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I ntroduction

Western blotting is a commonly used technique fietdygng protein function and
localization. Typically, protein samples are elegthoresed on SDS-PAGE and
transferred to a membrane such as nitrocellulosgylon, where they are probed
with specific antibodies. Unlike nucleic acid béigechnologies, which allow
reuse of Southern and Northern blots, it has béeudt to reuse Western blots.

Stripping and re-probing of Western blots offergesal advantages:

1) Conservation of samples that are expensive ailadle only in limited
guantities,

2) Analysis of a given blot using several differamtibodies, e.g. subtype- or
isoform-specific antibodies,

3) Re-analysis of anomalous results and confirmatidth the same or a
different antibody,

4) Correcting errors in incubation with the wrongibody,
5) Cost savings in reagents and time by reusingdhee blot.

While antigen and antibody-based immunoaffinity mcas, such as Sepharose
conjugates, have been reused many times withoutpomising antigen-
antibody reactivity, the need for pH extremes arthotropic agents has
precluded the application of these methods to Wiestletting.

The MILLIPORE Re-Blot PluswWestern Blot Recycling Kit contains specially
formulated solutions that quickly and effectivelgnmrove antibodies from
Western blots without significantly affecting themobilized proteins.

Advantages of th&e-Blot PlusNestern Blot Recycling Kit include:

* No pungent-smellingB-mercaptoethanol is contained in the Antibody
Stripping Solution.

» Antibody stripping is done at room temperature. mating of blots is
required.

» Blots can be stripped of antibodies in approximatdh minutes at room
temperature.

» Blots may be reused in 25 minutes.



Application

The MILLIPORE Re-Blot PlusWestern Blot Recycling Kit is effective for

removal of antibodies from Western blots that hdeen developed with

chemiluminescence or radioactive iodine or othetojses. It is not recommended
for stripping colorimetric substrat¢sMB, DAB, 4-chloronapthol, etc.), as it is not
possible to effectively remove substrates thatipitate at the reaction site.

The Re-Blot PlusNVestern Blot Recycling Kit should be used only doilitative
purposes until it has been established by comparatot analysis that stripping
does not quantitatively affect a given antigen.

This product is for research use only; not for dagic or in vivo use.

Kit Components
1. Mild Antibody Stripping Solution (10x) - (1 container, 50 mL).

(May be purchased separately as Catalog Number) 2502
2. Strong Antibody Stripping Solution (10x) - (1 container, 50 mL).

(May be purchased separately as Catalog Number.504

Materials Not Supplied
» Standard Blot or blot strips, on nitrocellulosePMDF/nylon membrane.
» Blocking Solutions.

» Plastic Wrap, such as Saran Wrap, for storage aif lthat will not be re-
probed immediately.

« Distilled Water, for reagent dilution.

* Plastic Trays for incubation of blots or blot s stripping, washing and
blocking solutions.

» Positive and Negative Stripping Controls. It isommended that one new
strip (not subjected to stripping solution) be uddd for comparison
purposes.



Storage

Kit components should be stored &C4ipon arrival. Product is stable for 3 to 6
months after receipt. If Antibody Stripping Sotuticrystallizes upon storage, it
may be re-dissolved with gentle warming at@before use.

Note To prevent reagent degradation secure the chfytigpon storage. Avoid
extended exposure to air.

Selection of Reagent

Re-Blot PlusMild Stripping Solution gives good results on baiitrocellulose
and PVDF membranes. Howev&e-Blot PlusStrong Stripping Solution will
perform better when membranes with high signaltaree stripped or wheRe-
Blot PlusMild treatment is not sufficient.

Preparation of Reagents
1. Dilution of Antibody Stripping Solution
IMMEDIATELY BEFORE USE:

Dilute Antibody Stripping Solution (Mild or StrohdlOx with distilled
water to obtain a 1x solution. If Antibody Stripgi Solution contains
crystals, warm gently at 3 until crystals have dissolved completely.
Prepare enough solution to allow free movementrgissor blots during
incubation, typically 4 mL per strip or 20 mL peasdard blot. Use the
following chart for suggested volumes of strippargolocking solution.

#of Strips | Amount of 10x Amount of | Resulting Amount of
or Blots Antibody Stripping Distilled 1x Working Stripping
Solution Water Solution
1 Strip 400pL 3.6 mL 4 mL
5 Strips 1mL 9.0 mL 10 mL
1 Blot 2mL 18.0 mL 20 mL

(7 x 10 cm)




Assay Protocol

Note: The blots or individual strips that are to be resdsshould be prepared
for stripping immediately after their first usage.f stripping cannot be
performed right away, membranes can be wrappeddstip wrap and stored
moist in PBS at 4°C. DO NOT STORE BLOTS IN DRYMOR

1.

Blot Stripping Fill plastic tray with appropriate amount of 1xt#body
Stripping Solution (see Preparation of Reagentsdggested quantities).

Using tweezers or forceps, submerge blot arditips in stripping solution.
Incubate with gentle mixing for 15 minutes at rommperature.

Note: It may be necessary to increase the stripping iatiob time when
using blots that have been stripped previously.mpBi increase the
stripping time by 5 to 10 minutes, if needed.

Blocking.Fill a clean plastic tray with an equal amount tfcking buffer.
Conventional blocking buffers such as 20 mM Tris|H&H 8.0; 150 mM
NacCl; 0.1% Tween 20; 5% dry milk or similar are eqiate.

Wash blots two times 5 minutes each with bloghinffer.

The blot is now ready for reprobing with antibesd It is suggested that
users employ their own proven protocol and cheniiiescent detection
method.



Additional Usage I nformation

To increase efficiency of the kit it is recommendeduse minimal sufficient
amounts of antigens transferred to the membraWésen several antigens are to
be detected sequentially, it is recommended td stiin antigens from which
weaker signal is expected.

The proper use of th&e-Blot PlusWestern Blot Recycling Kit should not
drastically affect membrane bound antigens. Howethés kit should only be
used for qualitative purposes, unless it has bstablkshed that stripping does
not quantitatively affect a given antigen. Mostigens should withstand at least
5 stripping cycles. However, it is to be takeminbnsideration that during each
stripping cycle small portions of membrane-immatgtl proteins will be
removed.
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Warranty

Millipore Corporation (“Millipore”) warrants its products will meet thei
applicable published specifications when used ircoatance with their
applicable instructions for a period of one yeamnfrshipment of the products.
MILLIPORE MAKES NO OTHER WARRANTY, EXPRESSED OR
IMPLIED. THERE IS NO WARRANTY OF MERCHANTABILITY OR
FITNESS FOR A PARTICULAR PURPOSE. The warranty provided herein
and the data, specifications and descriptions dlijdie products appearing in
Millipore’s published catalogues and product litera may not be altered
except by express written agreement signed by diteofof Millipore.
Representations, oral or written, which are incstesit with this warranty or
such publications are not authorized and if giwdmuld not be relied upon.

In the event of a breach of the foregoing warraMillipore’s sole obligation
shall be to repair or replace, at its option, thpli@able product or part thereof,
provided the customer notifies Millipore promptly any such breach. If after
exercising reasonable efforts, Millipore is unatdeepair or replace the product
or part, then Millipore shall refund to the Compaaly monies paid for such
applicable Product. MILLIPORE SHALL NOT BE LIABLE FOR
CONSEQUENTIAL, INCIDENTAL, SPECIAL OR ANY OTHER
DAMAGES RESULTING FROM ECONOMIC LOSS OR PROPERTY
DAMAGE SUSTAINED BY ANY COMPANY CUSTOMER FROM THE
USE OF ITSPRODUCTS

Unless otherwise stated in our catalog or otherp@omy documentation accompanying the product(s) poaducts
are intended for research use only and are na¢ tasbd for any other purpose, which includes bobidimited to,
unauthorized commercial uses, in vitro diagnostes, ex vivo or in vivo therapeutic uses or anyetyd
consumption or application to humans or animals.
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