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Standard Operating Procedure (SOP) – Mutagenesis
Dr. Reinhold Penner

Dr. Andrea Fleig

Queen’s Medical Center (QMC)

Queen’s Center for Biomedical Research (QCBR)

1. Purpose
This SOP describes the procedure for mutagenesis.
2. Scope
This SOP will be used by research personnel.
3. Definitions

LCMS intranet URL = 10.95.1.8
4. Procedure

1. The kit we primarily use for mutagenesis is Stratagene’s QuikChange II XL Site-Directed Mutagenesis Kit.  Expected efficiency rate is ~50%.  Newly available is a faster version of this kit, QuikChange Lightning Site-Directed Mutagenesis Kit, but its efficiency has not yet been determined.
2. Follow the manual for the kit for mutagenic primer design rules and complete protocol.

3. Due to the high cost of the kit, we normally do not run any control samples. However, if this is your first time using the kit or need to troubleshoot, then it may be beneficial to use the provided controls. 

4. Refer to the Molecular Cloning Manual, Chapter 13: Mutagenesis for more information. 

Important to Note:

· Always keep the polymerase and Dpn I on ice or in a frozen cooler while preparing reactions.

· Use sterile, filtered tips to pipette all reagents to reduce cross-contamination of PCRs and DNA samples.

· Prepare dNTP mix into single-use aliquots to avoid multiple freeze-thaws.

· Create a folder to store your cycler programs.  Do not change or erase programs belonging to other people without asking permission first.
5.  Location of…

1. Mutagenesis kits – Molecular biology freezers #21 and #22 in room 805
· XL10-Gold Ultracompetent Cells and (-mercaptoethanol -  -80(C freezer #17 (room 805b).  Store these immediately upon receiving the kit.
2. Kit manuals posted on the LCMS intranet.

3. Molecular Cloning Manual – shelf in room 805
6.  Ordering Information

Vendor

Catalog No. 
Item








Stratagene
200522

QuikChange II XL Site-Directed Mutagenesis Kit (30 rxns)
Strategene
210518

QuikChange Lightning Site-Directed Mutagenesis Kit (10 rxns)
