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Code No. 010-26501 (200 L, beads net volume 100 L)
016-26503 ( 2mL, beads net volume 1mL)
014-26504 ( 10mL, beads net volume 5mL)

Anti c-Myc Antibody Beads (10D11)

Anti c-Myc Antibody Beads is the slurry of anti c-Myc mono-
clonal antibody immobilization beads. This product is used for
the purification of c-Myc tagged recombinant proteins by the
competitive elution using c-Myc peptide (EQKLISEEDL).

(Formulation]
1 X PBS (pH 7.4), 50% glycerol, 0.02 vol% ProClin 300

(Beads matrix]
4% Agarose

(Antibody quantity]
7.5 mg/mL beads

(Antibody clone No.)
10D11

(Antibody subclass]
IgG1

(Binding capacity]
Min. 0.9 mg c-Myc 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 7.4, 15 mmol/L Sodium Chloride, 1
mmol/LL EDTA, 1% Triton X-100.

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

® Cell Lysis Buffer M (Code No. 038-21141)
20 mmol/L Tris-HCI, pH 7.4, 200 mmol/L Sodium Chloride,
2.5 mmol/L. Magnesium Chloride, 0.05w/v% NP-40 sub-
stitute.

(Procedure]
The immunoprecipitation of c-Myc tagged recombinant proteins
(Mammalian cells).
1. The preparation of cell lysates
A. Adherent cells
1) Culture the cell lines. (1 X 106 —107)
2) Remove the culture medium and wash the cells twice
with PBS(-).
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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 4 C.

5) Remove the supernatant.

6) Suspend cell pellet in 1mL of PBS (—). Transfer all of the

suspension into a new 1.5 mL micro centrifugation tube.

) Repeat step 4) to 5).

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

) Repeat step 4) to 5).

0)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 4 C.

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

B. Suspension cells

Culture the cell lines. (1 X 106 —107)

Centrifuge cell suspension at 200 X g for 5 minutes at 4 C.
Remove the supernatant.

Suspend cell pellet in 1mL of PBS (-). Transfer all of
suspension into a new 1.5 mL micro centrifugation tube.
) Centrifuge cell suspension at 200 X g for 5 minutes at 4 C.
) Remove the supernatant.

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

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

0

)
)
)
)
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Remove the supernatant.

)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 4°C.

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

. Antigen-antibody reaction

1) Mix product bottle by vortex mixer.

2) Transfer 40 1L (beads net approx. 20 pL) 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 4 C.

4) Incubate for 1 —2 minutes on ice.

5) Remove the supernatant.

6) Add 0.5~1mL 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 4 C and remove the supernatant.

8) Repeat step 6) — 7). ([Prewashed beads])

9) Additional step*!.

10) Add 200 — 1000 pL of cell lysate*? into tube of
.

11)Mix by rotator for 2 — 8 hours at 4 C.
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12) Centrifuge the beads slurry at 5,000 — 8,000 X g for 30
seconds at 4 C and remove the supernatant.

13)Repeat step 6) —7) X 3. (|Antigen binding beads|)

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

3 2 : Fill up to 1 mL by cell lysis buffer as needed procedure.

3. The elution of c-Myc tagged recombinant proteins

Please see the following methods of A— C.

A. The competitive peptide elution at neutral pH condition by
using c-Myc peptide

1) Prepare the c-Myc peptide stock solution (final conc. 5
1g/pL)*3. Dissolve 5mg of c-Myc peptide in 1 mL of 1 X
TBS (10 mmol/L Tris-HCI, pH 7.4, 150 mmol/L. Sodium
Chloride).

2) Prepare the c-Myc peptide working solution (final conc.
150 zg/mL). Add 3 1L of the c-Myc peptide stock solu-
tion into 97 pL of 1 X TBS.

3) Add 100 pL of the c-Myc peptide working solution into a
tube of |Antigen binding beads| .

4) Mix by rotator for 30-60 minutes at 4 C.

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

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

3 3 : Aliquot and store at — 20 C. 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 gL of 0.1 mol/L Glycine-HCI (pH 3.5) into tube
of | Antigen binding beads] .

2) Mix by rotator for 5-10 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 zL of neutralization
buffer (0.5 mol/L Tris-HCl1 (pH 7.4), 1.5 mol/L Sodium
Chloride).

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

C. The elution by using SDS sample buffer (room tempera-
ture)
1) Add 100 xL of 4 X SDS sample buffer*4 (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| .
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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 4 C and transfer the supernatant into a new
1.5 mL micro centrifugation tube.

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

X 4 : In the case of addition of reducing reagents such as 2-
mercaptoethanol or DTT, anti c-Myc antibody [heavy
chain (50kDa) and light chain (25kDa)] is easily dis-
sociated from agarose beads.

(Storage]
Keep at —20C.

[(Package]
200 pL (beads net volume 100 L) (010-26501)
2 mL (beads net volume 1 mL) (016-26503)
10 mL (beads net volume 5 mL) (014-26504)

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://ffwk fuijifilm.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

USA 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:/iwww.wako-chemicals.de
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O — F No. 010-26501 (200 xL, beads net volume 100 L)
016-26503 ( 2mL, beads net volume 1mL)
014-26504 ( 10mL, beads net volume 5mL)

Anti c-Myc Antibody Beads (10D11)

A, cMyc X Z@G 2 VN7 BORBICHERS 57 7 ¢+ =
T4 —E—=ATT, RREUFEICKHET, c-MycX7/F F (EQ-
KLISEEDL) # W /= X7 F FIEBIC A TE 7,

GeE R
1xPBS (pH 7.4), 50% glycerol, 0.02 vol% ProClin 300

(G
4% TIHHE—A

i REEE)
7.5 mg/mL

EaHkso—>No.)
10D11

(e 775X
IgGl

HR#EERE)
Y'—Z 1mL 2470 # 0.9 mg Dc-Myc & 7 BlE 2V 7837 BHkE

PAS
Ho

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

(EDMn BRI

OB, EOF 2 —7, 1.5mL XA 7 a@EbLF 2 —7,

MlaEm Ny 77— (TR . MiavkE Ny 7 7 — (PBS

(=), TBS% &), A7 V==, 57 —vHER, m27

72—V FHEH,

HBENBRIBERN Y T 7 —

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

® RIPA Buffer (27— F No. 182-02451)
50 mmol/L Tris-HCI, pH 8.0, 150 mmol/L. Sodium Chloride,
0.5w/v% Sodium Deoxycholate, 0.1w/v% Sodium Dodecyl
Sulfate, 1.0w/v% NP-40 substitute.

® Cell Lysis Buffer M (Z7— F No. 038-21141)
20 mmol/L Tris-HCI, pH 7.4, 200 mmol/L Sodium Chloride,
2.5 mmol/L. Magnesium Chloride, 0.05w/v% NP-40 sub-
stitute.

(7o ba—u
c-MycR& Y NV EORELE (WILENHER)
1. MRERRRDRR

A. HER

1 BRIOMIaE R+ % (1 x 105~107),
2) BRI KA L72PBS (=) T 2 & EAT D,
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3) FU /Y V-EDTABKR E -3l A7 L —/S—% v
THifaZ T 4 v a2 bHP L, EOF 2 — 7 IHilaz
BUIRT 5, V7YV -EDTARKY AWVA5E1C1E,
Mz # N L -t MUEA DA S %z, M~
RA—IHTELLEFMM2 5 LE21¢ 5,

4) MfSREW A 4°C, 200 X g THoMEODHEL ., LiF
<,

5) k& L72PBS(—) 1mL #¥MML, flEXL v 2%
#. 1.5mL <A 7 HELF 12— T I T,

6) 4C, 200 x g CHofEmOLTHEL. EEER<,

7) k& L72PBS(—) 1mL #¥ML, flEXL v F2%E
R, 4C, 200 xg THofEODHEL., EEXR<,

8) MM/ y 77— 1mL &ML, By 5 ¢ V7T
MR % B+ 5,

9) KT 5~105HHET 5,

10)4°C. 20,000 X g T 5~204 g OB 5,

1D EFE#H LW 15mL ¥4 7 0EOLF o — 7 ICERT 5,

B. ZsimAR

1) HWYOMRaE AR5 4 % (1 X 105~107),

2) MR EW A 4°C. 200 X g THMEOSHEL . B
TR <,

3) ML v FAEKEL/APBS(—) 1mL CTRi&#. 1.5
mL <A 7 0#ELF 2 —T BT,

4) 4C, 200 x g CTHoHmOTEEL . EEZR<,

5) ML v FAKESL7=PBS(—) 1 mL THEET 5,

6) 4C, 200 xg CHoHmOLTHEL. EEZR<,

) KRRy 77— 1mL &#%NL., By 5 ¢ V7T
M % B+ %,

8) KT 5~105HHET 5,

9) 4°C, 20,000 X g T 5~207 00 HES 5,

10) EEAH LW 1.5 mL <A 7 B3 LF o« — 7 IC@id 5,
([ 7s )

2. HEHGERIG

D Bz HRLTy 7 AIFT—CTHHICREBL, A7V
ROV — Xm0 %,

2) A 40 L (beads net volume #J 20 L) DY — XEREW
T, FLWIS5mL YA 7 HELTF 2 —TICBT, YV
TV ORBRICIE, WE LN IR ETERY FFy
T DY 2~3 mm YT 5 &L BEIABIAR D, BE—
R/ TV L3 kD%,

3) 4C. 5,000~8,000 x g C 30F[EE LD HES 5,

4) KET1~25M&ET S, CNICLD, BE— X%k
FEICB S 5,

5) V=A% AT WL DI EERBRET S,

6) K& L7=PBS(—) £7:13TBS 0.5~1 mL %L R
Ty I AIFY—THRET 5,

7) 4C. 5,000~8,000 X g T 30WELSHL., V—A%
MVAE W E DI EFEEERERSIBRET S,

8) Step 6)~7)o (

9) BT,
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10) IR R 200~ 1,000 pL % MA
> TWAHERA 7 HRELT 2 — IR Ind %%2,
14CTH—F—X—IC X DEENRAIL . 2 KDL EPUR
VARG EAT D0 AR IS S72DIC, PURH
ARG 8 R, E (A —/3—F 1 F)fT-> Th K\
12)4C. 5,000~8,000 x g C 30 fE=ELDEEL., U —X%&
WA E WK DI EERBRET S,
13)Step 6)~7) % 3D ET, ([HiEmaE—A])
X1 EREENAROBREEZTOBEICIROBEERIT-> T
72\
YU & IUGETIC 0.1 mol/L Glycine-HC1 (pH 3.5) &
W05~1.0mL % BEELAE =X BN A>TW5HT
A 7R OF 2 —7IZEmL . 4C. 5,000~8,000 X
gT30MREELIEEL . EEARET L, OB,
Glycine-HCI# W & AN /=% % 204 LA ERGE L 7%\,
Tethe, HEOMITKA L/ZPBS(—) £71ZTBS 0.5
~ImLZHEMLARIVT v 7 AIFY—CHEET
%, 4C. 5,000~8,000 x g T 30FfIELHEEL. Lk
BrbRET 5 HEIFEA) . BIFA%R 20D IR T,
X2 MBS U T, MRSy 7 7 —% %ML T 1mL
ETAAT v 7L T2V ThREVER A,

3. c-Myc¥ FRESY >INV EDEH
BRY >NV EOHEY. RELFEEORBRABICHL T,
TRA~CHLBEHRAEFEEFRALTLREE L,
A. c-MycR7F RIC K DREMRGET (Pi) TOHREFH

1) ¢-Myc X7 F (22— F No. 132-16361) 5mg % 1 x TBS
(10 mmol/L Tris-HCI, pH 7.4, 150 mmol/L Sodium Chlo-
ride) 1 mL WML . R 5 ng/pL ¢-Myc X7/ F A
by 7 RS BEF T 5,

2) 5 pglpLl c-Myc X7 F F A+ v 718 3 pL % 1 X TBS
97 pLICHMEL | 150 pg/mL c-Myc X7/ F F¥H 100 oL
T IRET %,

3) c-Myc X7 FHK 100 pL % A
TWBHBRA 7L 2 —7IHmd %

4) 4CTH—F—X2—I{Z &V 30~60% HIRFEIRMT 5,

5) 4C, 5,000~8,000 X g T 30WEELSHEL., U —2%
W AER IS EFEAEIRLH LV 1.5mL <A 7
R LF 2 — 71T,

6) EURLL 7z EiEE 4CTRAFT 5o RIMRFEOS G - 20
CCREET %o

¥3:ZOAL v Z7HWIE-20CTHRETE £, Rk

ICHEEASEL, FREICHEML CHEMAL T,
FERMEIL T X 2720580 T 22X,

B. 0.1 mol/L Glycine-HCI (pH 3.5) (C & ZE{IE&HE T TOAN

(=REME)

1) 0.1 mol/L Glycine-HCI (pH 3.5) 100 L % [HiRfE & E—
A BA->TWBERA 7 BaELF 2 —T IR 5,

2) il T 5~ 10 HEEERd 5,

3) 2. 5,000~8,000 X g T 30 OLSHEL, U —A%
WA E eI DI EFEZEIRL, LW 1.5mL <A
JAFELF 2 —TICB,
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4) W\ 7 7 —(0.5 mol/L Tris-HCl(pH 7.4), 1.5 mol/L
Sodium Chloride) 10 pL Z¥INL %3,

5) B L 72 L& 4 CTHRAFS 5. RGOS AT - 20
CTRIFT 5o

C. SDSH > 7Ny 77 —CTORM (FB##ME)

1) 4xSDSH VIV y 7 7 —*4(0.25 mol/L. Tris-HCI
(pH 6.8), 8 w/v% SDS, 40 w/v% Glycerol, 0.02 w/v%
Bromophenol Blue) 100 xL % MA -
TWBRA 7 BELT 2 —7ICHRNT %,

2) 34 MIRA T 5,

3) E{E. 5,000~8,000 x g T 30FMEELTBEL . NistEsr
WYy FMET %,

4) EEEHFLWISmL YA 7 BELF 2 —TIBT,

5) [EURL 7z L3 4 CTRAET %5, REIMRFOLEIT - 20
CTRET 5,

X4 BITHN(2-AVH TS 2% /) —ILDTT) B#ine 5

&, Ple-Myc X 7 HifkDOH$HE (50kDa) & LK (25kDa)
PE—A\EPLHEEL O3 <720 &7,

(RBFERH)

—-20C

®E =2

200 L (beads net volume 100 xL) (010-26501)

2 mL (beads net volume 1 mL) (016-26503)
10 mL (beads net volume 5 mL) (014-26504)

Wi
L7V L A MERA ST
ARFFARZEEOHN=TH1&E25
Tel : 06-6203-3741

2306KA3
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