FUJIFILM M

Code No. 016-24381 ( 2 mL, beads net volume 1 mL)
012-24383 (10 mL, beads net volume 5 mL)

Anti V5 tag Antibody Beads

Anti V5 tag Antibody Beads is the slurry of anti V5 tag peptide
(GKPIPNPLLGLDST) monoclonal antibody immobilization
beads. This product is used for the immunoprecipitation of V5
tagged recombinant proteins by using some elution solutions.

[Formulation]
1XPBS (pH 74), 50% glycerol, 0.02 w/v% sodium azide.

[Beads matrix])
4% Agarose

[Antibody quantity])
7 mg/mL beads

[Antibody clone No.]
10B5

[Antibody subclass]
IgGl

[Binding capacity]
Min. 0.5 mg V5 tagged recombinant 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 74, 15 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 No0.038-21141)
20 mmol/L Tris-HCI, pH 7.4, 200 mmol/L Sodium Chloride,
2.5 mmol/L Magnesium Chloride, 0.05 w/v% NP-40 substitute.

[Procedure]
The immunoprecipitation of V5 tagged recombinant proteins
(Mammalian cells).

1. The preparation of cell lysates
A. Adherent cells _
1) Culture the cell lines. (1x10%-10")
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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
including 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 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
4T .

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 RIPA 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.

2. Antigen-antibody reaction

1) Mix product bottle by vortex mixer.

2) Transfer 40 uL (beads net 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 5,000-8,000 x g for 30
seconds at 4C and remove the supernatant.

8) Repeat step 6)-7). ((Prewashed beads)

9) Additional step *".

10) Add 200-1,000 uL of cell lysate *? into tube of

[Prewashed beads].

11) Mix by rotator for 2-8 hours at 4C.
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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 unattached antibody, add 0.5-1.0 mL of
0.1 mol/L Glycine-HCI (pH 35) into 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-HCl (pH 3.5) for a
long time (max. 20 minutes). After washing with 0.1
mol/L Glycine-HCl (pH 35), add 05-1 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 Proce-
dure A twice.

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

3. The elution of V5 tagged recombinant proteins
Please see the following methods of A or B.
A. The elution by using 0.1 mol/L Glycine-HCl (pH 3.5)
(room temperature)
1) Add 100 uL of 0.1 mol/L Glycine-HCI (pH 35) into tube of
[Antigen binding beads].
2) Mix by rotator for 5 minutes at room temperature.
3) 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.
4) To adjust pH to neutral, add 10 4L of neutralization buffer
(0.5 mol/L Tris-HCI (pH 74), 1.5 mol/L Sodium Chloride).
5) Store the recovered supernatant at 4C. For long term
storage, store at —20C.

B. The elution by using SDS sample buffer (room temperature)

1) Add 100 uL 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 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 % 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 —20C.

%3 :1In the case of addition of reducing reagents such as
2-mercaptoethanol or DTT, anti V5 antibody is easily
dissociated from agarose beads.

[Storage]
Keep at —20C.

[Package]

2 mL (beads net volume 1 mL)
10 mL (beads net volume 5 mL)
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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://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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O— KNo. 016-24381 ( 2mL, beads net volume 1mL)
012-24383 (10mL, beads net volume 5mL)

Anti V5 tag Antibody Beads

Az, V5% 7 _7F K (GKPIPNPLLGLDST) % & tefia ¥
N DRIELE T AT 74 =F 4 — =X TY,

(W mr]
1xPBS (pH 74), 50% glycerol, 0.02w/v% sodium azide.

(R FELIF]
4% THa—2

[Hitkslorat]
7mg/mL

[s& itk 7 o— > No.)
10B5

[WEHihT 727 5 2]
I2G,

[BiER A A ]
Y —Z 1mL #4720 05mg O V5 ¥ ZFBE 7 V37 EhkE G

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

[ D il b B 7 5858

ORS00 2 — 7, 15mL ¥ A4 7 aEOF 2 — 7,
aifg Ny 77— (FResi) ., Mk sy 77— (PBS. TBS
nE), TuF 7 —Y¥HEA, FR 77y —EHEH,

HER S S RIER Ny 7 7 —

@ 50mmol/L Tris-HCl pH 7.4, 15mmol/L Sodium Chloride,
Immol/L EDTA, 1% Triton X-100.

@ RIPA Buffer (22— K 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,
25mmol/L Magnesium Chloride, 0.05w/v% NP-40 substitute.

[Fabta—n]
V5 % FiE 5 Yo7 o %IEkk: (HILEYIs)
1. WA IR IR o FR
A. HASHi
1) HEoMark (1x10°~10") Z553#3 5,
2) B 2 R 72, K L7z PBS(—) T2 ML 2479 o
3) M) 7YY EDTAWBWE 2IZMILA 7 L—r8—Z T
MLz 74 v v ah bR L, m@hF 2 — 7 IS % BY
T2, M) T Y Y EDTA B AT VA4, Milwz
FIS L7z, MIEA DR &2 MA, Mg~oy 2 —
ECELPZIMALEHITT D,
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4) MA@ % 4T, 200X g T 5 7M. 50
<O

5) K L7z PBS(—) ImL 2L, Mifa~<L v b % 8B& %,
15mL % A4 7 0 F 2 — 7B I,

6) 4T, 200x g T5 MmO L. FiEEKRL{

7) K L2 PBS(—) ImL 2L, Mifa~<L v b % 8& %,
4T, 200x g T5 MOl EiExk<{,

8) M NNy 77— ImLZ&RML. EXv 54 7T
M % BT 5.

9) K ET5~ 10 5 HEHET 5,

10) 4C. 20,000xg T5~ 207 Sy OSTHES %o

11) EiE##H L\ 15mL v 4 7 @EiF 2 — 72T %,
(B A

B. iFilEHI
1) Bk (1x10°~ 10" %53 5,
2) MBI % 4T, 200X g T 5 4B L. K% 1
<O
3) ML v b EKE L7z PBS(—) 1ImL TH#E . 15mL
<A 7 a@miF a— 7T,
4) 4C. 200x g T5 a0 L. Rifxk <,
5) Mgl v k&Kk& L7 PBS(-) ImL THEET 5,
6) 4C. 200x g T5 ML, Eifzk<o
7) WA Ny 77— ImL 2L, €EXvF4 7T
L= %I 5,
8) K LTS5~ 10 5 H#ET 5,
9) 4C. 20,000% g T5~ 20 4R350 %0
10) J:na%%ﬁl,w15va47u OF 2 — 7T 5,

(e i i)

2. YUEHIHF )G

1) KFEZERLVF Y 7 A3 FH =TT
DE—=A%¥—I127 5%,

2) AN 40uL (beads net volume % 20 uL) @ ¥ — X I&EH K
. LwilbmL v A 7 a0 F a—T BT, 7
VYOI, WHE LN IR ETERY FF oy 7D
05 2 ~ 3mm #YWIW3 5 &, WHIORIEAD, E—2%
TN TR T RN ET,

3) 4T, 5000~ 8000 g T 301/1531_43 YT %o

4) KET1~ 20 MEEST S, Zhick), ©— %R
JRIZIEE S5,

5) ¥—XZWMWVAT 2w I EiEZ2BRET S,

6) K# L72PBS(—) 7213 TBS 05~ 1mL 2 &I LK v
Ty AIFH—THBET 5.

7) 4C. 5000 ~ 8,000 x g T 30 FRIm L HEL, ¥ — X %W
WAFE WX Y I LR EERCBRET 5,

8) Step 6)~7)o (FEEHEALE =)

9) Lb[]j:$f 1o

10) [AFETEREE T 200 ~ 1,000 uL % [FEGBEAE — A2 A - T
wév47nl_b7’“; TR %75

11) 4CTcu—F5F—% — 2L DiEBERM L, 2H¢F"3L1J:$)TE!T§°E
RIS EIT o Dll7j$%imbné'ﬂ_éi_ 12, PRI
ox SEFMLLE (F—="—=F 4 b)) f7oTH I v,

12) 4C. 5,000 ~ 8,000 g T 30 AL ML, ¥ — X %%
WRAFRWEDIZEERBRET S,

13) Step 6)~7) % 3 MY KT, (HAmEE—2A )
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¥ 1 B EPURDOBRE Z1T ) A IR OBIEEZT-> CTT &
Wy,
PSR A SOGSHTIZ 0.1mol/L Glycine-HCl (pH 35) i
05~1.0mL Z##EM L. 4T, 5000 ~ 8,000% g T 30 F [
AOEEL. BiEEBRET S, 2 OB Glycine-HCl i
e AN E T 20 0D ERGE L v, gEiE. He
1Zok#% L722 PBS(—) 7213 TBS 05~ 1mL %M LK
VT v 7 AIFH—CHE#HT S, 4C, 5000~8000x g
T MM OGEEL, FiEZRETS EEA). BB
A% 2D BT,

2 MBI LT MER Ny 77 =23 ML T 1ImL £
TAAT v 7L TV THfwERA,

. V5 ¥ VR % VN DA
HI s o7 oW ER, BRSO ERNAEIZIS LT,
TR A FE B2 SELRERHEERHLTF 3w,

A. 0.Imol/L Glycine-HC1 (pH 3.5) IZ & A ETESEFCTOE
I (S

1) 0.1mol/L Glycine-HCI (pH 35) 100uL %
BASTWEYA 7 0EiTF 2 — TR %,

2) LT 5 ~ 10 S HRERAIT %,

3) Zilk. 5000 ~ 8000x g T 30 =LA HEL, €= X%
VIAF W E I EEREINL, H L 15mL < A 7 1
‘[:“a: g1 7L:%To

4) PNy 7 7 — (05mol/L Tris-HCI pH 7.4, 1.5mol/L Sodium
Chloride) 10uL Z &N %,

5 B L7z RiEX4C TR T 5. BIRFEOS A1 -20T
THRAET %0

B.SDS %V T8y 7 7 —TOWHIN (SEERE)

1) 4xSDS # > T3y 7 7 —%3 (025mol/L Tris-HCI pH 6.8,
8w/v% SDS, 40w/v% Glycerol, 0.02w/v% Bromophenol
Blue) 100uL PG E =R S A > TWAH <A 7 T
LT 2 —TIHmINT %,

2) 3R NT b,

3) #ifil. 5000 ~ 8,000 g T 30 A ML BE L. ARty v
XLy MET %,

4) EiHEH LW 15mL v 4 7 0@l F 2 — 78T,

5) XL 7z B3 4C CRIFT 50 BRI OY 613 -20T
TRET %0

X3 ®ILH 2-ANAT MLy =R DTT) ZHMNT 5
&L BV ¥ itk HiH (50kDa) & L #H (25kDa)
WE—ZXHEPLFHELLT 2D 5,

[P A7 1E]
-20T
- ) WERET
2mL (beads net volume 1mL = Als SER = O
10mL (beads net volume 5mL) == :tj’r} l/-L\ *I:I 7IU ﬁm P8 1*Etﬁ*i
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Tel : 06-6203-3741
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