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Material Amount Storage Handling
¢ Do not freeze
BacMam LRRK2-GFP Reagent o e  Minimize exposure to ambient light
(WT or G2019S) 15 mL or 150 mL 4c e  Use sterile technique

e  Aliquot to minimize handling, if necessary

BacMam LRRK2-GFP Transduction Guidelines

&

The first critical experiment is a titration of the BacMam virus in your cell line of interest. We recommend testing a range of
BacMam reagent dilutions (v/v) to determine the optimal percentage of virus for your transduction in the presence or absence
of 0.5X BacMam Enhancer Solution (Cat. no. PV5835). As a starting point, we recommend using 50%, 30%, 20%, 10%, and 2%
(v/v) of BacMam reagent for initial optimization.

For SHSY5Y cells and other difficult-to-transduce cells, such as human astrocytes and primary neurons, we recommend the
following transduction protocol.

Day 1. Plate SHSY5Y cells onto a 6-well plate at 1.5 to 2 million cells/well in growth medium.
Note: Growth medium consists of DMEM/F12 (Cat. no. 10565) containing 10% dialyzed FBS (Cat. no. 26400) and
1X penicillin/streptomycin (Cat. no. 15140).

Day 2. Remove growth medium and wash cells once with PBS with Ca**/Mg?** (Cat. no. 14040117).

Add 1.5 mL of PBS with Ca* and Mg** to each well, and then add 0.5 mL of BacMam LRRK2-GFP reagent to 25%
(v/v) final. Incubate the plate at room temperature in the dark with gentle rocking for 3 to 4 hours.

Remove the virus/PBS solution and add 2 mL/well of growth medium containing 0.3X BacMam Enhancer Solution.
Incubate the plate in a 37°C incubator with a humidified atmosphere of 5% CO, for 20 to 24 hours.
Day 3. At this point, cells can be harvested and replated onto an assay plate in growth medium without the BacMam

Enhancer Solution for another 24 hours. Alternatively, the growth medium in the 6-well plate can be replaced with
fresh growth medium without the BacMam Enhancer Solution and the plate incubated for another 24 hours.

Day 4. Perform your assay if you plated the cells on assay plate on Day 3. Alternatively, image the cells on the 6-well plate
or harvest the cells for western blot analysis.
Note: For better imaging, we recommend changing the growth medium to PBS prior to imaging.

For easy-to-transduce cells, such as U-2 OS, HEK293, HeLa, and human mammary epithelial cells, we recommend the
following the standard transduction protocol. Also see the protocol described for BacMam GFP control (Cat. no. B10383)
available at http://probes.invitrogen.com/media/pis/mp10383.pdf.

Note: The expression levels of GFP Control and LRRK2-GFP do not correlate; therefore, the optimal concentration of the GFP
control virus may not apply to the BacMam LRRK2-GFP virus. To determine the optimal concentration of BacMam LRRK2-
GFP reagents for your cell line of interest, you must perform a virus titration experiment.

Day 1. Harvest and resuspend the cells in growth medium.
Add BacMam LRRK2-GFP to the cell suspension at the optimal concentration. For U-2 OS, we recommend 20% (v/v).

Mix gently by inversion. (For some cell types but not U-2 OS, 0.5X BacMam Enhancer solution could be added at this
step to increase the expression level)

Transfer cells/BacMam reagent mixture to appropriate cell-culture plates (such as 6-well plates).
Incubate the plates in a 37°C incubator with a humidified atmosphere of 5% CO, for 24 to 48 hours.

Day 2. At this point, cells can be harvested and replated onto an assay plate in growth medium without the BacMam
Enhancer Solution for another 24 hours. Or replace the growth medium in the 6-well plate with fresh growth
medium without BacMam Enhancer Solution and incubate the plate for another 24 hours.

Day 3. Perform your assay if you plated the cells on assay plate on Day 2. Or Image the cells on the 6-well plate or harvest
the cells for western blot analysis.

Note: The cell plating density and incubation time must be optimized for each cell type.
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Representative Data

Figure 1. Western blot analysis and GFP imaging of cells transduced with BacMam LRRK2-GFP. (A] SHSY5Y were transduced with
0% (lane 1), 10% G2019S (lane 2), 20% G2019S (lane 3], or 20% WT (lane 4) in a 6-well plate format for ~48 hours. Cells were imaged,
harvested, and then lysed with LanthaScreen® Cellular Assay Lysis buffer (Cat. no. A12891). (B) Primary Human Astrocytes cells were
transduced with 50% WT (lane 1) or G2019S (lane 2) for 2.5 hours, after which the media was replaced and the cells were incubated for
48 hours before imaging and cell lysis. (C] HEK293T cells were transduced with 10% WT (lane 1) or G2019S (lane 2] with 0.3X BacMam
Enhancer for 48 hours before imaging and cell lysis. Western blot analysis was performed using the anti-LRRK2 antibody (Cell
Signaling Technologies, Cat. no. 2567).
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Related Products

The following products can be used with cell lysates generated with these BacMam reagents to perform LanthaScreen® Eu Kinase
Binding Assays for LRRK2. Lysates containing LRRK2-GFP and LRRK2-GFP G2019S can also be purchased ready-made. For additional
information on this technology, visit www.invitrogen.com/bindingassay.

Product Name Catalog Number
LRRK2-GFP Lysate (WT or G2019S) A14171 or A14172
Kinase Buffer A PV3189
Kinase Tracer 236 PV5592
LanthaScreen® Eu-anti-GFP antibody A14173

Technical Support
For additional assistance in using this BacMam Reagent, contact our technical support team at drugdiscoverytech@lifetech.com or

760-602-6500 (enter 3 for “know your party’s extension”, then enter 40266).

This product is subject to one or more limited use label licenses. Refer to www.lifetechnologies.com for the corresponding limited use label licenses.
The trademarks mentioned herein are the property of Life Technologies Corporation or their respective owners.

©2011 Life Technologies Corporation. All rights reserved.

For Research Use Only. Not intended for any animal or human therapeutic or diagnostic use.
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Purchaser Notification

Limited Use Label License: Research Use Only

The purchase of this product conveys to the purchaser the limited, non-transferable right to use the purchased amount of the product
only to perform internal research for the sole benefit of the purchaser. No right to resell this product or any of its components is
conveyed expressly, by implication, or by estoppel. This product is for internal research purposes only and is not for use in commercial
applications of any kind, including, without limitation, quality control and commercial services such as reporting the results of
purchaser’s activities for a fee or other form of consideration. For information on obtaining additional rights, please contact
outlicensing@lifetech.com or Out Licensing, Life Technologies, 5791 Van Allen Way, Carlsbad, California 92008.

Limited Use Label License No. 21: Bac-to-Bac®and Bac-to-Bac®HT

THIS PRODUCT IS SOLD UNDER PATENT LICENSE FROM MONSANTO FOR RESEARCH PURPOSES ONLY AND NO LICENSE
FOR COMMERCIAL USE ISINCLUDED. REQUESTS FOR LICENSES FOR COMMERCIAL MANUFACTURE OR USE SHOULD BE
DIRECTED TO DIRECTOR, MONSANTO CORPORATE RESEARCH, 800 N. Lindbergh, St. Louis, Missouri 63167.

Limited Use Label License No. 127: GFP with Heterologous Promoter

This product is sold under license from Columbia University. Rights to use this product are limited to research use only, and expressly
exclude the right to manufacture, use, sell or lease this product for use for measuring the level of toxicity for chemical agents and
environmental samples in cells and transgenic animals. No other rights are conveyed. Not for human use or use in diagnostic or
therapeutic procedures. Inquiry into the availability of a license to broader rights or the use of this product for commercial purposes
should be directed to Columbia Innovation Enterprise, Columbia University, Engineering Terrace-Suite 363, New York, New York
10027.

Limited Use Label License No. 308: WPRE Element

This product contains the Woodchuck Post-transcriptional Regulatory Element (“WPRE"”) which is the subject of intellectual property
owned by The Salk Institute for Biological Studies, and licensed to Life Technologies Corporation. The purchase of this product
conveys to the buyer the non-transferable right to use the purchased amount of the product and components of the product in research
conducted by the buyer (whether the buyer is an academic or for-profit entity). The buyer cannot sell or otherwise transfer (a) this
product (b) its components or (c) materials made using this product or its components to a third party or otherwise use this product or
its components or materials made using this product or its components for Commercial Purposes. The buyer may transfer information
or materials made through the use of this product to a scientific collaborator, provided that such transfer is not for any Commercial
Purpose, and that such collaborator agrees in writing (a) not to transfer such materials to any third party, and (b) to use such
transferred materials and/ or information solely for research and not for Commercial Purposes. Commercial Purposes means any
activity by a party for consideration and may include, but is not limited to: (1) use of the product or its components in manufacturing;
(2) use of the product or its components to provide a service, information, or data; (3) use of the product or its components for
therapeutic, diagnostic or prophylactic purposes; and/ or (4) resale of the product or its components, whether or not such product or its
components are resold for use in research. In addition, any use of WPRE outside of this product or the product’'s authorized use
requires a separate license from the Salk Institute. Life Technologies will not assert a claim against the buyer of infringement of patents
owned by Life Technologies and claiming this product based upon the manufacture, use or sale of a therapeutic, clinical diagnostic,
vaccine or prophylactic product developed in research by the buyer in which this product or its components was employed, provided
that neither this product nor any of its components was used in the manufacture of such product or for a Commercial Purpose. If the
purchaser is not willing to accept the limitations of this limited use statement, Life Technologies is willing to accept return of the
product with a full refund. For information on purchasing a license to this product for purposes other than research, contact Licensing
Department, Life Technologies Corporation, 5791 Van Allen Way, Carlsbad, California 92008, Phone (760) 603-7200. Fax (760) 602-6500,
or The Salk Institute for Biological Studies, 10010 North Torrey Pines Road, La Jolla, CA 92037, Attn.: Office of Technology
Management, Phone: (858) 453-4100 extension 1275, Fax: (858) 546-8093.

Trademarks
The trademarks mentioned herein are the property of Life Technologies Corporation or their respective owners.

LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) DISCLAIM ALL WARRANTIES WITH RESPECT TO THIS DOCUMENT,
EXPRESSED OR IMPLIED, INCLUDING BUT NOT LIMITED TO THOSE OF MERCHANTABILITY OR FITNESS FOR A
PARTICULAR PURPOSE. IN NO EVENT SHALL LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) BE LIABLE, WHETHER IN
CONTRACT, TORT, WARRANTY, OR UNDER ANY STATUTE OR ON ANY OTHER BASIS FOR SPECIAL, INCIDENTAL,
INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS
DOCUMENT, INCLUDING BUT NOT LIMITED TO THE USE THEREOF.

© 2011 Life Technologies Corporation. All rights reserved. Reproduction forbidden without permission.

For Research Use Only. Not intended for any animal or human therapeutic or diagnostic use.
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