FUJIFILM M

Code No. 014-23081 ( 2 mL, beads net volume 1 mL)
010-23083 (10 mL, beads net volume 5 mL)

Anti HA Antibody Beads

Anti HA Antibody Beads is the slurry of anti HA monoclonal
antibody immobilization beads. This product is used for the
purification of HA tagged recombinant proteins by the
competitive elution using HA peptide (YPYDVPDYA).

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

[Beads matrix])
4% Agarose

[Antibody quantity])
8.5 mg/mL beads

[Antibody clone No.]
4B2

[Antibody subclass]
IgGl

[Binding capacity]
Min. 1.5 mg HA 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 No. 038-21141)
20 mmol/L Tris-HCI, pH 74, 200 mmol/L Sodium Chloride, 2.5
mmol/L Magnesium Chloride, 0.05 w/v% NP-40 substitute.

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

1. The preparation of cell lysates
A. Adherent cells i
1) Culture the cell lines. (1x10°%107)
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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
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 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|.
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11) Mix by rotator for 2-8 hours at 4T.

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 — 1.0mL of
0.1 mol/L Glycine-HCI (pH 35) into tube of
before antigen binding reaction. Cen-
trifuge 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-HCIl (pH 3.5)
for a long time (max. 20 minutes). After washing with
0.1 mol/L Glycine-HCI (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 Procedure A
twice.

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

3. The elution of HA tagged recombinant proteins

Please see the following methods of A—-C.

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

1) Prepare the HA peptide stock solution (final conc. 5 ug/uL) *?.
Dissolve 5 mg of HA peptide in 1 mL of 1x TBS (10 mmol/L
Tris-HCI, pH 74, 150 mmol/L Sodium Chloride).

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

3) Add 100 uL of the HA 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 5000-8,000 x g for 30 seconds
at 4C and transfer the supernatant into a new 15 mL
micro centrifugation tube.

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

%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-
HCl (pH 3.5) (room temperature)

1) Add 100 #L 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 5,000-8,000 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-HCI (pH 74), 1.5 mol/L Sodium Chloride).

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

C. The elution by using SDS sample buffer (room tempera-
ture)
1) Add 100 uL of 4 x SDS sample buffer ** (0.25 mol/L Tris-
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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 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 HA antibody is easily
dissociated form agarose beads.

[Storage]
Keep at —20C.

[Package]
2 mL (beads net volume 1 mL) (014-23081)
10 mL (beads net volume 5 mL) (010-23083)

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— K No. 014-23081 ( 2mL, beads net volume 1mL)
010-23083 (10mL, beads net volume 5mL)

Anti HA Antibody Beads

Aiid HA 7 ZRG 5 Y7 B ORI T AT 74 =5 4 —
V— 2 T¥, fEkBICiRE T, HA R 7F F (YPYDVPDYA)
EHVIRTF FERICOHEHTE T,

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

(CUOJEE LD
49 T H T — A

[Pits it
8.5mg/mL

i &btk 7 o — > No.]
4B2

(e hitky 727 5 2]
1gG,

(B A A R]
Y—ZXImL ®Y7-0 % 15mg ® HA ¥ FRG & 2872 E0EH S

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

[Z Dl 2 7 A 3E)

O EERE SR, 0T 2 — 7, 15mL ~ A 7 "HEdb T 2 — T
Mg @E Ny 77— (Fadsli), Mgk x>y 7 7 — (PBS,
TBS 2 &), 7u77—EHER, x2 775 —EHEH,

HER S D MMRIEW ISy 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 (22— F No. 038-21141)
20mmol/L Tris-HCl, pH 7.4, 200mmol/L Sodium Chloride,
2.5mmol/L Magnesium Chloride, 0.05w/v% NP-40 substitute.

(A=)
HA #& 2 Y52 B0 %iEikk (iFLEhd)
1. A i D L
A, HAEHI
1) Bk (1x10°~ 10") %53 5,
2) WL E R 72, KB L2 PBS(—) T2 MEEEHZ4T) o
3) MU TF VY EDTABRIZIEMBAZ L—"—=%2 VT
Mz 74 v a2, m@bF 22— 7 I 2 [
T%, )T EDTA BilE W L8E101F Milaxz
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FIA U728, MIBEAEHREZMA, ME~DOF XA —Y
ECTELRETMZDLHICT 5,
4) MNBIEE % 4C, 200x g T5 M OoE L, iz KR

5) k& L7z PBS(—) ImL 2L, Mg~V v b % BEE,
15mL ¥ 4 7 B5EbF 2 — 718 T,
6) 4C. 200x g T5 rME Ol L. Rk
7) k& L7z PBS(—) ImL 27 L. Mg~ v b & BEE,
4C. 200x g T5 Mol LFEE K<,
8) MBHEM /Ny 77— ImL Z2iRML. EXy 74 ¥ 7 THl
ok 3t A
9) KIT5~ 10 4 HEHET %,
10) 4C. 20,000% g T 5~ 20 450508 %o
11) EF%##H L 15mL ~ 4 7 2@l F 2 — 7Y 5,
(ML P v )

B. %

1) Bryofilakk (1x10°~ 10" %252#%3 5,

2) MBS % 4C. 200X g T 5 4 0o L, Hia B
<O

3) MRV v b ZEKE L72PBS(—) ImL THE#E . 15mL
~A 7 aplF =TI,

4) 4T, 200x g T5 oL, EFExR<

5) flfE~XL v M EKEG L2 PBS(—) lmL THE®HT %,

6) 4C. 200x g T5rMEaHE L. RilExk<

7) MR Ny 7 7 — ImL 23 L. €Xv 54 ¥ 7 THl
faz BT %,

8) K ET5~ 10 5 HEHET 5,

9) 4T. 20,000x g T5~ 20 7 ME 00 HES %,

10) EiEZ#H L 15mL v 4 7 @EiF 2 — 72T %,

(e e v )

2. YUEPIF KIS

1) ANMZRVFY 7 AIFH—CTHSIIBEHL, N4 7
DY —X%¥—I127 5,

2) Afh 40 uL (beads net volume % 20 uL) @ ¥ — XIREHK
. LWw1lbmL A 7 0@mbF 2 —7 8T, 7
VYOI, WH LN IR ETERY FFy T
S 2 ~ 3mm YW 5 L, WAL, ¥—X %
T T LRI e T,

3) 4T, 5,000 ~ 8000% g T 30 FRlm -0 BES %

4) KET1I~20HBHET 5, 2hick ), ©— X% 3%
JRIZIEE S5,

5) ¥—XZMWAT 2w EH I BiEEBRET 5,

6) ki L7z PBS (=) F7212 TBS 05 ~ ImL ZiRImL A v
Ty AIFY—THEBE®ET 5.

7) 4C. 5,000~ 8,000x g T 30 R L rBEL., ¥— X%k
VA WX I RS EREIRET 5,

8) Step 6)~ 7). (FEHFHHE — X))

9) EhNTAEH,

10) RFETAREAR] 200 ~ 1,000 4L % BEERAARE — R0 A - T
WBI A aEF — TR 57

1) 4CTu—7—% =12 X DEBERA L. 2 KDL EPUE ST
B EAT ) o FEARFEZBIME 272012, PURPURK
oz §HEMLLE (F—/N—=F 4 F) ToTd L\,

12) 4C. 5,000 ~ 8,000x g T 30 ol LB, ¥— X%k
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WiAFLWE Y ICLEERET 5,

13) Step 6)~7) % 30 %3, GIEBEE—R))

¥ 1 IR EPTARDOBREEZAT O A IIIROBIEZITToTF S
Wy,
YUEASA SUGTHTZ 0.1mol/L Glycine-HCl (pH 3.5) i
05~10mL % @I L. 4C. 5000~8000x g T 30 # [
WOl REERET S, 2 OB Glycine-HCl #
WEANTFE T 200 L0 ERGE L Zev, PR, Hdieh
WZK# L7z PBS(—) ¥ 7213 TBS 05~1mL Z &L &
VT v 7 AIFH—CTHBKRET S, 4C. 5000 ~ 8000
Xg T30 MMm0oiE L, FiEERRESTS GREA.
Bl A Z 2 D 7§,

¥ 2 RENIS LT, MIRBEE ANy 77 — &ML T lmL £
TART v T LTV THEVwERA,

3.HA % & ¥ YOI
HW % 3 7 O, RELRZEDOIBNE IS LT,
LA~ COLMENZBNTEZRT LTSV,

A HA RTF FICK B ARERSET (b)) CToBEHN

1) HA X7 5 F (32— F No. 088-09161) 5mg % 1xTBS
(10mmol/L Tris-HCI, pH 7.4, 150mmol/L Sodium Chloride)
ImL ICHE L. #RESug/ul HARTF FA by 7
WP & AT 5

2) 5ug/uL HAXRTF FA by 7% 3ul % 1xX TBS 97 uL
WMLV 150 ug/mL HA XR7F P 100 uL #5852,

3) HA 7 F P 100 uL 2FEEAE =X DA > T Wb
<A 7 amF 2 —7IIRINT %,

4) ACTH—T—F —I2& D 30 ~ 60 /5 HE=EHRMT 5,

5) 4T, 5000 ~8000xg T 30w LmEL, ©— X%k
VIAE RV IZ EFEEZ BN LHT L 15mL <~ A 7 1
‘7‘1‘—7“6:%?0

6) UL 72 K3 4C TRAFT 50 BREIRAEDYA1E-20T
THAFT %o

W3 ZORA MY Z7ERIZ-20C TRAETE £ 37, BRI Y
Zm 2 E L. SRR LRI L CL SRR
TEBLZFHET TS

B. 0.lmol/L Glycine-HCI (pH 3.5) I X 2T TOH
i (SR

1) 0.Imol/L Glycine-HCl (pH 35) 100 uL % Bl & —
BASTWEIA 7 0ElT 22— 7RIS %,

2) =T 5~ 10 75 #ERAT %,

3) i, 5000 ~ 8,000x g T30 LML, €= X%k
WIAE WIS RFEERILL, HLw15mL v A 7 0
LT 2 —TIET,

4) wEoNy 77— (0.5mol/L Tris-HCl (pH 7.4), 1.5mol/L
Sodium Chloride) 10 4 L &ML 9

5) B L 7z FiEIX4C TRAFET 5. BIIRFEOY &1 -20T
THRAET %0

C.SDSH Y FNoNy 7 7 —TOEM (SHEME)

1) 4XSDSH > 7Ny 77 =5 (025mol/L TrissHCl (pH 68),
8w/v% SDS, 40w/v% Glycerol, 0.02w/v% Bromophenol
Blue) 100 uL ZHEFHEAE = AR A>TW5H <A 7 Tl
F 2 =TI %o
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2) 34HERA VT B,
3) Filt. 5000 ~ 8,000x g T 30 Bl L4 8E L. REttr v
XLy MET B,
4) EiEZH LW 15mL <A 7 20T 2 — 7B,
5) BUXL 7z 1iFiZ 4C TRFT 5. BREIREOWA 1L -20T
THAFT %0
X4 :®IEH Q- ANVH TP Y ) — VR DTT) 2N+ 5L,
BUHA ¥ 7tk H 84 (50kDa) & L 84 (25kDa) A% —
AR P SFEEL R TR0 £5,

[PR425:1F]
-20C

(& ]
2mL (beads net volume 1mL) (014-23081)
10mL (beads net volume 5mL) (010-23083)

ERTET

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