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Dr. Waugh earned his Ph.D. in Biochemistry from Indiana
University in 1989 under the direction of Dr. Norman Pace. He

was a Postdoctoral Fellow in Dr. Robert Sauer's laboratory at
Position Available the Massachusetts Institute of Technology before becoming
Director of the Macromolecular Engineering Laboratory at

Hoffmann-La Roche in 1991. In 1996, Dr. Waugh established
the Protein Engineering Section at the NCI-Frederick Cancer
Research and Development Center.
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Tobacco Etch Viru

Tobacco Vein Mottling Virus

http://mcll.ncifrcrf.gov/waugh.htmi

(1)Why TEV/TVMV?

(2)Obtaining the TEV or
TVMV Proteases

(3)Production

(4)Cleavage of your fusion
protein

(5)Novel Applications/ Just
For Fun




eEasy to Purify in Soluble form In
Large Quantities

Highly Specific Cleavage Sites (7aa)

e|nexpensive to Produce

e eaves only one non-native N-
terminal glycine on your protein
of interest

eEasy to remove from your protein
after cleavage Is complete




How to Obtain the TEV and/or

TVMV Proteases




Obtaining the TEV/TVMV Proteases
for your Lab

http://addgene.org

Addgenc: Plasmid Repository for Lifc Sciences

vw.addgencorg/pevecy

Login | New User

< JADDGENE T

ACQUIRE ISTRIBUTE - O

Request Plasmids Make a Deposit About Addgene

Free Yourself to Discover

Addgene is a non-profit organization dedicated to promoting
sharing of plasmid constructs described in published literature.
Addgene stores original plasmid samples submitted by scientists
and distributes them for use in advancing life science research.

Order Plasmids from the Collection

Make a Deposit (Why Deposit)

Addgene News:
07.20.05: Addgene releases its free plasmid-tracking software for laboratories { More).
03.25.05: Science Magazine publishes letter describing Addgene's plasmid repository ( More).

More MNews Items
better serve you. Donate your popular plasmids. You complacas kvetved In human cell

A e cCradit. A o the whilc. Monk: transfarmation. Cancer Call. 2004.
Chen W, Hahn WC

CALL FOR SUBMISSIONS Featured Artich
togin: | Adagene is actively building its plasmid repository to Fontured At apecific PP2A
Password: m
Register | Forgot in Feedback: Click hers to take 3 quick survey.

Copyright 2003-2005 Addgene, Inc. All Rights Reserved
The use of this web site is governad by the Terms of Use below
Homa | Contact | Tarms of Use | Privacy Policy

Science 25 March 2005: Vol. 307. no. 5717, p. 1877




Production of the Protease

In your Lab



Production of the TEV/TVMV Protease
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= TEV plasmid (pRK793)

Ampicillin Resistant

DRIL

Encodes rare arginine codons

Chloramphenicol resistant —
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.
Yields 30 to
100mg/L




Special Notes on TEV Production

= Sonication of the cell pellets containing the TEV
protease may result in inactivation

= Recommended reagents, buffers, and more
detailed protocols can be found on the website

of Dr. Waugh

= Most buffers contain minimum 5% glycerol; TEV
IS stored in buffer containing 40% glycerol

= TEV Is stable at -80°C for 1 year




Incorporation of the TEV

cleavage site Into your system




EcoRIl TEV Site 5’ end of the Protein of Interest

) GCAC GAATTC'GAA AACCTG TAT TTT CAG GGT CCA CGT CcGC Acc cG )
ENLYFOQG

"= | 3’ End of the Protein of Interest STOPSTOP_HindllI -
|

/ I A—

g GTC GTG TTC CTG GTC AGG ATT ATT TTC GAA CGG CGC g

& Ecorl/TEV Site/Protein of Interest/STOPSTOP/HindlIlIlI




Using the TEV or TVMV Protease In

your System



Protease Protein of
Cleavage Interest
Site

— Protease
‘_JI_S'On Cleavage
ag Site
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Protein of

Interest Protein of

Interest



Reaction Optimization
Optimum T = 30°C
Optimum [salt] = OmM

Einetic paramieters for TVIY and TEY proteases

Sub strate | Enyme | Kuond) | Raots?) | RoulBu GmbIsY)
TEV/TVMV Cross-reactivity TENLYFQ/MGTRR | TEV | 0.061 0010 | 016 £0.01 | 262+ 0.46

An d KI 1] etl C Param ete rs TETVEFQ&EGTRER 0065 £0.009 (007001 | 10Ex017
TEHLYF/S3TRR Mot cleaved

TETVEFQEGTRE W Mot cleaved




Just For Fun

' N———A IS ———— Your
Fusion TVMV

Tag 1 Tag 2 Protein



