BIO 101 Protocol

Yeast Cell Lysis
Preparation Kit

2015-200 10 preps
2015-400 25 preps
2015-600 100 preps

¢ For Use with the G NOME® DNA Isolation Kit and

the RNaid® PLUS Kit
e Suitable for Genomic and Plasmid DNA Isolation

Shipping & Storage:

Store all components at room temperature. Once
Spheroplasting Enzyme Mixxis made store

at-70C.

“Check with BIO 101...
We have you time in mind!”

B0 101

Revision #2015-999-6A01P 1070 Joshua Way, Vista CA 92083, USA

Tel: (760) 598-7299 ¢ Fax (760)598-0116
E-mail: technical@bio101.com

Website: www.bio101.com

For technical support call (800) 424-6101
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Kit Components
2015-200 (10 preps)

Name Volume Catalog #
Yeast Suspension Buffer 10 ml 2015-201
Yeast Enzyme Enhancer 6 ml 2015-202
Spheroplast Indicating Solution 40 2015-203
Spheroplast Control Solution 4Q0 2015-204
Yeast Enzyme Salts 120 2015-205
Spheroplasting Enzyme 8Q0 2015-206
Solution

Spheroplasting Enzyme 5.7 mg 2015-207
Mixx

2015-400 (25 preps)

Name Volume Catalog #
Yeast Suspension Buffer 25 ml 2015-401
Yeast Enzyme Enhancer 14 ml 2015-402
Spheroplast Indicating Solution 1 ml 2015-403
Spheroplast Control Solution 1ml 2015-404
Yeast Enzyme Salts 3Q0 2015-405
Spheroplasting Enzyme 2ml 2015-406
Solution

Spheroplasting Enzyme 14.25 mg 2015-407
Mixx

2015-600 (100 preps)

Name Volume Catalog #
Yeast Suspension Buffer 100 ml 2015-601
Yeast Enzyme Enhancer 56 mi 2015-602
Spheroplast Indicating Solution 4 ml 2015-603
Spheroplast Control Solution 4 ml 2015-604
Yeast Enzyme Salts 1.2 ml 2015-605
Spheroplasting Enzyme 4x2ml 2015-606
Solution

Spheroplasting Enzyme 4 x 14.25 mg 2015-607
Mixx

Call (800) 424-6101 for Ordering Information
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Introduction

TheYeast Cell Lysis PreparationKit contains the necessary reagents for
removal of the yeast cell wall in preparation for efficient lysis with the
G NOME"DNA isolation kit (Catalog #'s: 2010-200, 2010-400, 2010-600).
The rapid spheroplasting method employed in this protocol is suitable for
genomic and plasmid DNA isolation. Transformation and tissue culture with
these spheroplasts should not be performed following this method (for this
protocol seéfeast Spheroplast TransformationKit catalog #2210-200).

Call (800) 424-6101 for Technical Support



Procedure

1. Start with 100 ml of yeast grown to a density of 2 XcEdls/ml.
2. Pellet at 600 xg for 5 minutes.

3. Discard supernatant and resuspend pellet in 1 iVe¢adt Suspension
Buffer. Transfer to a microcentrifuge tube and centrifuge for 10
seconds.

4. Discard supernatant and resuspend inub6DYeast Enzyme
Enhancer.

5. Add 1Qul Yeast Enzyme Saltand 8l Spheroplasting Enzyme
Mixx.

Before first use combin&pheroplasting Enzyme Solutiorwith
Spheroplasting Enzyme Mixx Mix at room temperature for 5
minutes, aliquot into 8@ fractions (the solution often appears
‘grainy’ at this point). Quick freeze in liquid nitrogen. Store
at -70°C until ready to use, only thaw once.

6. Incubate at 3T until spheroplast formation is complete (usually 12-30
minutes).

How to Monitor Yeast Cell Lysis to Indicate Spheroplast
Formation

Start monitoring spheroplast formation after 12 minutes of incubation.
Allowing the reaction to proceed after spheroplasting is complete is not benefi-
cial to subsequent procedures.

Place 2@l of Spheroplast Indicating Solutionat one end of a glass slide
and 2Qul of Spheroplast Control Solutionat the other end. After the cells have
incubated for 12 minutes mixyuRof yeast cells with each solution, cover with
cover slips, and observe under the microscope. Spheroplasting is sufficient
when less than 5% of the control number of cells remain intact in the visual field
with the indicating solution relative to the control solution.

At this point cells are easily lysed using the general G NOME protocol.

Call (800) 424-6101 for Ordering Information



Notes

Call (800) 424-6101 for Technical Support
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Product Use Limitation & Warranty

Unless otherwise indicated, this product is for research use only. Purchase
of BIO 101 products does not grant rights to reproduce, modify, repackage the
products or any derivative thereof to third parties. BIO 101 makes no warranty
of any kind, expressed or implied, including merchantability or fitness for any
particular purpose, except that the products sold will meet our specifications at
the time of delivery. Buyer's exclusive remedy and BIO 101's sole liability
hereunder shall be limited to, at our option, product credits, refund of the
purchase price of, or the replacement of all material(s) that does not meet our
specification. By acceptance of the product, Buyer indemnifies and holds BIO
101 harmless against, and assumes all liability for the consequence of its use or
misuse by the Buyer, its employees or others, including, but not limited to, the
cost of handling. Said refunds or replacement is conditioned on Buyer notifying
BIO 101 within thirty (30) days of receipt of product. Failure of Buyer to give
said notice within thirty (days) shall constitute a waiver by the Buyer of all
claims hereunder with respect to said material(s).

General Information

BIO 101 is a pioneer in developing kits for molecular biology research. We
introduced th&GENECLEAN® Kits in 1986 and have since been manufacturing
products to bring convenience into your research. Our goal is to make your life
easier by simplifying the complexities of lab work.

Technical Support and Ordering Information
(800) 424-6101 (Toll Free - Continental USA)
(760) 598-7299 (Outside USA)

(760) 598-0116 (Fax line)
technical@biol01.com

order@biol01.com

Office Hours:

6:30 am - 6:00 pm P.S.T. (Mon - Fri)
Mailing Address:

BIO 101, Inc.

P.O. Box 2284
La Jolla, CA 92038-2284 USA

Call (800) 424-6101 for Technical Support



