xTractor™ Buffer Yeast Sample Preparation Protocol-At-A-Glance

Introduction

This protocol is provided for extraction of native proteins from fresh or frozen yeast cell pellets using xTractor
Buffer, a buffer which has been optimized for his-tagged protein extraction and is compatible with all IMAC
resins.

Please read the User Manual before using this Protocol-at-a-Glance. This abbreviated protocol is provided for
your convenience, but is not intended for first-time users.

Il. Protocol: Extracting Proteins from Yeast Cells

This procedure has been optimized for extraction of native proteins from fresh or frozen yeast cell pellets using
XTractor Buffer. The volumes of this extraction can be adjusted, as long as a 1 to 30 ratio is used (1 ml xTractor
Buffer for every 30 ml of original culture volume).

1. Prepare yeast cells
a. Grow cells overnight to log phase. Harvest cells by centrifugation at 700 x g for 5 min at 4°C.
Wash with water, centrifuge and remove the supernatant.

b. Store cell pellet at -20°C or -80°C for long-term storage or proceed to the next step.
2. Resuspend the cell pellet

a. Resuspend cells in the xTractor Buffer with zymolyase (250 Units of Zymolyase 100T per ml of
XTractor Buffer) as indicated in Table 1.

Table 1. Recommended Cell Pellet Resuspension VVolumes

Original Culture Volume xTractor Buffer with Zymolyase
30 ml 1.0ml
60 ml 2.0ml
100 ml 3.3 ml
500 ml 16.7 ml

b. Add protease inhibitor cocktail to prevent protein degradation. We recommend that you use our
ProteoGuard™ EDTA-Free Protease Inhibitor Cocktail (Cat. Nos. 635672 & 635673).

c. Vortex gently or pipet the mixture up and down until the mixture is homogeneous.

3. Incubation
Incubate with gentle shaking for 1 hr at 30°C. At the end of the incubation, remove and place on ice.

4. Vortex
Vortex the sample 5 x 30 sec without using glass beads, and place the sample on ice for 1 min between
each vortexing.

5. Lysate clarification
a. Centrifuge the crude lysate at 20,000 x g for 15 min at 4°C. Carefully transfer the supernatant to a
clean tube without disturbing the pellet.

b. Store the supernatant on ice until ready to use.
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Contact Us
Customer Service/Ordering Technical Support
tel: 800.662.2566 (toll-free) tel: 800.662.2566 (toll-free)
fax: 800.424.1350 (toll-free) fax: 800.424.1350 (toll-free)
web: www.clontech.com web: www.clontech.com
e-mail: orders@clontech.com e-mail: tech@clontech.com

Notice to Purchaser

Our products are to be used for research purposes only. They may not be used for any other purpose, including, but not limited to, use in drugs, in vitro diagnostic
purposes, therapeutics, or in humans. Our products may not be transferred to third parties, resold, modified for resale, or used to manufacture commercial products or to
provide a service to third parties without prior written approval of Clontech Laboratories, Inc.

Your use of this product is also subject to compliance with any applicable licensing requirements described on the product’s web page at http://www.clontech.com. It is
your responsibility to review, understand and adhere to any restrictions imposed by such statements.

Clontech®, the Clontech logo, ProteoGuard, and xTractor are trademarks of Clontech Laboratories, Inc. All other trademarks are the property of their respective
owners. Certain trademarks may not be registered in all jurisdictions. Clontech Laboratories, Inc. is a Takara Bio Company. ©2016 Clontech Laboratories, Inc.

This document has been reviewed and approved by the Clontech Quality Assurance Department.
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