e L 1 ! L1 !
m Y, 1
I
L Lk
L1

LA A L

) ¥ ! e -'-"I.J_'I. ;\‘_'b

AAAAVYY

Genomics

Integration of Sigma® GenomePlex” WGA with
the NimbleGen™ Microarray ChIP-chip Workflow

The GenomePlex® WGA amplification
product is suitable as a microarray target
for genomic analysis on the NimbleGen™
platform, and can be readily integrated
into existing NimbleGen workflows.
NimbleGen recommends the use of
GenomePlex WGA for amplification

of immunoprecipitated genomic DNA for
microarray applications ChIP on CHIP'23

e Prepare samples by following
the NimbleGen Sample Preparation
Protocol for ChIP-chip, Step
7. Amplify the experimental and
control input DNA samples using
the Sigma GenomePlex Complete
WGA 2 Kit (Cat. No. WGA2-50RXN),
with additional amplification using
GenomePlex WGA 3 or WGA 4 if
necessary before proceeding to the
NimbleGen labeling procedure.

¢ The GenomePlex WGA amplification
product size ranges from ~200 to 1000
base pairs, averaging ~400 base pairs,
making sonication unnecessary.

e Purify samples using the GenElute™ PCR
Cleanup kit (Cat. No. NA1020).

Preparation of GenomePlex WGA Amplification Product
tor Labeling

1. Perform a modified GenomePlex WGA amplification as described in the product bulletin
for GenomePlex WGA Kits.
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Modification 2. If insufficient amplification product is generated, re-amplify with the
GenomePlex WGA Reamplification Kit.>?

2. Purify the amplification product using the GenElute PCR Cleanup kit (Cat. No. NA1020),
eluting with sterile RNase-/DNase-free water (Cat. No. W4502 or W1754).

Note 1. Thirty microliters is the absolute minimum elution volume.

Note 2. The absolute capacity of the GenElute PCR Cleanup filter cartridge is
10 ug, equivalent to the typical output of a single GenomePlex WGA
amplification reaction.

3. If concentration of the amplification product is required, use vacuum-centrifugation to
avoid loss of amplified product.

4. Fragmentation of GenomePlex WGA amplification product is unnecessary.
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Entry into NimbleGen™ Workflow

Enter NimbleGen Array User’s Guide: ChIP-chip Analysis, v5.0, Chapter 2.
“Sample Preparation & QC’, pp 9-11.
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B High-guality expesimental () and contrel (input) DNA are reguirsd 1o
abdain aptimally ldbebed somples for army bybrdization. The MimbdeGen
sample preparation protocel for ChIP-chip i3 available upon reguest from
Raechie Microarray Technecal Support.

B Rache MimbleGen recommends starming with the fallowing mmple amounts
for cach hybosdization. I vour experimental (IF) sample guantity is bess tran
the amount bisted, amplify the experimental (IP) and contred (input)
samiples using the Sigma GenomePlex Complete WGA 2 Kit { Cataleg Mo
the Qiagen

We recommend using the T - o
GenElute™ PCR Cleanup kit WGAD SOBRNM b belore lobeling. Then

(Cat.No NA1020). [Aguick PCR Purifisation Kit {Catalop Mo 251K

urify sxrmples usin

Node: The sisceess of the IP reaction depends oot nsng andibodses valdazed wirl
isnchinoprecipitagion. Not all outibedics work well for thes methed.

Each EaCh
Saaiing Sampls Amaunt Seal Aray Samima lFrr 2 1M Array Sampha for
oo mman dmtiang B AXTTE n Ix7zol

Arrny Ay
Exp=rimental (IF) Sample 1.5 15410 a0 1148
Coantrol (Inpan) Samgls 1.4 144 RN AT

B Foroptimal cesults, samples should meet the following critenia:

A significant mazority of the DNA = 200 nucleotides in size.

= Acosweniootion of approsimately 2500gfel o L00ng/ul in nucleise-
free water or VX TE buffer [ 1md Trois-HE and O L EDTA, pHV 5
= B0

& A AngalAnge = 1T a0d Angs! A > 1.6,

SIGMA-ALDRICH®


http://www.sigmaaldrich.com
http://www.sigmaaldrich.com/catalog/search/ProductDetail?ProdNo=NA1020&Brand=SIGMA

Order 800-325-3010 Technical Service 800-325-5832 3

Sample QC

1. Transfer 200ng of each sample to a sterile microcentrifuge tube. Store the
remainder of your sample set at -20°C until required for labeling,

2. Analyze the samples using the Agilent Bioanalyzer and BRA 6000 Mano
Assay Beagent Kit or by agarose gel electrophoresis.

3. Review Bioanalyzer traces (Fagure 2 and Figure 3} or agarose gels (Frgure 4)
for sample degrodation, Degroded amples detected using the Bioanalyzer
appear as significantly lower intensity traces with the main peak area shifted
to the left with typically more noise in the trace,

Imiportanr: Samples extailhting degradation shonld not be carriea throuwgh
Libeliing and Inybridezation due to the rigk of poor results,
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Fgure = Examples af Diosnalyzer Traces of Nondegraded Sampleg
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Fligure 3 Exampde of Bloanalyzer Trace of a Degraded Sample
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Technical Service

(800) 325-5832
sigma-aldrich.com/techservice

Development/Custom
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(800) 244-1173
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Global Locations

For a list of our global locations
and contact details, visit
sigma-aldrich.com/international
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Figure 4; Example of Agarose Gel Electrophoresis for Samples of Good Quallty

Proceed to Chapter 3, “Sample Labeling”. Continue without deviation.
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