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Restriction Map and MCS of pHAT-GFPuv. Unique restriction sites are in bold. The EK cleavage site is located between
the HAT-GFPuv fusion and the MCS for quick isolation of your native protein.

Description:

The pHAT-GFPuv Vector encodes a novel Histidine Affinity Tag (HAT™) epitope, which enables
purification of expressed proteins at neutral pH. pHAT-GFPuv encodes a variant of the Aequorea
victoria green fluorescent protein (GFP) that has been optimized for brighter fluorescence when
excited by standard UV light (1). Therefore, HAT-GFPuv fusion proteins can be visually monitored
during the protein purification process.

The HAT epitope is a naturally occurring, 19-amino-acid sequence from the chicken lactate
dehydrogenase protein. This sequence of nonadjacent histidine residues has lower overall charge
than tags with consecutive His residues, such as the 6xHis tag. As a result, HAT-GFPuv fusion
proteins exhibit solubility that more closely resemble those of wild-type proteins while still possessing
strong affinity for immobilized metal ions. The unique binding characteristics of the HAT sequence
allow both imidazole- and pH-gradient purification of proteins under native conditions at neutral pH
(7.0), as well as under denaturing conditions.

The HAT sequence and an enterokinase (EK) cleavage site have been incorporated into the pUC19
backbone. The EK site allows for optional removal of the HAT-GFPuv sequence from the purified
protein by treatment with enterokinase. Restriction sites allow excision of the HAT-GFPuv sequence,
with or without the EK site, for cloning into other vectors.
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Use:

Proteins expressed from the pHAT-GFPuv Vectors can be purified with our TALON® IMAC Resin using batch or
gravity-flow protocols, or with our TALON® Superflow™ Resin using medium-pressure FPLC. TALON has aremarkably
high affinity for His-tagged proteins and very low affinity for other proteins (2—3). The unique binding properties of the
cobalt metalin TALON and of the HAT sequence combine to deliver purification without the need for an additional wash
step and under pH conditions that preserve protein integrity.

Location of Features:
* P,. promoter: 1-84

» Histidine affinity tag (HAT): 147-203
* GFPuv reporter gene: 210-920
 Enterokinase cleavage site: 924-938
* MCS: 938-973

» Ampicillin resistance gene:
B-lactamase coding sequences:

start codon (ATG): 1579-1581; stop codon: 2437-2439

Propagation in E. coli:

* Suitable host strains: DH5a and other general purpose strains.

» Selectable marker: plasmid confers resistance to ampicillin (50 pg/ml) to E. coli hosts.
* E. coli replication origin: pUC
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Notice to Purchaser
Use of CLONTECH?s Living Colors® products containing DNA sequences coding for mutant Aequorea victoria green fluorescent protein (GFP)
variants or proteins thereof requires a license from Aurora Biosciences Corporation under U.S. Patent Nos. 5,625,048 and 5,777,079 and other
pending U.S. and foreign patent applications. In addition, certain CLONTECH products are made under U.S. Patent No. 5,804,387 licensed from
Stanford University.

Not-For-Profit research institutes or entities are granted an automatic license with the purchase of this product for use in non-commercial internal
research purposes, the terms of which are disclosed in detail in the license that accompanies the shipment of this product. Such license specifically
excludes the right to sell or otherwise transfer this product or its components to third parties.

For-Profit research institutes or entities that wish to use this product in non-commercial applications are required to obtain a license from
CLONTECH prior to purchasing these reagents or using them for any purpose. For information on the terms of this license, or to obtain information
on approved applications, you can download a copy of the license agreement, without payment terms, at http://gfp.clontech.com/license/.

Any For-Profit research institute that wishes to use this product for commercial applications must obtain a license from Aurora Biosciences
Corporation. For commercial license information only contact: Court Turner at 619-404-8416 or Fax 619-404-6743 or www.aurorabio.com. Please
contact CLONTECH directly for any other assistance, including purchasing and technical support.

All companies and institutions purchasing Living Colors® products will be included in a quarterly report to Aurora Biosciences Corporation, as
required by the CLONTECH/Aurora license agreement.

The attached sequence file has been compiled from information in the sequence databases, published literature, and other sources, together
with partial sequences obtained by CLONTECH. This vector has not been completely sequenced.

This product is intended for research purposes only. Itis not to be used for drug or diagnostic purposes nor is it intended for human use. CLONTECH
products may not be resold, modified for resale, or used to manufacture commercial products without written approval of CLONTECH.
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