Protocol-at-a-Glance

'B

o
Attention

r—
=
Clontech

United States/Canada
800.662.2566

Asia Pacific
+1.650.919.7300

Europe
+33.(0)1.3904.6880

Japan
+81.(0)77.543.6116

Clontech Laboratories, Inc.
ATakara Bio Company
1290Terra Bella Ave.
Mountain View, CA 94043
Technical Support (US)
E-mail: tech@clontech.com
www.clontech.com

Matchmaker™ Insert Check PCR Mix
Protocol-at-a-Glance
(PT4102-2)

Matchmaker Insert Check PCR Mix 1 (Cat. No. 630496) is designed to be used with the Match-
maker Gold Yeast One-Hybrid Library Screening System (Cat. No. 630491) to confirm the
integration site of the pAbAi vector containing your DNA sequence of interest.

Matchmaker Insert Check PCR Mix 2 (Cat. No. 630497) is designed to be used with our Match-
maker Gold Yeast One- and Two-Hybrid Screening Systems (Cat. Nos. 630491 and 630489,
respectively) to analyze cDNA inserts in library prey vectors following yeast one- and two-
hybrid screening.This mix is compatible with GAL4 AD libraries constructed in the following
vectors: pGADT7 pGADT7-Rec, pGADT7-Rec2, pGAD424, pACT, pACT2, pGAD GH, pGAD GL,
and pGAD10.

List of Components

Store at -20°C.
e 2X Matchmaker Insert Check PCR Mix 1 or 2

Protocol:
1. For each yeast colony to be analyzed, add 25 ul of PCR-grade H,0 to a PCR tube.

2. Lightly touch a well isolated yeast colony with the end of a clean toothpick to obtain a
very small amount of yeast. Place the tip of the toothpick into one of the tubes of PCR-
grade H,0O from Step 1 and stir to disperse the yeast. Repeat for each yeast colony to be
analyzed.

Note: Do not use the entire colony, as too many cells will inhibit the reaction. If the water
becomes cloudy after you add the cells, you have added too many.

3. Aliquot 25 pl of Matchmaker Insert Check PCR Mix into each tube. Mix by pipetting up
and down 3-5 times.
Each reaction tube will now contain a total of 50 pl:

25 pl Matchmaker Insert Check PCR Mix
25 ul H,O/yeast

50 ul Total
4. Begin thermal cycling using the appropriate cycling parameters:
For Mix 1 For Mix 2
1cycle 95°C, 1 min Tcycle 94°C, 1 min
30 cycles  98°C, 10 sec 30 cycles  98°C, 10 sec
55°C, 30 sec 68°C, 3 min
68°C, 2 min

5. Analyze 5 ul of each reaction by electrophoresis on a 1% agarose/EtBr Gel, along with an
appropriate DNA size marker.
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Notice to Purchaser

Clontech 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. Clontech 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 written approval
of Clontech Laboratories, Inc.

PCR Polymerase: U.S. Patent No. 5,436,149 for LATechnology is owned by Takara Bio Inc.

Hot Start Antibody: TaqStart® Antibody and other Hot Start Antibodies are licensed under U.S. Patent No. 5,338,671.

PCR:
NOTICETO PURCHASER: LIMITED LICENSE
Use of this product is covered

6,127,155. The purchase of this product includes a limited, non-transferable immunity from suit under the foregoing patent claims
for using only this amount of product for the purchaser's own internal research. No right under any other patent claim (such as method
claims in U.S. Patents Nos. 5,994,056 and 6,171,785) and no right to perform commercial services of any kind, in-
cluding without limitation reporting the results of purchaser's activities for a fee or other commercial consideration, is hereby conveyed
by the purchase of this product expressly, by implication, or by estoppel. This product is for research use only. Diagnostic uses require
a separate license from Roche. Further information on purchasing licenses may be obtained by contacting the Director of Licensing,
Applied Biosystems, 850 Lincoln Centre Drive, Foster City, California 94404, USA.

Clontech, the Clontech logo and all other trademarks are the property of Clontech Laboratories, Inc., unless noted otherwise. Clontech
is aTakara Bio Company. ©2009 Clontech Laboratories, Inc.
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