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Anti-DDDDK-tag pAb-HRP-DirecT
Code No. Quantity Form
PM020-7 100 uL Rabbit Polyclonal
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Sample: DDDDK-tagged protein 0.1 ug/lane

LAY, MR SRR

I (RERT—% 23 729DI12)
IP Western D IERF RS DOJRIKIZ 2 2H Y F9,

FHE1:
R

RR 2 :

SR AW Hik & 2 Rk & O RG

TPEILRETR D WB % [i#15E TT O & 2 RGN SRR I I Wit 2 L T L £
WET (X 2; lane 1), 1 RFUAKIC HRP % EHERK L 72 MBL @ HRP-DirecT U — X
22X Z OIFFFRSITE Z 0 £E (X 2; lane 2%, 3, 4), *lane2 DIEFFFE N R
protein A/IG IZIK 5 & D TY, ELIITFREHKE 2 2L T 72 &0,

Protein A/IG & 1 RHUE, 1 RHLE L DRI
BANE R L SN D ONZ OIFFERIETT,
G ULIE I protein AIG & V7= 854 Laemmli’s sample buffer TR 1 /L L 72§ (Z protein

AIG MR SN T LEWET, ZF 22 LIRFUERSL 2 RFUAD ES L £ 97, (X 2; lane
2)



PMO020-7
Lot 006~
Page 3
fi# k35 1 Clear Back for IP Western 543 (MBL; Code no. MTG-002) # #ifR% ® HRP-DirecT ¥
Y — XPEERBUATZIZ 1 : 100 OEA THRML T F &V, Western Blotting x> 7 L
VNZHRE X {7z protein A/IG & HRP-DirecT #EskfifR & ORISR 7 1 > 7 SHUTHEFRF

BIEDAHEE A, (X 2; lane 3)

fig R 2 - SR IERR Anti-DDDDK-tag pAb-Agarose (MBL; Code no. PM020-8) & B\ F &\,
XV BB T — B TE £, (X 2; lane 4)

2 IP Antibody

1: anti-DDDDK-tag (code no. PM020) + Protein A

2: anti-DDDDK-tag (code no. PM020) + Protein A

3: anti-DDDDK-tag (code no. PM020) + Protein A+ Clear Back for IP Western
4: anti-DDDDK-tag-Agarose (code no. PM020-8)

95
70 =

55—
‘..1* DDDDK tagged protein
43 1: IgG heavy chain

— )
Protein A

28 =

| I
R8sk HRP-DirecT

UV REVTuy T4y Suabhan
1. SDS-PAGE
— B 72 05 1 A VT SDS-PAGE 24TV £,
2. Tuvr 4
— xR FiEERWT T 0 v T 4 v T BT VET,
3. Tuyxrs
Ty T 4 THRDA T Lk 5%AF A ILYPBS (i TBS) (2i2 L CEIR T 1 KRR
BEH LET, 4°CTHEFETH LW
4. PRI
PURBE I EDEIR CTE DFEE L. PURRILREHI B CE DIRE SIERDH Y £7,

OFEE FIEENTEHNTEET),
SESRYHIZT v T EERE, o T ey TERA LT LT ey MEN B



PM020-7

Lot 006~
Page 4
Wb L olCEEET,
Pilk%a 1% A% L3I0 27 PBS (XX TBS) THIR L Ta&AEEZE S Lot £4, Hik
FRE O M EEED B 203 30 ullem? A > 7 L o TF, JURORmBREEIL T 7V r—3 3
VO EBEIZLTLIEE N,
PRGN EIR L2nWE D, TTATF v 7 r— R Eafhid, 1 RH=RIE CHE L E
7,
@ RE DL HARDOKISKMZ M CEET)
VEE R REZ 1% A X L3IV Z7PBS (UL TBS) THIRLI-PFiAEZ AN, AT L%
BLET, FUAAIRIKOLERD B2 10 mL T, FUAOFRERIZT 7V r—
a VO ESZIZLTL XN,
0 MRETIEEY LET,
REERENLETHED HERKERE 30 2
HRP-DirecT : &% HRP-DirecT : IR&Si%
1 !
SyTILVLERE. TOYE = : RREEIC70Y MEEEICLT
EEEICLTAYTLUEEL E wrap film | L fembraro J" AT BEEL
&Q»
i ! . |
WEEREEBERINITID . C:N NEFERAE (10mL/test) £MxdD
/ ; ) LT L J
| |
iR 1 BFERE C—Jjb & 30 HiRES
5. Ve
AT L PBS (i TBS) /0.05% Tween-20 (272 LTIRE 9 LT LET, (G 4HIX3
)
6. F

LI OBMHRIELZ O TRIEL TF SV,

202343 H 14 H-4



PM020-7
Lot 006 For Research Use Only. “BI

Not for use in diagnostic procedures. A JSR Life Sciences

Page 5

Company

Anti-DDDDK-tag HRP-DirecT

Code No. Quantity Antibody type
PM020-7 100 uL Rabbit Polyclonal

HRP-DirecT Series

HRP-DirecT is a series of HRP conjugated primary antibodies developed by MBL.

HRP-DirecT Series products don’t need secondary antibodies. That brings the following advantages:

(D Total incubation time is cut in half.
The reaction with the secondary antibody becomes unnecessary. In the shaking method, reaction
time is only 30 minutes. Spend your evening doing more important things.

@ Clear result
No more heavy and light chain bands in Immunoprecipitation. The HRP conjugated primary
antibody will not detect your precipitating antibody.  Clear result helps your research.
Usually, the secondary antibody amplifies the signal of an unconjugated primary antibody.
Therefore, it is thought to be difficult to obtain a strong signal with a directly conjugated antibody.
To overcome this hurdle, MBL has improved the HRP conjugation method. MBL’s HRP-DirecT
Series yield strong signal with minimum background. Give it a try - the HRP-DirecT Series will

not disappoint you.

DETECTED ANTIGEN

N-terminal, internal, C-terminal DDDDK-tag protein.

REAGENT

PBS/Preservative/Stabilizer

STORAGE

This antibody is stable for one year from the date of purchase when stored at 4°C.

INTENDED USE:
For Research Use Only. Not for use in diagnostic procedures.

The descriptions of the following protocols are examples. Each user should determine the appropriate

condition.

IMBL. VEDICAL & BIOLOGICAL LABORATORIES CO., LTD.

A JSR Life Sciences CompanyURL https://ruo.mbl.co.jp e-mail support@mbl.co.jp



https://ruo.mbl.co.jp/
mailto:support@mbl.co.jp

PMO020-7

Lot 006~
Page 6
APPLICATION
Western blotting
Method |Reaction times |Dilution Detaction
Sitting Thour 1,000~4,000 chemiluminescence
Shaking [30minutes 1,000~4,000 chemiluminescence

% Detailed procedure is provided in the following protocols.

Comparison of Sitting method and Shaking method

. Sitting Shaking
Figurel HRP-DirecT HRP-DirecT
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Sample: DDDDK-tagged protein 0.1 pg/lane

Immunocytochemistry; Not tested

Immunohistochemistry; Not tested

Immunoprecipitation (for clear results)
There are two causes of non-specific bands at Western blotting that follows Immunoprecipitation.

Cause 1: Reaction of the secondary antibody with the antibody used at IP. (Fig. 2; lane 1)
Solution
MBL HRP-DirecT series (HRP conjugated primary antibodies products series) does not detect the

precipitating antibody (Fig. 2; lanes 2*, 3, and 4). *The nonspecific band in lane 2 represents
protein A/G. Please refer to Cause 2.

Cause 2: Reaction of protein A/G with the primary and secondary antibodies used at WB. (Fig. 2;
lane 2)
Boiling the Immunoprecipitated sample with Laemmli’s sample buffer; this causes dissociation of
protein A/G from its carrier. Therefore, the primary and secondary antibodies bind to protein A/G
at western blotting.
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Solution

O Add Clear Back for IP Western (MBL; code no. MTG-002) in 1:100 ratio to the diluted
HRP-DirecT. (Fig. 2; lane 3)
@ Use an Agarose-conjugated antibody for Immunoprecipitation. (Fig. 2; lane 4)

Figure2 IP Antibody

1: anti-DDDDK-tag (code no. PM020) + Protein A

2: anti-DDDDK-tag (code no. PM020) + Protein A

3: anti-DDDDK-tag (code no. PM020) + Protein A+ Clear Back for IP Western
4: anti-DDDDK-tag-Agarose (code no. PM020-8)
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Indirect HRP-DirecT

PROTOCOL
Western Blotting

1. SDS-PAGE and Western Blotting

Perform SDS-PAGE electrophoresis on the protein samples and transfer the protein to a PVDF
membrane according to standard techniques.

2. Blocking
Block the membrane with 5% skimmed milk in PBS (or TBS). Incubate for 1 hour with shaking
at room temperature or overnight at 4°C.

3. Incubate the membrane with HRP-DirecT antibody as follows:

@ Sitting Method (Saving type: amount of antibody)
Dilute the HRP-DirecT antibody with 1% skimmed milk in PBS (or TBS). Use at least 30 pL/
cm?membrane.  Antibody dilution ratio is suggested in the APPLICATION. Drain the excess
blocking buffer from the membranes and place them, protein side up, on a wrap film or other
suitable clean surface. Pipette the HRP-DirecT solution on to the membrane. Cover the

membrane with plastic case to avoid drying. Incubate for 1 hour at room temperature.
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@ Shaking Method (Saving type: reaction time)
Dilute the HRP-DirecT antibody with 1% skimmed milk in PBS (or TBS). Use at least 10 mL.
Antibody dilution ratio is suggested in the APPLICATION. Transfer membrane to a tray
containing HRP-DirecT antibody. Incubate for 30 minutes with shaking at room temperature.
Saving type : amount of antibody Saving type : reaction time
HRP-DirecT : sitting method HRP-DirecT : shaking method
Place the membrane on a s e ———————] Set the membrane into a tray.
wrap film. ( wrap i ) membrane {
| .
— 9 e = \0 Add the HRP-DirecT solution

Pipette the HRP-DirecT

solution on to the membrane. ; S =% P (10mL/test).
membrane J

!

Incubate for 1 hour. S Ib Incubete for 30 minutes with

|
j 1 ( shaking.

4. Washing
Wash the membrane in PBS (or TBS) with 0.05% Tween-20 three times for 5 minutes each.

5. Detection
Detect with a chemiluminescence substrate according to the manufacturer’s instructions.
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