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Technical Information

Introduction SKY48/pLacGUS is a yeast host strain designed for use with the Dual Bait Hybrid Hunter
Yeast Two-Hybrid System (Catalog no. K5200-01) available from Invitrogen. The yeast strain
may be transformed with LexA and/or lambda cl-containing bait plasmids to generate a bait
strain suitable for use in the following applications:

e Conducting an interactor hunt to simultaneously identify proteins that interact with LexA
and cl-containing baits.

e  Testing for an interaction with a known protein.

The SKY48 yeast strain (Serebriiskii et al., 1999), derived from the EGY48 strain has been
transformed with the pLacGUS reporter plasmid (see next page). See below for the genotype of
SKY48/pLacGUS.

For more information about construction of bait plasmids, yeast transformation, and how to
perform an interactor hunt or test for protein-protein interactions, refer to the Dual Bait Hybrid
Hunter System manual available on our Web site at www.invitrogen.com.

Shipping/Storage  The yeast strain is supplied as 20% glycerol stock in a total volume of 0.5 ml and is shipped
on dry ice. Upon receipt, store the glycerol stock at -80°C.

Genotype/ The genotype and phenotype of SKY48/pLacGUS yeast strain is described below. The
Phenotype SKY48/pLacGUS strain has been transformed with the pLacGUS reporter plasmid. For more
information on pLacGUS, see the next page.
Genotype Phenotype
MATo ura3 trpl his3 6lexAop-LEU2 3clop-LYS2 Ura", Trp’, His, Leu’, Lys

transformed with pLacGUS (URA3)

Product SKY48/pLacGUS is tested for growth on YPD and Y C-uracil.

Qualification SKY48/pLacGUS is also qualified in a functional assay. The strain is transformed with the
following vectors as listed below, plated on selective medium, and assayed for growth or no
growth as expected. A B-glucuronidase overlay assay is performed with colonies on the YC-
UHWK Z200 Gal/Raff plates. Color development must be visible within one hour after
addition of the X-Gluc staining solution.

Transformation Selective Medium Growth
pHybLex/Zeo-Fos2 YC-UHWL Z200 Gal/Raffor | Yes
pYESTrp-Jun YC-UHWK Z200 Gal/Raff

pHybcl/HK-Krev
pYESTrp2-RalGDS
pYESTrp2 No

25-0296 Version B December 10, 2002

This product is distributed for laboratory research use only. CAUTION: Not for diagnostic use. The safety and efficacy of this
product in diagnostic or other clinical uses has not been established.

For technical questions about this product, call the Invitrogen TeCH-LINESM 800 955 6288
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The SKY48/pLacGUS yeast strain exhibits the following features:

e  The strain contains the pLacGUS reporter plasmid already transformed. Note that the
pLacGUS plasmid contains a URA3 gene for selection in yeast, therefore, the
SKY48/pLacGUS strain is no longer auxotrophic for uracil.

e  GALI promoters are inducible by galactose and repressed by glucose. This helps to eliminate
false positives and allows detection of potentially toxic interactors.

e  The strain is wild-type for GAL4, a regulator of GALI expression.

e  The strain will express cDNA libraries that have been cloned into pYESTrp, pYESTrp2, and
pJG4-5.

e  The strain contains two auxotrophic markers - LEU2 and LYS2, whose expression is
controlled by 6 LexA operators and 3 cl operators, respectively.

pLacGUS (Catalog no. V616-20) is a lacZ and gusA reporter plasmid in which expression of the
lacZ gene is controlled by 8 LexA operator sites and expression of the gusA4 gene is controlled
by 3 cl operator sites. The plasmid contains the URA3 selectable marker, the 2|1 origin to allow
propagation in yeast, the kanamycin resistance gene, and the pUC origin to allow replication in
E. coli. The complete sequence of pLacGUS is available for downloading from our Web site
(www.invitrogen.com) or contact Technical Service (see page 4).

To propagate and use this yeast strain, the user should be familiar with basic yeast molecular
biology and microbiological techniques including preparation of YC minimal medium and
YPD medium. Refer to Current Protocols in Molecular Biology, Unit 13 (Ausubel et al., 1994)
for information on preparing yeast media and handling yeast. Recipes for preparation of YC
and YPD media are also provided in the Dual Bait Hybrid Hunter System manual.

To initiate cultures from frozen stocks, streak a small amount of frozen stock on a YPD plate.
Once growth is established, check the phenotype of each strain by streaking the strain on a
minimal plate supplemented with the appropriate amino acids. Be sure to make a glycerol stock
of each strain. If you plan to use the strains directly from plates, be sure the streaked plates are
less than 4 days old.

You may use any yeast transformation protocol of choice to transform a bait plasmid (or any
other plasmid) into SKY48/pLacGUS. Invitrogen offers the S. c. EasyComp " Kit (Catalog no.
K5050-01) for quick and easy preparation of competent yeast cells that can be used immediately
or stored frozen for future use. Transformation efficiency is guaranteed at >10°* transformants
per g DNA. Contact Technical Service for more information (see page 4).

The SKY48 yeast strain was isolated and constructed as described in Serebriiskii et al., 1999.
For more information about the dual bait two-hybrid system and interaction trap systems in
general, refer to the following references:

Ausubel, F. M., Brent, R., Kingston, R. E., Moore, D. D., Seidman, J. G., Smith, J. A., and
Struhl, K. (1994). Current Protocols in Molecular Biology (New York: Greene Publishing
Associates and Wiley-Interscience).

Serebriiskii, I., Khazak, V., and Golemis, E. A. (1999). A Two-Hybrid Dual Bait System to
Discriminate Specificity of Protein Interactions. J. Biol. Chem. 274, 17080-17087.
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European
Customers

Practice of “Improvements to the Yeast Interaction Trap” is covered by U.S. Patent No.
6,326,150 assigned to the Fox Chase Cancer Center (FCCC). Purchase of this product does not
imply or convey a license to practice the “Improvements” covered by this patent application,
beyond use of the enclosed kit for non-commercial research. If you are a commercial entity,
your right from FCCC to use the System expires after one year. Any commercial entity that
wishes to use the product beyond this one-year period must obtain a commercial license from
FCCC. Commercial entities will be contacted during this one-year period by FCCC regarding
their desire to obtain a commercial license. For license information, please contact: Fox Chase
Cancer Center, Office of Business Development, 7701 Burholme Avenue, Philadelphia, PA
19111, Phone: 215-728-1113; Fax:215-728-2594.

Practice of the two-hybrid system is covered by U.S. Patents Nos. 5,283,173, 5,468,614 and
5,667,973 assigned to The Research Foundation of the State University of New York (SUNY).
Purchase of any Invitrogen two-hybrid reagents does not imply or convey a license to practice the
two-hybrid system covered by these patents, beyond use of the enclosed kit for non-commercial
research. Commercial entities purchasing these reagents must obtain a license from The Research
Foundation of the State University of New York before using them. For license information, please
contact: Barbara A. Sawitsky, The Research Foundation of SUNY at Stony Brook, Office of
Technology Licensing, W5530 Melville Memorial Library, Stony Brook, NY 11794-3368, Phone:
516-632-9077; Fax: 516-632-9839; E-mail:bsawitsky@notes.cc.sunysb.edu. You may not
distribute the System or the vectors or host strains contained in it to others. You may not transfer
modified, altered, or original material from the System to a third party without written notification
to, and written approval from Invitrogen. You may not assign, sub-license, rent, lease or otherwise
transfer any of the rights or obligations set forth herein, except as expressly permitted by
Invitrogen.

This product is licensed under U.S. Patent No. 4,833,080. It may not be used for gene expression
in plants nor certain molecular modifications and screening. Inquiries about licensing for
commercial manufacture or use outside the research kits and reagents market should be directed
to: Office of Technology and Trademark Licensing, Harvard University, University Place, Suite
410 South, 124 Mt. Auburn Street, Cambridge, MA 02138, Phone: 617-495-3067, Fax: 617-495-
9568. Inquiries regarding commercial use in the research market should be directed to the
Licensing Department, Invitrogen Corporation, 1600 Faraday Avenue, Carlsbad, CA 92008.

This product is subject to U.S. Patent No. 5,580,736 owned by Massachusetts General Hospital
and licensed to Invitrogen for research and may not be administered to humans or animals or
used for any therapeutic or diagnostic purposes.

This product is the subject of one or more of U.S. Patent Nos. 5,618,676, 5,854,018, 5,856,013,
5,919,651 and foreign equivalents. Rights to use this product are limited to academic research
use only. For-profit entities are required to obtain a separate license from Washington Research
Foundation to utilize this product for any use. Washington Research Foundation, 2815 Eastlake
Avenue East, Suite 300, Seattle, Washington 98102. Tel: 206-336-5600. Fax: 206-336-5615.

The SKY48/pLacGUS yeast strain is genetically modified and contains the plasmids,
p3LexLEU2 and pclL-2 stably integrated into the genome (Serebriiskii et al., 1999). This yeast
strain also contains the pUC-derived plasmid, pLacGUS. As a condition of sale, this product
must be in accordance with all applicable local legislation and guidelines including EC
Directive 90/219/EEC on the contained use of genetically modified organisms.
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Technical Service

Contact Us For more information or technical assistance, call, write, fax, or email. Additional
international offices are listed on our Web page (www.invitrogen.com).

Corporate Headquarters: Japanese Headquarters: European Headquarters:

Invitrogen Corporation Invitrogen Japan K.K. Invitrogen Ltd

1600 Faraday Avenue Nihonbashi Hama-Cho Park Bldg. 4F Inchinnan Business Park

Carlsbad, CA 92008 USA 2-35-4, Hama-Cho, Nihonbashi 3 Fountain Drive

Tel: 1760 603 7200 Tel: 81 3 3663 7972 Paisley PA4 9RF, UK

Tel (Toll Free): 1 800 955 6288 Fax: 81 3 3663 8242 Tel: +44 (0) 141 814 6100

Fax: 1 760 602 6500

E-mail: tech_service@invitrogen.com

MSDS Requests

Limited Warranty

E-mail: jpinfo@invitrogen.com

To request an MSDS, visit our Web site (www.invitrogen.com) and follow the
instructions below.

1. On the home page, go to the left-hand column under ‘Technical Resources’ and
select ‘MSDS Requests’.

Follow instructions on the page and fill out all the required fields.
To request additional MSDSs, click the ‘Add Another’ button.

All requests will be faxed unless another method is selected.

AR e

When you are finished entering information, click the ‘Submit’ button. Your MSDS
will be sent within 24 hours.

Invitrogen is committed to providing our customers with high-quality goods and services.
Our goal is to ensure that every customer is 100% satisfied with our products and our
service. If you should have any questions or concerns about an Invitrogen product or
service, contact our Technical Service Representatives.

Invitrogen warrants that all of its products will perform according to the specifications
stated on the certificate of analysis. The company will replace, free of charge, any
product that does not meet those specifications. This warranty limits Invitrogen
Corporation’s liability only to the cost of the product. No warranty is granted for
products beyond their listed expiration date. No warranty is applicable unless all product
components are stored in accordance with instructions. Invitrogen reserves the right to
select the method(s) used to analyze a product unless Invitrogen agrees to a specified
method in writing prior to acceptance of the order.

Invitrogen makes every effort to ensure the accuracy of its publications, but realizes that
the occasional typographical or other error is inevitable. Therefore Invitrogen makes no
warranty of any kind regarding the contents of any publications or documentation. If you
discover an error in any of our publications, please report it to our Technical Service
Representatives.

Invitrogen assumes no responsibility or liability for any special, incidental, indirect
or consequential loss or damage whatsoever. The above limited warranty is sole and
exclusive. No other warranty is made, whether expressed or implied, including any
warranty of merchantability or fitness for a particular purpose.

©1999-2002 Invitrogen Corporation. All rights reserved.

Tech Fax: +44 (0) 141 814 6117
E-mail: eurotech@invitrogen.com
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