Method Note 004

PRODUCT CERTIFICATION

Automation of the Millipore Montage SEQ96
Sequencing Reaction Cleanup Kit on the

Zephyr Genomics Workstation

Introduction

Here, we describe the use of the Zephyr Genomics Workstation in automating sequencing reaction cleanup with The Millipore
Montage SEQ96 Sequencing Reaction Cleanup Kit (Cat #LSKS09601 ). Using this system, sequencing reactions are purified using a
size-exclusion membrane using vacuum filtration. The results demonstrate the efficient purification of sequencing reactions using The
Millipore Montage SEQ96 Sequencing Reaction Cleanup Kit on the Zephyr Genomics Workstation.

Quality and Typical Chromatogram

A 10 pL reaction (1/8 scale) containing 10-50fmol (PCR product) or 150-400ng (Plasmid) template DNA with 1.5 uL ABI 5X sequenc-
ing Buffer, 5pmol primer, 1 uL BigDyeTerminator Premix (v3.1) and water was used .The 10 pL reactions were purified with the
Millipore Montage SEQ96 Sequencing Reaction Cleanup Kit on the Genomics Workstation. The purified sequencing products were
resuspended in 20 pL injection solution and directly injected into an ABI 3730 xI DNA Analyzer.

Table 1. Phred 20 scores .Quality scores of the sequence reads

. determined by the software program Phred. Phred 20 scores
Average [StdDev | %CV Min Max correspond to a confidence level of 99.9% accuracy of base

770 35 5 639 778 calling.
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Figure 1. Purity of Sequencing Reactions. A. Sequencing Re-
action containing excess dye. Presence of “dye blob” visible
between the 70-80bp region of the chromatogram. B. Typical
Montage SEQ96 purified sequencing reaction. The same re-
gion is shown and no “dye blob” present.

Figure 2. Typical Chromatogram from a
Montage SEQ96 Purified Sequencing Re-
action. Phred 20 =778

Conclusion

Sequencing reactions can be purified in a 96-well format using the Millipore Montage SEQ96 Sequencing Reaction Cleanup Kit in ap-
proximately 15 minutes. Excess dyes and salts from the starting sequencing reaction was efficiently removed. High pass rates, highly
reproducible results were obtained. The process is simple, fast and fully automated on the Zephyr Genomics Workstation.

\/ Ca I I PfeSqences



5|
g

Zephyr's small foot print fits on to a standard lab
bench, requiring no special table, while offering
flexibility for molecular biology applications:

* DNA extraction

e RNA extraction

¢ Plasmid isolation 25.5 Inches

e PCR purification (648 mm)

e Sequencing reactionclean-up BN =
e PCR setup
e Sequencing reaction setup

* DNA and RNA normalization ‘

22 Inches |
Additional applications which can be automated (REE "’:1)\*’%—/?7—/’)
.5 Inches

on the Zephyr Genomics Workstation: (749 mm)
e LabChipGX sample preparation for RNA Performance
quality assessment or DNA fragment analysis Volume range:

High Volume Head (HVH) 1 -200 pL
What's included with your Zephyr

Genomics Workstation Precision:
High Volume Head (HVH) 1-5 pL: CV <5%

e PC controller and monitor 5-200 plL: CV <2%

e Vacuum filtration station and pump 2-25pLor 50 pL: CV 5%
Weight:

e \Waste bottle
e Plate/lid gripper

75 kg (185 Ibs) Base Unit

e Ultrasonic detector ?SP ?;a:jti)reg(;;r?g:r::)ure:
* Genomics Workstation GUI and ] o
Maestro software Operating Humidity:

. - 85% RH, .
« Startup Kit 0-85% non condensing

Air Supply:
Regulated 35 - 65 psi

Power Input:
115 VAC, 50/60 Hz, 1000 VA max. or

Caliper’s Other Genomic Solutions 230 VAC, 50/60 Hz, 1000 VA max.

Caliper Life Sciences

Part No. Description

125282 Zephyr Genomics Workstation with HV Head - 110V
125283 Zephyr Genomics Workstation with HV Head - 220V
119728 Optional Zephyr Environmental Enclosure
103263 TurboVap 96 Concentration Workstation
LabChip GX TurboVap 96 122000 LabChip GX Analyzer

Millipore

Product No. Consumable Kit Name (01472
LSKS09601 | Millipore SEQ96 Cleanup Kit 1 Plate
LSKS09604 | Millipore SEQ96 Cleanup Kit 4 Plate
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