SNAP i.d.® 2.0 Quick Start Guide

For research use only. Not for use in diagnostic procedures.

Before using the SNAP i.d.® 2.0 Protein Detection System, please read the full-length user guide available at www.millipore.com/snapwb.

1. Hold the blot holder by the
support layer (blue edges)
and wet the membrane layer
(white) with distilled water in
the wetting tray provided. Do
not wet the support layer. Place
the wetted blot holder on the
rolling pad.

2. If required, pre-wet the blot
in methanol and water, then
place it in the center of the blot
holder with the protein side
down.
NOTE: Blot should not
exceed size specified in the
user guide.

3. Roll the blot gently to remove
air bubbles, then close the blot
holder and roll one more time.

4. Open the blot holder frame,

flip the blot holder so that it

is protein side up, then place

it inside the frame. A notch in

the blot holder ensures correct

placement in the frame.
NOTE: If running only one
MultiBlot in the frame, place
the well blank card in the
second well.

Alignment
notch

5. Close and lock the frame. Add
30 mL of blocking solution
(15 mL for MultiBlot). Press
the frame down and turn the
system knob to apply vacuum.

When frame is completely
empty, TURN VACUUM OFF.

6. Apply appropriate volume of
primary antibody across the
surface of the blot holder
(2.5 mL for MultiBlot, 5 mL
for Mini blot, or 10 mL for
Midi blot).

7.

10.

11.

12.

Incubate for 10 minutes at room
temperature. Solution will be
absorbed into the blot holder and
surface may appear dry.
IMPORTANT: Do not apply
vacuum until after the
10-minute incubation.

Press the frame down and apply
vacuum. Wait 5-8 seconds until
the frame is completely empty.

With vacuum running continuously,
add 30 mL of wash buffer (15 mL for
MultiBlot). Repeat the washing step
3 more times (total of 4 washes).
When frame is completely empty,
TURN VACUUM OFF.

Apply appropriate volume of secondary antibody across the surface
of the blot holder (2.5 mL for MultiBlot, 5 mL for Mini blot, or 10 mL
for Midi blot). Incubate for 10 minutes at room temperature with
vacuum off. Again, solution will be absorbed into the blot holder
and surface may appear dry.

IMPORTANT: Do not apply vacuum

until after the 10-minute incubation.

Press frame down and apply vacuum. Wait 5-8 seconds until frame
is completely empty. With vacuum running continuously, add 30 mL
of wash buffer (15 mL for MultiBlot). Repeat the washing step

3 more times (total of 4 washes).

Turn vacuum off and remove blot holder from frame. Remove blot
from blot holder and incubate with the appropriate detection
reagent. If the MultiBlot well blank was used, remove and clean.




SNAP 1.d.® 2.0 Optimization Guidelines

Blocking, Antibody, and Wash Recommended Volumes

=)

SNAP i.d.® 2.0 MultiBlot Frame SNAP i.d.® 2.0 Mini Frame SNAP i.d.® 2.0 Midi Frame

Blocking solution volume 15 mL 30 mL 30 mL
Antibody volume 2.5mL 5mL 10 mL
Wash buffer* volume 4 x 15 mL each 4 x 30 mL each 4 x 30 mL each

* Tris- or phosphate-buffered saline solution, supplemented with 0.1% Tween® 20 surfactant

Blot Blocking

® The SNAP i.d.® 2.0 system is compatible with the most commonly used blocking agents. Refer to User Guide for complete list with recommended
concentrations.

® In order to insure optimal flow through the blot holder, it is essential that blocking solutions be completely solubilized and free of all particulate
matter. In some cases, it may be necessary to reduce the concentration of the blocking agent to achieve the required flow.

® The use of non-fat/low fat dry milk at concentrations higher than 0.5% is not recommended.

® Blocking agents should be prepared in tris- or phosphate-buffered saline solution containing 0.1% Tween® 20 surfactant, to reduce surface
tension and ensure even distribution of blocking agent across the blot holder surface.

@ To ensure even distribution of the antibody in the incubation step, dilute the antibody in blocking solution that contains Tween® 20 surfactant.

Antibody Volume and Concentration
Most users will be able to use the same amount of antibody, but in less volume at a higher concentration. See example below.

Standard SNAP i.d.® 2.0 Immunodetection
Immunodetection MultiBlot Mini Blot Midi Blot
Antibody stock concentration 1 mg/mL 1 mg/mL 1 mg/mL 1 mg/mL
Mass of antibody required 1 ug 0.25 g 0.5 pg 1 ug
Volume of antibody used 30 mL 2.5 mL 5mL 10 mL
Final antibody dilution 1:30,000 1:10,000 1:10,000 1:10,000
Antibody stock used 1uL 0.25 pL 0.5 pL 1 uL

This guideline is intended as a starting point to develop the final antibody concentration for desired performance. Because each antibody is unique, it
may be necessary to adjust the antibody and antigen concentrations, the type and/or sensitivity of the detection reagent used, or the blot exposure time.

Notice

The information in this document is subject to change without notice and should not be construed as a commitment by EMD Millipore Corporation
("Millipore") or an affiliate. Neither EMD Millipore Corporation nor any of its affiliates assumes responsibility for any errors that may appear in this
document.

Technical Assistance

For more information, contact the office nearest you. In the U.S., call 1-800-221-1975. Outside the U.S., go to our web site at
www.millipore.com/offices for up-to-date worldwide contact information. You can also visit the tech service page on our web site at
www.millipore.com/techservice.

Warranty

The applicable warranty for the products listed in this publication may be found at www.millipore.com/terms (“Conditions of Sale").
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