Certificate of Analysis

D16S539 Add-In for PowerPlex® 1.1:

Cat.#

DK3131
Description: D165539 Add-In for PowerPlex® 1.1(a) is provided to alleviate a potential allele dropout in the D165539 locus of
the PowerPlex® 1.1 System (Cat.# DC6090 and DC6091) when amplified with AmpliTag Gold® and Gold ST*R 10X Buffer.
Laboratories using AmpliTag Gold® and Gold ST*R 10X Buffer have reported allele dropout in approximately 1.2% of samples
in the D16S539 locus. This allele dropout has been confirmed at Promega Corporation. This mutation is not detected, and allele
dropout does not occur when Tag DNA Polymerase and STR 10X Buffer are used with the system.

To prevent the allele dropout, a second primer pair containing the sequence mutation can be added to the amplification master
mix. The D165539 Add-In for PowerPlex® 1.1 is provided as a 10X primer pair. Also included is the Gold ST*R 10X Buffer
required for use with the AmpliTaq Gold® DNA polymerase.

Components: D165539 Add-In for PowerPlex® 1.1 (250ul) and Gold ST*R 10X Buffer (300yl).

Storage Conditions: Store at —20°C.

Quality Control Assays

Performance Testing: One human genomic DNA that is heterozygous for the D16S539 locus (shows allele dropout), titrated
to 1.0 and 0.5ng, and one negative control (without DNA) are amplified individually using PowerPlex® 1.1 10X Primer Pair Mix,
AmpliTag Gold®, Gold ST*R 10X Buffer and D16S539 Add-In for PowerPlex® 1.1. The same set of DNA samples are amplified
using PowerPlex® 1.1 10X Primer Pair Mix, AmpliTag Gold® and Gold ST*R 10X Buffer without D165539 Add-In for
PowerPlex® 1.1. All the amplified samples, mixed with Bromophenol Blue Loading Solution, are loaded on a denaturing
polyacrylamide gel. After electrophoretic separation, the gel is analyzed using a Hitachi FMBIO® Il Fluorescent Scanner.

All protocols are provided in the Usage Information (reverse side) and the PowerPlex® 1.1 System Technical Manual
(#TMD0O08).

Minimum Specifications:

o Allalleles must be detectable at 0.5ng DNA.

o The correct allele sizes in repeat numbers from the amplified DNA samples tested with D165539 Add-In for PowerPlex® 1.1
are 11,10 for the D16S539 locus.

o The correct allele sizes in repeat numbers from the amplified DNA samples tested without D165539 Add-In for PowerPlex®
1.1are 11,11 for the D16S539 locus.

o The negative DNA control reaction must be devoid of amplification products.

(a)STR loci are the subject of U.S. Pat. No. RE 37,984, German Pat. No. DE 38 34 636 C2 and other patents issued to the Max-
Planck-Gesellschaft zur Férderung der Wissenschaften, e.V., Germany. The development and use of STR loci are covered by
U.S. Pat. No. 5,364,759, Australian Pat. No. 670231 and other pending patents assigned to Baylor College of Medicine, Houston,
Texas.

Use of Promega's STR Systems requires performance of the polymerase chain reaction (PCR), which is the subject of European
Pat. Nos. 201,184 and 200,362 owned by Hoffmann-La Roche*. Purchase of Promega's STR Systems does not include or provide
a license with respect to these patents or any other PCR-related patent owned by Hoffmann-La Roche or others. Users of
Promega's STR Systems may, therefore, be required to obtain a patent license, depending on the country in which the systems
are used. For more specific information on obtaining a PCR license, please contact Hoffmann-La Roche.

*The above primary European Pat. Nos. 201,184 and 200,362 will expire on March 28, 2006. In the U.S., the patents covering the
foundational PCR process expired on March 29, 2005.

Products may be covered by pending or issued patents or may have certain limitations. Please visit our Web site for more information.
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PRODUCT USE LIMITATIONS, WARRANTY, DISCLAIMER

Promega DNA typing products are sold for Research,
General Forensic and Forensic Paternity, and Human
DNA Identification applications only. They are not
intended for therapeutic and/or diagnostic use.
Promega products contain chemicals which may be
harmful if misused. Due care should be exercised
with all Promega products to prevent direct human
contact.

Each Promega product is shipped with documentation
stating specifications and other technical information.
Promega products are warranted to meet or exceed
the stated specifications. Promega's sole obligation
and the customer's sole remedy is limited to replace-
ment of products free of charge in the event products
fail to perform as warranted. Promega makes no other
warranty of any kind whatsoever, and SPECIFICALLY
DISCLAIMS AND EXCLUDES ALL OTHER WAR-
RANTIES OF ANY KIND OR NATURE WHATSOEVER,
DIRECTLY OR INDIRECTLY, EXPRESS OR IMPLIED,
INCLUDING, WITHOUT LIMITATION, AS TO THE
SUITABILITY, PRODUCTIVITY, DURABILITY, FITNESS
FOR A PARTICULAR PURPOSE OR USE, MER-
CHANTABILITY, CONDITION, OR ANY OTHER MAT-
TER WITH RESPECT TO PROMEGA PRODUCTS. In
no event shall Promega be liable for claims for any
other damages, whether direct, incidental, foresee-
able, consequential, or special (including but not lim-
ited to loss of use, revenue or profit), whether based
upon warranty, contract, tort (including negligence) or
strict liability arising in connection with the sale or the
failure of Promega products to perform in accordance
with the stated specifications.

© 2001, 2005 Promega Corporation. All Rights
Reserved.

PowerPlex is a registered trademark of Promega
Corporation.

AmpliTag Gold is a registered trademark of Roche
Molecular Systems, Inc. FMBIO is a registered trade-
mark of Hitachi Software Engineering Company, Ltd.

All specifications are subject to change without prior
notice.

Product claims are subject to change. Please con-
tact Promega Technical Services or access the
Promega online catalog for the most up-to-date
information on Promega products.
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Promega Usage Information

I.  Amplification Protocol

Follow the protocols in the PowerPlex® 1.1 System Technical Manual (#TMDO008,
Section V.B) with the following exceptions:

A. Amplification Setup

1. Use Gold ST*R 10X Buffer when using AmpliTag Gold®. The STR 10X Buffer
(pH 9.0), supplied with the PowerPlex® 1.1 System, is not compatible with AmpliTag
Gold® because the optimal pH for the modified 7ag DNA Polymerase is 8.3.

2. The Gold ST*R 10X Buffer contains BSA. No addition of BSA is required.
3. lce is not needed when setting up reactions using AmpliTaq Gold®.

4. Use the following versions of Tables 9 and 10 (described in the PowerPlex® 1.1
System Technical Manual #7MD008) for the Master Mix.

Table 9. Master Mix for the PowerPlex® 1.1 System.

PCR Master Volume Per Number of Final
Mix Component Sample Reactions Volume (pl
Nuclease-Free Water 14.6l

Gold ST*R 10X Buffer 2.501

PowerPlex® 1.1 10X Primer Pair Mix 2,50l

D165539 Add-In for PowerPlex® 1.1 2.5l

AmpliTag Gold® DNA polymerase* 0.4p!

(2u)
Total Volume 22.501

Table 10. Master Mix for the PowerPlex® 1.1 System and Amelogenin (TMR).

PCR Master Volume Per Number of Final
Mix Component Sample Reactions Volume (pl)
Nuclease-Free Water 12.05p
Gold ST*R 10X Buffer 2.5l
PowerPlex® 1.1 10X Primer Pair Mix 2.5l
Amelogenin 10X Primer Pair (TMR) 2.5l
D165539 Add-In for PowerPlex® 1.1 2,50l
AmpliTag Gold® DNA polymerase* 0.45pl
(2.25u)
Total Volume 22.501

*Tables 9 and 10 assume that the AmpliTag Gold® DNA polymerase is at a concentration
of u/ul. If the enzyme concentration is different, the volume of enzyme used must be
adjusted accordingly.

B. Amplification Thermal Cycling

When using AmpliTaq Gold®, an additional incubation at 95°C for 11 minutes must be
incorporated prior to initiation of the thermal cycling program.
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