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Fragment Analysis of the GT Equine Kit on the Spectrum Compact CE
System with Polymer4

Analyze samples amplified with the GT Equine kit (RUO) on the Spectrum Compact CE System with Polymer4.

Kit: Spectrum Compact CE System (Cat.# CE1304) This protocol was developed by
Promega Applications Scientists

Analyses: Capillary electrophoresis and is intended for research use
only.

Sample Type: GT Equine’s PCR product Users are responsible for
determining suitability of the

Materials Required: protocol for their application.

=  Spectrum Compact CE System (Promega, Cat.# For further information, see

CE1304) Operating Manual TMDO058
= Spectrum Compact Buffer (Promega, Cat.# CE2300)

= Spectrum Compact Polymer4 (Promega, Cat.# Contact Technical Services at:
CE2404) genetic@promega.com

*  Spectrum Compact Cathode Septa Mat (Promega,
Cat.# CE2301)

Spectrum Compact Cathode Retainer (Promega, Cat.# CE2302)

Strip Septa Mat, 8-well (Promega, Cat.# CE2308)

Spectrum Compact Strip Base & Retainer 32 well (Promega, Cat.# CE2332)
Spectrum Compact Capillary Cartridge, 4 capillary 36cm (Promega, Cat.# CE2340)
Matrix Standard GTM5 v2 (GENETEK BIOPHARMA, Cat.# GT- 41103)

MicroAmp™ Optical 8-Tube Strip (0.2 mL) (Applied Biosystems™, Cat.# 4316567)
Hi-Di™ Formamide (Applied Biosystems, Cat.# 4311320)

GT Equine, includes GT Equine Allelic Ladder and GT500 size standard (GENETEK
BIOPHARMA, Cat.# GT- 13101)

* Analysis software (e.g. GeneMarker® Software, SoftGenetics)

Protocol:
1. Verify that consumables on the Spectrum Compact CE System are installed and not expired.

2. Prepare GTM5 v2 Matrix Standard as described in the User Manual' and adjust volumes for dispensing 10yl
in 4 wells.

3. Create a New Dye Set in the Spectrum Compact CE System with the following parameters:

o Dye SetID: GTM5 v2
o Application: Fragment
o Dye Set Template: Custom Dye Template
o Dye Color: Orange
Sample Dyes v v v v v
Calibration Peak Order 5 4 3 2 1

o Condition Number Upper Limit: 20
o Quality Value Lower Limit: 0.95
4. Run spectral calibration for the GTM5 v2 dye set with Polymer4 in the Spectrum Compact CE System.
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10.

11.

12.

Create a new size standard protocol in the Spectrum Compact instrument for the GT500 size standard with

the following parameters:

o Size Standard: GT500

o Dye Color: Orange

o Size Standard Definition: 60, 80, 100, 113, 120, 140, 160, 180, 200, 215, 220, 240, 260, 280, 300, 320, 330,
340, 360, 380, 400, 420, 430, 440, 460, 480 and 500 base pairs.

Create a new sizecalling protocol, “Sizecalling_GT500", in the Spectrum Compact using the GT500 as size

standard and leaving the rest of the parameters as default.

Create a new assay in the Spectrum Compact with the following settings:

Protocol ID: Genetek 5-dye

Application: Fragment

Dye Set : GTMS5 v2

Instrument Protocol: Fragment_Analysis36_Polymer4
Analysis Protocol: Sizecalling_GT500

O O O O O

Prepare the following loading mix: 9.5ul HiDi™ Formamide (x number of samples) and 0.5ul GT500 size
standard (x number of samples).

Combine 9.5pl of the loading mix with 0.5pl of the PCR product, previously diluted 1:10 in Nuclease-Free
Water or with the allelic ladder.

Note: Sample dilution ratio may need to be optimized.

Denature samples in a thermal cycler with the following settings: 5 minutes at 95°C followed by 30 seconds
at 4°C. Next, place the PCR products on ice for 3 minutes.

Perform fragment analysis on the Spectrum Compact CE System using the assay created in step 7.
Use a secondary analysis software to review results.
Note: samples may be flagged as “Fail” on the instrument because the custom size standard does not meet the

Quality Value requirements of the Spectrum Compact for passing. However, this should not prevent proper
analysis using a secondary analysis software.

PROMEGA CORPORATION + 2800 WOODS HOLLOW ROAD * MADISON, WI 53711-5399 USA - TEL. 608-274-4330 « SCIENTIFIC APPLICATIONS NOTE + PA1081 - 01/25 + 24052401



http://www.promega.com/
https://www.promega.com/

o

Promega

Results:

Product Application

Samples amplified using the Genetek GT Equine (RUO) kit can be analyzed on the Spectrum Compact CE System.
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Figure 1. GT Equine Allelic Ladder (top) and GT Equine sample (bottom) example electropherograms obtained
with the Spectrum Compact CE System. 0.5pl of GT Equine Allelic Ladder or 0.5ul of GT Equine PCR product
diluted 1:10 in Nuclease-Free Water were prepared as described above and injected in the Spectrum Compact CE
System using Polymer4. Example electropherograms are shown using GeneMarker® Software (v3.0.1).
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