ML BE L. ARty v
#XRL vy Mb§ 5,

4) FiEZH LW 15mL <A 7 dElF 2 — 7128,

5) MUY L7z Bifid 4C THRFT 2. BRI OY413-20T
THAFT %0

4@ Q- ANH TPy ) — R DTT) ZRNT 5 &,
$DYKDDDDK % 7 #ifk H #4 (50kDa) & L $4 (25kDa)
BE—XHEPLRBELRL T2 ) 9,

[P A7 1]

-20C

[ &)

2mL (beads net volume I1mL) (012-22781)

10mL (beads net volume 5mL) (018-22783)
50mL (beads net volume 25mL) (016-22784)

ERTET

B1TT714)VA T EAR ST
KRR EEBEI=THI1&25
Tel : 06-6203-3741
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